
A

Inter Mono Loop Regular

N
o.

of
pe

pt
id

es

0

20

40

60

80

100

120

Na2S2O4 reduction
ACN elution

B

RT: 0.00 - 39.98

0 2 4 6 8 10 12 14 16 18 20 22 24 26 28 30 32 34 36 38
Time (min)

0
5

10
15
20
25
30
35
40
45
50
55
60
65
70
75
80
85
90
95

100

R
el

at
iv

e
Ab

un
da

nc
e

31.38

16.13

27.81

21.14 30.9529.12
31.6217.74

27.50

32.17
18.30 32.2922.1915.57 32.5313.92 23.98 27.3811.86 38.540.56 35.682.66 6.09 7.515.17 9.49

*

*

*

**

*

clv-Leiker NH3

O
NN

N
H
N

O
S

NHHN

O

clv-mono

Ac-IEAEKG
R

OO

NHO
OH

2HN

OH

clv-inter
OO

NHO
OH

2HN

Ac-IEAEKG
R

Ac-IEAEKG
R

bio-azide

TBTA

Figure 1—figure supplement 2. Evaluation of azobenzene-based chemical cleavage.
(A) Complete cleavage of biotinlyated AL-linked peptides. Ac-IR7, a model peptide with an 
acetylated N-terminus (Vellucci et al., 2010) was cross-linked using AL, and then subjected 
to click chemistry followed by azobenzene cleavage. Asterisks indicate non-peptide 
contaminants.  (B) Azobenzene-based chemical cleavage is more efficient than acetonitrile 
elution using BSA as the test sample.




