
Figure S2. MSMS de novo sequencing of the peptide fragment resulting from Glu-C (a) or 
Clu-C and subsequently trypsin (b, c) cleavage of alkylated vibe 1 cyclotide

BioLynx - Peptide Sequencing Report Page 1
PepSeq file:
Printed: Tue Feb 22 21:43:30 2022

Observed MW: 3477.5349 Precursor ion charge state: 1
M/z tolerance: 0.30 Intensity threshold: 23526 (0.750%)
Modifications: Carboxyamidomethylcysteine (+)

Predicted sequences:

Sequence Rank Score JointProb Prob % Calculated MW Delta

SCVWIPCITSAIGCSCSSKVCYRNGIPCGE    1  1671       792 100.00 3477.5068 -0.03
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PepSeq file:
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M/z
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400 2600 2800 3000 3200 3400

%

0

100

220216_1038_CYC_GLUC_re MaxEnt 3 207 [Ev-3259941,It50,En1] (20000.0,4,Pep) 2: TOF MSMS 870.64ES+
 SC  V  W  I  P  C  I  T  SA  I  GCSCSSKVC  Y  RNG  I  P  C  GE bMax

 E  C  P  I  NR  Y  C  V  K  S  S  C  S  C  I  A  S  T  I  C  P  I  WV  CS yMax
462.16

y4

258.09

248.07
b2

230.10

205.08
y2

2833.20
y25

2372.06

2090.85
y18

646.30
b5

1045.88

743.38
b6 903.38

b7

2033.84
y17

1186.46 1629.65
1225.49

y10 1601.66 1889.00

2203.89
y19

2373.18

2815.27

2671.26

2834.32

3017.33
b26

3018.46

3135.44 3304.65
3460.58

(a)
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PepSeq file: 
Printed: Tue Feb 22 21:54:06 2022

Observed MW: 746.2892     Precursor ion charge state: 1
M/z tolerance: 0.30     Intensity threshold: 291149 (0.100%)
Modifications: Carboxyamidomethylcysteine (+)

Predicted sequences:

Sequence Rank Score JointProb Prob % Calculated MW Delta

DGIPCGE    1    39       379 100.00      746.2905  0.00

BioLynx - Peptide Sequencing Report Page 1 
PepSeq file: 
Printed: Tue Feb 22 21:54:06 2022

Observed MW: 746.2892     Precursor ion charge state: 1
M/z tolerance: 0.30     Intensity threshold: 291149 (0.100%)
Modifications: Carboxyamidomethylcysteine (+)

Predicted sequences:

Sequence Rank Score JointProb Prob % Calculated MW Delta

DGIPCGE    1    39       379 100.00      746.2905  0.00

BioLynx - Peptide Sequencing Report Page 1 
PepSeq file: 
Printed: Tue Feb 22 21:54:06 2022

Observed MW: 746.2892     Precursor ion charge state: 1
M/z tolerance: 0.30     Intensity threshold: 291149 (0.100%)
Modifications: Carboxyamidomethylcysteine (+)

Predicted sequences:

Sequence Rank Score JointProb Prob % Calculated MW Delta

DGIPCGE    1    39       379 100.00      746.2905  0.00

BioLynx - Peptide Sequencing Report Page 3 
PepSeq file: 
Printed: Tue Feb 22 21:54:06 2022

M/z
100 200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000

%

0

100

220220_1038_CYC_GLUC_tryp   MaxEnt 3  362 [Ev-3758081,It50,En1] (20000.0,1,Pep) 2: TOF MSMS 747.30ES+ 
 DGI  P  C  G  E bMax

 EG  C  P  I  G  D yMax
462.16

y4

258.09
a3

230.10

365.11
y3

315.11

747.30(M+H) +

463.19
600.24

b6 729.28 748.34

(b)

*

*The peptide was deaminated in the process of alylation therefore the change from N in the 
native peptide to D in the fragment
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PepSeq file: 
Printed: Tue Feb 22 21:47:31 2022

Observed MW: 2171.9341     Precursor ion charge state: 1
M/z tolerance: 0.30     Intensity threshold: 153167 (0.750%)
Modifications: Carboxyamidomethylcysteine (+)

Predicted sequences:

Sequence Rank Score JointProb Prob % Calculated MW Delta

SCVWIPCITSAIGCSCSSK    1   703       821 100.00     2171.9473  0.01
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M/z
200 400 600 800 1000 1200 1400 1600 1800 2000 2200 2400

%

0

100

220220_1038_CYC_GLUC_tryp   MaxEnt 3  167 [Ev-3727194,It50,En1] (20000.0,3,Pep) 3: TOF MSMS 725.32ES+ 
 SC  V  W  I  P  C  I  T  S  A  I  GCSCSSK bMax

 K  S  S  C  S  C  G  I  A  S  T  I  C  P  I  W  V  CS yMax
785.29

y7

646.30
b5

533.21
b4

248.07
b2

230.10

213.03

347.14
b3

371.17

472.22

728.27
y6

1527.66
y14

898.37
y8

787.33

1056.44
y10

969.41
y9

1157.49
y11

1509.63
1270.56

y12
1491.67

1640.74
y15

2291.301826.80
y161641.82

2289.462154.95
2353.09

2355.472477.25

(c)


