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Figure S1. '"H NMR spectrum of Aplyzanzine C (1) in MeOD (500 MHz)
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Figure S2. 3C NMR spectrum of Aplyzanzine C (1) in MeOD (500 MHz)
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M1-COSY (P281-P-SPE-F3-5F2_500.001).esp
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Figure S3. '"H-'"H COSY NMR spectrum of Aplyzanzine C (1) in MeOD (500 MHz)
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Figure S4. HSQC NMR spectrum of Aplyzanzine C (1) in MeOD (500 MHz)
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M1-HMBC (P281-P-SPE-F3-5F2_500.001).esp
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Figure S5. HMBC NMR spectrum of Aplyzanzine C (1) in MeOD (500 MHz)
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Figure S6. HR-ESI mass spectrum of Aplyzanzine C (1)

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

2232 formulale) evaluated with 7 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:

C:0-50 H:0-100 N:0-10 0O:0-10 79Br:2-4 81Br:2-4

ALMOURABIT_moriou21-4 21 (0.569) Cm (14:31) 1: TOF MS ES+
1.09e+004
100+ 730
_ 728 732
%_
] 7 752
i 796 729 734 750
i 716
705707710 712 714 718 71871955 723 15 | 727 ‘ ‘T?5I 798 740 742 744 725 T8 |79 .
U LN AL N B NN LA NN LA NS NI NLULLEL NS NS NN UL LA BN LA DAL N
705.0 710.0 715.0 720.0 725.0 730.0 735.0 740.0 745.0 750.0
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mDa FEM DBE i-FIT i-FIT (Worm) Formula
T729.9140 T29.9109 3.1 4.2 9.5 29.6 1.6 C20 H28 N9 0O 79Br2
B1Br2
T29.9168 -2.8 -3.8 0.5 29.7 1.7 Cl3 H32 N9 08 79Br2
B1Br2
T29.90%6 4.4 6.0 4.5 29.7 1.8 Cl19 H32 N5 05 79Br2
B1Br2
T29.9122 1.8 2.5 -1.5 29.9 1.9 Clé H39 N7 79Br2
B1Br3
T29.9136 0.4 0.5 8.5 30.0 2.0 C24 H32 N3 03 79Br2
B1Br2
T29.9115 2.5 3.4 1.5 30.4 2.4 C23 H41 N 79Br3
B1Br2
T729.9176 -3.86 -4.9 12.5 30.5 2.5 C29 H32 N © 79Br2
B1Br2
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Figure S7. "H NMR spectrum of Aplyzanzine D (2) in MeOD (500 MHz)
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Figure S8. 'H-'"H COSY NMR spectrum of Aplyzanzine D (2) in MeOD (500 MHz)
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Figure S9. HSQC NMR spectrum of Aplyzanzine D (2) in MeOD (500 MHz)
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M2 - HMBC (P281-C-F4-3F2_500.001 }.@)

Figure S10. HMBC NMR spectrum of Aplyzanzine D (2) in MeOD (500 MHz)
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Figure S11. HR-ESI mass spectrum of Aplyzanzine D (2)

Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 50.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off
MNumber of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
200 formula(e) evaluated with 29 results within limits (up to 50 closest results for each mass)
Elements Used:
C:0-50 H:0-100 N:1-8 Q:2-8 79Br.2-2 81Br.2-2
ALMOURABIT_moriou32-1 21 (0.576) Cm ({16:29) 1: TOF MS ES+
5.802+004
100 573
: 671 B75
%
4 674
669 872 E76g77
los2 so3gss 555 geg | 0 | ‘ °[° 7" cgoes1  es3 ess 7 es9 o1 93 g5 B
r7rrrrrr 7Ty T+ 17—+ +rJpyrr+—+— - [rr+—++—|7rrrr—rJ7rrrrr e TT T T
£E5.0 £70.0 B75.0 £B0.0 B85.0 £20.0 RO5.0
Minimum: -1.5
Maximum: 50.0 10.0 50.0
Mass Calc. Mass mDa EEM DBE i-FIT i-FIT (Morm) Formula
£72.8810  £72.8815 -0.8 -0.9 -0.5 i8.3 3.3 Cl4 H29 N2 08 7T9Br2
B1lBr2
72,8630 -2.0 -3.0 4.5 i8.3 3.3 C15 H25 MN& 04 7T9Br2
B1lBrz2
£72.8530 2.0 3.0 0.5 38.3 3.4 C10 H25 N8 08 T9Br2
B1lBrz2
£72.8558 5.2 7.7 8.5 i8.3 3.4 C21 H25 N2 03 7T9Br2
B1Br2
672.8670 -6.0 8.0 8.5 i8.3 3.4 C2Z0 H25 N4 02 7T9Br2
B1lBr2
£72.8517 0,3 13.8 4.5 i8.3 3.4 Cl6 H25 N4 05 7T9Br2
B1lBrz2
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Figure S12. 'H NMR spectrum of Aplyzanzine E (3) in MeOD (600 MHZz)
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Figure S13. 'H-'H COSY NMR spectrum of Aplyzanzine E (3) in MeOD (600 MHz)
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Figure S14. HSQC NMR spectrum of Aplyzanzine E (3) in MeOD (600 MHz)
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Figure S15. HMBC NMR spectrum of Aplyzanzine E (3) in MeOD (600 MHz)
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Figure S16. HR-ESI mass spectrum of Aplyzanzine E (3)
Elemental Composition Report

Single Mass Analysis

Tolerance = 10.0 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

445 formula(e) evaluated with 12 results within limits (all results (up to 1000} for each mass)
Elements Used:

C:0-100 H:0-1000 MN:0-10 ©O:0-10 79Br:2-2 81Br:2-2

ALMOURABIT_moriou51-4 20 (0.533) Cm (15:30)

100+ 685

7 687
i 683

1130143151 224

1059

100 200 300 400 500 600 700 800 900 1000 1100 1200 1300

Minimum: -1.5
Maximum: 10.0 10.0 20.0
Mass Calc. Mass mDa PFM DEE 1-FIT 1-FIT (Norm) Formula
684.8616 684.8616 0.0 0.0 0.5 32.86 2.6 C1l5 HZ29
81Brz
684.8630 -1.4 -2.0 2.5 32.5 2.4 Cle H25
81Brz
6E84.85098 1.8 2.6 13.5 32.9 2.8 C27 H25
81Brz
6E84.8520 Z.6 3.8 1.5 3z.1 2.0 Cll Hz
81Brz
b84.8643 -2.7 -3.9 10.5 32.3 2.2 Cl7 HzZl
81Brz
684.8657 -4.1 -6.0 4.5 32.9 2.8 cz0 Hz9
81Brz
684.8670 -3.4 -7.9 9.5 32.8 2.7 Cz2Z1 Hzs
81Brz
6E84.8558 5.8 8.5 9.5 3z.7 2.7 C22 H25
81Brz

Page 1

1: TOF MS ES+
2.15e+004

1391 44334447
m
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Figure S17. 'H NMR spectrum of Aplyzanzine F (4) in MeOD (600 MHz)
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Figure S18. '"H-'"H COSY NMR spectrum of Aplyzanzine F (4) in MeOD (600 MHz)
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Figure S19. HSQC NMR spectrum of Aplyzanzine F (4) in MeOD (600 MHz)
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Figure S20. HMBC NMR spectrum of Aplyzanzine F (4) in MeOD (600 MHz)
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Figure S21. HR-ESI mass spectrum of Aplyzanzine F (4)

Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 50.0 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

166 formula(e) evaluated with 28 results within limits (up to 50 closest results for each mass)
Elements Used:

C:0-50 H:0-100 N:1-8 0O:2-8 79Br:2-2 81Br.2-2

ALMOURABIT_moriou32-2 22 (0.593) Cm (17:36) 1: TOF MS ES+
4.16e+004
100= 628
626 630
%_
629
624 827 31 632
oL 612 613 614615 616617617 618 619 620621 _ 623 625 633 6as 635 636 637 638 630 20
II|IIII IIII T IIII LI IIII|IIII|III |IIII|IIII T |I
6125 615 0 61 T 5 BED 0 622 5 525 0 627.5 630.0 632 5 635.0 BBT 5 640.0
Minimum: -1.5
Maximum: 50.0 10.0 50.0
Mass Calc. Mass mDa FFM DBE 1-FIT i-FIT (Norm) Formula
627.8020 627.8011 0.9 1.4 1.3 2.9 3.1 C8 H18 N7 0& T9Br:Zz
81Brz2
627.8038 -1.8 -2.9 0.5 32.9 3.1 Cl2 H2Z N 0B T79Br:2
81Brz
627.8051 -3.1 -4.9 5.5 33.0 3.1 Cl13 H18 N3 04 7T9Brz
81Brz
627.7979 4.1 6.5 9.5 33.5 3.7 Cl% H18 N 03 79Brz2
81Brz2
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Figure S22. 'H NMR spectrum of 5 in MeOD (300 MHz)
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Figure S23. HR-ESI mass spectrum of 5
Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 10.0 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

452 formula(e) evaluated with 12 results within limits (all results (up to 1000) for each mass)
Elements Used:

C:0-100 H:0-1000 N:0-10 O:0-10 79Br:1-1 81Br: 11

ALMOURABIT morious1-1 21 (0.572) Cm (16:31) 1: TOF MS ES+
1.239=+004
100+ 230
1281
130151 224
519
517521

R22
375 462 [ 581 637678700 95 gog _
|||III||III||II|||II|||II|||II|||II||||I||||I||||I||IIIIIIII||||II|||III||III||II|||II|||||||||||||||||||||||| m."Z

100 200 300 400 500 600 700 a00 900 1000 1100 1200 1300 1400 1500

Minimum: -1.5
Maximum: 10.0 10.0 50.0
Mass Calc. Mass mDa FEFM DEE 1-FIT i-FIT (Morm) Formula
519.0208 519.0205 0.3 0.6 7.5 29.7 2.9 C21 27 05 T8Br
81Br
219.0218 -1.0 -1.9 12.5 29.7 2.9 Cz22 H23 N4 O 7T9Br
81Br
2190237 -2.9 -5.6 -0.5 29.0 2.1 C10 H27 HNe 08 TSBr
81Br
519.0178 3.0 5.8 8.5 29.3 2.5 ClT H23 N6 03 T9Br
81Br
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Table S1. Comparison of the spectroscopic data of the compound 5 with the data from the

literature concerning the purealidin A> and the lipopurealin D.

Compound 5 Purealidin A
MS data
HRESIMS data showed the [M+H]*ion as a cluster at m/z 517, 519, 521, | FABMS (positive ion, glycerol matrix) m/z 559, 557, 555 [ca.
in a 1:2:1 ratio, indicating the presence of two bromine atoms in the | 1:2:1, (M + K)*], 521,519, 517 [ca. 1:2:1, (M + H)*], 505, 503,501
molecule. Analysis of the pic [M+H]* at m/z 519.0208 (m/z 519.0178 | [ca. 1:2:1, (M + H-NH2)*], 441, and 439 [ca. 1:1, (M-Br)'];
caled. for Ci7H2sNe6Os7°Bré1Br, A= 5.8ppm) allowed us to propose the | HRFABMS (positive) found m/z 517.0241, calced for
molecular formula of 5 as Ci7H22NsO3Bro. C17H23N6O57°Br2 (M + H) 517.0198.
1D and 2D NMR data
in CDsOD in DMSO-d6
Position Lipopurealin D% 5 Purealidin A%
No o umult, (J in Hz) O nmult O ¢, type o umult, (J in Hz) H-"H COSY
1 3.43,t(7) 331, m 36.5, CH2 3.06, m NH2-1, 2
NH2-1 7.83,brs 1
2 2.03, m 2.20, m 27.9, CH2 2.02, m 1,3
3 4.00, t (6) 4.09, m 70.4, CH> 3.98, t (6) 2
4 150.5, C
5,5 117.1,C
6,6 7.46, s 751, s 132.9, CH 745, s 8
7 1364, C
8 3.82,s 3.84,s 27.7, CH2 3.75,s 6,6
9 150.9, C
NOH-9 12.03, s
10 163.1,C
NH-10 8.15, t (6) 11
11 3.45,t(7) 345, m 37.3, CH2 3.36, dt (6) NH-10, 12
12 2.66, t (7) 2.71, m 24.4, CH2 2.59, t (6) 11
13 1243,C
NH-13 11.77,brs 14
14 641, s 6.53, s 109.2, CH 6.57, s NH-13, NH-14
NH-14 12.16, brs 14
15 1469, C

Figure 524: Lipopurealin D* and general key COSY for purealidin A in DMSO-d6.

H
13~
11 NH
N=(45
Purealidin A R=H NH2
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Br
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Figure S25. 'H NMR spectrum of 6 in MeOD (500 MHz)
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Elemental Composition Report

Single Mass Analysis
Tolerance = 10.0 mDa / DBE: min=-1.5, max = 50.0
Element prediction: Off
Mumber of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

339 formula(e) evaluated with 11 results within limits (all results (up to 1000) for each mass)

Elements Used:

C:0-100 H:0-1000 N:0-10 0Q:0-10 79Br: 1-1

Figure S26. HR-ESI mass spectrum of 6
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Table S2. Comparison of the spectroscopic data of the compound 6 with the data from the
literature.*

Compound 6

Compound 11 in Ciminjello et al.*®®

MS data

HRESIMS data showed the [M+H]* ion as a cluster at m/z 443, 445,
447, in a 1:2:1 ratio, indicating the presence of two bromine atoms in
the molecule. Analysis of the pic [M+H]* at m/z 444.9745 (m/z
444.9698 calcd. for CisHi7N,O,°Bré'Br A= 10.6ppm) allowed us to
propose the neutral molecular formula of 6 as CisH16N4O,Br».

Compound 11 showed intense M+ ions in the ratio of about 1:2:1 at m/z
443, 445, 447 in the positive fabms, which indicated the presence of two
bromine atoms in the molecule. Combined analysis of the low-
resolution ms and the 1H and 13C nmr spectra indicated a molecular
formula of C45H,7;N4O,Br, for compound 11.

Position 1D NMR data in CDsOD

No o nmult, (Jin Hz) Jdc Jnmult, (Jin Hz)
1 136.4

2,6 7.79,s 133.0 7.82,s

3,5 1195

4 154.5

7 7.40,d (15.5) 138.4 7.42,d (15.5)
8 6.53, d (15.5) 123.9 6.57, d (15.5)
9 167.5

10 353, t 39.3 3.56,t(7)
11 2.74,t 25.9 2.77,t(7)
12 125.9

13 6.56, s 110.9 6.59, s

14 146.4

15 3.88,s 61.3 391,s

Figure S27: Structure of the compound 11 in Ciminiello et al.®
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