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Establish the new method for making antibody binding to cell membrane receptor
in T cell lymphoma

WATANABE, ATSUSHI
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This study aims to establish the new methods for phage library selection
with whole cells.

CCR6 is one of the cell membrane receptors highly expressed in the cutaneous lymphoma cells. Phage
display library selection was performed with whole cells selection and ELISA. 10 candidate clones

were detected. We considered that negative selection with no-expressed cells was effective to remove
contaminated phages which bound to unexpected part of the cell membrane.



McCafferty (Nature 348,p552-554.1990)
Raffi Fab
M13 Kunkel
10E8
Nature protocols 2,1368-1386,2007
10E10
G
Her2
EGFR CD20 CCR4
B HTLV-I
T
T
CCR6 (Ikeda et al. Oncotarget
p13563-13574, 2016)
Fab
Fab DNA
1 CCR6 HEK293FT
CCRG6 VLP HEK293FT
CCR6 T (Myla ) RNA
cDNA pPcDNA3.3 PEI HEK293FT
24 trypsin
ELISA
2 ®) ® ©ll RAsQal sNYLR
Fab chj Hs/im AxG 1600 12 YaassLQS
L‘lsg‘ I)JHZ 800 K ~ & :‘CH, 13 99 X TP T
\\'—3 Phoy Pl " "
CDR L3 H3 W e ‘ m RAscrFTFssycemh
10E10 <7 ‘,ﬂ!;én e i N1 sYDGESNKY
A2 102
1x10E12 &Qi " 2?2# VO WDV
Fig.1 S
(©)
L1 L2 L3 HL H2 H3 Tot al
LibS 1 1 2.9x10° 1 1 2.6x10 7.4x10
Fig.1 Library Design
(A) FabD IL{A#EE (B) PhagemidD RNy R—< v
C) AEBEEOTI/EERS (D) IM1TSVDETELH#IME



3
CCR6  VLP
Biol, p81-104, 2012)

in-solution (Verheesen et al. Methods. Mol.

CCRG6 HEK293FT

Ridgway et al. Cancer res. P2718-2723, 1999

15ml

4 direct phage-ELISA
3

10

single clone
96 CCR6 HEK293FT

HEK293FT 1 single clone
AntiM13 ELISA ELISA
CCR6 HEK293FT clone CDR-L3,CDR-H3
DNA
(phage)
VLP 5000
CCR6
4000
3000 —
CCR6
VLP 2000 —
VLP 1000 — — —
CCR6  HEK293FT 0 -
Round1 Round2 Round3
HEK293FT Fig2. Harvested Phage particles
CCR6
HEK293FT 1 L3 H3
3 Phagel  |AYYSHAGPI SG (673/E8)
3 Phage2  |FGAPF RT (1073/8)
Phage3  |VYGSVPF —
Phage4  |SSYSLI YY (673/E8)
) Phage5  |AAYWVHPF TV (1375/8)
(Fig.2) Phage6  |SPYPI SS (1073 /F)
3 Phage?  |YYYHPYLF TV G7S/E)
direct Phage-ELISA 372 Phage8  [YYVWPI V(1373 /)
CCR6 Phage9  |YYPFSFSLI PS O7S/E)
Phage10 |AGAPF YY (972 /#8)
28 10 Fig3. 1040 —> DA 481 CDR-L3, H3DERF
DNA (Fig.3) 2
H3 CCR6
Fab CCR6
CCR6 10
Fab T

CCRG6



€y

TAGAWA HIROYUKI

8 30373492



