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Introduction

U Generate human therapeutic antibodies to large humber of targets
(soluble or membrane bound) for various therapeutic indications

U Also produce reagent antibodies for research/development/clinical
applications

o Hybridoma technology i Fusion of splenocytes with myeloma partner

U Need to develop HTP assays amenable to screening hybridoma
supernatants from fusion plates

£ Create potential for screening on multiple antigens or cell types
A Tagged antigen versus irrelevant Ag with same tag

Immunization A human/cyno/mouse Ag target

A Conjugated Ag versus un-conjugated Ag (with PEG for
example)

Q

A Homologues from same family
A Transfectants and cancer cells
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HybridomaNorkflow

Human Ig Tg mice - E-Eusion . Balb/c sgleensJ
spleens , Splenocytes + fusion partner

e

HuG/K Screening

HTRF
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Antigen Screening
ELISA (soluble Ag) FACS (cells)
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HTP/AntigenSereening=Assays

Requirements:

e Detect antibody binding to antigen (Soluble or Cell based)

£ Robust & flexible assays

£ No wash steps

e Work in conditioned media

e Sensitivity: Adequate for Ab concentration range from 10 ng-10 pug /ml
e +/- response (no need for EC50 determination)

e Upto 10,000 samplesin a run

e Time sensitive (24 hour turn around)

£ Rapid assay development against a wide range of targets
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Presentation Qutline

s HTRF antigen screening assays (3 examples)
A HTRF with tagged antigens (e.g. His, Fc - Agl & 2)

A HTRF with non-tagged antigen (Ag3) and labeled secondary
reagents (non-blocking polyclonal)

o  HTRF with multiple labeled antigens in one well
(duplexing, 2 examples)

A HTRF with Drug Ab IgG4 versus irrelevant 1IgG4
A HTRF with PEG versus non PEG Ag
s HTRF Blocking assay (1 example)

o HTRF Tag-Lite (2 examples)
A Tag-lite with GPCR1
A Tag-lite with GPCR2
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HTRF 665 Ratio

HTRFwith ‘Tagged Antigens: (Hes, Ag 1
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Streptavidin Tb  Biotin anti-His Ab Agl-His Murine Ab Anti-mouse Fc
(monomer) in supernatant AlexaFluor 647
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Anti-mouse Fc Tb Murine Ab Agl-Hu Fc Anti-Human Fc D2
in Supernatant (dimer)
Agl-HiS Ag 1-HuFc
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Mab1 & 3: Positive Control
Clone Conc. [ug/ml] Mab 2, Mouse IgG : Negative Control Clone Conc. [ug/mi]



HTRF Agl-His Fusion Screening at 96 well stage
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Identification of Six Ab Supernatants with Binding Activity
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Supernatants tested in Agl ELISA and FACS assays at 24 well stage
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Same hits in HTRF and ELISA assays &7 Bristol-Myers Squibb
Not all HTRF/ELISA hits bind by FACS




HTRF with Tagged Antigens (His): Ag 2

Antigen has a large number of leucine rich repeats on
Its extracellular surface

Primary screening: HTRF and ELISA in parallel

U HTRF binding in solution
U ELISA with Ag coated on plate

HTRF Format
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Anti-mouse Fc Tb  mouse anti-His Ag2-His Human Clone Anti-Human Fc
in supernatant  AlexaFluor 647
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