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Background

CIOL37 (4-1BB, TNFR3F is expressedon activatedlymphocytes,
and its clustering leads to receptor agonism resulting in
lymphocyteproliferation and pro-inflammatory cytokinerelease
Firstgeneration COL37 antibodiesfor cancertherapy were high
affinity and enabled for FR engagementwith either severe

Methods

A COL37/PD-L1 bispecificmAl? antibody (FR22) wasgenerated
by introducinga bivalent affinity-optimised COL37-binding Fcab
into a human IgGL bivalent PBL1 mAb. LALAmutations were
introducedto abrogateF@R activity. To elucidateits mechanism
of action, F22Q kinding valencywas assessedy chemically
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tuned affinity resulted in ideal cell binding
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A 4oTetra@alent F32®2DatGerformed a heterodimeric bispecific antibody
iIn multiple in vitro functional assays without hook effect

Primary CD8T cell Activation Assay

FS222 bound minimally to CD137 expressed by FS222 bound CD137 with avidity to cell lines

CDS8T cells + HEK.hRD cells

CD4T cells 4DCs
9000

Human Primary MLR assay

Tetravalent FS222 was tested against a

6. Tetravalent FS222 surrogate mAb? provided optinral
vitro activity and enhanced CDB8 cell proliferationin vivo
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A FS222 surrogate variant molecules were tested in a mouse primary T cell assay
Mouse Primary OT Assay
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ALysine based BS3 crosslinkers were used to stabilize complexes that were then amenable to HighO®AIalysis. 100
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Figure 5.

In manytumor settings, checkpoint inhibitors only provide moderate clinical benefit, a
for many of those patients there is a strong mechanistic rationale for clinical outcome
be improved with FS222 administration. We believe FS222 presents a unique opport
versus high affinity and/or low valency CD137 binding bispecific molecules, by openi
a broad therapeutic window.
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