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Table S1. The sequences of the synthetic bactenecin peptides and
their analogues

Peptide code Sequence
1 Lys-Arg-Trp-Trp-Lys-Trp-lle-Arg-Trp-NH,
2° Lys-Arg-Trp-Trp-Lys-Trp-Ile-Arg-Trp-NH,

3 Trp-Arg-Tle-Trp-Lys-Trp-Trp-Arg-Lys-NH,
4 Arg-Lys-Trp-Trp-Arg-Trp-lle-Lys-Trp-NH,
5 Dab-Dab-Trp-Trp-Dab-Trp-Ile-Dab-Trp-NH,
6 Orm-Orn-Trp-Trp-Orn-Trp-Ile-Orn-Trp-NH,
7 Har-Har-Trp-Trp-Har-Trp-lIle-Har-Trp-NH,
8 Dab-Har-Trp-Trp-Dab-Trp-lle-Har-Trp-NH,
9 Orn-Har-Trp-Trp-Orn-Trp-Ile-Har-Trp-NH,

10 Lys-Arg-Trp-Trp-Lys-Trp-Trp-Arg-Arg-NH,
1 Lys-Arg-Trp-Trp-Lys-Trp-Trp-Arg-Arg-NH,
12 Arg-Arg-Trp-Trp-Lys-Trp-Trp-Arg-Lys-NH,
13 Arg-Lys-Trp-Trp-Arg-Trp-Trp-Lys-Lys-NH,
14 Dab-Dab-Trp-Trp-Dab-Trp-Trp-Dab-Dab-NH,
15 Orn-Orm-Trp-Trp-Orn-Trp-Trp-Orn-Orn-NH,
16 Har-Har-Trp-Trp-Har-Trp-Trp-Har-Har-NH,
17 Dab-Har-Trp-Trp-Dab-Trp-Trp-Har-Har-NH,
18 Orn-Har-Trp-Trp-Orn-Trp-Trp-Har-Har-NH,

“ D-amino acids are underlined.
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Figure S1. RP-HPLC spectra of the synthetic bactenecin-derived AMPs
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Figure S2. Mass spectra of synthetic bactenecin-derived AMPs. The values are

monoisotopic
masses m posmve mode.
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[M+H>" %" = 722.4, [M+H*']" = 482.0, [M+2TFA+H*']*" = 557.9°

® The calculated masses may reflect the mass of the peptides with TFA adduct ion; e.g., [M+xTFA-+nH]", where x is the

number of TFA adduct ion, and n represents multiple-charge ionization of peptides from protonation. The monoisotopic

mass of TFA is 113.99 Da.
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[M+H'"" =1331.8, [M+H*"*" = 666.4, [M+H>']’" = 444.6
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User Spectra
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[M+H?"*" = 743.9, [M+H* " = 496.3, [M+H*'*" =372.5
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User Spectra
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Figure S3. Ramachandran plots of each amino acid residues in the 1 derived AMPs for the structure
with the highest percentage of occurrence in water. The three-letter amino acid codes from left to
right represent the residues in the sequences starting from the 2™ residue at the peptide N-

terminal to the 8" at the C-terminal.
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Figure S4. Ramachandran plots of each amino acid residues in the 10 derived AMPs for the structure
with the highest percentage of occurrence in water. The three-letter amino acid codes from left to
right represent the residues in the sequences starting from the 2™ residue at the peptide N-
terminal to the 8" at the C-terminal.

S22

Ar Tr Tr Tr Tr Ar
180 * 9 1 180 : i 180 i P . 180 P 180 9
9o FE 9 % [ 9
0 0 0 0 0 ’ 0 e
-90 5 -90 -90 -90 -90 -90 3 -90
180 Lz 180 ibiake 180 et 180 [ 180 lamte -180 -180
-180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180
d-Ar a-Tr| d-Tr d-Lys d-Tr a-Tr| d-Ar
180 9 180 P 180 4 180 y 180 P 180 P 180 9
) é‘ 90| 2 } 2 * 20 * 9 : * 90 i
0 A t 0 0 0 0 - 0 =
-90 -90 a -90 B -90 -90 -90 -90
-180 -180 -180 .- 180 -180 -180 -180
-180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180
a-Ar a-Tr a-Tr d-Lys a-Tr a-Tr d-Ari
180 9 180 P 180 P 180 ¥ 180 P 180 P 180 9
) \é 2 % ) ) ‘ 2 ‘ 2 * 2 ‘
0 o 0 . 0 : 0 - 0 3 0 N
-90 -90 -90 -90 -90 -90 -90
-180 -180 -180 -180 -180 -180 -180
-180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180
Lys Tr| Tr Ari Tr Tr Lys
180 * y 180 p 180 p 180 g 180 p 180 p 180 y %
k > i -4
90 % % % 90 \ 90 9 90 i
3 . g L = . ™
0 0 0 * 0 = 0 * 0 ﬂ 0 o -
-90 -90 9 -90 90 | W 9 -90 )
180 ke -180 L -180 -180 -180 -180 -180 ¥
-180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180 -180-90 O 90 180  -180-90 O 90 180
Dab Trp Trp Dab Trp Trp Dab
180 180 180 | 180 180 [ 180 | . 180 -
~ » Sl » i .
90 : 90 90 90 ‘ 90 h 90 * * 90
o 0 0 0 g 0 03 0 sy =
-90 -90 -90 -90 -90 -90 -90 x é
-180 180 e -180 - -180 180 L 180 A -180 S
-180-90 0 90 180 -180-90 0 90 180 -180-90 0 90 180 -180-90 0 90 180 -180-90 0 90 180 -180-90 0 90 180 -180-90 0 90 180
Orn Trp Trp Orn Trp Trp Orn
180 180 180 180 180 — 180 — 180
o E L .
90 20 ” % | 20 & ) % 90 |- 2
0 % 0 o i ] 0 0 g o v
90 AT -90 -90 -90 -90 I -90
-180 -180 -180 -180 -180 -180 180 e
-180-90 0 90 180  -180-90 O 90 180 -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180
Har Trp Trp Har Trp Trp Har
180 180 o 180 180 180 180 180
% 2 % 9 . 2 90 ) 2
0 0 0 My, ° W Y °| © -
-90 -90 -90 -90 9 -90 -90
180 - 180 L -180 -180 -180 -180 -180
-180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180 -180-90 O 90 180  -180-90 O 90 180
Har Trp Trp Dab Trp Trp Har
180 180 180 180 180 * 180 ; e %
90 13 90|, ) 2 20 R go%
0 0 Q 0 0 oo, 0 0
-90 -0 -90 -90 * -90 ! -90
180 o -180 180 Lmer-e -180 -180 L | 180 ke
-180-90 0 90 180  -180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90
Har Trp Trp Orn Trp Trp
180 ‘ . 180 : 180 4 180 ” 180 1 180
9o TR Y 90 | go [T 90 * 9
0 0 0 0 0 0 &
-90 -90 -90 -90 -90 90 ™
180 i 1 1go Ladfa 180 [ 180 lar ke 180 -~ -180
-180-90 0 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180  -180-90 O 90 180 -180-90 O 90 180  -180-90 O 90 180
[}



Figure S5. RP-HPLC spectra of the reaction mixture of each individual synthetic bactenecin-derived AMPs incubated with trypsin. Left and right spectra were recorded after 2 h and 24 h
incubation, respectively.
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Figure S6. Mass spectra of the reaction mixture of each individual synthetic bactenecin-derived AMPs incubated with trypsin. Left and right spectra were recorded after 2 h and 24 h incubation, respectively. The values are

monoisotopic masses in positive mode.

User Spectra

Fragmentor Voltage Ionization Mode

135 0 Esi

Collision Energy

x10 5 |* Scan (0.276 min) mb-102h.d
1.75 226.00000
1.5
1.25
1
0.75

0.5 . 474.10000

0.25 ‘ \

1 0 " ,JM»MM‘»M " J\H.\L[\_J_.‘u,uﬂ i

L

200 400 600 800 1000 1200 1400
Counts vs. Mass-to-Charge (m/z)

Peak List
m/z z |Abund.
130 22915
144 24850
158.9 110347
186.9 26227
204 19372

226] 1 | 174911
227 1 24455
274.1 42964
430.8 20408
474.1] 1 36484

Trp-Ile-Arg-OH;
[M+H]+found =474.1 5 [M+H]+calculated =474.3

1600

1800

2000
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User Spectra

Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
x10 5 |+ Scan (0.265 min) mb-1024h.d
274.10000
2
1.5
1
0.5 474.10000
0 N‘MHH‘LHWmmhﬂ“u " A o
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 132174
218.1 62102
226| 1 126188
246.1 70328
262.1 32493

274.11 1 | 235975
275.1] 1 45791

290.1 32627
318.1] 1 | 105356
474.1 38808

Trp-lle-Arg-OH;

[M+H] founa = 474.1, [M+H] catcutarea = 474.3

Trp-Trp-Lys-OH;

[M+HOACcH+2H]* founa = 290.1¢, [M+HOACc+2H]* catcutarea = 290.1
“ Monoisotopic mass of HOAc is 60.02 Da.



x10 4 |+ Scan (0.276 min) mb-10D2h.d
274.10000
6
5
4
3
2
1 838.70000 1246.70000
0
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
104.9 13188
148.9 11487
158.9 40282
218.1 10581
246.1 11461
274.1 66709
275.2 10741
318.1| 1 27425
430.8 21746
437 8979
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.392 min) mb-10D2h.d
25 274.10000
2| 148.90000
1.5
1
0.5 792.20000
0
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105 8058
130.1 10069
148.9 19474
158.9 6139
214.1] 1 8381
239 1 15270
274.1] 1 26010
318.1] 1 9595
381.1 7493
413.1] 1 8611
b
Intact 2%;

[M+2HOAC+TFA+2H]* founa = 838.7, [M+2HOACc+TFA+2H]* catcutarea = 839.4
[M+6HOAC+5TFA+3H] foung = 792.2, [M+6HOAc+5TFA+3H] catcutated = 791.9
[M+5HOAcH4H] founa = 437.0, [M+5HOAc+4H] " cateutared = 436.7

b al-DHHC-10 and R ™ °HHC-10 were in impure forms.

continued in next page
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x10 4 | * Scan (0.445 min) mb-10D4h.d
274.10000
6
5
4
3
2
1 L 834.30000
0 Ll ML wb u TR o I h-u
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z Abund.
105| 11122
130.1] 14337
148.9| 18060
214.1 9875
218.1] 15576
238.9] 21395
246.1] 16825
274.1] 64010
275.2| 12533
318.1] 20204
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.689 min) mb-10D4h.d
238.90000
3
25
2
1.5
1 |
05 m | L L 792.30000
0 L‘L" N’“M i J\WM L R M N
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
100 7834
105 12716
119] 1 7552
123 7496
130.1 23420
148.9 27757
214 7007
238.9| 1 32790
274.1] 1 11756
284.2 11104
Intact 2;

[M+10HOAC+4TFA+3H]* founa = 834.3, [M+10HOACc+4TFA+3H]  catcutated = 834.0
[M+6HOAC+5TFA+3H]> founa = 792.3, [M+6HOACc+5TFA+3H] catcutated = 791.9



Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
x10 4 |+ Scan (0.615 min) mb-10D2h.d
238.90000
25
2
15
1
722.60000
0.5
0
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
100 6915
105 1 10539
119 7769
130 1 24113
148.9 26434
214.1 6367
238.9] 1 27635
284.2] 1 9176
304.1] 1 6442
722.6 6260
Intact 2;

[M+2H]* founa = 722.6, [MT2HT catcutated = 722.4
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User Spectra x10 4 |* Scan (0.456 min) mb-10R124h.d
Fragmentor Voltage Collision Energy Ionization Mode 274.10000
135 0 Esi 5
x10 4 |+ Scan (0.212 min) mb-10RI2h.d 4 \
274.10000
3 3
130.10000
2.5 2 |
2 1
1‘57 0 ih“{& Vsl ‘,u \\\‘.\J ’L Ww »LLp Sl i, sk 83LS£O900
1 200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
0.5 “ ‘ 660.60000 Peak List
0 mmm‘mm st bl e gl I ‘ m/z z |Abund.
200 400 600 800 1000 1200 1400 1600 1800 2000 105 11866
Counts vs. Mass-to-Charge (m/z)
Peak List 119 8747
m/z z |Abund. 130.1| 1 22209
105 8358 149 20062
130 6383 218.1| 1 10805
148.9 11181 239] 1| 20799
158.9 15700 246.1 12892
218.1 6134 274.1 53057
238.9] 1| 14529 275.2 10139
2461 6117 318.2 18131
274.1 32820 Fragmentor Voltage Collision Energy Ionization Mode
318.1] 1 12681 135 0 Esi
5.1 7555 10 4 |+ Scan (0.191 min) mb-10R124h.d
Fragmentor Voltage Collision Energy Ionization Mode 6 274.10000
135 0 Esi
5
s |
3
2
! L ) il 834.40000
0 L GRS o b ol TR An)
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105.1 9111
119 9217
130.1] 1 11969
148.9 19896
218.1| 1 18140
239 1 20707
246.1 15701
274.1| 1 61183
2751 1 11864
318.2 24801
Intact 3; Intact 3;
[M+7HOAC+TFA+3H] found = 660.6, [M+7THOACc+TFA+3H] catcutated = 660.0 [M+12HOACcH+3TFA+3H] found = 835.2, [M+12HOAc+3TFA+3H] catcutated = 836.0

[M+10HOAC+4TFA+3H] touna = 834.4, [M+10HOAC+H4TFA+3H] " catcutatea = 834.0
continued in next page
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x10 4 |* Scan (0.276 min) mb-10RI2h.d
274.10000
6
5
4
3
2
1 . 660.20000 974.80000
0 bl ol bl Lt L) s ol I ks e
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
104.9 18756
158.9 45649
246.1 11887

274.1] 1 64861
275.1] 1 13726
318.2 1 25454

376.8 9946
415.1 10270
430.8 20170
437.1 13012
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.382 min) mb-10RI2h.d
274.10000
3
2.5
2
1.5] 149.00000 |
1
05] ‘u ‘ M | 834.30000
0 ALJ J bbbl .H\\M‘..MM‘\ N —— b
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105.1 9345
119 7457
130f 1 9147
149 14101
214.2 9520
238.9 12925
274.1] 1 31874
300.9 6835
318.1 11280
413.1] 1 7494

Intact 3;
[M+7HOAC+TFA+3HT found = 660.6, [M+7THOAc+TFA+3H]* " carcutated = 660.0
[M+10HOAC+HATFA+3H]*  founa = 834.3, [M+10HOACc+4TFA+3H] catcutated = 834.0
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User Spectra User Spectra

Fragmentor Voltage Collision Energy Ionization Mode Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi 135 0 Esi
x10 5 | * Scan (0.286 min) mb-1012h.d x10 5 |* Scan (0.286 min) mb-10124h.d
3 226.00000 25 226.00000
2.5 2
2 1.5
1.5
1
1
0.5 0.5 437.10000
0 JM‘[‘ \Jhmu " Mol 0 ‘d”"J’LJ‘LHHLA[LM T
4 200 400 600 800 1000 1200 1400 1600 1800 2000 200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
Peak List Peak List
m/z z |Abund. m/z z |Abund.
104.9 36393 104.9 32507
144 21334 159 104871
159 99205 186.9 45780
164.8 26517 218.1 38048
186.9 46810 226| 1 | 246173
226| 1 | 305688 227| 1 31928
227 1 42299 246.1 39594
228.8 22764 274.2 144258
268.8 35942 275.1 28305
274.1 30513 318.1 65216
not detectable Lys-Trp-Trp-Arg-OH;

[M+3HOACHATFA+3H] founa = 437.1, [M+3HOACcHTFA+3H] catcutatea = 437.8

User Spectra User Spectra
Fragmentor Voltage Collision Energy Ionization Mode Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi 135 0 Esi
x10 4 |* Scan (0.265 min) mb-1032h.d x10 5 |* Scan (0.276 min) mb-10324h.d
; 274.20000
6 2
5
4 1.5 625.30000
3 1
2
1 0.5
0 0 il ‘HL i JJ Lol .LJ.,MJ. Lo A . . .
200 400 600 800 1000 1200 1400 1600 1800 2000 200 400 600 800 1000 1200 1400 1600 1800 2000
5 Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
Peak List Peak List
m/z z |Abund. m/z z |Abund.
105 15343 158.9 59020
158.9 48512 218.1 58034
274.1| 1 71857 246.1 60990
318.2 28090 274.2 240381
412.2 38701 275.1 41059
430.8 26058 318.1 1 | 107777
481.1] 1 24143 430.8 30477
515.2| 1 15096 625.3 132801
625.2 49371 626.2 49911
626.1 17521 7253| 1 39327
Fragmentor Voltage Collision Energy Ionization Mode Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi 135 0 Esi
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continued in next page

Dab-Trp-Trp-Dab-Trp-Ile-Dab-Trp-NHj;

[M+1HOACcH+3H]* founa = 412.2, [M+1HOACcH3H]* catcutated = 412.6
Trp-Trp-Dab-Trp-Ile-Dab-Trp-NHo;

[M+HOAC+TFA+2HT founa = 625.2, [M+HOACc+TFA+2H]* catcutated = 625.3

x10 4 |+ Scan (0.424 min) mb-1032h.d
130.10000
25 625.10000
2 274.10000
1.5 I
1 413.10000
‘ 767.40000
0.5 i \
200 400 600 800 1000 1200 1400 1600
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.

105] 1 13482

119 7691
130.1 1 26659
148.9 15038

239 17818
274.1 18874
413.1 9052
481.2 8323
625.1 23710
626.2 10030

Dab-Trp-Trp-Dab-Trp-Ile-Dab-Trp-NHj;
[M+HOACc+3H] founa = 412.2, [IMHHOAC+H3H]* " catcutated = 412.6
Trp-Trp-Dab-Trp-Ile-Dab-Trp-NHo;

[M+HOAC+TFA+2H]* found = 625.2, [M+HOACc+TFA+2H]* catcutated = 625.3

continued in next page

Trp-Trp-Dab-Trp-Ile-Dab-Trp-NH>;

[M+1HOAcH TFA+2H]* founa = 625.3, [M+1HOAc+HI TEA+2H]* catcutatea = 625.3
Trp-Trp-Dab-OH;

[M+2HOACc+TFA+H] foung = 725.3, [M+2HOACc+TFA+H] catcutated = 725.2

x10 4 |+ Scan (0.647 min) mb-10324h.d
725.20000

4 ‘

3| 130.10000

2

1

200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)

Peak List
m/z z |Abund.

105 12208

130.1] 1 29339
148.9( 1 22926

239] 1 27537
274.1 11537
284.1] 1 11052
625.2] 1 21105

638.4 13982
725.2 45205
726.3 19599

Trp-Trp-Dab-OH;
[M+2HOACc+TFA+H] foung = 725.2, [M+2HOACc+TFA+H] catcutated = 725.2



User Spectra

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 5 |* Scan (0.297 min) mb-1042h.d
4 639.30000
3.5
3
2.5
2
1.5
1
274.10000
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0 ETTINON WN CRT T S | U VP R . .
200 400 600 800 1000 1200 1400 1600
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z Abund.
158.9] 46568
274.1 55679
318.2] 29759
617.3] 24570

639.3| 400349
640.2| 148592

641.3 32216
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi

Orn-Trp-Trp-Orn-Trp-Ile-Orn-Trp-NHy;

[M+HOACc+2H]* tound = 639.3, [M+HOACc+2H]* catcutated = 639.4
Trp-Ile-Orn-Trp-NHy;

[M+H] " founa = 617.3, [M+H] " catcutaea = 617.4

continued in next page

User Spectra

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 5 |+ Scan (0.297 min) mb-10424h.d
3 639.20000
25
274.10000
2
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1
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h 775.20000
0 VP A X1 T T T . 4 . .
200 400 600 800 1000 1200 1400 1600
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 62484
218.1 46096
246.1 51049

274.1 1 | 213089
275.1f 1 38333

318.2 94464
430.8 27584
617.2 39439
639.2 304568

640.3] 1 | 126566

Orn-Trp-Trp-Orn-Trp-Ile-Orn-Trp-NHy;

[M+HOACc+2H]* tound = 639.3, [M+HOAc+2H]* catculated = 639.4
Trp-Ile-Orn-Trp-NHy;

[M+H] " founa = 617.2, [M+H] " catcutarea = 617.4




x10 5 |* Scan (0.488 min) mb-1042h.d
14 639.20000
1.2
1
0.8
0.6 130.10000
0.4
0.2
0 ‘_ALJ_E \Mwm ! r b
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105.1 12106
130.1 45853
148.9 17802
158.9 8238
238.9 22081
274.1 10008
617.2] 1 16366
639.2| 1 | 148387
640.2| 1 57112
641.3 12933
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.636 min) mb-1042h.d
7 639.30000
130.10000
6
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200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
100 10384
105 13925
130.1 60756
148.9 22933
239 24601
617.3 11015
639.3| 1 72503
640.3] 1 29998
666.5 13199
753.3| 1 13469

Orn-Trp-Trp-Orn-Trp-Ile-Orn-Trp-NHy;

[M+HOACc+2H]* tound = 639.3, [M+HOACc+2H]* catcutated = 639.4
Trp-Trp-Orn-Trp-Ile-Orn-Trp-NHo;

[M+2TFA+2H]* found = 666.5, [M+2TFA+2H]* catcutated = 666.3
Trp-Ile-Orn-Trp-NHy;

[M+H] founda = 617.3, [M+H] catcutarea = 617.4
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User Spectra

Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
x10 5 | * Scan (0.276 min) mb-1052h.d
673.30000
1.4
1.2
"1 159.00000
0.8
0.6
0.4 \ ‘
0.2 H
0 . J.n“wLMJu L Jloak Ly L[tht» L | L L s
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
159 86371
187 18517
226 28246

242.2| 1 58201
274.1] 1 68127
318.2 33413
430.8 17197
673.3] 1 | 154456
674.3] 1 65626
695.3] 1 35312

Trp-Ile-Har-Trp-NHy;
[M+H]+found = 6733, [M+H]+calculated = 6734
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User Spectra

Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
x10 5 |+ Scan (0.265 min) mb-10524h.d
175 274.20000
1.5
1.25
1 673.30000
0.75
0.5
488.20000
0.25 | }
0 Dl L b mk« T | T R A . . )
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 88112

218.1] 1 71241
226f 1 70132
246.1| 1 64854

262.1 33045
274.2 182694
290.1 29752
318.1 90749

673.3] 1 98165
674.3] 1 42186

Trp-Ile-Har-Trp-NHy;

[M+H] founa = 673.3, [M+H]"catculatea = 673.4
Trp-Ile-Har-OH;

[M+H]+f0und =488.2, [M+H]+calculated =488.3



User Spectra

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 5 |* Scan (0.276 min) mb-10724h.d
274.10000
2
1.5
1
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200 400 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
144 36610
159 1 165379
187 41805
204 40082
218.1 58049
226 1 156687
246.1 69855
274.1] 1 231713
275.1]1 1 40409
318.1 99774

x10 4 |+ Scan (0.435 min) mb-1072h.d
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200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105 10569
130] 1 25913
144 14329
145 10833
148.9 14247
159 54671
187 14595
226| 1 43732
239 16303
274.1] 1 17219
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.625 min) mb-1072h.d
130.10000
4 615.90000
3
2
472.50000
1 |
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105 12287
130.1] 1 42417
148.9 18524
158.9 14812
238.9 26805
472.5 13492
615.9 36534
626.9 14578
708.5 34568
719.4 13497

Dab-Har-Trp-Trp-Dab-Trp-lle-Har-OH;
[M+2H]* founa = 615.9, [M+2H]" catcutaea = 615.9
Har-Trp-Trp-Dab-Trp-Ile-Har-OH;

[M+HOAC+TFA+3H] founa = 436.2, [M+HOAC+TFA+3H] " catcutated = 435.5

Trp-Trp-Dab-Trp-Ile-Har-OH;

[M+4TFA+3H] founa = 472.5, [M+ATFA+3H] catcutated = 472.8
Trp-Trp-Dab-OH

[M+2TFA+H] found = 719.4, [M+2TFA+H] " catcutatea = 719.3

not detectable



User Spectra

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 5 |+ Scan (0.276 min) mb-1082h.d
226.00000
1.4
1.2
1

0.8

0.6 673.30000

0.4

0.2
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200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.

144 18578
158.9 114045
186.9 23781

226| 1 149993
274.2 64521
318.1 37732
430.7 24489
673.3] 1 51295
674.3] 1 21648
695.2| 1 19486

Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
Trp-Ile-Har-Trp-NHy;
[M+H]+found = 6733, [M+H]+calculated =673.4
Trp-Trp-Orn-OH

[M+4HOACc+TFA+2H] found = 430.7, [M+4HOAc+TFA+2H]* catcutated = 430.1

continued in next page
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User Spectra

Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
x10 5 |* Scan (0.297 min) mb-10824h.d
2 274.10000
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200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 129238
187 32472
218.1 54361
226] 1 122973
246.1 54630
274.1 200416
275.2 33953
298.2 32169
318.1 1 81798
488.2 31792

Trp-Trp-Orn-Trp-Ile-Har-OH;
[M+2H]* found = 488.2, [M+2HT* catcutated = 487.8



x10 4 |+ Scan (0.456 min) mb-1082h.d
158.90000 673.30000
4
3
2
1 I \ 487.20000
|1 J h 834.20000
0 | MJ.-; iy M» VR ST T Y [ T Y e i
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
130.1 32844
144 13946
148.9 13061
158.9 44868
187 12020
226| 1 30920
238.9| 1 19617
274.1] 1 12622
673.3 45282
674.2 17375
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.678 min) mb-1082h.d
4| 130.10000 673.30000
3
2 \
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200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105.1 11720

130.1] 1 41510
148.9] 1 21319

159 12172
238.9 26234
482 12155
629.9 29021

673.3] 1 38920
674.3] 1 16672
722.5 22885

Orn-Har-Trp-Trp-Orn-Trp-Ile-Har-OH;

[M+2H] foung = 629.9, [MA2H] cateutaed = 629.9
Har-Trp-Trp-Orn-Trp-Ile-Har-OH;

[M+5HOACcH3H] founa = 482.0, [M+5HOACc+3H]* " cateutared = 482.2
Trp-Trp-Orn-Trp-Ile-Har-OH;

[M+2H]* founa = 487.2, [M+2H]* catcutatea = 487.8
Trp-Ile-Har-Trp-NHo;

[M+H] founda = 673.3, [M+H] calcutated = 673.3

Trp-Ile-Har-OH
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[M+2HOACc+TFA+H] found = 722.5, [M+2HOACc+TFA+H] catcutared = 722.3

User Spectra

Fragmentor Voltage Collision Energy Ionization Mode

User Spectra

Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi 135 0 Esi
%10 5 |+ Scan (0.276 min) mb-362h.d %10 5 | * Scan (0.286 min) mb-3624h.d
1.4 174.00000 14 274.10000
1.2 12
1 1
0.8 0.8
00 571.20000 0.6
0.4 | 0.4 571.20000
02| v ’ 0.2 ‘ M J
0 H} sl mmLLMdu\ Aot g s 0 M J‘\LJ‘\M TN IO RS TR TR AT ] — N
1 0 200 400 600 800 1000 1200 1400 1600 1800 2000 200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
Peak List Peak List
m/z z |Abund. m/z z |Abund.
104.9 44913 105 44320
112 34323 112 34119
115 68670 115 56881
164.9 34488 174| 1 120091
174] 1 139034 246.1 32379
186.8 35878 268.9 40174
228.9 33600 274.1 151502
268.9 47772 318.1 66843
274.1] 1 43597 322.8 33631
571.2| 1 42278 571.2 33841
not detectable not detectable
User Spectra User Spectra
Fragmentor Voltage Collision Energy Ionization Mode Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi 135 0 Esi
%10 4 |+ Scan (0.254 min) mb-36D2h.d x10 5 |+ Scan (0.276 min) mb-36D24h.d
274.10000 274.10000
5 2
4
1.5
3
1
2 755.00000
1 0.5
AR
0 Ly b LI ‘Wl‘ﬂn sl J b, LAl MMMMJ\ m‘uw s | e " | L 0
200 400 600 800 1000 1200 1400 1600 1800 2000 200 400 600 800 1000 1200 1400 1600 1800 2000
1 Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)
Peak List Peak List
m/z Abund. m/z z |Abund.
105 12700 158.9 43194
158.9] 44555 218.1 62435
274.1 53511 246.1 66799
275.2 12037 262.1 27273
318.1] 20657 274.1 226489
430.8 19412 275.2 37674
496.5 11372 290.2 21976
503.7| 10988 318.2] 1 93508
744 12604 362.2 21850
755 14479 430.8 25967

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
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continued in next page
Intact 11;

[M+2H]* founa = 744.0, [M+2H]* catcutatea = 743.9
[M+3H]  founa = 496.5, [M+3H]* " catcutatea = 496.3

[M+3HOAC+3TFA+4H]* found = 503.7, [M+3HOAc+3TFA+4H] cacutated = 503.0

x10 4 |* Scan (0.392 min) mb-36D2h.d
274.10000
2.5
2
1.5
1
0.5 H | ’L | 834.40000
0 lle ”u,‘.ﬁrwﬂ el \‘vlerLwan,r.qukL\J}\‘ﬂwwﬁ-ﬂM{‘.m"mrhm'M Jul) M‘ L . L ) .
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z Abund.
104.9 8413
148.9 11849
158.8 7933
214.1 8696
238.9 14318
246.1 5335
274.1 26652
275.2 5903
318.2 10523
413 6388
Fragmentor Voltage Collision Energy Ionization Mode
1 1 135 0 Esi
x10 4 |* Scan (0.636 min) mb-36D2h.d
4 496.30000 744.00000
3.5
3
25 239.00000
2
1.5
1 |
0.5 ‘hJ‘ ‘
0 ,,‘}»“‘N MH "LMM‘L’J Lot L bl stk ‘ e
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z Abund.
105 9305
130.1 13058
149 16925
214.1 7493
239 24260
284.1 7491
496.3 39770
503.6 9120
744 39527
755.1 13519

continued in next page
Intact 11;
[M+2H]* touna = 744.0, [M+2H]* cateutared = 743.9

x10 4 |+ Scan (0.445 min) mb-36D24h.d
274.10000
4
3
2
1 496.40000 744.10000
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
148.9| 1 17284
214.1 7729
218.1 11631
238.9 19844
246.1 13108
274.1] 1 43637
275.1] 1 8248
318.2 15704
496.4 10250
744.1| 2 8095
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.604 min) mb-36D24h.d
4
3
2
1
0
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105 8259
130 13118
148.9 18449
239 25597
274.2] 1 11483
284.1 6914
496.3 42725
503.6 10218
744 45063
755 15130




Intact 11; Intact 11;

2+ _ 2+ _ 2+ 2+
[M+3HOACH2H]> founa = 834.4, [M+3HOACH2H] carcutated = 833.9 [M+2H]* founa = 744.0, [M+2H]*" catcutarea = 743.9
2+ = 2+ = + +
[M+2H]3+found =744.0, [M+2H]3+calculated =743.9 [M+3H]3 found = 496.3, [M+3H]3 caleulated = 496.3
= = + +
[M+3H]" founa = 496.3, [1\f++3H] calculated = 496.3 . [M+3HOACc+3TFA+4H]" touna = 503.6, [M+3HOAc+3TFA+4H]" catcutated = 503.0
[M+3HOACc+3TFA+4H]* touna = 503.6, [M+3HOACc+3TFA+4H]" carcutared = 503.0
User Spectra 10 4 [+ Scan (0.445 min) mb-36RI-24h.d
Fragmentor Voltage Collision Energy Ionization Mode 274.20000
135 0 Esi 5
x10 4 |+ Scan (0.254 min) mb-36RI-2h.d 4 \
S 3
4 2
3 1 496.30000 743 90000
2 0 ",F.rJMLL,‘flM»,LU ALHM,& mm I " ot hoan N _ A
200 400 600 800 1000 1200 1400 1600 1800 2000
1 Counts vs. Mass-to-Charge (m/z)
Peak List
0 m/z z |Abund.
200 400 600 800 1000 1200 1400 1600 1800 2000 130.1 9246
Counts vs. Mass-to-Charge (m/z) .
Peak List 148.9 17201
m/z z |Abund. 2141 8394
104.9 12069 218.1] 1 21201
158.9 43007 2389| 1 20400
218.1 11333 246.1] 1 20781
246.1 10526 274.2] 1 58770
2741 55096 275.2] 1 10144
318.1] 1 | 22808 318.2 20848
430.8 20631 496.3 9782
503.7 17074 Fragmentor Voltage Collision Energy Ionization Mode
744 14139 135 0 Esi
755 12274 «10 4 |+ Scan (0.625 min) mb-36RI-24h.d
Fragmentor Voltage Collision Energy Ionization Mode 744.00000
135 0 Esi 4 496.40000
3 239.00000
2
1
0 AL, :
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105 9906
130.1 13683
148.9| 1 20845
214.1 6850
239 27078
2741 1 13639
496.4 39813
503.7 10071
744 45170
755 14388
Intact 12; Intact 12;
2+ 2+ 2+ 2+
[M+2H]* founa = 744.0, [M+2HT* " cateutated = 743.9 [M+2H]* founa = 744.0 or 743.9, [M+2H]*" cateutated = 743.9
4+ 4+ 3+ 3+
[M+3HOAC+3TFA+4H]" found = 503.7, [M+3HOACc+H3TFA+4H]" catcutated = 503.0 [M+3H] tound = 496.4, [M+3H]* " cateutated = 496.3
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continued in next page

x10 4 |+ Scan (0.403 min) mb-36RI-2h.d
274.10000
2

1.5{ 149.00000

1

[M+3HOAC+3TFA+4H]* found = 503.7, [M+3HOAc+3TFA+4H]" catcutated = 503.0

0.5 ‘ | [l ‘ 834.20000
AT |
0 NJ*‘W&M\H i J("umﬁl{ kbl whdbhe s o [N . -
200 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
12 Peak List
m/z z |Abund.
105| 1 8599
119.1 6241
149 13999
158.8 7288
214.2 9710
239] 1 13106
274.1] 1 22745
318.2 8567
413.1 8173
415| 1 7445
Intact 12;
2+ 2+
[M+3HOAC+2H]" foung = 834.2, [M+3HOAC+2H]" caicutated = 833.9
User Spectra
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.254 min) mb-3612h.d
7 372.20000
6
. |
4
3
2
838.70000
(1) I ‘.\MLMMJ JMUJ‘ J“‘ ” h Lok d | oo | 1382.50000 ‘ not determined
13 200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 49406
244.1 49392
274.1] 1 63981
318.2 29443
3722 1 69040
430.8 27398
519.2 17232
543.2|] 1 60078
544.2| 1 20240
617.2 17232

Trp-Trp-Arg-Trp-Trp-Lys-Lys-NHo;
[M+HOACc+2H]* touna = 617.2, [M+HOACc+2H]* catcutared = 617.8
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Trp-Trp-Arg-Trp-Trp-Lys-OH;
[M+HOAC+5TFA+2H]> founa = 838.7, [M+ HOAc+5TFA+2HT* catcutatea = 839.3

Trp-Trp-Lys-OH
[M+H]+found =519.2, [M+H]+calculated =519.3
User Spectra 10 4 |+ Scan (0.456 min) mb-36324h.d
Fragmentor Voltage Collision Energy Ionization Mode 274.10000
135 0 Esi 4
x10 4 |+ Scan (0.202 min) mb-3632h.d
274.20000 3
2
2
1.5
; 653.90000 ! ‘ 695.00000
515.00000 0 200 400 600 800 1000 1200 1400 1600 1800 2000
0.5 | Counts vs. Mass-to-Charge (m/z)
b o L I Peak List
0 "/‘,‘,A, '\,yw el Nt sl it " aath, L _ - m/z z Abund-
200 400 600 800 1000 1200 1400 1600 1800 2000
14 Counts vs. Mass-to-Charge (m/z) 105) 1 10080
Peak List 119.1 8041
m/z z |Abund. 130 8123
105| 1 6912 149 19830
119 5996 218.1] 1 16086
148.9 13828 239] 1 21594
158.9 11541 246.1 16917
239| 1 18246 274.1| 1 46206
274.2 21626 275.1f 1 10225
304.1f 1 6696 318.2 14637
318.1f 1 8995
515 6343
653.9 10891
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
Intact 14, Dab-Trp-Trp-Dab-Trp-Trp-Dab-Dab-NHy;
[M+4HOAC+4TFA+3H]* found = 653.9, [M+4HOACc+H4TFA+3H]* catcutated = 633.6 [M+2TFA+2H]* tound = 695.0, [M+2TFA+2H]* catcutated = 695.9

continued in next page
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x10 4 |* Scan (0.265 min) mb-3632h.d
6
5
4
3
2
1
0
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
104.9 12476
158.9 38270
218 9530
274.1 60814
275.2 11339
318.1| 1 24482
430.8 16521
500.1] 1 9535
515.1 10651
653.9 12090
Fragmentor Voltage Collision Energy Ionization Mode
1 4 135 0 Esi
x10 4 |+ Scan (0.424 min) mb-3632h.d
1.75 239.00000
1.5
1.25 i
1
0.75 413.10000
0.5 | [ 537.30000
| | 834.40000
0.25 ‘
600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
99 6752
105 8740
118.9 6512
130.1 8939
149 14635
214.2 7778
239 1 17853
274.1] 1 17286
300.9 6617
413.1| 1 7494

Intact 14;
[M+5HOAC+TFA+2H]2+found = 838.6, [M+5HOAc+TFA+2H]2+Calculated = §838.9
[M+2HOAC+2TFA+3H]3+found =537.3, [M+2HOAc+2TFA+3H]3+Calculated =537.6
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15

User Spectra

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.244 min) mb-3642h.d
680.30000
8
6 274.10000
4
2
| 1110.70000
0 e dddadeti gl g1 Juh R T . J . ‘ .
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 43360
274.1 51614
318.1 23108
430.8 21864
640.2 43533
641.3 18125
663.2 40659
680.3| 1 91396
681.3] 1 35169
689 17705
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi

Trp-Trp-Orn-Trp-Trp-Orn-Orn-NHy;

[M+HOACc+TFA+2H] found = 640.2, [M+HOACc+TFA+2HT* catcutated = 639.8

Trp-Trp-Orn-OH
[M+HOAC+TFA+H] toung = 680.3, [M+HOACc+TFA+H] catcutated = 679.6

continued in next page
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not determined




x10 4 |* Scan (0.466 min) mb-3642h.d
680.20000
4
3
149.00000
2
1 413.20000 \
0 mLM-m Mm‘m‘mJMM s L\ i J)\ Jh bbb o
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
130 12303
149 20908
214.1 8900
239 19033
274.2 12059
640.3 22762
641.2] 1 11760
663.3 13416
680.2 43540
681.3] 1 19795
Fragmentor Voltage Collision Energy Ionization Mode
1 5 135 0 Esi
x10 4 |+ Scan (0.625 min) mb-3642h.d
3 680.20000
2.5 239.00000
2
15 ;
0ol |
0.5 J ; L J I 1354.70000
0 hu iy w‘,‘bi }.\'ﬂ'm.‘% h T J«.3‘;'-4.;»4:.@,@.\“L il ik - .
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
130.1 19591
149 21385
214.1 8326
239| 1 23443
284.1| 1 9027
640.2| 1 18154
658.4 8640
666.9 17781
680.2] 1 29717
681.2] 1 13959

Orn-Trp-Trp-Orn-Trp-Trp-Orn-Orn-NHo;

[M+TFA+2H]* founa = 666.9, [M+TFA+2H]* catcutaiea = 666.9
Trp-Trp-Orn-Trp-Trp-Orn-Orn-NHj;

[M+HOAC+TFA+2H] founa = 640.3, [M+HOACc+TFA+2H]* cateutared = 639.8
Trp-Trp-Orn-OH

[M+HOAC+TFA+H] toung = 680.2, [M+HOACc+TFA+H] catcutated = 679.6

continued in next page
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Fragmentor Voltage Collision Energy Ionization Mode

135 0 Esi
x10 4 |+ Scan (0.254 min) mb-3642h.d
8 680.30000
6 274.20000
4
2
} n 1110.70000 138260000
ol Dol bt P by bl g ! | | ‘ A
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
158.9 47573
274.2 56424
318.1] 1 27324
430.8 24628
640.2 39148
641.3 16785
663.2 39965
664.3 15356
680.3] 1 84209
681.3] 1 32535

15

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |* Scan (0.456 min) mb-3642h.d
680.20000

4

3
149.00000

hl 413.10000

0 L.LM“\\ \L».Li ,L’Lw Jit LL“ T J }\MH'J L0k A
200 400

600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)

Peak List
m/z z |Abund.
130 11793
149 20537
214.2 8922
239 1 18835
274.2 13034
640.2] 1 24351
641.2| 1 12392
663.3 16151
680.2 44274

Trp-Trp-Orn-Trp-Trp-Orn-Orn-NHy;

[M+HOAC+TFA+2H] founa = 640.2, [M+HOACc+TFA+2H]* catcutared = 639.8
Trp-Trp-Orn-OH

[M+HOACc+TFA+H] foung = 680.2, [M+HOACc+TFA+H] caicutated = 679.6

continued in next page
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15

m/z z |Abund.

681.3 20300
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |* Scan (0.636 min) mb-3642h.d
680.30000

2.5 239.00000
2

1.5
1

0.5 i 1354.70000
0 | i

Counts vs. Mass-to-Charge (m/z)

Peak List
m/z z |Abund.
105.1 8752
130.1] 1 18471
149 20965
239] 1 23024
284.1] 1 8407
640.2] 1 17534
641.2| 1 7830
666.9 17049
680.3 28012
681.2 12378

Orn-Trp-Trp-Orn-Trp-Trp-Orn-Orn-NHo;

[M+TFA+2H]* founa = 666.9, [M+TFA+2H]* catcutated = 666.9
Trp-Trp-Orn-OH

[M+HOAc+TFA+H] founa = 680.3, [M+HOAc+TFA+H] catcutated = 679.6

200 400 600 800 1000 1200 1400 1600 1800

2000
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Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 5 [+ Scan (0.413 min) mb-3652h.d
1.75 188.00000
1.5
1.25
1
0.75
0.5
0.25 ‘ 482.10000
0 4 (L) e i U e s i ol
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
126 60351
129 18184
148.9 15212
154 12995
188] 1 | 173942
189] 1 18031
239 13608
274.1 18946
365.6 13977
482.1 12858
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.541 min) mb-3652h.d
7
6
5
4
3
2
1
0
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
126 27467
130 15580
149 19790
188 74769
239 21040
482 59862
489.3 16765
722.5 42756
733.5] 2 13800

Har-Trp-Trp-Har-Trp-Trp-Har-Har-NH,

[M+2H] founa = 722.5, [M+2H]* catcutaiea = 721.9

[M+3H]* founa = 482.0, [M+3H] catcutaiea = 481.6
Trp-Trp-Har-Trp-Trp-Har-OH;

[M+3TFA+2H]* founa = 722.5, [M+3TFA+2H]* catcutated = 723.3
[M+3TFA+3H] founa = 482.1, [M+3TFA+3HT catcutated = 482.5
Trp-Trp-Har-OH;

[M+HOACc+3TFA+2H]* foung = 482.0, [M+HOAC+3TFA+2H]* catcutated = 482.1

S54

x10 5 [+ Scan (0.286 min) mb-36524h.d
2 188.00000
1.5
1
0.5
0 bl LA WHLLJ‘J T 4 L L . .
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
126 74206
158.9 40544
188 1 | 209267
218.1] 1 88428
246.1| 1 84950
262.1 41827
274.1] 1 | 205203
275.1] 1 37247
290.1 31525
318.2 94437
Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |* Scan (0.519 min) mb-36524h.d
188.00000
8
6
4 482.00000
722.50000
Ll
0 MMJM J‘M L“‘“L Mmlw I JML T} n b
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
126.1 29242
130.1 12620
149 19658
188 85881
238.9 22141
274.1] 1 25242
365.8 11540
451.2 11218
482 31634
722.5 25793

Har-Trp-Trp-Har-Trp-Trp-Har-Har-NH,

[M+2H]* founa = 722.5, [M+2H]*" catcutatea = 721.9

[M+3H] touna = 482.0, [M+3H]*" catcutatea = 481.6
Trp-Trp-Har-Trp-Trp-Har-OH;

[M+3TFA+2H]* founa = 722.5, [M+3TFA+2H]* catcutated = 723.3
[M+3TFA+3H] founa = 482.1, [M+3TFA+3H] catcutated = 482.5
Trp-Trp-Har-OH;

[M+HOAC+3TFA+2H]* founa = 482.0, [M+HOAC+3TFA+2H]* catcutated = 482.1
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continued in next page

m/z z |Abund.
734| 2 10996

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 4 |+ Scan (0.795 min) mb-3652h.d
239.00000 481.90000
2.5 722.50000
2
1.5
1
0.5
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
105 8786
126.1 7853

130] 1 12711
148.9] 1 22254

188 20133
239] 1 26364
284.2 8605
481.9 24837

722.5] 2 22853
723| 2 17229

Har-Trp-Trp-Har-Trp-Trp-Har-Har-NH;
[M+2H] touna = 722.5, [M+2H]" cacutarea = 721.9
[M+3H] touna = 481.9, [M+3H] cacutarca = 481.6
Trp-Trp-Har-Trp-Trp-Har-Har-NHy;

[M+HOACc+TFA+2HT found = 723.0, [M+HOACc+TFA+2HT* catcutated = 723.8
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%10 5 |* Scan (0.445 min) mb-3672h.d
; 188.00000
0.8
0.6 |
317.00000
0.4
0.2 652.40000
0 i " ,‘ Mol bt L o N L _ _ _ _
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
1 7 m/z z |Abund.
104.9 13078
126 36271
149 14654
188 108014
238.9 15594
274.1 13797
317] 1 47991
318f 1 16663
339 18842
652.4 12271

Har-Trp-Trp-Dab-Trp-Trp-Har-Har-NH;
[M+4HOACcH+3TFA+3H] founa = 652.4, [M+4HOACc+H3TFA+3H] catcutatea = 652.5
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User Spectra

Fragmentor Voltage Collision Energy Ionization Mode
135 0 Esi
x10 5 |+ Scan (0.276 min) mb-36724h.d
274.10000
25
2 |
1.5
A
05 ‘
0 mi ‘ ‘1 el “ SR S S S - . _ . .
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z z |Abund.
126 72231
158.9 41894
188 219302
218.1] 1 96189
246.2 103248
262.1 45554
274.1 275734
275.2 47507
290.1 46185
318.2| 1 126357

not detectable




x10 5 |* Scan (0.445 min) mb-3682h.d
14 188.00000
1.2
1
0.8
0.6
0.4
0.2 | 666.50000
0 A \J‘huﬂm Lol “L
200 400 600 800 1000 1200 1400 1600 1800 2000
Counts vs. Mass-to-Charge (m/z)
Peak List
m/z Abund.
126] 50693
129.1] 15643
130.1] 10685
148.9] 18988
188| 141974
189.1] 13791
239] 16049
274.2| 16111
666.5] 14218
677.5 9940
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Figure S7. The raw ITC data (power vs. time) and the integrated data for injection of the 1 and 10 derived peptides into the calorimeter cell containing trypsin at 310 °K. The fit parameters are AH® =-34.6 kJ .mol™”, TAS® = -
1.2 kl.mol™, K®=2.4 x 10" M, n = 1.3 for 11 and AH® = -49.4 kJ.mol ™', TAS® = - 3.3 kJ.mol, K° = 1.1 x 10" M, n = 0.7 for 12.
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Figure S8. The representative structure of trypsin used in the docking studies. The structure with the
highest percentage of occurrence generated from cluster analysis of trypsin (PDB ID: 418G) MD
simulation in water for 20 ns. The left image shows enzyme binding pockets; e.g., S1 (composed of
amino acid residues 189-192, 214-216, 224-228), S1’ (composed of amino acid residues 41-45), S2
(composed of amino acid residues 57, 215, 99) and S2’ (composed of amino acid residues 142-143,
151) in red, yellow, pink and orange colors, respectively. The right image shows the position of
histidine-57, aspartate-102 and serin-195 in the enzyme catalytic triad with respect to aspartate-189
in the S1 binding site.
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Figure S9. The molecular docked models of synthetic bactenecin 1 and its analogues with trypsin. The left
image is the interaction mode between the peptides and trypsin and right panel is the inset shows the
interaction from a close view. The enzyme binding pockets S1 (red color) and S1° (yellow color) are
shown here. The colors in the peptide structures define as follow: Trp (orange), Ile (violet), Arg/Har
(blue), Lys/Dab/Orn (cyan), and the peptide backbone (green).

S60



S61



S62



S63



Figure S10. The molecular docked model of synthetic bactenecin 10 and its analogues with trypsin. The
left image is the interaction mode between the peptides and trypsin and right panel is the inset shows
the interaction from a close view. The enzyme binding pockets S1 (red color) and S1° (yellow color)
are shown here. The colors in the peptide structures define as follow: Trp (orange), Arg/Har (blue),
Lys/Dab/Orn (cyan) and the peptide backbone (green).
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