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LVS Ban, H., Gavrilyuk, J., Barbas, C. F. lll, Proc. J. Am. Chem. Soc. 2010, 132, 1523. Ban, H., Nagano, M., Gavrilyuk,
J., Hakamata, W., Inokuma, T., Barbas, C. F. lll, Bioconjugate Chem. 2013, 24, 520.




MiflisiiA =

New Technology Presentation Meetings!

IWS/—ILEEDFAHh=X Ls

-, Fe cat. (e.g. HRP) [ " -
H,0 :
22 — +
o) o - "‘ (8] Y -

NN, e == HN—N, N=N
H H ___[ i i
luminol L!___ ??

Luminol H,0, | .

solution = e

— | == solutlon

- React with tyrosine residues OH
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NH ©O
NH
@[i ©¢ o¢: %@K; .
1 (Lumlnol) 2 (Isoluminol) 4 °
2116 3416 61215 616 50+5
Tyrosine OH
y Compounds
Hemin, H,0, N " ©\Wn ,\L
N'-DRVYIHPF-C' * N'-DRVYIHPF-C' NH _N NH NH I N
(Angiotensin )  Na phosphate buffer o o
(pH 7.4) 8 9
55+1 4611 >95 90:5 Not detected

S. Sato, K. Nakamura, H. Nakamura, ACS Chem. Biol. 10,

2633-2640 (2015)
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CDR Tyr109 HC
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Tyrd9 LC
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Tyr140 LC

side chain solvent
accessibility

= v [
Tyr22 45
Tyr96 30
Tyr60 8
Tyr54 0
Tyrd3 0

Tyr80 HC
CDRTyr33 HC
Tyr173 LC
Tyr105 HC
Tyr95 HC
Tyr201 HC
Tyr87 LC
Tyr186 LC
Tyr192 LC
Tyr152 HC
Tyr36 LC
Ty86 LC 0

Ty  HC 0

n o o it DCDRIAEDTyrICHRH

l@ N 2o i p c FL CBB d FL cBB

o' s %
N DBCO-Cy3 Fc
gj L s Fab
SAv b Modified SAv
d ¥ LC-MS after trypsin digestion

1 MS intensity

2 € 7| LC-Ms after trypsin digestion

3 ﬂ p ﬂAS intensity

= A “ -, - , “
pr = : : i
*“! Modified peptide fragment (detection of Cy3) ,¢ I b !l\" | |
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2000
Trastuzumab 1800
D0
Kadcyla '
DM-1-mod. Trastuzumab

= 2.37 nM
4.78 nM
7.61 nM

tumor (mm?3)

20 25 30Time. [mm]

== control

—a— 1rastuzumab-SS-DM1
1.5 mg/kg

-8~ Kadcyla 1.5 mg/kG
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> Quench-body\DEH

i (A)

0,
N
& 1 0 DBCO-Dye \
N

.
”

Y

5 Tyrin CDR iiE:, DMF

antigen (B) 3 x mod. rituximab

o | e PBS
é" 4000 —— PBS+denaturant
e
£ 3000 A
- x2.3
£ 2000 o

Guanidine-HCI 7 M 2 1000 4/

DTT 100 mM E P e, eor

560 580 600 620 640 660

( C) Wavelength (nm)

SU-DHL-4 (CD20 +) SK-BR-3 (CD20 )
3500 3500
[Cell lysate] [CeII Iysate]
3000 4 3000 -
. —75 pg/mL s —75 pg/mL
) > 2500 —75 L = 2500 =
Fluorescent quenching Fluorescent turn-ON s ue/m £ 7.5 pg/mL
i - . ; $ 2000 - 0.75 pg/mL g 2000 -
by PET with Trp of antibody in the presence of antigen £ ‘ : g 0.75 pg/mL
1500 { / —0.075 pg/mL 8 1500 - —0.075 pg/mL
c \ c
(7] : 7]
2 1000 4/ \ O\ O we/mL 2 1000 —0 ug/mL
o ‘ S
2 500 2 500
0 T T T T 0 T T T T
560 580 600 620 640 660 560 580 600 620 640 660
Wavelength (nm) Wavelength (nm)

S. Sato, M. Matsumura, H. Ueda, H. Nakamura, ChemComm. 57, 9760-9763 (2021). 18
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