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Figure S1. Structures of Known Metabolites Isolated from the Extract of IL-381—Plate I.
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Figure S4. C NMR Spectrum (125 MHz) of Aeruginosin KB676 (1) in DMSO-ds.
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Figure S5. HSQC Spectrum of Aeruginosin KB676 (1) in DMSO-ds (Red: CH, CHs; Blue: CH2).
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Figure S7. COSY Spectrum of Aeruginosin KB676 (1) in DMSO-ds.
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Figure S8. ROESY Spectrum of Aeruginosin KB676 (1) in DMSO-ds (Blue: NOE correlation).
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Table S1. NMR Data of the minor rotamer of Aeruginosin KB676 (1) in DMSO-ds.

S12

Position dc mult. ® dn mult. ® Jin Hz HMBC Correlations © NOE Correlations ¢
Hpla 1 173.7,9C -
2 72.4, CH 395 m Hpla-3,3',5,5’; Phe-NH
3 305, CHy 2.72, dd (14.5,3.3) Hpla-1,2,4,5,5' Hpla-2,3",5,5'
2.44, m Hpla-1,2,4,5,5' Hpla-2,3,5,5'
4 128.6, qC -
5,5' 130.5, CH 6.93, d (8.3) Hpla-3,6,6',7 Hpla-2,3,3',6,6'
6,6’ 115.0, CH 6.62,d (8.3) Hpla-4,7 Hpla-5,5',7-OH
7 155.9, qC -
2-OH - 5.36, brs
7-OH - 9.12,s Hpla-7 Hpla-6,6
Phe 1 169.2,qC -
2 51.3,CH 4.65, g (6.0) Phe-1,3 Phe-3,3'5,5',NH; Choi-7,7a; Agm-1-NH
2.92, m Phe-1,4 Phe-2,3'5,5',7
3 37.7, CH2 2.78, m Phe-1,4 Phe-2,3,5,5',7,NH
4 137.2,qC -
55 129.5, CH 7.18, m Phe-3,7 Phe-2,3,6,6"; Choi-7a
6,6’ 128.5, CH 7.27, m Phe-4 Phe-5,5'
7 126.8, CH 7.18, m Phe-5 Phe-6,6"; Choi-7a
NH - 7.70,d (8.0) Hpla-1; Phe-2 Phe-2,3; Hpla-2
Choi 1 171.6,qC -
2 59.6, CH 4.16, d (9.0) Choi-1,3 Choi-3,3',3a; Agm-1-NH
2.16, m (ax) Choi-2,3',3a,4,
3 33.6, CHy 1.50, m (eq) Choi-7a Choi-2,3,3a
3a 34.8, CH 2.38, m Choi-2,3,3',4,7a
4 22.8, CHo 1.63, m (2H) Choi-3,3a,5,7a
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Table S1. Cont.

S13

6-OH
7
7a

*N-prenyl-Agm 1

© 00 N O O b W

10
1-NH
5-NH,NH>

29.9, CH>
66.9, CH

39.0, CH2
57.0, CH
38.0, CH:

26.4, CH,
24.4, CH,
47.3, CH,
155.8, qC
45.8, CH,
118.6, CH
137.1, qC
25.7, CHs
18.0, CHs

1.53, m (eq)
1.16, m (ax)
3.32,m
4.52, brs
1.80, m (eq)
0.98, m (ax)
419, m
3.02, m
2.95, m
1.33,m
1.45, m
3.16, m
3.87, brd (6.0)
5.08, brt (6.0)
1.70, brs
1.64, brs
7.55,t(5.5)
7.25, brm

Choi-6,7a

Agm-3
Agm-1
Agm-1
Agm-5

Agm-4,5,7,8
Agm-9

Agm-7,8
Agm-7,8
Choi-1

Choi-5',6,
Choi-5; Agm-1,4
Choi-5,7eq,7a

Choi-6,7ax,7a
Choi-5ax,7eq
Choi-3a,4,7¢eq
Agm-1',2,3,4,7,1-NH
Agm-1,2,1-NH
Agm-1,1'4,6,1-NH
Agm-1,4,6,7,1-NH
Agm-1',2,3,6,7,1-NH

Agm-2,3,4,7,9,10
Agm-1,1'3,4,6,9

Agm-6,7
Agm-6,1-NH

Agm-1,1',2,3,4,10; Choi-2

2 125 MHz for carbons and 500 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle
time 1 s; ¢ Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons
190 formula(e) evaluated with 8 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C:30-50 H:40-60 N:0-10 0O:0-10

SP-257/1 Shira Peer
carmeli359c 28 (1.244) Cm (27:29) 1: TOF MS ES+
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%
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o T o b e T B o o B B B i e o e L I o o o o o B o B BRI B T B e S e o 1174
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=-1.5
5.0 10.0 50.0
Mass Calc. Mass mla PEM DBE i-FIT i-FIT (Norm] Formula
677.4031 677.4027 0.4 0.5 14.5 143.7 1.5 Y N6 06
677.4013 1.8 2.7 9.5 143.5 1.2 C36 N2 010
677.4053 “2.2 -3.2 13.5 143.4 1.1 ca1 o8
677.4067 =3.86 =5.3 18.5 144.0 1.8 C N4 04

Figure S9. HR ESI MS data of Aeruginosin KB676 (1).
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Figure S10. *H NMR Spectrum (500 MHz) of Microphycin KB921 (2) in DMSO-ds.
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Figure S11. 3C NMR Spectrum (125 MHz) of Microphycin KB921 (2) in DMSO-de.
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Figure S12. HSQC Spectrum of Microphycin KB921 (2) in DMSO-ds (Red: CH, CHs; Blue: CH2).
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Figure S15. ROESY Spectrum of Microphycin KB921 (2) in DMSO-ds (Blue: NOE correlation).
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Table S2. NMR Data of Microphycin KB921 (2) in DMSO-ds.

Position dc mult. P dumult.®Jin Hz HMBC Correlations © NOE Correlations ¢
Phe 1 171.1,qC
2 52.9, CH 4.91, brdd (11.0,8.5) Phe-1 Phel- 3a,NH; 2Ala-NH
3.38,m Phe-4,5,5' Phe1-2,3b
3 39.0, CH 2.62,t(11.0) Phe-5,5' Phe1-3a,5,5',6,6',NH
4 137.7,qC -
5,5' 129.7, CH 7.31,m Phe-3,7 Phe1-3b,6,6",7
6,6’ 128.2, CH 7.27, m Phe-4 Phe1-3b,5,5',7
7 126.5, CH 7.20,m Phe-5,5' Phel1-5,5',6,6'
NH 7.27, m Phe-3; ®Phe-1 Phe1-2,3b; ®Phe-NH
2Ala 1 173.6, qC -
2 52.6, CH 3.84,dq (4.0,7.5) ’Ala-1 ’Ala-3,NH
3 17.0, CH3 1.31,d (7.5) Ala-1,2 2Ala-2,NH; GIn-NH
NH 8.96, m 2Ala-2,3; Phe-NH
%GIn 1 174.0, qC -
2 53.1, CH 4.08, dt (5.5,7.0) GIn-3a,3b,4,NH
2.12,m GIn-1 GIn-2,3b,NH,(b),NH
3 29.7, CH, 1.84, m GIn-1,2 GIn-2,3a,4,NH2(b),NH
4 31.8, CH» 2.14,m GIn-5 GIn-2,3b,NH,(b),NH
5 174.3,qC -
NH - 8.18,d (7.0) 2Ala-1 GIn-2,3a,3b,4; ?Ala-3
6.80, s GIn-NH»(b)
NHz ab ] 7.33,s Gln-4,5 Gln-3a,3b,4,2NH2(a)
“Ala 1 171.9,qC -
2 47.2,CH 4.58, dq (6.5,7.1) “Ala-1,3 “Ala-3,NH
3 16.4, CHs 1.21,d (7.1) *Ala-1,2 *Ala-2,NH
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Table S2. Cont.

NH
Pro 1

o 01 b

NH
Phe 1

5,5
6,6’

NH

174.8, C
62.8, CH

29.2, CH:
24.6, CH:

47.3, CH;

171.0, qC
53.8, CH

38.6, CH>

24.3, CH
22.6, CHs
21.6, CHs
170. 4, ¢C
53.2, CH

36.9, CH>

138.6, qC
129.2, CH
128.2, CH
126.4, CH

7.07, m
4.31,1(8.0)
2.15,dd (9.0,8.0)
1.67, m
1.85, m
147, m
3.54, m
3.38,m
3.67,m
1.30, m
111, m
1.33, m
0.79, d (6.5)
0.67,d (6.5)
8.16, d (6.5)
4.32, brdd (13.0,10.0)
3.47, m
2.73,1(13.0)
7.14, m
7.22, m
7.17, m
7.78, d (10.0)

Pro-1,3
Pro-4,5

Pro-2

Leu-1

Leu-1,2,4,5
Leu-3
Leu-3,4,6
Leu-3,4,5
Pro-1

"Phe-1
"Phe-2,4,5,5'
"Phe-3,7
"Phe-4

'Phe-5,5'
Leu-1

4Ala-2,3: Pro-5a

Pro-3a,4a,5a
Pro-2,3b,4a,4b
Pro-3a,4a,4b
Pro-2,3a,3b,5a
Pro-3a,3b
Pro-2,4a,5b; 4Ala-NH
Pro-5a

Leu-3a,3b,4,5,6,NH
Leu-2,3b,5,6,NH
Leu-2,3a,4
Leu-2,3b,5,6,NH
Leu-2,3a,4,6
Leu-2,3a,4,5
Leu-2,3a,4; Phe-NH

"Phe-3a,5,5": 8Phe3-NH
’Phe-2,30,5,5'
’Phe-3a,NH

"Phe-2,3a,6,6',7
"Phe-5,5',7
Phe-5,5',6,6'

Phe-2,3b: Leu-NH: 8Phe3-NH

S22



Mar. Drugs 2015, 13

Table S2. Cont.

Phe 1 169.5, qC
2 56.9, CH 3.65, m "Phe-1 8Phe-3,5,5',NH
3 32.6, CH» 3.22,m 8Phe-2,4,5,5' ®Phe-2,5,5'
4 139.5, qC -
5,5' 129.0, CH 7.07,m ®Phe-3,4,7 ®Phe-2,3,6,6',7
6,6’ 128.4, CH 7.20, m ®Phe-4 ®Phe-5,5',7
7 126.2, CH 7.18, m ®Phe-5,5 ®Phe-5,5’,6,6'
NH - 7.57,d (7.0) "Phe-1 8Phe-2,NH; /Phe-2,NH

@125 MHz for carbons and 500 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ®Determined from HMBC experiment, "Jo = 8 Hz, recycle time
1's; 9Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

443 formula(e) evaluated with 10 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C: 35-50 H: 50-80 N: 5-15 O: 5-15 Na: 0-1

S24

SP-227/6 Shira Peer
carmeli368 38 (1.682) Cm (36:40-2:24) 1: TOF MS ES+
1.43+004
5 944.4650
945.4684
%
946.4698
943.0753 43 3274 944.0085 944.1729 9447416 2449677 945.7811 946.1551 0470477 2474718 0481506 g45 4705 948.7557  949.2275
0= T L LR A LSRN ARAS | T T T YT T T T T T T T T | RS T T miz
942.50 943.00 943.50 944.00 944.50 945.00 945.50 946.00 946.50 947.00 947.50 948.00 948.50 949.00 949.50 950.00
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mbDa PPM DBE i-FIT i=FIT (Norm) Formula
944.4650 944.4657 -0.7 -0.7 20.5 119.0 0.4 C50 H66 N5 013
944.4646 0.4 0.4 22.5 120.3 1.6 c49 H63 N9 09 Na
944.4644 0.6 0.6 289 121,35 2.9 c47 H58 N15 07
944.4660 -1.0 -1.1 27.5 122.2 3.5 c50 H59 N13 05 Na

Figure S16. HR ESI MS data of Microphycin KB921 (2).
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SP-22716 Shira Pe'er
Carmeli480b 5 (3.223) Cm (4:16) 7: TOF MSMS 944.50ES+
100 4232 499.3 721
352.2 CID at 60 Volt
276.2
341.2 404.2
5708 646.3
< 488.2 :
475.3
500.3
179.0 2051 330.2 387.2
N 265.1 430.2 " 647.3
123.1142.1 53 .§551.3 622.3 ’ 717.4
7 291.1
718.4
300.2 456.2 648.3 ( 762.4
724.3
943.1
W I A ﬁ (704 B4s4 9165 -
Carmeli480b 9 (2.912) Cm (2:10) 6: TOF MSMS 944.50ES+
9445  5.41e3
100+
CID at 40 Volt
916.5
945.5
717.4
'S 646.3
762.4
4993 845.4
570.3
769.4
488.2 622.3 718.4
4232
550.3 647.3 846.4 946.5
] 475.3
341 23522 4042 551.3 | [3713 698.4 788.4
] o, 1265 1 387. 2” ‘ 424, 21 ‘ ( 719.4 7.4899.4 9475
1t S
0 “530‘91? ‘ \ . % u] ‘ K " m ikl \‘h s ﬂ\ ol \\ ‘u il m\“ H“mu o ‘\H!"“w!ﬂ‘d‘\h\‘\“\L‘hw‘h‘L‘\"\‘ﬂ‘\“‘w‘“\h‘h‘ H\h M | A “\ H‘\hm S
50 | 100 150 200 @ 250 @ 300 350 400 450 = 500 = 550 600 650 700 750 800 850 900 = 950 1000

Figure S17. ESI MS/MS CID spectra of Microphycin KB921 (2) at 40 (lower trace) and 60 (upper trace) Volt.
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SP147.5/1
SP-147/5 IN DMSO-d6 28.03.10 (BBI)
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Figure S18. *H NMR Spectrum (500 MHz) of Anabaenopeptin KB906 (3) in DMSO-ds.
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SP147.5
SP-147.5 in DMSO-d6 8.3.10

T T T T T T T T T
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Figure S19. 3C NMR Spectrum (125 MHz) of Anabaenopeptin KB906 (3) in DMSO-ds.
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P 147/5 in DMSO-d6 26.03.10
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Figure S20. HSQC Spectrum of Anabaenopeptin KB906 (3) in DMSO-dg (Red: CH, CHs; Blue: CH2).
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P147.5/4
P-147/5 in DMSO-d6 26.03.10
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Figure S21.

HMBC Spectrum of Anabaenopeptin KB906 (3) in DMSO-ds.
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SP147.5/5
SP-147/5 IN DMSO-d6 28.03.10
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Figure S22. COSY Spectrum of Anabaenopeptin KB906 (3) in DMSO-ds.
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Table S3. NMR Data of Anabaenopeptin KB906 (3) in DMSO-ds.

Position dc mult. P oy mult.b Jin Hz HMBC Correlations © NOE Correlations ¢
Ne1 170.7,qC -
2 58.1, CH 4.19, m le-1,3,4,6 Ule-3,4a,5,6,NH; Lys-e-NH
3 36.1, CH 1.97, m 'lle-2,4a,5,6,NH; Lys-e-NH
1.31,m lle-2,3,4b,5,NH
4ab 24.2, CH, 0.98, m 1jle-5,6 le-4,5,6,NH
5 11.6, CH3 0.75, t (7.0) 1)le-2,3,4 Ule-2,3,4a,4b,NH
6 16.1, CHs 0.77,d (6.5) 1)le-2,3,4 Yle-2,3,4b,NH
NH - 8.10, d (9.5) NMeHty-1 Ule-2,3,4a,4b,5,6; Lys-e-NH; NMeHty-2,NMe
’NMeHty 1 169.5, qC -
2 59.5, CH 4.66,1(7.0) NMeHty-1,3,NMe; Hph-1 NMeHty-3a,3b,4a,4b,NMe; Hph-2; lle-NH
2.03, m NMeHty-2,3b,4a,4b,6,6',NMe
3ab 30.9, CH. 1.70,m NMeHty-2,3a,4b,6,6',NMe
4ab 316, CH, 2.32,m NMeHty-3,5,6,6' NMeHty-2,3a,4b,6,6'
2.23,m NMeHty-5,6,6' NMeHty-2,3a,3b,4a,6,6",NMe
5 131.6, qC -
6,6' 129.1, CH 6.95, d (7.9) NMeHty-4,7,7",8 NMeHty-3a,3b,4a,4b,7,7",NMe
7,7 115.4, CH 6.66, d (7.9) NMeHty-5,6,6',8 NMeHty-6,6’,0H
8 155.7, qC -
NMe 28.8, CHs 2.58,s NMeHty-2; Hph-1 NMeHty-2,3a,3b,4b,6,6"; 11le-NH
OH 9.15s NMeHty-7,7',8 NMeHty-7,7"
*Hph 1 172.4,qC -
2 48.6, CH 471, m Hph-3b,4b,NH; NMeHty-2
2.00,m Hph-3b,4,NH
3ab 33.2, CH, 1.78, m Hph-2,3a,4a,NH
2.81, m Hph-6,6' Hph-3a,3b,4b,NH
4ab 317, CH, 2.66, m Hph-3,6,6' Hph-2,4a,6,6',NH
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Table S3. Cont.

S32

Lys 1

4 ab

6 ab

o-NH
o-NH
®Arg 1

141.3, qC
128.6, CH
128.6, CH
126.4, CH
173.1,qC
55.6, CH
36.4, CH

25.7, CH;

11.8, CHs
14.5, CH3

172.4, qC
55.0, CH
30.9, CH,

20.6, CH:
28.3, CH>
38.2, CH>

174.3,qC
52.1, CH

7.25,d (7.3)
7.23,1(7.3)
7.18,1(7.3)
8.93,d (4.9)
4.21,1(6.4)
1.80, m

1.34,m
1.12m

0.83,t(7.0)
0.78,d (6.4)
6.70,d (7.0)
3.88, ddd (6.4,5.8,4.6)
161, m
1.30, m
1.24, m
1.38, m
3.48, m
278, m
6.51, d (5.8)
7.13, m

4.09, dt (8.2,5.2)

Hph-4,7,7’
Hph-6,6',8
Hph-6,6'7,7"
e -1

4le-1,4,6
4le-6
4le-2,3,5,6
4le-3,5,6
4le-3,4

411e-2,3.4,
Lys-1

Lys-1,3,4, CO

Lys-5

lile-1

Arg-1,3

Hph-4b,7,7',8
Hph-6,6',8
Hph-6,6'7,7’
Hph-2,3a,3b,4a,4b; “lle-2

*Ile-3,4a,5,6,NH; Hph-NH
*Ile-2,4a,4b,6,NH
*Ile-2,3,4b,NH
*lle-3,4a,5
*lle-2,4b
*“le-2,3
*lle-2,3,4a; Lys-2,3,NH

Lys-3,4a,5,a-NH; 41le-NH
Lys-2,4b,0-NH; 41le-NH
Lys-2,4b,a-NH,e-NH
Lys-3,4a,5,a-NH,e-NH
Lys-2,4',6a,6b,0-NH,e-NH
Lys-5,6b,e-NH
Lys-5,6a,e-NH

Lys-2,3,4a,4b,5; *lle-NH; Arg-a-NH
Lys-4a,4b,5,6a,6b; Lile-2,3,NH

Arg-3a,3b,4,0-NH
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S33

1.69, m Arg-2 Arg-2,3b,5,0-NH
3ab 29.6, CH; 152, m Arg-2,4,5 Arg-2,3a,5,0-NH
4 25.2, CH; 1.46, m Arg-5 Arg-2,3a,5,a-NH,5-NH
5 40.5, CH, 3.09, m Arg-6 Arg-3a,3b,4,6-NH
6 156.9, qC -
7 - -
a-NH - 6.42,d (8.2) CoO Arg-2,3a,3b,4; Lys-a-NH
o-NH - 7.50, brm Arg-4.5
6.65, brm
NH/NH2 ) 7.30, brm
Cco 157.5,qC -

@ 125 MHz for carbons and 500 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle

time 1 s; @ Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis
Tolerance = 5.0 mDa / 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 4 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C:25-50 H:40-75 N:5-15 0:0-15
SA-375/1 Simi Adiv
carmeli 203 167 (7.347) Cm (167) 1: TOF MS ES+
1.32e+004
100 907.5417
908.5477
%
909.5551
9058560  906.7956 oo ) Fasns 9124728 916.0120 916.7153
905.2792 8368, - 907.1761 9p7.8871 l908.8857 910.1108 9[10.8815 | 913.4622 914.4713 915.4267 SO g 917.2884
[ B o e L A e e e e s e e 14
904.0 905.0 906.0 907.0 908.0 909.0 910.0 911.0 912.0 913.0 914.0 915.0 916.0 917.0 918.0
Minimum: -1.5
Max imumn: 5.0 10.0 50.0
Mass Calc. Mass mDa EEM DBE i-FIT i-FIT {Norm} Formula
907.5417 907.5419 -0.2 -0.2 21.5 77.7 0.4 c47  HET  N14 05
907.5405 1.2 1.3 16.5 78.7 1.4 C46 H71 N10 09
907.5392 -5 2.8 11.5 80.3 3.0 c45 H75 N& 013
907.5464 T -5.2 7.5 83.1 5.7 c39 H75 N10 014

Figure S23. HR ESI MS data of Anabaenopeptin KB906 (3).
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SP117.7
SP-117/7 IN DMSO-d6 12.2.10 (BBI)
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Figure S24. 'H NMR SpOectrum (400 MHz) of Anabaenopeptin KB899 (4) in DMSO-ds.
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SP117.7
SP-117/7 in DMSO-D6 12.2.10
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Figure S25. 3C NMR Spectrum (100 MHz) of Anabaenopeptin KB899 (4) in DMSO-ds.
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Figure S26. HSQC Spectrum of Anabaenopeptin KB899 (4) in DMSO-dg (Red: CH, CHs; Blue: CH2).
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Figure S27. HMBC Spectrum of Anabaenopeptin KB899 (4) in DMSO-ds.
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Figure S28. COSY Spectrum of Anabaenopeptin KB899 (4) in DMSO-ds.
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Figure S29. ROESY Spectrum of Anabaenopeptin KB899 (4) in DMSO-ds (Blue: NOE correlation).
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Table S4. NMR Data of Anabaenopeptin KB899 (4) in DMSO-dg.

S41

Position dc mult. ® on mult. ® Jin Hz HMBC Correlations © NOE Correlations ¢
Ne1 170.7, qC -
2 58.1, CH 4.15, m lle-1,3,4,6 lle-3,5,6,NH; Lys-e-NH
3 35.9,CH 1.98, m lle-2,4a,5,6,NH; Lys-e-NH
1.28, m lle-3,4b,5,6,NH
4ab 24.2,CH; 0.93,m lle-4a,5,6,NH; NMeHty-NMe
5 11.4, CHs 0.75,t(7.5) lle-2,3,4 lle-2,3,4a,4b,NH; NMeHty-NMe
6 16.1, CHs 0.76, d (7.0) lle-2,3,4 lle-2,3,4a,4b,NH; NMeHty-NMe
NH - 8.17, d (9.6) NMeHty-1 lle-2,3,4b, Lys-6b,e-NH; NMeHty-2,3,NMe
’NMeHty 1 169.5, qC -
2 59.5, CH 4.58,1(6.0) NMeHty-1,3,NMe; Hph-1 NMeHty-3a,3b,NMe; Hph-2, 1le-NH
1.98, m NMeHty-2,3b,6,6',NMe; lle-NH
3ab 30.8, CHz 1.70,m NMeHty-2,3a,4b,6,6', NMe
2.31, m NMeHty-3,5,6,6' NMeHty-6,6’
4 ab 31.4, CH;
2.27,m NMeHty-3,5,6,6' NMeHty-2,3b,6,6',NMe
5 131.6, qC -
6,6’ 129.0, CH 6.95,d (8.4) NMeHty-4,7,7',8 NMeHty-3a,3b,4a,4b,7,7',NMe
17,7 115.3, CH 6.66, d (8.4) NMeHty-5,6,6',8 NMeHty-6,6',0H
8 155.7, qC -
NMe 28.6, CHs 2.57,s NMeHty-2; Hph-1 NMeHty-3a,3b,4b,6,6'; lle-4b,5,6,NH
OH 9.155s NMeHty-7,7',8 NMeHty-7,7'
3Hph 1 172.3,qC -
2 48.1, CH 4,69, m Hph-3b,4b,7,7',NH; NMeHty-2; lle-NH
2.02, m Hph-3b,7,7',NH
3ab 33.2,CH; 175 m Hph-4,5 Hph-2.32.7.7' NH
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2.81, m Hph-3,6,6' Hph-4b,8,NH
4 ab 31.6, CH»
2.66, m Hph-3,5,6,6’ Hph-2,4a,7,7',NH
5 141.2,qC -
6,6’ 128.6, CH 7.25,m Hph-4,7,7',8 Hph-7,7'
7,7 128.5, CH 7.23, m Hph-6,6",8 Hph-2,3a,3b,4a,4b; NMeHty-4
8 126.3, CH 7.18, m Hph-6,6',7,7' Hph-4a
NH - 8.98,d (4.8) Hph-1; Val-1 Hph-2,3a,4a,4b; Val-2,3,4,5
“Val 172.9, qC -
2 58.1, CH 3.94, dd (6.8,5.6) Val-1,3,5 Val-3,4,5,NH; Hph-NH
3 30.1, CH 1.88, m Val-2,5 Val-2,4,5,NH; Hph-NH
4 19.1, CHs 0.88, d (6.7) Val-2,3,5 Val-2,3,5,NH; Hph-NH
5 18.7, CHs 0.87,d (6.5) Val-2,3 Val-2,3,4,NH; Hph-NH
NH - 6.78, d (5.6) Val-1,2,3; Lys-1 Val-2,3,4,5; Lys-3,4, -NH
SLys 1 172.4, qC -
2 54.9, CH 3.85, ddd (6.4,5.6,4.6) Lys-1,3,4 Lys-3,4a,5,0-NH; Val-NH
3 31.1, CH; 161, m Lys-1 Lys-2,4b,a-NH; Val-NH
1.39,m Lys-6a,6b,a-NH,e-NH
4ab 20.6, CHz 1.32,m Lys-3,a-NH,e-NH
5 28.2, CH; 1.40, m Lys-2,6a,6b,a-NH,e-NH
3.43, m Lys-4a,5,6b,e-NH
62b 38.3, CH; 2.81,m Lys-> Lys-4a,5,6a,6-NH
a-NH - 6.53, d (6.4) Lys-1; CO Lys-2,3,4a,4b,5; Val-NH; Tyr-2,0-NH
&-NH - 7.07, m Iile-1 Lys-4a,4b,5,6a,6b; Lile-2,3,NH
Tyr 1 173.9, qC -
2 54.2, CH 4.26, m Tyr-1,3 Tyr-3a,3b,5,5',NH; Lys-a-NH
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S43

3ab

5,5
6,6’

7-OH
NH
co

36.9, CH>

127.4,qC
130.3,CH
115.2, CH
156.1, qC

157.2, qC

2.86, m
275, m
6.95,d (8.4)
6.64,d (8.4)
9.21,s
6.19,d (8.0)

Tyr-1,2,4,5
Tyr-1,2,4,5

Tyr-3,6,6',7
Tyr-4,7

Tyr-6,6',7
Tyr-1,2; CO

Tyr-2,3b,5,5',6,6',0H,NH
Tyr-2,3a,5,5',6,6',NH

Tyr-2,3a,3b,6,6',0H
Tyr-3a,3b,5,5',NH

Tyr-3a,5,5'
Tyr-2,3a,3b,5,5",6,6'; Lys-a-NH

2100 MHz for carbons and 400 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle

time 1 s; @ Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons
1300 formula(e) evaluated with 27 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

S44

C:40-60 H:55-80 N:0-20 0:0-20 Na:0-1
SP-117/7 Shira Pe'er
carmeli 276b 45 (1.999) Cm (43:46) 1: TOF MS ES+
1,57€+003
= 922.4693
923.4757
%
924.4771
924.4856
¢ 919.0291 9190872  920.2554 920.4567 921.0015 921.7225 922.7860 925.4928 9263361 9269606 927:3002 .
L e e e e e e e e e o i e e o o o e o o e e LA B e e LI e e e e e S T B S 2L s e e B 117
9185 9190 9195 9200 9205 9210 9215 9220 9225 9230 9235 9240 9245 9250 9255 9260 9265 9270 9275 9280
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
922.4693 2.4691 0.2 0.2 19.5 102.2 1.7 c48  H65 N7 010  Na
4688 0.5 0.5 | 102.1 1.7 c46 H60 N13 08
4701 -0.8 -0.9 28.5 101.5 1.0 c47 H56 N17 04
4704 -1.1 1.2 24.5 101.7 1.3 c49  HEL NI1 06  ya

Figure S30. HR ESI MS data of Anabaenopeptin KB899 (4).



Mar. Drugs 2015, 13 S45

S

P163.2 220
SP-163/2 IN DMSO-d6 6.5.10 (BBI)

;210
;200
;190
;180
;170
;160
;150
;140
;130
;120
;110

~100

k WL L |

L-20

10.5 10.0 9.5 9.0 8.5 8.0 7.5 7.0 6.5 6.0 5.5 4.5 4.0 3.5 3.0 25 2.0 1.5 1.0 0.5 0.0 -0.5 -1.0

5.0
1 (ppm)

Figure S31. *H NMR Spectrum (400 MHz) of Micropeptin KB928 (5) in DMSO-ds.



Mar. Drugs 2015, 13

SP163.2_0OLD/22
SP-163/2 in DMSO-D6 4.6.10

T
170

T
160

T T T T T T T T T T T T T T T T
150 140 130 120 110 100 %O 80 70 60 50 40 30
1 (ppm

Figure S32. 13C NMR Spectrum (100 MHz) of Micropeptin KB928 (5) in DMSO-ds.
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SP 163/2 in DMSO-d6 24.8.2011
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Figure S33. HSQC Spectrum of Micropeptin KB928 (5) in DMSO-dg (Red: CH, CHs; Blue: CH2).
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Figure S34. HMBC Spectrum of Micropeptin KB928 (5) in DMSO-ds.
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Figure S35. COSY Spectrum of Micropeptin KB928 (5) in DMSO-ds.
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Figure S36. ROESY Spectrum of Micropeptin KB928 (5) in DMSO-ds (Blue: NOE correlation).
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Table S5. NMR Data of Micropeptin KB928 (5) in DMSO-ds.

Position dc mult. ® dn mult.? Jin Hz HMBC Correlations © NOE Correlations ¢
Ba1 172.0,qC -
2 37.4, CH2 211, 1(7.2) Ba-1,3,4 Ba-3,4; Asp-NH
3 18.9, CH2 1.53,qi (7.2) Ba-1,2,3 Ba-2,4
4 13.8, CHs 0.88,1(7.2) Ba-2,3 Ba-2,3
2Asp 1 172.6,qC -
2 49.8, CH 455, m Asp-1,4 Asp-3a,3b,NH; Thr-NH
2.58, m Asp-2,3b,NH
3ab 39.0, CHz 2.20, m Asp-2,3a,NH
4 172.0,qC -
NH - 8.09, d (8.0) Ba-1 Asp-2,3a,3b; Ba-2, Thr-NH
3Thr 1 169.2, qC -
2 54.8, CH 4.62,d (9.2) Asp-1; Thr-1 Thr-3,4,NH; Arg-NH
3 72.2, CH 5.45, q (6.8) Thr-4; lle-1 Thr-2,4,NH; Arg-NH; Ahp-NH
4 17.8, CHs 1.17,d (6.8) Thr-2,3 Thr-2,3
NH - 7.44, brd (9.0) Thr-2,3; Asp-2,3a,NH
“Arg 1 170.3, qC
2 51.8, CH 4,28, m Arg-3a,3b,4,5,NH; Ahp-NH
2.02, m Arg-2,3b,4,5
3ab 21.5, CHz 1.45m Arg-2,3a,5,NH
4 25.2, CH2 145 m Arg-2,3a,5,NH
5 40.1, CH2 3.05, m Arg-2,3a,3b,4
NH - 8.57,d 8.8 Thr-1 Arg-2,3b,4; Thr-2,3; Ahp-NH
5-NH - 7.49, brt5.2
6 156.9, qC -
6-NH,NH i 7.30, brm

6.60, brm
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*Ahp 2
3

4

5
6

"NMePhe 1
2

3

4
5,5
6,6’

NMe
8lle 1

169.5, C
49.0, CH

21.7, CH>

29.2, CH>
74.2,CH

169.8, qC
55.7, CH
27.5,CH
18.2, CH3
18.1, CHs
169.2, qC
60.6, CH

34.3, CH:

137.8,qC
129.8, CH
128.7, CH
126.8 CH
30.3, CHs
172.7,qC
55.9, CH
37.4,CH

444, m
2.55, m
1.73, m
1.70, m
4.91, brs
7.30, d (10.0)
6.11,d (3.2)
4.31,d (10.4)
1.90, m
0.46, d (6.8)
—-0.20, d (6.4)
5.06, brd (11.2)
3.28, m
2.80, m

7.23,d (7.6)
7.26,1(7.6)
7.19,1(7.6)
2.73,s
4.69, dd (9.2,5.2)
1.78, m

Ahp-2,4

Arg-1

Ahp-2,6; Val-1,3,4,5
Val-4,5
Val-3,5
Val-3,4

NMePhe-1,NMe
NMePhe-4,5,5'
NMePhe-4,5,5’

NMePhe-3,4,7
NMePhe-4
NMePhe-5,5'
Val-1; NMePhe-1,2

Ile-1,3,4,6

Ahp-4b,5,NH; Val-3,4
Ahp-4b,NH,0OH
Ahp-4b,NH,OH
Ahp-3,4b,6,0H

Ahp-4b,5; Val-3,4
Ahp-3,4a; Thr-3; Arg-2,NH
Ahp-4a,5; Val-3; NMePhe-NMe; lle-4a,5,6,NH

Val-3,4,5; NMePhe-2,5,5',6,6'
Val-2,4,5; Ahp-3,6,0H
Val-2,3,5; Ahp-3,6; NMePhe-2,5,5'
Val-2,3,4; NMePhe-2,5,5',6,6'

NMePhe-3a,3b,5,5',NMe; Val-2,4,5; lle-NH
NMePhe-2,3b,5,5’,NMe; lle-NH
NMePhe-2,3a,5,5',6,6’
NMePhe-2,3a,3b,6,6’,7,NMe; Val-2,4,5,lle-4a

NMePhe-3b,5,5",7; Val-2,5; lle-4a
NMePhe-5,5",6,6

Ile-3,4b,5,6,NH
Ile-2,4a,4b,5,6,NH

S52
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1.23,m
4 24.7, CH, Loam
5 11.3, CHs 0.81,t(7.2)
6 16.0, CHs 0.83, d (7.6)
NH - 7.68, d (9.6)

lle-5,6
lle-3,5,6
lle-3,4
lle-2,4
NMePhe-1

lle-3,4b,NH; Ahp-OH; NMePhe-5,6
lle-2,3,4a,5,6,NH; Ahp-OH
lle-2,3,4b,NH; Ahp-OH; NMePhe-NMe
lle-2,3,4b,NH, Ahp-OH, NMePhe-NMe
lle-2,3,4a,4b,5,6; Ahp-OH; NMePhe-2,3a,NMe

2100 MHz for carbons and 400 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle

time 1 s; @ Selected NOE’s from ROESY experiment.

S53
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Elemental Composition Report Page 1
Single Mass Ana[lysis
Tolérance = 5.0 mDa/ DBE: min = -1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
467 formula(e) evaluated with 9 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:
C:35-50 H:50-80 N:0-15 0:0-20
SP163/2 Shira Pe'er
carmeli 255b 163 (7.172) Cm (163:169) 1: TOF MS ES+
8.48e+003
929.5090
100
930.5126
%
929.2825 931.5135
930.2862 932.5163 932.7172
928.6719 928.8188 929.1311 929.9516 930.8498  931.2802 9317947 932.1122 9332451
L T T T T A e L R R I T e R T L T R e B I R R A S A AR R R R R 1
927.50 928.00 928.50 928.00 929.50 930.00 930.50 931.00 931.50 932.00 932.50 933.00 933.50 934.00
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass calc. Mass mDa PEM DBE i-FIT i-FIT (Norm] Formula
929.5090 929.5096 -0.6 -0.8 15.5 179.4 1.1 c44 HES N1D ol2
929.5083 0.7 0.8 10.5 180.6 2.3 c43 H73 N6 Ol6
929.5110 -2.0 -2.2 20.5 181.2 2.9 c45 HES N14 08
929.5110 -2.0 -2.2 9.5 179.0 0.7 c47 HIT  olB

Figure S37. HR ESI MS date of micropeptin KB928 (5).
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Figure S38. *H NMR Spectrum (400 MHz) of Micropeptin KB956 (6) in DMSO-ds.
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Figure S39. 13C NMR Spectrum (100 MHz) of Micropeptin KB956 (6) in DMSO-ds.
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Figure S40. HSQC Spectrum of Micropeptin KB956 (6) in DMSO-ds (Red: CH, CHs; Blue: CH2).
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Figure S41. HMBC Spectrum of Micropeptin KB956 (6) in DMSO-ds.
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Figure S42. COSY Spectrum of Micropeptin KB956 (6) in DMSO-ds.
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Figure S43. ROESY Spectrum of Micropeptin KB956 (6) in DMSO-ds (Blue: NOE correlation).
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Table S6. NMR Data of Micropeptin KB956 (6) in DMSO-dg.

S61

Position dc mult. © dn mult.’ Jin Hz HMBC Correlations ¢ NOE Correlations 9
'Ba1 172.8,qC -
2 37.3,CH; 2.11,t(7.2) Ba-1,3,4 Ba-3,4
3 18.9, CH; 1.55, qi (7.2) Ba-1,2,3 Ba-2,4
4 13.8, CH3 0.88,1(7.2) Ba-2,3 Ba-2,3
Asp 1 171.4,qC -
2 49,5, CH 4.86, q (8.0) Asp-1,4 Asp-3a,3b,NH; Thr-NH
2.80, m Asp-2,4 Asp-2,3b,NH; Thr-NH
3ab 3.5, CH, 2.60, dd (16.8,8.0) Asp-2,4 Asp-2,3a,NH
4 170.9,qC -
NH - 8.33,d (7.2) Ba-1 Asp-2,3a,3b; Thr-NH
OMe 51.7, CH3 3.56, s Asp-4
Thr1 169.0, qC -
2 54.9, CH 4.60, d (9.6) Asp-1; Thr-1 Thr-3,4,NH; Arg-NH
3 72.2,CH 5.49,q (6.4) Thr-4; lle-1 Thr-2,4,NH; Arg-NH; Ahp-NH
4 18.2, CHs 1.18,d (6.4) Thr-2,3 Thr-2,3
NH - 7.65, d (9.6) Asp-1 Thr-2,3; Asp-2,3a,NH
“Arg 1 170.3,qC -
2 52.2,CH 4.28, m Arg-1 Arg-3a,3b,4,5,NH; Amp-NH
3 277 CH, 2.02, m Arg-4.5 Arg-2,3b,4,5,5-NH
1.45 m Arg-4,5 Arg-2,3a,5,NH,5-NH
4 25.4, CH; 145 m Arg-3,5 Arg-2,3a,5,NH,5-NH
5 40.8, CH> 3.08, m Arg-6 Arg-2,3a,3b,4,5-NH
NH - 8.57,d (7.6) Thr-1; Arg-2 Arg-2,3b,4; Thr-2,3; Amp-NH
5-NH - 7.53,1(5.2) Arg-5,6 Arg-3a,3b,4,5
6 156.8, qC -




Mar. Drugs 2015, 13

Table S6. Cont.

6-NH,NH>
SAmp 2

"NMePhe 1
2

3

4
5,5
6,6’

NMe
8lle 1

169.2, qC
49.3, CH

21.7, CH:

23.8, CH:

83.3, CH
55.5, CHs
169.7, C
55.7, CH
27.2, CH
18.9, CHs
17.8, CHs
169.1, qC
60.8, CH

34.2, CH>

137.7,qC
129.7, CH
128.8, CH
126.9, CH
30.2, CHs
172.6, qC

7.30, brm
6.70, brm
445 m
2.40, brq (12.5)
1.70, m

2.05, m

175 m

4.44, brs
7.23, m
3.02,s

4.35,d (10.4)
1.95 m
0.46, d (6.0)
—-0.24, d (6.0)
5.09, brd (11.2)

3.25, m
2.80, m
7.22, m
7.27, m
7.19, m
2.73,s

Amp-2,4
Amp-2
Amp-6

Amp-4,0Me
Arg-1
Amp-6

Amp-2,6; Val-1,3,4
Val-4,5
Val-2,3,5
Val-2,3,4

NMePhe-1,3,NMe
NMePhe-4,5,5'
NMePhe-4,5,5’

NMePhe-3,7
NMePhe-4
NMePhe-5,5’
Val-1; NMePhe-2

Amp-4b,5b,NH
Amp-4b,5a,NH
Amp-3,4a
Amp-4a,5b,6,0Me; NMePhe-NMe
Amp-3,5a,6
Ahp-5a,5b,0Me; Val-3
Ahp-3,4a; Thr-3; Arg-2,NH
Amp-53,6; lle-NH

Val-3,4,5; NMePhe-2,5,5',6,6’
Val-2,4,5; Amp-6
Val-2,3,5; NMePhe-2
Val-2,3,4; NMePhe-2,5,5',6,6'

NMePhe-3a,3b,5,5',6,6',NMe; Val-2,4,5; lle-NH

NMePhe-2,3b,5,5',6,6',NMe
NMePhe-2,3a,5,5",6,6'

NMePhe-2,3a,3b,6,6',7; Val-2,5

NMePhe-2,3a,3b,5,5’,7,NMe; Val-2.5

NMePhe-5,5',6,6'
NMePhe-2,3a,5,5"; Ile-4a,4b,NH

S62
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Cont.
2 56.6, CH 4.64, dd (8.8,6.0) lle-1,3,4,6 Ile-3,5,6,NH
3 37.7,CH 1.74,m lle-2,4a,4b,5,6,NH
131, m Ile-3,5,6 Ile-3,4b,NH; NMePhe-NMe
4 24.8, CH>
1.10, m lle-3,5,6 lle-3,4a,5,6,NH; Amp-OMe;, NMePhe-NMe
11.1, CHs 0.83,t(7.5) lle-4 lle-2,3,4b,NH
6 16.0, CHs 0.85, d (6.5) lle-2,3,4 lle-2,3,4b,NH
NH - 6.96, d (9.2) NMePhe-1 lle-2,3,4a,4b,5,6; Amp-OMe; NMePhe-2,3b,NMe

S63

4100 MHz for carbons and 400 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jo = 8 Hz, recycle time 1 s; ¢ Selected

NOE’s from ROESY experiment.
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Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 5.0 mDa / DBE: min =-1.5 max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3
Monoisotopic Mass, Even Electron lons
66 formula(e) evaluated with 2 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:
C:45-55 H:70-80 N:5-15 0:5-15
SP-245/2 Shira Peer
carmeli 317b 64 (2.822) Cm (61:64) 1: TOF MS ES+
1.99e+004
100 957.5412
958.5444
%
959.5482
954.2136 956.2328 9605570 961 5638 965.0925 966.5515
0 : 954.7758 : 956.8344 958.0413  950.0258 : 962.5558 963.6212  964.5845 : 966.1339 ~°° miz
954.0 955.0 956.0 957.0 958.0 959.0 960.0 961.0 962.0 963.0 964.0 965.0 966.0 967.0
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
957.5412 957.5409 0.3 0.3 15.5 114.2 0.0 C46 H73 N10 012
957.5450 -3.8 -4.0 19.5 118.6 4.4 C51 H73 N8 010

Figure S44. HR ESI MS data of Micropeptin KB956 (6).
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SP253.1

SP-253/1 in DMSO-d6 16.2.11 (INV)
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Figure S45. *H NMR Spectrum (400 MHz) of Micropeptin KB970A (7) in DMSO-de.
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SP253.1
SP-253/1 in DMSO-d6 28.2.11
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Figure S46. 13C NMR Spectrum (100 MHz) of Micropeptin KB970A (7) in DMSO-ds.
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Figure S47. HSQC Spectrum of Micropeptin KB970A (7) in DMSO-ds (Red: CH, CHs; Blue: CH>).
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Figure S48. HMBC Spectrum of Micropeptin KB970A (7) in DMSO-ds.
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Figure S49. COSY Spectrum of Micropeptin KB970A (7) in DMSO-ds.
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SP253.1
SP-253/1 in DMSO-d6é 17.2.11
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Figure S50. ROESY Spectrum of Micropeptin KB970A (7) in DMSO-ds (Blue: NOE correlation).
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Table S7. NMR Data of Micropeptin KB970A (7) in DMSO-ds.

Position dcmult.® &y multP Jin Hz HMBC Correlations © NOE Correlations @
'Ha1 173.0,qC -
2 35.4, CH; 2.13,1(7.6) Ha-1,3,4 Ha-3,4; Asp-NH
3 25.2, CH, 1.52, qi (7.6) Ha-1,2,4,5 Ha-2,4,5; Asp-NH
4 31.1, CH; 1.22, m Ha-5 Ha-2,3,5,6
5 22.1,CH; 1.27, m Ha-4,6 Ha-3,4,6
6 14.2, CHs 0.84,1(6.8) Ha-4,5 Ha-4,5
2Asp 1 171.6,qC -
2 49.7, CH (8407;6d:d6) Ha-1; Asp-1,3,4 Asp-3a,3b,NH; Thr-NH
2.82, dd (16.4,5.6) Asp-2,4 Asp-2,3b,NH; Thr-NH
3ab 35.7, CH, 2.58, dd (16.4,8.0) Asp-2,4 Asp-2,3a,NH
4 171.0, qC -
NH - 8.27,d (7.6) Ha-1; Asp-2,3 Asp-2,3a,3b; Ha-2,3; Thr-4,NH
OMe 51.8, CHs 3.56,s Asp-4
*Thr 1 169.3,qC -
2 55.1, CH 4.57,d(9.2) Asp-1; Thr-1,3 Thr-3,4,NH; Arg-NH
3 72.2,CH 5.47,q (6.4) Thr-4; lle-1 Thr-2,4,NH; Arg-NH; Ahp-NH
4 18.2, CH3 1.19, d (6.4) Thr-2,3 Thr-2,3,NH; Asp-NH
NH - 7.46,d (9.2) Asp-1 Thr-2,3; Asp-2,3a,NH
“Arg 1 170.4,qC -
2 52.5,CH 4.26, m Arg-1,3 Arg-3a,3b,4,5,NH; Ahp-NH
2.02, m Arg-2,3b,4,5,NH,5-NH
3ab 216, CH; 1.45, m Arg-2,3a,5,NH,5-NH
4 25.8, CH> 145, m Arg-3 Arg-2,3a,5,NH,5-NH
5 41.0, CH, 3.09, m Arg-3,4,6 Arg-2,3a,3b,4,5-NH
NH - 8.50,d (8.4) Thr-1; Arg-3 Arg-2,3a3,3b,4; Thr-2,3; Ahp-NH
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Table S7. Cont.

S72

'NMePhe 1
2

3

4
5,5
6,6’

NMe

157.0, qC

169.5, qC
49.3, CH

21.9, CH>

30.0, CH2
74.3, CH

170.0, qC
56.1, CH
27.8,CH
18.4, CHs
18.4, CH;
169.5, qC
60.8, CH

34.4, CH:

137.9, qC
129.9, CH
128.9, CH
127.0, CH
30.4, CHs

7.49,1(4.8)
7.30, brm
6.80, brm
444 m
253, m
1.73, m
1.72, m
491, brs
7.36, d (8.8)
6.17,d (2.8)
4.31,d (10.8)
1.90, m
0.46, d (6.4)
—-0.19,d (6.4)
5.06, brd (10.2)
3.26, m
2.80, dd (14.4,10.2)
7.22,d (7.5)
7.27,d (7.5)
7.19,d (7.5)
2.73,s

Arg-4,5

Ahp-2

Ahp-2

Ahp-6

Ahp-2
Arg-1; Ahp-3,6

Ahp-2,6; Val-1,3,4,5
Val-2,4,5
Val-2,3,5
Val-2,3,4

NMePhe-1,3,NMe
NMePhe-2.4,5,5'
NMePhe-2.4,5,5'

NMePhe-3,7
NMePhe-4
NMePhe-5,5’
Val-1; NMePhe-2

Arg-3a,3b,4,5

Ahp-4b,5,NH; Val-2,4
Ahp-4b,5,0H,NH; lle-NH
Ahp-3,4a,6
Ahp-3,4a,6,0H
Ahp-4b,5,0H; Val-3,4,5
Ahp-3,4a, Thr-3; Arg-2,NH
Ahp-4a,5,6; Val-3; lle-4a,4b,5,6,NH

Val-3,4,5; Ahp-3; NMePhe-2,5,5',6,6’
Val-2,4,5; Ahp-6,0H
Val-2,3,5; Ahp-3,6; NMePhe-2,5,5',6,6
Val-2,3,4; Ahp-6; NMePhe-2,5,5,6,6',NMe

NMePhe-3a,3b,5,5',6,6',NMe; Val-2,4,5; lle-NH
NMePhe-2,3b,5,5',6,6',NMe
NMePhe-2,3a,5,5’,6,6'’. NMe; lle-NH

NMePhe-2,3a,3b,6,6',7,NMe; Val-2,4,5
NMePhe-2,3a,3b,5,5’,7,NMe; Val-2,5
NMePhe-5,5",6,6'
NMePhe-2,3a,3b, 5,5,6,6'; Val-4,5; lle-4b,5,6,NH
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Blle 1 172.9,¢C
2 56.0, CH
3 37.3,CH
4 24.8, CH;
5 11.4, CH;
6 16.2, CH;

NH -

4.63, dd (9.2,6.0)
1.77, m
1.23, m
1.02, m

0.80,t (7.3)
0.84,d (6.4)
7.76,d (9.2)

lle-1,3,4,6 Ile-3,4b,5,6,NH
lle-2,4a,5,6,NH
lle-5,6 lle-3,4b,NH; Ahp-OH; NMePhe-5,5
lle-3,5,6 lle-2,4a,5,6,NH; Ahp-OH; NMePhe-NMe
lle-3,4 lle-2,3,4b,NH; Ahp-OH; NMePhe-NMe
lle-2,3,4 lle-2,3,4b,NH; Ahp-OH; NMePhe-NMe
NMePhe-1, lle-1 lle-2,3,4a,4b,5,6; Ahp-4a,0H; NMePhe-2,3b

2100 MHz for carbons and 400 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "JcH = 8 Hz, recycle time 1 s; d Selected

NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons

212 formula(e) evaluated with 4 results within limits (up to 4 best isotopic matches for each mass)

Elements Used:
C:40-55 H:6590 N:5-15 0:5-15

SP-253/1 Shira Peer
carmeli367 74 (3.261) Cm (74:81) 1: TOF MS ES+
3.42e+004
100 971.5563
972.5607
%
973.5627
974.5690 977.7765
060.0502 2995150 960 9202 970.7958 972.0452 972.9004 973.8767 975.5761 976.8182  977.2608 078.2714
R L T o L T L o T T o o S I e e R R
968.0 969.0 970.0 971.0 972.0 973.0 974.0 975.0 976.0 977.0 978.0 979.0
Minimum: =15
Maximuam: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i=-FIT i-FIT (Norm) Formula
971.5563 971.5579 -1.6 -1.6 20.5 182.8 0.5 c48  H71  N14 08
971.5566 -0.3 -0.3 15.5 183.2 0.9 c47  H75  N10 012
971.5606 -4.3 -4.4 19.5 188.9 6.6 c52  H75 N8 010
971.5526 3.7 3.8 11.5 191.8 9.6 c42  H75 N12 014

Figure S51. HR ESI MS data of Micropeptin KB970A (7).
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Figure S52. *H NMR Spectrum (500 MHz) of Micropeptin KB970B (8) in DMSO-ds.



Mar. Drugs 2015, 13

SP253.2
SP-253/2 in DMSO-d6 14.2.11 dual
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Figure S53. 13C NMR Spectrum (125 MHz) of Micropeptin KB970B (8) in DMSO-ds.
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Figure S54. HSQC Spectrum of Micropeptin KB970B (8) in DMSO-ds (Red: CH, CHs; Blue: CHy>).
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Figure S55. HMBC Spectrum of Micropeptin KB970B (8) in DMSO-dg.
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Figure S56. COSY Spectrum of Micropeptin KB970B (8) in DMSO-de.
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SP253.2
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Figure S57. ROESY Spectrum of Micropeptin KB970B (8) in DMSO-ds (Blue: NOE correlation).
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Table S8. NMR Data of Micropeptin KB970B (8) in DMSO-ds.

Position dc mult. 2 8y mult.’ Jin Hz HMBC Correlations ¢ NOE Correlations 9
Ha1 173.0,qC -
2 35.6, CH, 2.13,t Ba-1,3,4 Ba-3,4; Asp-NH
3 25.1, CH; 1.53, qi Ba-1,2,3 Ba-2,4
4 31.1, CH, 1.25, m Ba-2,3 Ba-2,3
5 22.0,CH» 1.27, m
6 14.1, CH3 0.85,t
Asp 1 171.7,qC -
2 49.7, CH 4.63, m Asp-1,4 Asp-3a,3b,NH; Thr-NH
2.80, m Asp-2,3b,NH
3ab 354, CH: 2,58, m Asp-2,3a,NH
4 172.0, qC -
NH - 8.28,d Ba-1 Asp-2,3a,3b; Ba-2; Thr-NH
5Thr1 169.1, qC -
2 54.9, CH 4.60,d Asp-1; Thr-1 Thr-3,4,NH; Arg-NH
3 72.3, CH 5.48, q Thr-4; lle-1 Thr-2,4,NH; Arg-NH; Ahp-NH
4 17.8, CH3 1.17,d Thr-2,3 Thr-2,3
NH - 7.63,d Thr-2,3; Asp-2,3a,NH
*Arg 1 170.4, qC -
2 52.2,CH 4,28, m Arg-3 Arg-3a,3b,4,5,NH; Amp-NH
2.02, m Arg-2,3b,4,5
3ab 21.8, CH, 1.45, m Arg-4 Arg-2,3a,5,NH,5-NH
4 25.4, CH, 1.45, m Arg-3 Arg-2,3a,5,NH,5-NH
5 40.2, CH; 3.09, m Arg-3,4,6 Arg-2,3a,3b,4,5-NH
NH - 8.54,d (8.5) Thr-1 Arg-2,3b,4; Thr-2,3; Amp-NH
5-NH - 747, m Arg-3a,3b,4,5
6 156.9, qC -
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S82

"NMePhe 1
2

3ab

4
5,5
6,6’

7

NMe
8lle 1

169.2, C
49.4, CH

21.7, CH;

23.8, CH>
83.3, CH

55.6, CH3
169.8, qC
55.8, CH
27.3, CH
18.3, CHs
17.8, CHs
169.2, qC
60.9, CH

34.3, CH2

137.8,qC
129.8, CH
128.9, CH
127.0, CH
30.3, CH3
172.6, qC

7.30, brm
6.77, brm
447, m
2.40, brq (13.0)
1.75, m
2.05, m
1.70, m
4.44, brs
7.24, m
3.02,s
4.35,d (10.5)
1.95, m
0.46, d (6.5)
—-0.23, d (6.0)
5.10, brd (11.0)
3.30,m
2.81, dd (14.2,11.0)
7.22, m
7.27, m
7.19, m
2.73,s

Amp-2,4

Amp-2

Arg-1
Amp-6

Amp-2,6; Val-1,3,5
Val-2,5
Val-2,3,5
Val-2,3,4

NMePhe-1,NMe
NMePhe-2,4,5,NMe
NMePhe-2,4,5,NMe

NMePhe-3
NMePhe-4
NMePhe-5,5’'
Val-1; NMePhe-2

Amp-4b,5b,NH; Val-4
Amp-4b,5a,NH
Amp-3,4a,5b,6

Amp-4a,5b,6,0Me
Amp-3,4b,5a,6
Amp-5a,5b,0Me,NH; Val-3,4, lle-NH
Amp-3,4a; Thr-3; Arg-2,NH
Amp-5a,6; lle-NH

Val-3,4,5; NMePhe-2,5,5',6,6’
Val-2,4,5; Amp-6
Val-2,3,5; Amp-3,6; NMePhe-2,5,6',6,6
Val-2,3,4; NMePhe-5,5",6,6’

NMePhe-3a,3b,5,5',6,6’,NMe; Val-2,4; lle-NH
NMePhe-3b,5,5',6,6',NMe
NMePhe-2,3a,5,5',6,6',NMe

NMePhe-2,3a,3b,6,6',7,NMe; Val-2,4,5; lle-NH
NMePhe-2,3a,3b,5,5',7,NMe; Val-2,4,5
NMePhe-5,5',6,6
NMePhe-2,3a,3b,5,5',6,6"; lle-2,5,6,NH
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Table S8. Cont.

2 55.6, CH 4.64,m lle-1,3,4,6 lle-3,4a,4b,5,6,NH; NMePhe-NMe
3 37.8, CH 1.74, m lle-2,4a,4b,5,6,NH
1.30, m lle-5,6 lle-2,3,4b,5,6,NH
4 24.9, CH 1.10, m lle-3,5,6 lle-2,3,4a,NH
5 11.2, CHs 0.85, t lle-3,4 lle-2,3,4b,NH; NMePhe-NMe
6 16.0, CHs 0.87,d lle-2,3,4 lle-2,3,4a,NH; NMePhe-NMe
NH - 6.95, d NMePhe-1 lle-2,3,4a,4b,5,6; Amp-6,0Me; NMePhe-2,5,5',NMe

@ 125 MHz for carbons and 500 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle

time 1 s;9 Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

127 formula(e) evaluated with 4 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C: 40-55 H: 65-80 N: 5-15 0: 515

SP-253/2 Shira Peer

carmeli365 44 (1.945) Cm (43:44)

1: TOF MS ES+
2.30e+003
1004 971.5561
. 972.5598
%—
J 973.5668
4 974.2555 974.5675
970.5025 970.6781 971.2992 911.7940 972.2758 972.8264 \ | 9747724
0 L B N S LS B T RN TN S S P o O . P ENES S . o U P M . e P S [ oy N P T PR TV, P o . v el 111 4
970.00 971.00 972.00 973.00 974.00 975.00
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
971.5561 971.5566 -0.5 -0.5 15.5 79.6 0.5 c47 H75 N1l0 012
971.5579 -1.8 -1.9 20.5 80.1 1.0 c48 H71 N1l4 08
971.5606 -4.5 -4.6 19.5 82.9 3.8 ch2 H75 N8 010
971.5526 3.5 3.6 11.5 84.2 5.1 c4z2 H75 N1z 014

Figure S58. HR ESI MS data of Micropeptin KB970B (8).
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Figure S59. 'H NMR Spectrum (400 MHz) of Micropeptin KB984 (9) in DMSO-ds.
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SP245.4 12000y
SP-245/4 in DMSO-d6 22.12.10
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Figure S60. 13C NMR Spectrum (100 MHz) of Micropeptin KB984 (9) in DMSO-ds.
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Figure S61. HSQC Spectrum of Micropeptin KB984 (9) in DMSO-ds (Red: CH, CHs; Blue: CH2).
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Figure S62. HMBC Spectrum of Micropeptin KB984 (9) in DMSO-ds.
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Figure S63. COSY Spectrum of Micropeptin KB984 (9) in DMSO-ds.
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Figure S64. ROESY Spectrum of Micropeptin KB984 (9) in DMSO-ds (Blue: NOE correlation).
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Table S9. NMR Data of Micropeptin KB984 (9) in DMSO-ds.

Position dcmult.®  dymultPJinHz HMBC Correlations © NOE Correlations ¢
Ha 1 173.1,qC -
2 35.7, CH; 2.13,t1(7.2) Ha-1,3,4 Ha-3,4; Asp-NH
3 25.2, CH, 1.51, qi (7.2) Ha-1,2,4 Ha-2,4,5
4 31.1, CH; 1.23,m Ha-2,3 Ha-3,5,6
5 22.1, CH; 1.27, m Ha-4,6 Ha-3,4,6
6 14.2, CH; 0.84,t(7.2) Ha-4 Ha-4,5
Asp 1 171.6,qC -
2 49.6, CH 4.71, dt (8.0,7.6) Ha-1; Asp-1,4 Asp-3a,3b,NH; Thr-NH
281, m Asp-2,4 Asp-2,3b,NH; Thr-NH
3ab 354, CH, 2.58, dd (16.4,8.0) Asp-2,4 Asp-2,3a,NH
4 171.0, qC -
NH - 8.28,d (7.6) Ha-1; Asp-2 Asp-2,3a,3b; Ha-2; Thr-NH
OMe 51.8, CH3 3.56, s Asp-4
3Thr1 169.2, qC -
2 55.1,CH 4.60, d (9.2) Asp-1; Thr-1,3,4 Thr-3,4,NH; Arg-NH
3 72.3,CH 5.49,q(6.4) Thr-4; lle-1 Thr-2,4,NH; Arg-NH; Amp-NH
4 18.0, CH3 1.18,d (6.4) Thr-2,3 Thr-2,3,NH
NH - 7.68,d (9.2) Asp-1; Thr-2 Thr-2,3,4; Asp-2,3a,NH
“Arg 1 170.5, qC -
2 52.4,CH 427, m Arg-1,3 Arg-3a,3b,4,5,NH; Amp-NH
2.02, m Arg-2,3b,4,5,5-NH
3ab 27.9, CH; 1.45, m Arg-4,5 Arg-2,3a,5,NH,5-NH
4 25.5, CH; 1.45, m Arg-3,5 Arg-2,3a,5,NH,5-NH
5 40.7, CH; 3.09, m Arg-3,4,6 Arg-2,3a,3b,4,5-NH
NH - 8.56, d (8.4) Thr-1; Arg-2,3 Arg-3a,3b,4,5; Thr-2,3; Amp-NH
5-NH - 7.56,1(5.2) Arg-4,5,6 Arg-3a,3b,4,5
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Table S9. Cont.

S92

"NMePhe 1
2

3ab

4
55
6,6’

7

NMe

157.0, qC

169.3, qC
49.4, CH

21.9, CH:

23.9, CH:
83.4,CH

55.6, CH3
169.9, qC
55.9, CH
27.4,CH
18.4, CHjs
18.0, CHs
169.3,qC
61.0, CH

34.4, CH:

137.8,qC
129.9, CH
129.0, CH
127.0,CH
30.4, CHs

7.30, brm
6.85, brm
447, m
2.40, brg (13.2)
1.70, m
2.05, m
1.75, m
4.44, brs
7.25, m
3.02,s
4.36, d (10.4)
1.95 m
0.46, d (6.4)
—-0.23,d (6.4)
5.10, brd (11.0)
3.29, m
2.80, m
7.22, m
7.27, m
7.19, m
2.73,s

Amp-2,4
Amp-2

Amp-6
Amp-2,4,0Me
Arg-1
Amp-6

Amp-2,6; Val-1,3,4,5
Val-2,4,5
Val-2,3,5
Val-2,3,4

Val-1; NMePhe-1,3,NMe
NMePhe-2,4,5,NMe
NMePhe-2,4,5,NMe

NMePhe-3,7
NMePhe-4
NMePhe-5,5’
Val-1; NMePhe-2

Amp-4b,5b,NH; Val-4
Amp-4b,5a,NH; lle-NH
Amp-3,4a
Amp-4a,5b,6,0Me
Amp-3,4b,5a,6,0Me; NMePhe-NMe
Amp-5a,5b,0Me,NH; Val-3,4
Amp-3,4a, Thr-3; Arg-2,NH
Amp-5a,6; lle-4a,4b,5,6,NH

Val-3,4,5; NMePhe-2,3a,5,5',6,6’
Val-2,4,5; Amp-6
Val-2,3,5; Amp-3,6; NMePhe-2
Val-2,3,4; NMePhe-2,5,5',6,6',NMe

NMePhe-3a,3bh,5,5',6,6'’, NMe; Val-2,4; lle-NH
NMePhe-2,3b,5,5,6,NMe; Val-2
NMePhe-2,3a,5,6,NMe; lle-NH

NMePhe-2,3a,3b,6,6’,NMe; Val-2,5
NMePhe-2,3a,3b,5,5’,7,NMe; Val-2,5
NMePhe-6,6’
NMePhe-2,3a,3b,5,5',6,6'; Val-5; lle-4a,4b,5,6,NH
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Table S9. Cont.

8lle 1 172.7,qC -
2 55.8, CH 4.65, dd (9.6,6.0) lle-1,3,4,6 lle-3,5,6,NH
3 37.8,CH 1.74, m Ile-5,6 lle-2,4a,5,6,NH
4 b 25.0. CH, 1.30, m lle-3,5,6 lle-2,3,4b,5,6,NH; Amp-OMe; NMePhe-NMe
1.10, m Ile-5,6 lle-2,3,4a,NH; Amp-OMe; NMePhe-NMe
5 11.2, CHs 0.84,1(7.2) lle-3,4 Ile-2,3,4b,NH; Amp-OMe; NMePhe-NMe
6 16.1, CHs 0.87,d (6.8) lle-2,3,4 lle-2,3,4a,NH; Amp-OMe; NMePhe-NMe
NH - 6.96, d (9.6) NMePhe-1; lle-1,2 lle-2,3,4a,4b,5,6; Amp-4a,0Me; NMePhe-2,3b

2100 MHz for carbons and 400 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jc = 8 Hz, recycle

time 1 s; ¢ Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons
65 formula(e) evaluated with 4 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C:45-55 H:70-80 N:5-15 0:5-15

SP-245/4 Shira Peer
carmeli 318¢ 30 (1.332) Cm (23:30) 1: TOF MS ES+
9.92e+002
100 9855732
986.5757
%
087.5823
984.6637 985.8163 688.5064 991,7664 992.1808
982.6378 983.4883 i 984.0955 i 987.1992 | 989.5875 989.8529 990.8546 i 993.3151
i o e o e e e e B L L e e e 117
982.0 983.0 984.0 985.0 986.0 987.0 988.0 989.0 990.0 991.0 992.0 993.0 994.0
Minimum: =1.5
Maximum: 5.0 10,0 50.0
Mass Calc, Mass mDa PPM DBE i-FIT 1-FIT (Morm) Formula
985.5732 985.5736 -0.4 -0.4 20.5 115.7 0.7 €49  H73  N14 08
985.5722 1.0 1.0 15.5 115.7 0.8 c48 H77 N10 012
985.5763 -3.1 -3.1 19.5 117.8 2.9 €53 H77 N8 010
985.5776 =4.4 4.5 24.5 119.1 4.1 ch54 H73 N12 06

Figure S65. HR ESI MS data of Micropeptin KB984 (9).



Mar. Drugs 2015, 13 S95

SP253.3
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Figure S66. *H NMR Spectrum (500 MHz) of Micropeptin KB970C (10) in DMSO-ds.
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Figure S67. 13C NMR Spectrum (125 MHz) of Micropeptin KB970C (10) in DMSO-ds.
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Figure S68. HSQC Spectrum of Micropeptin KB970C (10) in DMSO-ds (Red: CH, CHs; Blue: CH2).
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Figure S69. HMBC Spectrum of Micropeptin KB970C (10) in DMSO-ds.
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Figure S70. COSY Spectrum of Micropeptin KB970C (10) in DMSO-ds.
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Figure S71. ROESY Spectrum of Micropeptin KB970C (10) in DMSO-ds (Blue: NOE correlation).
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Table S10. NMR Data of Micropeptin KB970C (10) in DMSO-de.

Position dcmult.® Sy multPJinHz HMBC Correlations ¢ NOE Correlations ¢
Ha 1 172.9,qC -
2 35.6, CH> 2.13,t(7.5) Ha-1,3,4 Ha-3,4; Asp-NH
3 25.1, CH, 1.52, qi (7.5) Ha-1,2,4 Ha-2,4,5; Asp-NH
4 31.0, CH» 1.25,;m Ha-2,3,5 Ha-3,5,6
5 22.1, CH; 1.27, m Ha-4 Ha-3,4,6
6 14.1, CH3 0.84,t(7.2) Ha-4,5 Ha-4,5
Asp 1 171.5,qC -
2 495, CH (8407(7)5dgd0) Asp-1,3,4 Asp-3a,3b,NH; Thr-NH
2.80, m Asp-2,4 Asp-2,3b,NH; Thr-NH
3ab 353, CH: 5 5 4d (16.4.8.0) Asp-2.4 Asp-2,3a,NH
4 170.8,qC -
NH - 8.27,d (7.5) Ha-1 Asp-2,3a,3b; Ha-2,3; Thr-NH
OMe 51.7, CHs 3.56,s Asp-4
5Thr1 169.1, qC -
2 55.0, CH 4.58, d (9.5) Asp-1; Thr-1,2 Thr-3,4,NH; Arg-NH
3 72.2, CH 5.50, g (6.5) Thr-4; 8val-1 Thr-2,4,NH; Arg-NH; Amp-NH
4 17.9, CH3 1.18,d (6.5) Thr-2,3 Thr-2,3
NH - 7.68, d (9.5) Asp-1 Thr-2,3; Asp-2,3a,NH
‘Arg 1 170.4, qC -
2 52.2,CH 427, m Arg-3 Arg-3a,3b,4,5,NH; Amp-NH
2.02, m Arg-2,3b,4,5,5-NH
3ab 21.8, CH, 1.45,m Arg-4 Arg-2,3a,5,NH,5-NH
4 25.4, CH; 1.45, m Arg-3 Arg-2,3a,5,NH,5-NH
5 40.2, CH2 3.09, m Arg-4,6 Arg-2,3a,3b,4,5-NH
NH - 8.56, d (8.5) Thr-1 Arg-2,3b,4; Thr-2,3; Amp-NH
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Table S10. Cont.

"NMePhe 1
2

3ab

4
55
6,6’

7

NMe

156.9, qC

169.2, C
49.4, CH

21.7, CH>

23.8, CH>
83.3,CH

55.6, CH3
169.8, qC
55.8, CH
27.3, CH
18.3, CHs
17.9, CHs
169.4, qC
61.0, CH

34.3, CH>

137.7,qC
129.8, CH
128.9, CH
127.0, CH
30.4, CHs

7.56,1(5.0)
7.30, brm
6.90, brm
447 m
2.40, brqg (12.5)
1.75, m
2.05, m
1.70, m
4.44, brs
7.24, m
3.03,s
4.36, d (10.5)
1.95 m
0.46, d (6.5)
—-0.23, d (6.0)
5.10, brd (11.0)
3.30,m
2.80, m
7.23,d (7.5)
7.27,1(7.5)
7.19,t(7.5)
2.75,s

Arg-5,6

Amp-2

Arg-1
Amp-6

Amp-2,6; °Val-1,3,4
bval-5
®val-2,3,5
bval-2,3,4

NMePhe-1,NMe
NMePhe-5,NMe
NMePhe-2,5,NMe

NMePhe-3,7
NMePhe-4,5,5’
NMePhe-5,5’
®Val-1; NMePhe-2

Arg-2,3b,4,5

Amp-4b,5b,NH; Val-4
Amp-4b,5a,6,NH
Amp-3,4a
Amp-4a,5b,6,0Me
Amp-3,5a,6
Amp-5a,5b,0Me,NH; 6val-3,4
Amp-3,4a; Thr-3; Arg-2,NH
Amp-5a,6; ®val-4,5NH

bVal-3,4,5, NMePhe-2,5,5'
6val-2,4,5; Amp-6
6val-2,3,5; Amp-3,6
®val-2,3,4; NMePhe-5,5',6,6'

NMePhe-3a,5,5',6,6’,NMe; ¢Val-2; 8val-NH

NMePhe-3b,5,5",6,6’,NMe
NMePhe-2,3a,5,5",6,6',NMe

NMePhe-2,3a,3b,6,6,NMe; éVal-2,5
NMePhe-2,3a,3b,5,5’,7,NMe; ®Val-5

NMePhe-6,6'

NMePhe-2,3a,3b,5,5,6,6"; 8Val-4,5NH
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Table S10. Cont.

Sval 1 172.5,qC -
2 56.7, CH 4.60, m Sval-1,3,4 Sval-3,4,5,NH
3 31.2,CH 2.00, m ®val-4 8val-2,4,5,NH
4 19.4, CHs 0.89,d (7.0) fval-2,3,5 8val-2,3,NH; Amp-OMe; NMePhe-NMe
5 18.1, CHs 0.83,d (6.5) fval-2,3,4 8val-2,3,NH; Amp-OMe; NMePhe-NMe
NH - 6.97, d (9.5) NMePhe-1; 8val-1 8val-2,3,4,5; Amp-OMe; NMePhe-2,NMe

2 125 MHz for carbons and 500 MHz for protons;  Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle
time 1 s; ¢ Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons
58 formula(e) evaluated with 6 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C:42-52 H:70-80 N:4-14 0:8-16

SP-253-3 Shira Pe'er

carmeli472c 6 (0.280) Cm (6:8) 1: TOF MS ES+
2.28e+003

100 971.5560

972.5608
%

973.5582

974.5726 975.3052 9755736

970.7836 __ 971.2330 973.8080 974.4017 976.0439

m/z

969.50 970.00 970.50 971.00 971.50 972.00 972.50 973.00 973.50 974.00 974.50 975.00 975.50 976.00 976.50 977.00

Minimum: =1.§
Maximum: 5.0 10.0 0.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
971.5560 971.5566 -0.6 -0.6 15.5 67.0 0.8 c47 H75 N10 012

971.5553 0.7 0.7 10.5 67.3 1.1 c46 H79 N6 016

971.5579 =1.9 =&.0 20.5 67.9 1.8 casg H71 N14 08

971.5593 =3.3 -3.4 14.5 69.2 3.0 Cc51 H79 N4 014

Figure S72. HR ESI MS data of Micropeptin KB970C (10).
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SP247.2 340
SP-247/2 in DMSO-d6 18.4.11 (INV)
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Figure S73. 'H NMR Spectrum (500 MHz) of Micropeptin KB1048 (11) in DMSO-ds.
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Figure S74. 3C NMR Spectrum (125 MHz) of Micropeptin KB1048 (11) in DMSO-ds.
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SP247.2 _
—_Sp"247/2in DMSO-06 15.4.11 (A @ @ r1o
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Figure S75. HSQC Spectrum of Micropeptin KB1048 (11) in DMSO-ds (Red: CH, CHs; Blue: CHy).
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Figure S76. HMBC Spectrum of Micropeptin KB1048 (11) in DMSO-ds.
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Figure S77. COSY Spectrum of Micropeptin KB1048 (11) in DMSO-de.
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SP 247/2 in DMSO-d6 18.4.11
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Figure S78. ROESY Spectrum of Micropeptin KB1048 (11) in DMSO-ds (Blue: NOE correlation).
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Table S11. NMR Data of Micropeptin KB1048 (11) in DMSO-dg.

Position dc mult.® &y mult’ Jin Hz HMBC Correlations © NOE Correlations ¢
Ha1 173.0,qC -
2 35.3, CH> 2.17,t(7.0) Ha-1,3,4 Ha-3,4; Asp-NH
3 25.1, CH; 1.51, qi (7.0) Ha-1,2,4 Ha-2,4,5
4 31.0, CH> 1.22, m Ha-2,3,5 Ha-3,5,6
5 22.1, CH; 1.24, m Ha-4,6 Ha-3,4,6
6 14.8, CHs 0.85,t(7.3) Ha-4,5 Ha-4,5
Asp 1 171.5,qC -
2 49.5, CH (;07(7)5dgd0) Ha-1; Asp-1,3,4 Asp-3a,3b,NH; Thr-NH
2.81, dd (16.5,6.0) Asp-2,4 Asp-2,3b,NH; Thr-NH
3ab 355, CH: 5 59, 4d (165.8.0) Asp-2,4 Asp-2,3a,NH
4 170.9,qC -
NH - 8.28,d (7.5) Ha-1 Asp-2,3a,3b; Ha-2; Thr-NH
OMe 51.7, CHs 3.57,s Asp-4
*Thr1 169.1, qC -
2 55.0,CH 4.59,d (9.5) Asp-1; Thr-1,2 Thr-3,4,NH; Arg-NH
3 72.3, CH 5.47,q (6.5) Thr-4; 8lle-1 Thr-2,4,NH; Arg-NH; Amp-NH
4 17.8, CHs 1.17,d (6.5) Thr-2,3 Thr-2,3,NH
NH - 7.71,d (9.5) Asp-1 Thr-2,3,4; Asp-2,3a,NH
“Arg 1 170.3, qC -
2 52.1, CH 4,29, m Arg-1 Arg-3a,3b,4,5,NH; Amp-NH
2.00, m Arg-2,3b,4,5,5-NH
3ab 21.1, CH, 145, m Arg-4 Arg-2,3a,5,NH,5-NH
4 25.4, CH; 1.45, m Arg-2,3a,5,NH,5-NH
5 40.1, CH; 3.08, m Arg-4,6 Arg-2,3a,3b,4,5-NH
NH - 8.56, d (8.5) Thr-1; Arg-2 Arg-2,3b,4; Thr-2,3; Amp-NH
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Table S11. Cont.

"CI-NMeTyr 1
2

3ab

156.9, qC

169.3, qC
49.4, CH

21.9, CH>

23.9, CH2
83.3,CH

55.7, CHs
169.9, qC
54.1, CH
33.1, CH

23.9, CH>

10.4, CHs
13.7, CH3
169.3,qC
61.0, CH

32.9, CH>

129.3, qC
130.7, CH

7.50,1(5.2)
7.30, brm
6.90, brm
446 m
2.40, brg (12.8)
1.75, m
2.06, brd (13.4)
1.70, m
4.46, brs
7.26,d (9.6)
3.02,s
4.46, m
1.86, m
1.10, m
0.63, m
0.63, m
—-0.13, d (6.5)
5.08, brd (11.0)
3.20, brd (14.4)
271, m

7.13,s

Arg-5,6

Amp-2,4

Arg-1
Amp-6

Amp-2,6; °lle -1,3,6

®lle-3,4,5

®lle-3,4
®lle-2,3,4

CI-NMeTyr-1,3,NMe
CI-NMeTyr-4,5,NMe
CI-NMeTyr-2,4,5,NMe

CI-NMeTyr -3,6,7,9

Arg-2,3b,4,5

Amp-4b,5b,NH
Amp-4b,5a,NH
Amp-3,4a,6
Amp-4a,5b,6,0Me
Amp-3,53,6,0Me
Amp-4b,5a,5b,0Me,NH; blle-3,4a
Amp-3,4a,6; Thr-3; Arg-2,NH
Amp-5a,5b,6; ®lle-4a,4b,5,6,NH

611e-3,4a,4b,5,6; CI-NMeTyr-2,5,9
611e-2,3,4b,5; Amp-6
611e-2,3,5; Amp-6
611e-2,3,6; CI-NMeTyr-2,5
611e-2,3,6; CI-NMeTyr-2,5

®lle-2,3,4a,4b,5; CI-NMeTyr-2,5,8,9, NMe

CI-NMeTyr-3a,5,9,NMe; ®lle-2,4b,5,6; 8lle-NH

CI-NMeTyr-2,3b,5,9,NMe; 61le-2
CI-NMeTyr-3a,5,8,9,NMe; 61e-2

CI-NMeTyr-2,3a,3b,NMe; S1le-2,4b,5,6
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Table S11. Cont.

6 120.1,qC
7 152.3,qC
8 117.0, CH 6.84d, (8.2) CI-NMeTyr-4,6,7 CI-NMeTyr-3b,9,NMe; °lle-6
9 129.6, CH 6.96, d (8.2) CI-NMeTyr-3,5,7,8 CI-NMeTyr-2,3a,3b,8,NMe; 611e-2,6
NMe 30.4, CH;s 271, s ®val-1; CI-NMeTyr-2 CI-NMeTyr-2,3a,5,9; 8lle-4a,4b,5,6,NH
OH 9.96, s CI-NMeTyr-6,7,8
¥lle 1 172.6,qC -
2 58.4, CH 4.79, dd (9.5,4.5) ®lle-1,3,4,6 8lle-3,4a,4b,5,6,NH
3 37.6, CH 1.80, m ®lle-4,5,6 ®lle-2,4b,5,6,NH
1.32, m ®lle-3,5,6 ®lle-2,4b,5,NH; Amp-OMe; CI-NMeTyr-NMe
4 ab 26.0, CH,
1.10,m 8lle-3,5,6 8lle-2,3,4a,NH; Amp-OMe; CI-NMeTyr-NMe
5 11.6, CHs; 0.91,t(7.3) 8lle-2,3,4 ®lle-2,3,4a; Amp-OMe; CI-NMeTyr-NMe
6 14.1, CHs 0.77,d (7.0) 8lle-2,3,4 8lle-2,3,NH; Amp-OMe; CI-NMeTyr-NMe
NH - 6.80, d (9.5) CI-NMeTyr-1 ®lle-2,3,4a,4b,6; Amp-OMe; CI-NMeTyr-2,3b,NMe

@125 MHz for carbons and 500 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jo = 8 Hz, recycle time

1s; 9 Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons
935 formula(e) evaluated with 21 results within limits (up to 5 best isotopic matches for each mass)
Elements Used:

C:40-55 H:65-90 N:5-15 0:515 CL0-4

SP-247/2 Shira Peer
canmeli366 93 (4.103) Cm (81:94) 1: TOF MS ES+
1.44e+004
I 1049.5448
1050.5510 1051 5500
%
1052.5507
1053.2904 1053.5573 1053.8159
0 1048.8419. 1049 1248 1050.0624 1051.0685 1052.0531 \ | 1054.5683 1034.8158 o
L e e e e e e e e e R B B e e s e B T T e T T T e e e e e e T miz
1048.00 1049.00 1050.00 1051.00 1052.00 1053.00 1054.00 1055.00
Minimum;: -1.5
Maximum: 5.0 10.0 30.0
Mass Calc. Mass mDa PPM DBE i-FIT 1-FIT (Morm) Formula
1042.5448 -0.4 -0.4 20.5 100.0 1.8 cs50 H74 H14 09 C1
1.0 1.0 15.5 28.5 0.3 c49 H78 N10 Q13 Cl
-3.1 -3.0 19.5 100.9 2.6 chd HT8 N8 011 Cl
-4.4 -4.2 24.5 10z2.6 4.4 C55 H74 Hiz o7 Cl
5.0 4.8 11.5 103.6 5.4 céd HT8 N1z 015 cl

Figure S79. HR ESI MS data of Micropeptin KB1048 (11).
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SP171.311
SP-171/3 IN DMSO-d6 26.07.10 (BBI)
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Figure S80. *H NMR Spectrum (500 MHz) of Micropeptin KB992 (12) in DMSO-ds.
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SP171.3
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Figure S81. 3C NMR Spectrum (125 MHz) of Micropeptin KB992 (12) in DMSO-ds.
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P 7175 in DMSO-d6 26.07.10 @7 r1o
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Figure S82. HSQC Spectrum of Micropeptin KB992 (12) in DMSO-ds (Red: CH, CHs; Blue: CHy).
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P171.3
SP-171/3 in DMSO-d6 30.06.10
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Figure S83. HMBC Spectrum of Micropeptin KB992 (12) in DMSO-ds.
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SP 171/3 in DMSO-d6 30.06.10

/ i
! o
. P s
2 * i
o
L 8 I . B 08
- & () 0
ey 7 o ;] 2
s
L K % Jd o
o 0 y
(] 0
" B e .,
e
o =3 &
2
0 22 . P L4

®
®
(-]
%
®
]
§
1 (ppm)

o . Ls
N -6

Ve “F i

Pl & s

-9

9.0 8.5 8.0 7.5 7.0 6.5 6.0 55 5.0 4.5 4.0 35 3.0 25 2.0 15 1.0 0.5 0.0
12 (ppm)

Figure S84. COSY Spectrum of Micropeptin KB992 (12) in DMSO-ds.
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Figure S85. ROESY Spectrum of Micropeptin KB992 (12) in DMSO-ds (Blue: NOE correlation).
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Table S12. NMR Data of Micropeptin KB992 (12) in DMSO-ds.

Position dc mult. ® on mult.P Jin Hz HMBC Correlations © NOE Correlations ¢
Hpla 1 174.2,qC -
2 73.0,CH 3.99, ddd (8.7,5.8,3.1) Hpla-3,4 Hpla-3a,3b,5,5',2-OH; Asn-2
3ab 41.0. CH, 2.93,dd (13.5,3.1) Hpla-4,5,5' Hpla-2,5,5',6,6',2-OH
254, m Hpla-1,2,4,5,5 Hpla-2,5,5',2-OH; Asn-NH
4 129.1, qC
5,5’ 130.5, CH 7.02,d (8.5) Hpla-3,4,7 Hpla-2,3a,3b,6,6’
6,6’ 115.0, CH 6.64, d (8.5) Hpla-4,5,5",7 Hpla-3a,5,5’
7 155.8, qC -
2-OH - 5.60, d (5.8) Hpla-2,3 Hpla-2,3a,3b; Asn-NH
7-OH - 9.11,s
Asn 1 171.8,qC -
2 49.3, CH 4.70, dt (8.0,7.5) Hpla-1; Asn-1,3,4 Asn-3,NH; Thr-NH
3 36.9, CH; 254, m Asn-1,2,4 Asn-2,NH,NH>(a); Thr-NH
4 172.2,qC -
NH 8.23,d (8.0) Hpla-1; Asn-2 Asn-2,3; Hpla-2,3b,2-OH
7.39,s Asn-NH»(b)
NHg ab ] 6.89, s Asn-3,4 Asn-NHz(a)
Thr1 169.2, qC -
2 55.1, CH 4.60, d (9.0) Asn-1; Thr-1 Thr-3,4,NH; Arg-NH
3 72.2,CH 5.50, q (6.3) Thr-4: 8val-1 Thr-2,4,NH; Arg-NH; Ahp-NH
4 17.9, CH; 1.22,d (6.3) Thr-2,3 Thr-2,3
NH 7.74, 6 (9.0) Asn-1 Thr-2,3; Asp-2,3a,NH
“Leul 171.0,qC -
2 51.0, CH 4.28, ddd (9.0,8.5,3.2) Leu-3a,3b,4,6,NH; Amp-NH
1.80, m Leu-2,3b,4,5
3ab 39.0, CH 1.39, m Leu-2,3a,5,NH
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Table S12. Cont.

o o1 B~

NH
*Amp 2

4 ab

5ab

NH
OMe
®lle 1

5
6

"NMePhe 1

2
3ab

4
5,5

24.4,CH
23.9, CH3
21.2, CH3

169.3, qC
49.4, CH

21.9, CH>

23.9, CH2
83.3,CH

55.5, CHs
169.8, qC
54.1, CH
32.9, CH

23.5, CH2

10.5, CH3
13.7, CH3
169.3,qC
60.9, CH

34.4, CH;

137.8, qC
129.8, CH

1.50, m
0.87, d (6.6)
0.78,d (7.0)
8.45,d (8.5)

447 m
2.40,q (12.6)

1.70, m

2.05, brd (14.4)
1.75m

4.43, brs

7.21, m

3.01,s

443, m

1.78, m

1.05, m

0.59, m

0.59, m
—0.30, d (6.5)

5.17,dd (11.0,2.1)

3.30,m

2.80, dd (14.3,11.0)

7.21,d (7.5)

Leu-3,4,6
Leu-3,4,5
Thr-1

Amp-2

Leu-1; Amp-OMe
Amp-6

Amp-2,6; ®1le-1,3,4,6
®lle-5
®1le-2,3,5
®1le-2,3,4
®11e-2,3,4,5

NMePhe-1,NMe
NMePhe-4,5
NMePhe-2,4,5,NMe

NMePhe-3,7

Leu-3a,5,NH
Leu-2,5
Leu-2,3b,4; Thr-2,3; Amp-NH
Arg-2,3b,4,5

Amp-4b,5b,NH
Amp-4b,5a,NH
Amp-3,4a
Amp-4a,5b,6,0Me
Amp-3,5a,6
Amp-5a,5b,0Me
Amp-3,4a; Thr-3; Leu-2,NH; 611e-5,6
Amp-5a,6; 8Val-5,NH

%lle-3,4,5; NMePhe-2,5,5'
®lle-2,4,5; Amp-6
®lle-2,3,5; Amp-3,6
®lle-2,3,4; NMePhe-5,5',6,6'

NMePhe-3a,3b,5,5' NMe: Slle-2: 8val-NH

NMePhe-2,3b,5,5',NMe
NMePhe-2,3a,5,5',NMe

NMePhe-2,3a,3b,6,6’ NMe: Slle-2,5,6
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Table S12. Cont.

6,6’ 128.9, CH 7.25,1(7.5) NMePhe-4,5,5' NMePhe-3b,5,5',7,NMe
7 126.9, CH 7.19,1(7.5) NMePhe-5,5' NMePhe-6,6'

NMe 30.5, CH;s 2.74,s NMePhe-2,4 NMePhe-2,3a,5,5',6,6"; 8Val-NH

Sval 1 172.5,qC -
2 56.5, CH 4.64, dd (9.5,6.0) fval-1,3 ®val-3,4,5,NH
3 31.4,CH 1.97, m 8val-4,5 Sval-2,4,5,NH
4 19.5, CHs; 0.83,d (6.5) fval-2,3,5 ®val-2,3,5,NH,
5 18.0, CHs 0.77,d (6.5) Sval-2,3,4 8val-2,3,NH; Amp-OMe,

NH - 6.90, d (9.5) NMePhe-1; ®Val-1 ®val-2,3,4,5; Amp-OMe; NMePhe-2,NMe

@ 125 MHz for carbons and 500 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jcp = 8 Hz, recycle

time 1 s; @ Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons
342 formula(e) evaluated with 10 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C:45-55 H:60-80 N:5-15 0:5-20 Na:0-1

SP171/3 Shira Peer
carmeli 272b 210 (9.223) Cm (206:210) 1: TOF MS ES+
2.330+003
o5 10155121
1016.5164
%
1017.5227
10126848 40439080 10137083 45447811 1016.0352 1016.8846 1018.2495 1018501 10195431 45 o575 1020.3905 445 5g5, 10217861
T o e e L I o T N e e A e B 1YY
10120 1013.0 1014.0 1015.0 1016.0 10170 1018.0 1019.0 10200 10210 1022.0
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
1015.5121 1015.5117 0.4 0.4 18.5 98.9 p % ] c50 H72 N8 013 Na
1015.5141 -2.0 -2.0 218 99.0 3 c52 H71 N§ 013
1015.5130 -0.9 -0.9 235 99.1 1.3 c51 H68 N12 09 Na
1015.5114 0.7 0.7 22.5 99.5 1.8 48 H67 Nl4 oll

Figure S86. HR ESI MS data of Micropeptin KB992 (12).
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Figure S87. *H NMR Spectrum (400 MHz) of Micropeptin KB1046 (13) in DMSO-ds.
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Figure S88. 13C NMR Spectrum (100 MHz) of Micropeptin KB1046 (13) in DMSO-ds.
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Figure S89. HSQC Spectrum of Micropeptin KB1046 (13) in DMSO-ds (Red: CH, CHs; Blue: CH>).
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Figure S90. HMBC Spectrum of Micropeptin KB1046 (13) in DMSO-ds.
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Figure S91. COSY Spectrum of Micropeptin KB1046 (13) in DMSO-de.
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Figure S92. ROESY Spectrum of Micropeptin KB1046 (13) in DMSO-ds (Blue: NOE correlation).
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Table S13. NMR Data of Micropeptin KB1046 (13) in DMSO-ds.

Position dcmult.®  dymultPJinHz  HMBC Correlations ® NOE Correlations ¢
'Hpla 1 173.6, qC -
2 72.7,CH (847026dgd4) Hpla-1,4 Hpla-3a,3b,5,5"; GIn-NH, Thr-2
2.87, dd (13.6,2.4) Hpla-4,5,5' Hpla-2,3b,6,6"; GIn-NH
3ab 39.8, CH: 2,55, m Hpla-1,2,4,5,5 Hpla-2,3a,5,5"; GIn-3b
4 128.8, qC
55 130.4, CH 7.00, d (7.6) Hpla-3,6,6,7 Hpla-2,3b,6,6"; GIn-4
6,6' 115.0, CH 6.62, d (7.6) Hpla-4,7 Hpla-3a,3b,5,5,7-OH
7 155.8, qC -
2-OH - 5.52,d (5.6) Hpla-1,2,3
7-OH - 9.06, s Hpla-6,6’ Hpla-6,6’
’GIn1 172.4,qC -
2 51.4,CH  4.51,dt(8.4,74.8) GIn-1,3,4 Gln -3a,3b,4,NH; Thr-NH
1.82, m GIn-5 GIn-2,4,NH
3ab 28.9, CHz 1.75,m GIn-2 GIn-2,4,NH; Hpla-3b; Thr-4
4 31.6, CH2 2.10,t (5.6) Gln-2,5 GIn-2,3a,3b,NH,NH»(a); Hpla-5,5’
5 174.0, qC -
NH 7.78,d (8.4) Hpla-1 GIn-2,3a,3b,4; Hpla-2,3a
7.18,s GIn-4,NH»(b)
NHz ab ] 6.70, s Gln-4 GIn-NH22(a)
3Thr1 169.1, qC -
2 55.0, CH 4.58, d (9.5) Thr-1,4 Thr-4, HcAla-NH; 8lle-4a,4b,5
3 72.2, CH 5.50, q (6.5) Thr-4; 81le-1 Thr-4,NH; HcAla-NH; Ahp-NH; 8lle-5
4 17.9, CHs 1.18,d (6.5) Thr-2,3 Thr-3,NH; Hpla-6,6’
NH - 7.68, d (9.5) Gin-1 Thr-2,3,4; GIn-2,3a,3b,4
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Table S13. Cont.

“HcAla 1
2

3ab

~N o o1 b~

8 peq pax

9 peq pax

NH
OH
SAhp 2
3

4 ab

5
6
NH
OH
bval 1

g b~ W

170.7, qC
50.0, CH

36.6, CH2

32.0, CH2
132.2, CH
133.0, CH
65.5 CH

31.6 CH2

26.2 CH2

169.6, qC
48.9, CH

22.0, CH2

29.9, CHz
74.2, CH
55.6, CH3
169.9, C
56.0, CH
27.7, CH
18.3, CHs
18.2, CHs3

433, m
1.89, m
1.49, m
1.99, m

5.42, brd (10.4)
5.58, brd (10.4)

3.97, m
1.80, m
1.20, m
1.70, m
0.96, m
8.47,d (8.4)
4.63, d (5.6)
4.45m
2.55, m
1.72, m
1.71, m
4.92, brs
7.37,d (9.2)
6.07, brs
4.32,d (10.4)
1.90, m
0.46, d (6.0)
-0.21,d (6.0)

HcAla-3,4,7,9
HcAla-4,5,8

Thr-1
HcAla-6,7,8

Ahp-2

HcAla-1
Ahp-6

Ahp-2,6; ®Val-1,3,4,5
6val-2,5
6val-2,3,5
6val-2,3,4

HcAla-3b,4,NH; Ahp-NH
HcAla-3b,5,6
HcAla-2,3a,4,5,6,NH
HcAla-2,3b,5,6,8pax,9peq,NH
HcAla-3a,3b,4,6,7
HcAla-3a,3b,4,5,7,0H
HcAla-5,6,8peq,9pax,0H
HcAla-7,8pax,9pax
HcAla-4,8peq,9peq,OH
HcAla-4,8pax,9pax
HcAla-7,8peq,9peq
HcAla-2,3b,4; Thr-3; Ahp-NH
HcAla-6,7,8pax

Ahp-5,NH
Ahp-4b,NH,OH
Ahp-4a,6
Ahp-3,6
Ahp-4b,5,0H; 6val-3,4
Ahp-3,4a; Thr-3; HcAla-2,NH
Ahp-4a,5

®val-3,4,5; NMePhe-2,5,5'
6val-2,4,5; Ahp-3,6

bval-2,3,5; Ahp-3,6; NMePhe-2

6val-2,3,4; NMePhe-2,5,5’
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Table S13. Cont.

'NMePhe 1
2

3ab

4
5,5
6,6’

7
NMe
8lle 1

2

3

4

5
6
NH

169.3, qC
60.7, CH

34.4, CH;

137.8,qC
129.9, CH
128.8, CH
126.7, CH
30.3, CH3
172.9,qC
55.7, CH
37.7,CH

24.7,CH

11.5, CHs
16.3 CH3

5.08, brd (11.2) NMePhe-1,NMe

3.28, m NMePhe-4,5NMe
2.80, m NMePhe-2,4,5,NMe
7.22, m NMePhe-3,7
7.26, m NMePhe-4,5,5'
7.19,m NMePhe-5,5’
2.73,s ®Val-1, NMePhe-2
4.77,dt (9.2,4.8) 8lle-1,3,4,6
1.80, m
1.26, m 8lle-2,5,6
1.00, m ¥le-5,6
0.80,t(7.2) 811e-3,4
0.83,d (6.8) 8lle-2,3,4a
7.67,d(9.2) NMePhe-1

NMePhe-3a,3b,5,5',NMe; éVal-2; élle-NH
NMePhe-2,3b,5,5’
NMePhe-2,3a,5,5’

NMePhe-2,3a,3b,6,6’,NMe; ®Val-2
NMePhe-5,5',7,NMe; ®Val-5
NMePhe-6,6"; *Val-5
NMePhe-2,5,5"; ®lle-6,NH

8lle-3,5,6,NH
8lle-2,4a,4b,,5,NH
8le-3; Thr-2
®Ile-3,5; Thr-2
8le-2,3,4a; Thr-2,3
8lle-2; NMePhe-NMe
8le-2,3; Thr-2; NMePhe-2,NMe

2100 MHz for carbons and 400 MHz for protons; ® Multiplicity and assignment from HSQC experiment; ¢ Determined from HMBC experiment, "Jo = 8 Hz, recycle time
1's; 9 Selected NOE’s from ROESY experiment.
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons
437 formula(e) evaluated with 11 results within limits (up to 4 best isotopic matches for each mass)
Elements Used:

C:50-60 H:60-80 N:0-20 0:10-20 23Na: 0-1

SP-147/7 Shira Pe'er
cammell 274b 63 (2.788) Cm (59:68) 1: TOF MS ES+
1.79e+003
168 1089 5228
1070.5289
%
10715319
1072.2664
10887501 10892257 | 19598912 4470 1602 1070.9021 1071.2819 1072.5636  1073.0220 1073.3864
B e e e e et e e e I e e LT e N I e o B T o e T miz
1088.00 1088.50 1085.00 1069.50 1070.00 1070.50 1071.00 1071.50 1072.00 1072.50 1073.00 1073.50 1074.00
Minimums -1.5
Mazximum: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT i-FIT (Norm) Formula
1069.5228  1069.5233 -0.5 -0.5 18.5 153.0 1.3 cs4 HT7 w4 018
1069.5236 0.8 —0.7 25.5 153.1 1.4 c54  H70 N1z 010 23Na
1069.5222 0.5 0.6 20.5 153.1 1.4 ©53  H74 NS 014 23Na
1069.5246 -l.e -1.7 23.5 153.2 1.5 c55  H73 me 014

Figure S93. HR ESI MS data of Micropeptin KB1046 (13).
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