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Development of Screening Platform for Mirror-image Antibody-like Scaffolds
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Novel screening process was established for development of mirror-image
nanobodies with resistance against proteolytic degradation in antigen-presenting cells. We
demonstrated that the synthetic nanobodies, which were prepared via chemical synthesis followed by
folding under appropriate conditions, would be a promising antibody-like scaffold with less
immunogenicity. We also established a protocol using synthetic evasins for functional analysis of
synthetic D-MCP-1. Using the resulting bioactive D-MCP-1, screening experiments were conducted.
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77o BIX#EX . Fr(2-3)I2 Frl & Fr4 ®OJEIZ NCL {2 X v #ifsE L, BAYO PMP12A2h] 157, &3
TF KT AL FR NCL % OA R R DILHEOR B #1%, @A COR LRSS T
TEARY | ALZARICHT- o THHIEINS U R EORENMLETHH Z ENHBA L,
PLEOKREFNC LD . F 2 RTF 4 DILFER T o R &S L, 88T 2 AT 4 2{LFEKRT 5
726 DT EAR 2 e Nr L T-,

(2) 81T ) RT 1 ORI AL AR Z VL L 72 L-GFP &/ RF 1 & D-GFP F / RF
£ DREYE « BEBEFRMT 21T o120 FNEND CD AT MR AT o7~ & 2 A, RFMD 2~

MV &R L, D-GFP F / 7RT 4 DX L-GFP /) RT 4 OEBTIOMEEE & > TWB I ERREEIN
2o FT2. ALEAREL D L-GFP F /) RT 4 122\ T, KRB~ A 7 137 & (QCM)  fi#hr
\Z&D GFP ~DFEEBIFMELZ TN L2 & 2 A, I X ARO STERE & 1FIF RS OFS & B % 7~
L7z, F72. D-GFP F/ RT 4 1% GFP ~DOfEH &R &3, ALFA G A ARER I GFP % 43 1+
Wik A Z L BMER LT,

GlEfe & ALPE R GFP F /) R T ¢ O R % Ll L=, L-GFP F/ RT ¢+ H L< X D-
GFP F /R T 4 DWT AT ¥ aNy MEE T T 7 A 3 Bl L, FlEmER% 28 HHIC
BREL L 72 B IS E TN D PUEMPUADELE B2 TR LT, L-GFP 7/ RTF ¢ B GREN S 1 XIAE 72
FEEMBR O AR MR SN — 5 T, D-GFP 7/ RF 1 W5 TIIHFEDBUAROBE N TIFR
DOHNT, BT BT 4 ITHED RO AR EZ IR TE 2 PR T THDH Z LRI
770

PLEORFHZ LY, 85T BT 13RI T ) RTF 4 OB OREE - BEEEZ AL TBY ., K
TR ORS00 ED 2 L 2 LN LT,

B) rEHA L MCP-1 OB &2 LRI EDERE L BEEFEAN : Monocyte chemoattractant
protein 1 (MCP-1/CCL2) 1%, RIESCHAMEALIZEEG T HrENA L THY . T OEERESIX%
FERDEERIRABICKT T HIRFER L L COISHNII/H STV D, MCP-1 IZERT 2 8it8 )/ R
T4 OBFREBIR LT, 8B A7V —=2 JITME L 725 DMCP-1 DALFEERKEITH & & iz,
D-MCP-1 DBERERFAMI R % ST L 7=,

F9. MCP-1 (76 7%4L) 3. B OASR T e v AL BEE ML, 2 OOXRTF KRBT A FD
NCLIZ X W &R L7z (CUHR@D) ., MeNbz #:& 475 N Kt 7' A > b % MPAA 77(E T C Kl 7 A
Y MEDNCLIZATF Z ETMCP-1 (GETM) 2B L7z, HiC. ZRBR bR coAL T 4 R
fEE DI ZAT, IEVERIMCP-1 (L-MCP-1) %187, Higfl s 2278 (D-MCP-1) b [REEkD T
0 AL VIEFEAR L, 77—V T A AT LA ATV —= 7 CICHW A SRR S &
bR TEEA R LTz, 5537 L-MCP-1 & D-MCP-1 13D €D 2~<2 hvaRrL, AE LT~
BHGARER) &2 X RS TE TV D Z EARIB STz,

MCP-1 DAER Sy +-1% 7 IR E@TLSZ 21K CCR2 TH BN, BEH X B OFGT 2 X E %
(LB - AT 2 Z LIIREETH VY . BIOTIEIC K D D-MCP-1 OFEBEFHl A LE TH - 7=,
Kxid, ~F=FkDOZ L /X7'F evasin DT EDA U ZBVEFETHLEOHMAZESEI LT, Zh
236 L7z D-MCP-1 OFERERTN R & fesr L7z (SCHR®), Evasin & E 5 10 fHOD Cys FEIED
550 3 ) FTE NCL 8 & LTHREL., 4 DDOXTF K7 A b (Frl~Fr4) % Fmoc [EfHE
RIFEZE VAR LT, BV Ty C RIS B D BRMEA) 72 NCL (2 K 5 evasin ORESEZ MR L7z,
Fr3 @ MeNbz $:4 F 4= 25 LB ML L T Frd & O NCL IZAF L7, N REGD Cys (L4 i
RETHZ LT, Fr3-4) ZHG L7, Bl&Hix. Fr2 % Fr(3-4) &£ ® NCL {2+ L7=t%. N KD
Cys PRiEFLZMLRET H Z & CTFr(2-4) 2187, ®HZIZFrl EONCL IZX Y evasin &R/ %
REHL L | SR LSBT A 2 L2k . DAL T ¢ REREETRR LTI % Ry B %
577, D—evasin HIREIEED 7 7 R1Z LY S L7z, D-MCP-1 @ L-evasin & (X D-evasin {Z%F9 5
FEATEME A SPR MATIZ X W B L 7=, D-MCP-1 {Z D-evasin OIZHEETEME 2R L, L-evasin IZ
T DHRESITRD N2 )o Tz,

bz vt A7) —=27IZHHT % D-NMCP-1 ZHUf53 2 & & 1T, D-MCP-1 D%
FERER NI TH Y Z OFHM DO 78012 evasin OFJANEZI THAHZ L EZHLMNT LT,

(4) DMCP-1 2V A7 ) —=27 b 7o A THRE L D-MCP-1 ZF|HLT7 7



— VT AAT VAL DEEBAT V) —=2 T % LTz, CDR3 127 v & LMuEHS| &l L 7=
JSRT 4 PR T T 77—V 7477 V=% L, D-MCP-1 ISR BT VE 2R/ R T «
DOBELHERR LT iR E LT 0 PRk O RRINE A MR35 Z E 2 B & L7 L-MCP-1 &
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