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Supplementary Figure 8. Compatibility of the 2PCA reaction with buffer salts and additives. (a) RNase A (50 uM) was
reacted with 1 mM 2PCA in 50 mM of a variety of different buffers at pH 7.5 for 16 h at 37 *C. Most buffers showed no effect
on the reaction; however, Tris buffer demonstrated a slightl decrease in yield. (b) RNase A (50 uM) was reacted with | mM
2PCA in 50 mM phosphate buffer at pH 7.5 for 16 h at 37 °C in the presence of 5 mM of the indicated additives. Although
higher yields were observed for higher concentrations of 2PCA, 1 mM 2PCA was used for both screens to observe larger differ-
ences in yield. The data shown are based on ESI-TOF mass spectrometry analysis and represent a single experiment observa-

tion. MacDonald J1, er al (2015). Nature chemical biology;11(5):326-331.
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Figure 1. Electronic reorganization during the ring-closure of a diazo-imine.
L'abbé, G. (1990). Bulletin des Sociétés Chimiques Belges, 99(4), 281-291.

Q3. RNaseA ® N KA Y = —&ffiic X 2 fENEAICOWT
BEEICREA RIS C L il . o ? BERENE S N K»
LEVLL?OFEY ZDFBRERT v F -0l ?

RNaseA ® N KK VU~ —{&ffis’ RNaseA DOFEREICHE:
Hz7m 0B E LTiE, N KoV ¥ v IidBREEEICRS¢
T, BEEEALLIEN TR LR EZLNE T,
RNaseA D FERTEME: A3 His12, Lys41, His119 TH b, & v
N7 DOFEREE TR TD N K2 o 3L CTw 3 2 & 23 h
DEd,

Cyt Cyt
SRNA Ura SRNA Ura
o) | :o:l J
- QNG N =5 o, 0
O“il’—O ~H ' :His12 \p/ *H—His12
~1 " sH,N—Lysd1 /\ SHN—Lysdt
S R
“RNA3 oo
His119—~H* His119: HO<py a5

Leland, P. A., & Raines, R. T. (2001). Chemistry & Biology, 8(5), 405-413.

PDB : 5RSA



Q4. Imidazolidinone JERIED ADC ~DIGHICDWT
T IF— B THPASA T LA ML 7diSCCIE HER2 Hifk o Fab & [5G O 2N ZHICOWT
6-AM-2-PCA 12 X %2 N KEffizfT7noCwE T, ZNZNOBHICH ZHiv72EE e LTI 23 Thbh
¥ L7,
<Fab f&#fii >
In vitro #¢4 X — v 7', LC-MS i X % {Effiff%k 0 3Hll. LC-MS/MS i X 2 #EAERT oA, L
SR 2 HURBEREMERF O TERY. (HER2 $Ts A BMINEIc X 3~ % assay)
<IgG f&Hii>
In vitro # A4 X —¥ v 7| (BRI X 2 1gG O#REMERF O fiEsE (HER2 X v o327 icxf 9 % Kp iEDHIE)

-DAR ZHH I LT3 0D
tIF—TEEZz2LLLIC, DAR BSRO@mI AR ENTwELTA, 272 L, 12D Fab XL T
W< DD 6-AM-2-PCA BHfins A - 722122 TIE MS %l 72 2517 h . 1 1ERi28 A - 7= Fab 28 43%
L 2O Ao 72 Fab 2336% ((3) + (1)~ T 3 F—K) THB B> THET,

R o 1 Peptide
H \)J\ o JH\ R H (o] P (0] o
— ~ N\)L
H2N Y~ Peptide + R3JL oo R3 N/Hr < Peptide R2
(o] Rz (o] ﬁz JN\ |lR1
R N
H
OH R!
L» N\/”\
Peptide
Table 1. Percent values of anti-Her2 Fab modified with 6-AM-2-PCA analyzed by MS.
Non-modification Mono-modification Bis-modification
Peak (1): Fab (2): Fab+1 label (3): Fab+2 labels (4): Fab+2 labels+H,0
MW (Da) 50356 50503 50647 50665
Percent’ 21% 43% 17% 19%

“represents mean of two measurements.
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Figure 1. General scheme for the selective capture of LA-modified
enzymes using BCD-functionalized sepharose resin. The noncovalently
immobilized enzyme is released from the resin by competitive binding
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