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1. Introduction

Therapeutic antibodies and Fc fusion proteins are effective against a

4. Lumit® FcyRlla-H131 and -R131 and FcyRllla-
V158 and -F158 Binding Inmunoassays
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7. FcyR Reporter Assays Measure Antibody
Potency
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Here we present a set of data on how these assays can be used to
characterize anti-CD20 antibodies in the context of biosimilar antibody
development. Utilizing these assays, our solutions enable researchers
across the antibody development pipeline from early-stage discovery
through commercial production and lot release.

2. Lumit® FcyR Binding Immunoassays:
Concept, Format, and Workflow

Lumit® FcyR Binding Immunoassays are competition immunoassays
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Lumit® FcyR Binding Immunoassays are suitable for rank ordering
different IgG subclasses based on their affinity to the different FcyRIla
and FcyRllla allelic variants, factors for ADCP and ADCC function.

5. Lumit® Binding Immunoassays are Suitable
for Screening Biosimilars
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Incubation of effector cells and HiBiT-expressing target cells leads to
tumor- associated antigen (TAA) dependent lysis of target cells and
release of HiBIT into the medium.
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3. Lumit® FcyRl, FcyRllb, and FcyRlllb Binding
Immunoassays

FcyRI is the high-affinity receptor for the Fc region of 1gG
expressed on phagocytes and antigen-presenting cells, mediating
IgG-dependent phagocytosis, and antibody-driven effector
functions.

FcyRllb is the only inhibitory Fcy receptor, expressed on B cells
and myeloid cells, that binds IgG immune complexes to dampen
immune cell activation.

FcyRlllb is a low-affinity, Fcy receptor expressed on neutrophils
that binds IgG immune complexes to facilitate their clearance and
trigger neutrophil activation and degranulation.
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6. Fc Effector Reporter Bioassays:
Concept, Format, and Workflow

Assay Principle and Workflow:

(A) Assay Principle: The Fc Effector Bioassays consist of two cell lines,

target cells and the reporter cells. When co-cultured with an IgG antibody,
the FcyR is activated and triggers promoter-driven luminescence that is
detected using the Bio-Glo™ Luciferase Assay System.
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HiBiT TCK Bioassays reflect the ADCC MoA of biologic

drugs. The anti-CD20 biosimilars indicated were incubated with
Human PBMC, ADCC-qualified effector cells or the ADCC Bioassay
with serial titrations of the indicated antibody.

10. Conclusions

C ive assay from binding to function —An
mtegrated suite of Lum\t® FcyR binding, Fc Effector Reporter, and HiBiT
Target Cell Killing (TCK) assays provides a coherent workflow that tracks
an antibody’s Fc effector activity from initial screening through lot release.

Rapid,

and i ligned

Lumit® FeyR Binding Immunoassays deliver subtype-specific binding
and affinity ranking in <60 min without immobilization artifacts,
enabling high-throughput primary screens (96- to 384-well) or
orthogonal confirmation to SPR/BLI.

Fc Effector Reporter Bioassays employ thaw-and-use cells expressing
individual human FcyRs; ICH-compliant precision, accuracy, and
linearity for identifying binding changes that translate into functional
potency shifts.
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(B) Assay Workflow: The Fc Effector Bioassays are designed for a simple

add-mix-read format that standardizes the reagents to reduce variability
over traditional methods, like primary cell-based assays that can result
in high background signals.
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studies.

Cross-tier data concordance — Across multiple anti-CD20 variants, rank
order observed in Lumit® ICg, values was preserved in reporter EC5, and
TCK lysis, demonstrating predictive power for downstream cytotoxicity.

Time and risk reduction — Uniform plate-map architecture and assay
quality cut assay transfer time from weeks to days and remove
inter-assay reconciliation steps, supporting accelerated IND and BLA
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stability, and release protocols.
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