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TABLE S1: Chemically cleavable linkers
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2 phase chemistry specifically bound
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= o) proteins
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group3+ H proteins
h dgc;):)lnes )?\ Ne 2 )CJ)\ NH, - j)\ Ne 2 Acyl hydrazine | Stable at basic pH (pH 8- | Tends to prematurely
y W N7 X W N7 2 RTONTYT pH 4-5 10). hydrolyze at neutral pH
5 H H H
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Cvclic f H o HO/>\ 1M guanidine in | Possibility to reintroduce a | Only tested on lysates
y 6 o ; 1% TFA at 37 °C | label to the released spiked with model
acetals HO . .
> % for 1 hour biomolecule proteins
H H NH,OH, aniline | stable at neutral pH high concentrations of
. N N. = N. _N P -
Bisaryl = N = “NH, HON pH 4-5 aniline (100 mM) are
hydrazones S | 2 | -+ possibility to reintroduce a | required and full
7 e ¥ R < | Also by ETD (see | label to the released cleavage is not always
Table S4) biomolecule achieved
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N7
“‘LL)\\N/S\O/\‘;‘ pH 7.6
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O
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N/ \O .
N =

Less stable




Base-labile

Dde®

2% hydrazine

Based on well established
protective group chemistry

(DDE) linker has been
demonstrated to be
unstable as no modified
peptides could be
detected upon
application of a
cleavage reagent, due
to instability of the linker
during on-bead trypsin
digestion®

The conventional way of
deprotecting the Dde
group in peptide
synthesis consists of
using 2% hydrazine.
This turned out to be not
compatible with
fluorescent scanning of
SDS-PAGE®
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100 mM
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acid stable and can be
removed selectively with
respect to other esters
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P
I OH Y
Ph
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ester’s Ph - o) 0~ o P photocleavable linker
- o)
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sed ), ¢ 0 Q 0 + co ammonium Traceless linker when
reversible ‘fc\/s\/\ )J\ S A‘J\/S = 2 HoN™ | bicarbonate, pH | reacted with amines of Long cleavage time
amine 0 ” 9, overnight at | proteins.
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Indole-
based
linker'®

50mM or 100mM
pyrrolidine@4°C

Disulfide!®

nLL/\S/SMbLLL % SsH HSvﬁ‘t

DTT
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BME

Commercial building block
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Application in click
chemistry is limited (due
to reducing conditions
during CuAAC);
disulfide exchange may
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reduction/alkylation
workflow of MS sample
preparation
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