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Antibody Fragments for Membrane Protein Crystallography
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Screening Cycle of Fab Phages by Panning
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m Library: pComb3XSS-based anti-hAA2a Fab pahges (Library size: 3x107 cfu)
m Bait: hAA2a-SBP captured on streptavidin-coated ELISA plates
m Buffer containing 0.05% DDM and 0.01% CHS
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Diversity of an Anti-hAA2a Fab Library

u DNA sequence analysis of randomly selected 10 Fab pahge clones from a library
= Deduced a.a. seq of V -CDR

CDR-L1 CDR-L2 CDR-L3
#1 KASQSVGTNVAW ASNRHTG QYSSYPLTF
#2 KASQNVGTNVAW ASNRFTG QYSSSPLTF
#3 KASQNVDTNVAW ASNRFTG QYSSSPFTF
#4 KASQNVGTDVSW ASNRFTG QYSNSPLTF
#5 KASQNVGNIIAW ASYRYSG QYSNSPYTF
#6 KASQNVGTNVAW ASNRFTG QYSSSPFTF
#7 (Frame Shift) (Frame Shift) (Frame Shift)
#38 KASONVGTNVAW ASNRFTG QYSSSPLTF
#9 KASONVGTNVAW ASNRFTG QYSSSPLTF
#10 KASQNVGTHVAN ASNRFTG QHYSSPLTF

m Deduced a.a. seq of V,-CDR

CDR-H1 CDR-H2
#1 DDYMH RIDPANGNTKYAPKFQD

#2 SSWMN RIYPGDGDTNYNGKFKG

#3 GYNMH YII K Y

# 4 GYNMN NINP' K( GRIY

#5 SSWMN RIY

#6 GYYMH LIT

#7 DDYMH RII D'
#8 DDYMH RI D
#9 GYFMN RINDYNGDTFYNOKFKG SYYGYYSYDLPFAY
#10 DYGMH ISRGSSTI DTVKG
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Aza Adenosine
Receptor — Fab
Complex Structure
(274

* Including the intracellular
loop 3 (i3), where the G-
protein (Gs) binds.
*Antibody binds to the G-
protein binding site and locks  i3-loop
the receptor into the inactive
conformation
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i Applications for Functional/Therapeutic
Antibodies and for Imaging

-Fab2838 locks A2a adenosine receptor into
the inactive conformation

-Cell imaging using antibodies against Aza
adenosine receptor

NECA(Agonist, only binds to the active Cultured cells
form)
GFP(control) €40010+2nd Ab(+Alexa546)
ZM?241385(Antagonist, can bind to the Mouse brain

inactive form)

with 1ry antibody Control
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