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S1. Figure S1. Structures of the Metabolites and Isolation Artifacts Isolated from the Extract of 1L-428
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S2. Table S1. IH NMR Data of 1 and its isolation artifacts 3-8 in DMSO-dg

Position 1 3 4 5 6 7 8
Val 2 473 m 475 m 4.75m 477Tm 4.73m 477Tm 4.77m
3 2.06 m 207m 206m 207 m 205m 207 m 207 m
4 0.73d 0.79d 0.71d 0.78d 0.72d 0.78d 0.78d
5 0.85d 0.89d 0.85d 0.89d 0.85d 0.89d 0.89d
NH 7.53d 7.53d 7.49d 6.78 d 7.51d 6.75d 6.75d
N-MeTyr 2 491 m 497m 491m 496 m 489m 49 m 496 m
3a 2.66d 2.66d 2.68d 2.67d 2.64d 2.67d 2.67d
3b 3.09d 3.10d 3.10d 3.10d 3.10d 3.10d 3.10d
5.5 6.88d 6.89d 6.89d 6.89d 6.89d 6.89d 6.89d
6.6' 6.62d 6.64 d 6.64 d 6.64 d 6.64 d 6.62d 6.62d
OH 9.20 s 9.14 s 9.12s 9.15brs 9.21s 9.15brs  9.15 brs
NMe 2.70 s 2.72s 2.70 s 2.71s 2.70 s 2.71s 2.71s
Leu 2 4.59 dd 10.0,4.5 464dd 4.60dd 464dd 458dd 464m 4.64m
3a 0.41 dt 10.0.1.5 031dt 040dt 029dt 040dt 0.29dt 0.29dt
3b 1.54 dt 10.0,1.5 1.62 dt 1.54 dt 1.62 dt 1.54 dt 1.62 m 1.62 m
4 0.96 m 09m 096m 09m 096m 099m 0.99m
5 0.49d 0.49d 0.49d 0.48d 0.48d 0.48d 0.48d
6 0.68d 0.70d 0.68d 0.69d 0.69d 0.69d 0.69d
Ahp/Amp 3 4.37 ddd 441 4.39 4.43 4.38 443m 443m
4a 1.71 m 1.72 m 1.71 m 1.72 m 171m 1.72 m 172 m
4b 2.54 m 235m 230m 235m 248m 235 m 235 m
S5a 1.71 m 1.60 m 1.71 m 1.59 m 1.70 m 1.59 m 1.59 m
5b 1.71 m 2.04 m 1.7lm 2.03m 1.70m 2.03m 2.03m
6 4.88 brs 441s 4.88s 440 s 4.88s 440s 440s
NH 7.34d 7.34d 7.35d 7.20d 7.35d 7.20d 7.20d
OMe —— 3.02s —— 3.01s —— 3.01s 3.01s
OH 6.02d ——— 6.02d ——— 6.02d ——-- ——--
2 4.29 ddd 43lm 435m 435m 434m 435m 435m
Gln/Glu/ 3a 1.66 m 1.65m 1.65m 1.65m 1.61 m 1.65m 1.65m
3b 2.18 m 219m 230m 230m 222m 230m 230m
OMe Glu 4, 2.02m 211m  232m  230m 22lm 230m 230m
4b 2.10 m 202m  230m 230m 2.18m 230m 230m
NH 8.49d 8.55d 8.52d 8.57d 8.49d 8.53d 8.53d



Thr

Tyr

Hpla

OMe
NHa(a)
NHa(b)

5.5
6.6'
2-OH
7-OH

6.74 s
7.19 s
4.67d
5.49 g
1.20d
8.25d
471 m
2.82m
2.96 m
6.92d
6.61d
9.07 s
7.69 d
3.94 ddd
2.44 m
2.79 m
6.97d
6.60 d
5.36d
9.11s

721d
6.75s
4.70d
5.53 q
1.21d
8.29d
472 m
2.81 m
2.96 m
6.93d
6.62d
9.14s
7.71d
3.96
244 m
2.81 m
6.98d
6.60 d
5.36d
9.16 brs

3.56s

4.67d
5.50q
1.19d
8.31d
473 m
2.81 m
2.95m
6.92d
6.62d
9.12 brs
7.69 d
3.94
245 m
2.80m
6.96 d
6.60 d
5.38d
9.12 brs

3.56s

4.68d
5.52 q
1.19d
8.35d
4.74 m
277 m
2.95m
6.93 d
6.62 d
9.15 brs
7.69d
3.96
245 m
2.80d
6.95d
6.60 d
5.36d
9.15 brs

4.67d
5.49 q
1.19d
8.28 d
470 m
277 m
2.95m
6.92 d
6.62 d
9.08 s
7.67d
3.95
243 m
2.77d
6.95d
6.60 d
5.37d
9.11s

4.68d
5.52 q
1.19d
8.34d
474 m
277 m
2.95m
6.89 d
6.64 d
9.15 brs
7.67d
3.96
245 m
2.80d
6.92d
6.60 d
5.35d
9.15 brs

4.68d
5.52 q
1.19d
8.34d
474 m
277 m
2.95m
6.89d
6.64 d
9.15 brs
7.67d
3.96
245m
2.80d
6.92d
6.60 d
5.35d
9.15 brs




S3. Table S2. 13C NMR Data of 1 and its isolation artifacts 3-8 in DMSO-d

Position 1 3 4 > 6 7 8
8C Sc 5c Sc 5C 5C 8C
Val 1 172.5s 1723s 172.5s 1724s 1725s 1724s 1724s
2 56.2d 56.0d 56.1d 560d 562d 560d 56.0d
3 309d 31.3d 30.8d 314d 309d 314d 314d
4 178q 17.8q 179q 178q 18.0q 178q 17.8q
5 195q 194q 19.5q 195q 195q 194q 194q
N-MeTyr 1 169.3s 1693s 169.4s 169.5s 1694s 169.5s 1695s
2 61.1d 613d 61.1d 614d 61.1d 613d 613d
3 331t 330t 331t 330t 331t 33.0t 330t
4 127.5s 127.4s 1274s 1274s 1275s 1274s 1274s
5,5 130.5d 130.2d 130.5d 130.6d 130.0d 130.5d 130.5d
6,6/ 1155d 115.0d 1150d 1151d 115.1d 1150d 1150d
7 156.2s 156.2s 156.0s 156.0s 156.0s 156.0s 156.0s
N 306q 305q 306q 307q 30.6q 30.6q 30.6q
Leu 1 171.0s 1709s 171.0s 171.0s 171.0s 171.0s 171.0s
2 479d 474d 479d 475d 479d 475d 475d
3 387t 38.0t 387t 38.1t 387t 380t 380t
4 238d 238d 238d 238d 238d 23.8d 23.8d
5 223q 221q 223q 222q 223q 222q 222q
6 241q 240q 240q 240q 241q 240q 240q
Ahp/Amp 2 169.7s 169.1s 169.6s 169.1s 169.7s 169.1s 169.1s
3 492d 49.1d 49.1d 494d 492d 493d 493d
4 220t 220t 220t 220t 220t 220t 220t
5 300t 238t 300t 237t 300t 238t 238t
6 73.6d 82.6d 73.6d 82.6d 737d 826d 82.6d
0O - 555q - 55.6q --- 55.5q 555¢
Gln/Glu/ 1 170.2s 170.3s 170.0s 170.2s 1702s 170.1s 170.2s
OMe Glu 2 523d 52.1d 51.6d 51.6d 519d 51.7d 51.6d
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27.0t
319t
173.9 s
169.3 s
55.0d
72.1d
17.5q
1719 s
53.3d
37.0t
1274 s
130.4d
115.0d
1557 s
1733 s
72.5d
39.8 t
1289 s
130.2d
114.8d
1559s

27.0t
31.81
1739 s
169.5 s
55.0d
72.1d
174 q
172.0 s
53.3d
37.0t
1273 s
130.5d
115.6d
155.7 s
173.3 s
72.5d
392t
128.8 s
130.4d
1149d
156.0 s

26.1t
30.0t
173.0s
51.6q
169.3 s
55.0d
72.1d
17.4 q
171.8 s
53.2d
37.1t
1274 s
130.2d
115.5d
156.2 s
1732 s
72.5d
30.1t
128.8 s
130.4d
1149d
155.7 s

26.1t
30.0t
173.0s
51.6 q
169.4 s
55.0d
72.1d
174 q
1719 s
53.2d
37.1t
1274 s
130.3d
115.7d
156.3 s
173.3 s
72.6d
392t
128.9 s
130.5d
1149d
1558 s

26.3t
30.3
174.2 s
169.4 s
55.0d
72.2d
17.5¢q
1719 s
53.2d
37.1t
1274 s
130.3d
115.5d
156.3 s
1733 s
72.6d
392t
1289 s
130.5d
1149d
155.8 s

26.3t
30.0t
174.1 s
1694 s
55.0d
72.1d
17.4q
1719 s
53.2d
37.1t
1274 s
130.2d
115.6d
156.3 s
173.3 s
72.5d
392t
128.9 s
130.4d
1149d
155.7 s

263t
30.0t
173.0s
169.4 s
55.0d
72.1d
174 q
171.9
53.2d
37.1t
127.4 s
130.2d
115.6d
156.3 s
173.3 s
72.5d
392t
1289 s
130.4d
1149d
155.7 s




S4. TH NMR Spectrum of Micropeptin TR1058 (1) in DMSO-d
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S5. 13C NMR Spectrum of Micropeptin TR1058 (1) in DMSO-d

RH-100.2.2.fid cooooockbloo
RH-100.2 in DMSO-d6 29.10.14 §§gg%ggg%%£
2853 S38% R85 AFE5S EEN e 2 ourEoo0Ianoen ool am s neenK Keoobas
328 g |eengopesorasngoinggzneansy Spll0Ng
RLEE HBEE £88 SFERY B oRN 5 £83099r0999323RBRRERR88 8 RN e
AR
S NV 4 \ A\ | SSS== i\ 1T NI
|
| | | !
|
U \‘\ it
T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
170 160 150 140 130 120 110 80 70 60 50 40 30 20

100 90
f1 (ppm)

22000

21000

20000

19000

18000

~17000

16000

~15000

14000

—13000

—12000

~11000

—10000

9000

8000

7000

6000

5000

4000

3000

2000

1000

Y

~-1000

+~-2000



S6. HSQC Spectrum Micropeptin TR1058 (1) in DMSO-d4 (CH, CH;, CH,)

RH100/2 in DMSO-d6 3.11.14 HSQC
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S7. HMBC Spectrum of Micropeptin TR1058 (1) in DMSO-d
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S8. COSY Spectrum of Micropeptin TR1058 (1) in DMSO-d
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S9. TOCSY Spectrum of Micropeptin TR1058 (1) in DMSO-dj
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S10. ROESY Spectrum of Micropeptin TR1058 (1) in DMSO-d4 (NOE correlation)
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S11. HR ESI MS data of Micropeptin TR1058 (1)

|

Elemental Composition Report

Page 1
Single Mass Analysis
Tolerance = 5,0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3
Monoisotopic Mass, Even Electron lons
234 formula(e) evaluated with 6 results within limits (up to 5 closest results for each mass)
Elements Used:
C:50-60 H:65-80 N:0-15 0:0-20
RH-100.2 Rawan Hassan
carmeli960a 85 (3.241) Cm (85:87) 1: TOF MS ES-
2.28e+002
104 1057.4875
1058.4910
%
1059.4958
1057.4594
0 1056.2365 1096.5051 ~|  10s8.0100  |1058.7581 1050.7843 10604971 10614730 1062,1538 1062.3606 | °02-9011 i
— . . —t— : Sl ea Sal AR e S e e :
1056.00 1057.00 1058.00 1059.00 ‘ 1060.00 1061.00 1062.00 1063.00 1064.00
Minimum: -1.5
Maximum: 5.0 5.0 50.0
Mass Calc. Mass mbDa PPM DBE i-FIT i-FIT (Norm) Formula
1057.4875 1057.4869 0.6 0.6 18.5 17.3 1.5 c52
1057.4882 -0.7 -0.7 23.5 17.1 1.4 9 N8 015
1057.4896 -2.1 -2.0 28.5 17.2 1.4 C54 He5 NI1Z
1057.4909 -3.4 -3.2 22.5 17.6 1.8 c57 H73 N2 o017
1057.4923 -4.8 -4.5 27.5 18.0 2.2 Cc58 H69 N& 013
Ed

15
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S12. IH NMR Spectrum of Aeruginosin TR642 (2) in DMSO-d
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S13. I3C NMR Spectrum of Aeruginosin TR642 (2) in DMSO-dg
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S14. HSQC Spectrum of Aeruginosin TR642 (2) in DMSO-d4 (CH, CH;, CH»)
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S15. HMBC Spectrum of Aeruginosin TR642 (2) in DMSO-dg
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S16. COSY Spectrum of Aeruginosin TR642 (2) in DMSO-dj
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S17. TOCSY Spectrum of Aeruginosin TR642 (2) in DMSO-dy
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S18. ROESY Spectrum of Aeruginosin TR642 (2) in DMSO-d (NOE correlation)
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S19. HR ESI MS data of Aeruginosin TR642 (2)

Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 20.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
323 formula(e) evaluated with 18 results within limits (up to 5 closest results for each mass)
Elements Used:
C:28-35 H:40-60 N:0-10 0O:0-15 Na:0-1
RH-183.1 Rawan Hasan
CARMELI1126 34 (1.507) Cm (32:34) 1: TOF MS ES+
2.34e+005
10 643.3450
of
% ] 644.3506
645.3551 —_—
635.8250 637{6534 639.2880 540-3109 641 3262 | | 647.3776  648.3999 549 4169 651.3042 6524045 6552091 973516 5583486 658,816
iy e v T T T T T T 23 T T i U B T T T T T T T T T
636.0 638.0 640.0 642.0 644.0 646.0 648.0 650.0 652.0 656.0 658.0
Minimum: =125
Maximum: 5.0 20.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i~-FIT (Norm) Formula
643.3450 643.3455 -0.5 -0.8 12.5 268.3 1.7 ,(:372 H47 N6 08
643.3445 0.5 0.8 14.5 269.3 2.8 C31 H44 N10 04 Na
643.3458 -0.8 -1.2 8.5 267.2 057 €34 H52 010 Na
643.3442 0.8 1.2 7.5 268.3 1.7 C31 HS51 N2 012
643.3431 1.9 3.0 9.5 269.3 2.7 C30 H48 N6 08 Na

23



