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Figure S1. Enhanced product ion mass spectrum of aeruginosamide AER595 with general structure 187+Val+Pro+Pyr+TzICOOMe identified based on the following

fragment ions: 596 [M+H], 409 [Val+Pro+Pyr+TzICOOMe], 310 [Pro+Pyr+TzICOOMe+H], 259 [187+Val+H-CO], 213 [Pyr+TzICOOMe+H], 197 [Val+Pro+H], 169
[Val+Pro+H-CO], 160 [187+H-CO], 144 [TzICOOMe], 112 TzICO, 70 Pro immonium ion.
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Figure S2. Enhanced product ion mass spectrum of aeruginosamide AEG603 with general structure Phe+Phe+Pro+Pyr+TzICOOMe identified based on the following
fragment ions: 604 [M+H], 458 [M+H-Phe], 310 [Pro+Pyr+TzICOOMe+H], 295 [Phe+Phe+H], 267 [Phe+Phe+H-CO], 217 [Phe+Pro+H-CO], 213 [Pyr+TzICOOMe+H],
144 [TzICOOMe], 120 Phe immonium ion, 112 TzICO, 70 Pro immonium ion.
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B +EPI (658.35) Charge (+) CE (60) CES (20) FT (50): Exp 2, 2.274 min from Sample 1 (Limnoraphis 1324) of 20191120.wiff
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Figure 53. Enhanced product ion mass spectrum of aeruginosamide AEG657 with general structure Pre+Phe+Phe+Pro+Pyr+TzICOOH identified based on the
following fragment ions: 658 [M+H], 640 [M+H-H20], 590 [M+H-Pre], 443 [M+H—(Pre+Phe)], 392 [Phe+Phe+Pro+H], 363 [Pre+Phe+Phe+H], 335 [Pre+Phe+Phe+H-
CQ]J, 296 [Pro+Pyr+TzICOOH], 267 [Phe+Phe+H-CO], 199 [Pyr+TzICOOH+H], 188 [Pre+Phe+H-CQ], 130 [TzZICOOH], 120 Phe immonium ion, 112 TzICO, 70 Pro

immonium ion.
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B ;EPI (668.37) Charge (+1) CE (60) CES (20) FT (50): Exp 2, 8.227 min from Sample 1 (Limnoraphis 1324) of 20191120.wiff
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Figure S4. Enhanced product ion mass spectrum of aeruginosamide AER667 with general structure Pre+tMeHty+Val+Pro+Pyr+TzICOOMe identified based on the
following fragment ions: 668 [M+H], 650 [M+H-H20], 600 [M+H-Pre], 409 [Val+Pro+Pyr+TzICOOMe], 370 [MeHTyr+Val+Pro+H-H20], 359 [PretMeHTyr+Val+H],
331 [Pre+MeHTyr+Val+H-CO)], 310 [Pro+Pyr+TzICOOMe+H], 291 [MeHTyr+Val+H], 263 [MeHtyr+Val+H-CO], 213 [Pyr+TzZICOOMe+H], 164 MeHTyr immonium
ion, 144 [TzICOOMe], 112 TzICO, 72 Val immonium ion, 70 Pro immonium ion.



Mar. Drugs 2020, 18, 446

H  +EPI (682.05) Charge (+0) CE (60) CES (20) FT (50): Exp 2, 7.169 min from Sample 1 (Limnoraphis 1324) of 20191120.wiff

6.5¢7 1 310.6

6.0e”

5.5¢7

5 0e? | 178.7

70.3

4.5¢ 1 213.7

4.0e”

112.4 144.6

3.5¢7

w

o

o
-

2778

Intensity, cps

160.7 232.7

409.9

132.6

131}6-.

1%9.

89.7

Jl‘/

246.

7.259.8

b

2912.

305

9 346.0

DS

~374.

597.8
614.2

6 of 21

Max. 6.5e7 cps

664.0

682.4

150

200

250

300

350

400

m/z, Da

450

500

550

600

650

Figure S5. Enhanced product ion mass spectrum of aeruginosamide AER681a with general structure Pre+205+Val+Pro+Pyr+TzICOOMe identified based on the
following fragment ions: 682 [M+H], 664 [M+H-H:0], 614 [M+H-Pre], 409 [M+H—(Pre+205)], 374 [205+Val+Pro+H-CO)], 310 [Pro+Pyr+TzlIOMe+H], 305 [205+Val+H],
277 [205+Val+H-CO], 259 [205+Val+H-CO-H:0], 213 [Pyr+TzICOOMe+H], 178 [205+H-CQO], 144 [TzICOOMe], 112 TzICO, 72 Val immonium ion, 70 Pro immonium

0on.



Mar. Drugs 2020, 18, 446

5.6€’
5.2¢’
4.8e’

4.4¢’

470.2

120.5

144.6
1124

103.4

93.
/kZ L7

100 150

7 of 21

B EPI (682.26) Charge (+1) CE (60) CES (20) FT (50): Exp 2, 11.783 min from Sample 1 (Limnoraphis 1324) of 20191120.wiff Max. 5.7e7 cps
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Figure S6. Enhanced product ion mass spectrum of aeruginosamide AER681b with general structure 225+Phe+Pro+Pyr+TzICOOMe identified based on the
following fragment ions: 682 [M+H], 664 [M+H-H:0], 470 [225+Phe+Pro+H], 442 [225+Phe+Pro+H-CO], 373 [225+Phe+H], 345 [225+Phe+H-CO], 310
[Pro+Pyr+TzICOOMe+H], 228 [Pre+187+H-CO], 213 [Pyr+TzIOMe+H], 198 [225+H-CO], 144 [TzICOOMe], 120 Phe immonium ion, 112 TzICO, 70 Pro immonium

0on.
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Figure S7. Enhanced product ion mass spectrum of aeruginosamide AER683 with general structure Pre+207+Val+Pro+Pyr+TzICOOMe identified based on the
following fragment ions: 684 [M+H], 666 [M+H-H:0], 616 [M+H-Pre], 598 [M+H-Pre-H20], 409 [Val+Pro+Pyr+TzICOOMe], 404 [207+Val+Pro+H], 376
[207+Val+Pro+H-CQO], 310 [Pro+Pyr+TzICOOMe+H], 307 [207+Val+H], 279 [207+Val+H-CO], 261 [207+Val+H-CO-H:0], 213 [Pyr+TzICOOMe+H], 180 [207+H-CO],
144 [TzICOOMe], 112 TzICO, 70 Pro immonium ion.
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B +EPI (686.34) Charge (+1) CE (60) CES (20) FT (50): Exp 2, 12.622 min from Sample 1 (Limnoraphis 1324) of 20191120.wiff Max. 5.1e7 cps
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Figure S8. Enhanced product ion mass spectrum of aeruginosamide AER685 with general structure Pre+Phe+Hph/MeHph+Pro+Pyr+TzICOOMe identified based
on the following fragment ions: 686 [M+H], 668 [M+H-H20], 618 [M+H-Pre], 474 [Pre+PhetHph/MeHph+Pro+H], 406 [Phe+Hph/MeHph+Pro+H], 377
[Pre+Phe+tHph/MeHph+H], 349 [Pre+Phe+Hph/MeHph+H-CO], 310 [Pro+Pyr+TzICOOMe+H], 309 [Phe+tHph/MeHph+H], 281 [Phe+Hph/MeHph+H-CO], 213
[Pyr+TzICOOMe+H], 144 [TzICOOMe], 134 Hph/MeHph immonium ion, 120 Phe immonium ion, 112 TzICO, 70 Pro immonium ion.
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Figure S9. Enhanced product ion mass spectrum of aeruginosamide AEG705 with general structure (Pre)>+Hph/MeHph+Val+Pro+Pyr+TzICOOMe identified based
on the following fragment ions: 706 [M+H], 638 [M+H-Pre], 495 [PretHph/MeHph+Val+Pro+Pyr+H], 426 [Pre+tHpH/MeHph+Val+Pro+H], 409
[Val+Prot+Pyr+TzICOOMe], 397 [(Pre)>+tHph/MeHph+Val+H], 369 [(Pre)+Hph/MeHph+Val+H-CO], 329 [Pre+Hph/MeHph+Val+H], 310 [Pro+Pyr+TzICOOMe+H],
301 [Pre+tHph/MeHph+Val+H-CO], 270 [(Pre)>*Hph/MeHph+H-CO], 230 [Pre+tHph/MeHph+H], 213 [Pyr+TzICOOMe+H], 202 [Pre+Hph/MeHph+H-CO], 144
[TzICOOMe], 112 TzICO, 70 Pro immonium ion.



Mar. Drugs 2020, 18, 446

11 of 21

B +EPI (708.55) Charge (+0) CE (60) CES (20) FT (50): Exp 2, 9.765 min from Sample 1 (Limnoraphis 1324) of 20191120.wiff Max. 6.4e7 cps
213.6

6.4¢’
6.0’ { 70.1

5.6e7 - 144.5

7 112.3
5.2¢e7

| _136.6
4.8e’
4.4¢7
4.0e’ 1

33.6e7 .

1= .
23.2¢7 -

2.8e7 A

Intens

] 119.5
2.4¢

2.0e’
1.6e7 91.2
1.2¢7

8.0e®

4.0e®

100 150

190.7

p04.7

,a235.8/272

310.4

D

258.8

331.9

18| |292.
I: | EL

372.0

359.

428.1

~400{1
~410.6

708.7~,

572.4
498.4

640.5

200

250 300 3

50

400 450

m/z, Da

500 550 600 650 700

Figure §10. Enhanced product ion mass spectrum of aeruginosamide AEG707 with general structure (Pre)2+Tyr+Val+Pro+Pyr+TzICOOMe identified based on the
following fragment ions: 708 [M+H], 640 [M+H-Pre], 572 [M+H—(Pre)2], 498 [M+H-Pre-TzICOOMe], 429 [Tyr+Val+Pro+Pyr+H], 409 [Val+Pro+Pyr+TzICOOMe], 400
[Pre+Tyr+Val+Pro+H-CQO], 370 [(Pre)2+Tyr+Val+H-CO], 360 [Tyr+Val+Pro+H], 331 [Pre+Tyr+Val+H], 310 [Pro+Pyr+TzICOOMe+H], 271 [(Pre)+Tyr+H-CQO], 235
[Tyr+Val+H-CO], 213 [Pyr+TzICOOMe+H], 204 [Pre+Tyr+H-CO], 144 [TzZICOOMe], 136 Tyr immonium ion, 112 TzICO, 70 Pro immonium ion.
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Figure S11. Enhanced product ion mass spectrum of aeruginosamide AEG721 with general structure (Pre)2+Tyr+Ile/Leu+Pro+Pyr+TzZICOOMe identified based on
the following fragment ions: 722 [M+H], 654 [M+H-Pre], 586 [M+H-(Pre):], 413 [(Pre)2+Tyr+Ile/Leu+H], 385 [(Pre)+Tyr+Ile/Leu+H-CO], 345 [Pre+Tyr+Ile/Leu+H],
317 [Pre+Tyr+lle/Leu+H-CO], 310 [Pro+Pyr+TzlIOMe+H], 272 [(Pre)>+Tyr+H-CO], 213 [Pyr+TzICOOMe+H], 144 [TzICOOMe], 112 TzICO, 70 Pro immonium ion.
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Figure S12. Enhanced product ion mass spectrum of aeruginosamide AER735 with general structure Pre+225+Phe+Pro+Pyr+TzICOOH identified based on the
following fragment ions: 736 [M+H], 718 [M+H-H:0], 470 [225+Phe+Pro+H], 442 [225+Phe+Pro+H-CO], 373 [225+Phe+H], 345 [225+Phe+H-CO], 296
[Pro+Pyr+TzICOOH+H], 266 [Pre+225+H-CO], 199 [Pyr+TzICOOH+H], 130 [TzZICOOH], 120 Phe immonium ion, 112 TzICO, 70 Pro immonium ion.
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Figure S13. Enhanced product ion mass spectrum of aeruginosamide AER749 with general structure Pre+225+Phe+Pro+Pro+TzICOOMe identified based on the
following fragment ions: 750 [M+H], 732 [M+H-H20], 538 [M+H—-(Pyr+TzICOOMe)], 470 [225+Phe+Pro+H], 442 [225+Phe+Pro+H-CO], 373 [225+Phet+H], 345
[225+Phe+H-CO], 310 [Pro+Pyr+TzICOOMe+H], 266 [Pre+225+H-CO], 213 [Pyr+TzICOOMe+H], 198 [225+H-CO], 144 [TzICOOMe], 120 Phe immonium ion, 112

TzICO, 70 Pro immonium ion.
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Figure 14. '"H NMR Spectrum of aeruginosamide AEG671 in DMSO-ds.
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Figure 15. COSY Spectrum of aeruginosamide AEG671 in DMSO-ds.
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Figure 16. TOCSY Spectrum of aeruginosamide AEG671 in DMSO-ds.
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Figure 17. ROESY Spectrum of aeruginosamide AEG671 in DMSO-ds.
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Figure 18. HSQC Spectrum of aeruginosamide AEG671 in DMSO-ds.
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Figure 19. HMBC Spectrum of aeruginosamide AEG671 in DMSO-ds.
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