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1. Biological activity of lipopeptides

Table S1. Antimicrobial activity (MIC) of lipopeptides

Peptide* MIC (uM)

Ea® Pss® Xap® .Gl Psa® Xav® P Fo®
BP367 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 12.5-25 1.6-3.1
BP472 3.1-6.2 3.1-6.2 1.6-3.1 1.6-3.1 1.6-3.1 1.6-3.1 >25 3.1-6.2
BP371 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 0.8-1.6
BP484 6.2-12.5 3.1-6.2 3.1-6.2 1.6-3.1 3.1-6.2 6.2-12.5 6.2-12.5 1.6-3.1
BP374 3.1-6.2 6.2-12.5 6.2-12.5 3.1-6.2 3.1-6.2 6.2-12.5 >25 0.8-1.6
BP494 6.2-12.5 3.1-6.2 6.2-12.5 12.5-25 3.1-6.2 6.2-12.5 0.8-1.6 3.1-6.2
BP378 3.1-6.2 6.2-12.5 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 0.8-1.6
BP495 3.1-6.2 3.1-6.2 3.1-6.2 6.2-12.5 1.6-3.1 6.2-12.5 0.8-1.6 1.6-3.1
BP379 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 3.1-6.2 6.2-12.5 3.1-6.2
BP485 6.2-12.5 3.1-6.2 1.6-3.1 1.6-3.1 3.1-6.2 1.6-3.1 3.1-6.2 1.6-3.1
BP381 3.1-6.2 3.1-6.2 3.1-6.2 1.6-3.1 3.1-6.2 1.6-3.1 1.6-3.1 0.8-1.6
BP486 6.2-12.5 12.5-25 3.1-6.2 3.1-6.2 6.2-12.5 6.2-12.5 6.2-12.5 0.8-1.6
BP384 3.1-6.2 6.2-12.5 3.1-6.2 1.6-3.1 6.2-12.5 1.6-3.1 12.5-25 1.6-3.1
BP498 6.2-12.5 6.2-12.5 1.6-3.1 3.1-6.2 6.2-12.5 1.6-3.1 1.6-3.1 0.8-1.6
BP385 6.2-12.5 6.2-12.5 0.8-1.6 1.6-3.1 6.2-12.5 0.8-1.6 6.2-12.5 1.6-3.1
BP473 3.1-6.2 6.2-12.5 1.6-3.1 1.6-3.1 3.1-6.2 1.6-3.1 >25 0.8-1.6
BP387 3.1-6.2 3.1-6.2 3.1-6.2 1.6-3.1 3.1-6.2 1.6-3.1 6.2-12.5 0.8-1.6
BP474 6.2-12.5 3.1-6.2 3.1-6.2 6.2-12.5 1.6-3.1 3.1-6.2 3.1-6.2 0.8-1.6
BP388 3.1-6.2 6.2-12.5 3.1-6.2 1.6-3.1 6.2-12.5 1.6-3.1 6.2-12.5 0.8-1.6
BP499 3.1-6.2 6.2-12.5 3.1-6.2 3.1-6.2 3.1-6.2 1.6-3.1 1.6-3.1 0.8-1.6
BP389 3.1-6.2 6.2-12.5 0.8-1.6 1.6-3.1 3.1-6.2 0.8-1.6 6.2-12.5 1.6-3.1
BP475 3.1-6.2 3.1-6.2 0.8-1.6 1.6-3.1 1.6-3.1 1.6-3.1 3.1-6.2 0.8-1.6
BP390 3.1-6.2 6.2-12.5 6.2-12.5 3.1-6.2 6.2-12.5 3.1-6.2 6.2-12.5 0.8-1.6
BP496 6.2-12.5 6.2-12.5 1.6-3.1 12.5-25 3.1-6.2 12.5-25 3.1-6.2 1.6-3.1
BP394 12.5-25 6.2-12.5 1.6-3.1 0.8-1.6 6.2-12.5 1.6-3.1 12.5-25 6.2-12.5
BP500 6.2-12.5 3.1-6.2 1.6-3.1 1.6-3.1 3.1-6.2 0.8-1.6 6.2-12.5 3.1-6.2
BP395 12.5-25 3.1-6.2 1.6-3.1 1.6-3.1 3.1-6.2 1.6-3.1 12.5-25 6.2-12.5
BP488 6.2-12.5 3.1-6.2 1.6-3.1 1.6-3.1 3.1-6.2 1.6-3.1 12.5-25 >25
BP398 >25 3.1-6.2 1.6-3.1 3.1-6.2 3.1-6.2 0.8-1.6 >25 6.2-12.5
BP489 6.2-12.5 3.1-6.2 1.6-3.1 3.1-6.2 3.1-6.2 1.6-3.1 12.5-25 >25
BP399 >25 3.1-6.2 1.6-3.1 3.1-6.2 3.1-6.2 0.8-1.6 12.5-25 6.2-12.5
BP490 >25 6.2-12.5 1.6-3.1 1.6-3.1 3.1-6.2 1.6-3.1 12.5-25 >25
BP400 >25 >25 1.6-3.1 3.1-6.2 >25 1.6-3.1 >25 6.2-12.5
BP497 >25 >25 1.6-3.1 0.8-1.6 >25 1.6-3.1 12.5-25 >25
BP402 3.1-6.2 3.1-6.2 1.6-3.1 3.1-6.2 3.1-6.2 1.6-3.1 12.5-25 6.2-12.5
BP476 6.2-12.5 6.2-12.5 1.6-3.1 1.6-3.1 1.6-3.1 1.6-3.1 12.5-25 12.5-25

*For each group of peptides, the top sequence corresponds to the all-L derivative

YEa, Erwinia amylovora; Pss, Pseudomonas syringae pv. syringae; Xap, Xanthomonas arboricola pv. pruni; Xf, Xanthomonas fragariae; Psa,
Pseudomonas syringae pv. actinidiae; Xav, Xanthomonas axonopodis pv. vesicatoria; Pe, Penicillium expansum; Fo, Fusarium oxysporum.



Table S2. Hemolytic activity

. . Hemolysis (%)°

Lipopeptide®

50 M 150 pM 250 pM 375 uM
BP367 89+2 87+ 14 83+6 95+13
BP472 21+5 66+3 78+5 90+3
BP371 22+4 47+2 75+4 95+3
BP484 3+0.1 5+0.9 10+£2 15+4
BP374 4+£2 8+£0.4 19+£3 28+2
BP494 0+£0.5 03+0.8 02402 04+0.5
BP378 15+7 2142 26+04 52+6
BP495 0+£04 0+£0.4 0.6+1 1+£2
BP379 60+ 10 86+2 93+£0.8 96+ 1
BP485 9+0.4 16 +4 24+9 46 +5
BP381 11+2 30+3 54+6 76+2
BP486 3+£2 6+2 14+5 14+2
BP384 41+15 97+ 10 100+ 4 100 +2
BP498 6+1 17+2 21+3 36+2
BP385 42+3 98 +8 100 +3 100 +4
BP473 7+2 41+4 84 +11 75+12
BP387 4409 11+£5 14£0.5 18+1
BP474 0+0 0+0 0+0 0+0
BP388 10+1 32+3 38+4 89+ 10
BP499 3+£038 7+0.3 11+1 17+1
BP389 9+4 17+0.7 22+2 39+3
BP475 0+0 0+0 0+0 0+0
BP390 1+0.2 2402 5+£0.3 7+£09
BP496 0+1 0+£0.2 1+1 1+£0.5
BP39%4 100+ 7 100+ 7 100+ 1 100 +2
BP500 74+£5 T1+£2 71+8 771+5
BP395 100 +£2 100 +£2 100 +£2 100 +£2
BP488 71+£2 84+9 86+ 14 82+7
BP398 70 +£18 100+9 100 +3 100+ 5
BP489 50+5 83+15 100 £ 6 100+ 1
BP399 94 +38 100+5 100+ 5 100+ 6
BP490 100+ 3 92+17 100 £ 6 98 +2
BP400 43+3 56+1 99+04 100+ 14
BP497 88+ 14 100 +2 100 +2 100+ 4
BP402 95+ 6 93+13 100 +4 100 +0.5
BP476 69+3 79+7 94+ 10 94 + 67

*For each group of peptides, the top sequence corresponds to the all-L derivative
®Percent hemolysis plus confidence interval (o = 0.05)



Table S3. Size of the lesion in infiltrated tobacco leaves

Size of the lesion (mm)®

Lipopeptide 50 uM 150 pM 250 pM
BP367 604 912 5+4
BP472 241 41 4x1
BP371 2505 : )
BP484 040 242 7x1
BP374 3506 912 1253
BP494 121 61 g1
BP378 4107 1253 1355
BP495 320 642 1+2
BP379 751 1353 1643
BP485 4507 707 121
BP381 552 1112 TS
BP486 41 81 1742
BP384 g1 1 11%3 T
BP498 413 642 61
BP385 g2 1 1312 13572
BP473 242 4409 522
BP387 3507 811 911
BP474 020 212 412
BP388 812 11504 1053
BP499 61 8§42 )
BP389 411 751 013
BP475 5+l 7:2 10£1
BP390 3507 751 822
BP496 3405 405 10+3
BP394 3107 251 13206
BP500 322 642 9+3
BP395 8507 1112 1043
BP488 4507 521 1345
BP398 5505 912 1154
BP489 2405 642 1
BP399 5508 g5 1053
BP490 4£07 642 11+3
BP400 751 1112 1554
BP497 5+l 1841 1820
BPA402 411 1052 )
BP476 306 305 5105

*For each group of peptides, the top sequence corresponds to the all-L derivative
“Effect on the size of the lesion in infiltrated tobacco leaves plus confidence interval



2. Synthesis of lipopeptides

CsH11CO-Lys-Lys-Leu-D-Phe-Lys-Lys-1le-Leu-Lys-Tyr-Leu-NH2 (BP472)

This lipopeptide was prepared following the procedure described in the manuscript using hexanoic
acid. Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (75:25)
afforded CsHi1CO-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH> (BP472) in >99%
purity. fr = 6.14 min. MS (ESI) m/z: 760.1 [M + 2H]**, 1519.1 [M + H]"; HRMS (ESI) m/z: calcd for
C7sH137N17013 [M + 2H]*" 760.0285, found 760.0260; caled for C7sHi36N17013 [M + H]* 1519.0498,

found 1519.0511.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys(COCsH?7)-Ile-Leu-Lys-Tyr-Leu-NH2 (BP473)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (75:25) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys(COCs;H7)-Ile-Leu-Lys-Tyr-Leu-NH> (BP473) in >99% purity. fr =
5.99 min. MS (ESI) m/z: 767.1 [M + 2H]J**, 1533.1 [M + H]", 1555.1 [M + Na]*; HRMS (ESI) m/z:
caled for C7sH135N17014 [M + 2H]** 767.0182, found 767.0158; calcd for C7sH134N17014 [M + H]

1533.0291, found 1533.0240.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Lys(COC3H7)-Lys-Tyr-Leu-NH2 (BP474)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (85:15) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Lys(COC3H7)-Lys-Tyr-Leu-NH> (BP474) in >99% purity. fr =
5.36 min. MS (ESI) m/z: 774.6 [M + 2H]**, 1548.1 [M + H]", 1570.1 [M + Na]*; HRMS (ESI) m/z:
caled for C7sH136N15014 [M + 2H]*" 774.5236, found 774.5208; calcd for C7sHi3sN15sO14 [M + H]

1548.0400, found 1548.0381.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Lys(COC3H7)-Leu-NH2 (BP475)
This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.

Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (80:20) afforded
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Lys(COCs;H7)-Leu-NHz (BP475) in >99% purity. tr =
5.69 min. MS (ESI) m/z: 750.1 [M + 2H]**, 1498.2 [M + H]", 1520.1 [M + Na]*; HRMS (ESI) m/z:
caled for C7sHi13sN15sO13 [M + 2H]*" 749.5340, found 749.5343; calcd for C7sHi37N15013 [M + H]

1498.0607, found 1498.0610; calcd for C75sH136N18013Na [M + Na]" 1520.0426, found 1520.0424.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Lys(COC11Hz23)-NH2 (BP476)

This lipopeptide was prepared following the procedure described in the manuscript using lauric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (80:20) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Lys(COC11H23)-NH>2 (BP476) in >99% purity. tr
= 6.67 min. MS (ESI) m/z: 830.6 [M + 2H]**, 1660.3 [M + H]*, 1682.2 [M + Na]"; HRMS (ESI) m/z:
caled for CssHis2N15sO14 [M + 2H]*" 830.5862, found 830.5839; calcd for CssHis1N1sO14 [M + H]

1660.1652, found 1660.1578.

Ac-Lys-Lys-Leu-D-Lys(COCsHii)-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH: (BP484)

This lipopeptide was prepared following the procedure described in the manuscript using hexanoic
acid. Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (80:20)
afforded Ac-Lys-Lys-Leu-D-Lys(COCsHi1)-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH; (BP484) in >99%
purity. fr = 6.45 min. MS (ESI) m/z: 771.5 [M + 2H]**, 1542.0 [M + H]*; HRMS (ESI) m/z: calcd for
C77H142N 13014 [M + 2H]*" 771.5471, found 771.5477; caled for C77H141N15014 [M + H]" 1542.0869,

found 1542.0812.

C3H7CO-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH: (BP485)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (75:25) afforded
C3H7CO-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH> (BP485) in >99% purity. tr = 6.79
min. MS (ESI) m/z: 746.4 [M + 2H]**, 1491.0 [M + H]*, 1513.1 [M + Na]"; HRMS (ESI) m/z: calcd
for C76H133N17013 [M + 2H]*" 746.0129, found 746.0097; calcd for C76Hi32N17O13 [M + H]*

1491.0185, found 1491.0154.



Ac-Lys-Lys(COCsH7)-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH2 (BP486)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (75:25) afforded
Ac-Lys-Lys(COC3H7)-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH; (BP486) in >99% purity. tr =
6.17 min. MS (ESI) m/z: 767.1 [M + 2H]*', 1533.1 [M + H]"; HRMS (ESI) m/z: calcd for
C7sH13aN17014 [M + H]" 1533.0291, found 1533.0266; caled for C7sHi33N;7014Na [M + Na]*

1555.0110, found 1555.0071.

Ac-Lys-Lys-Leu-D-Lys(COC11H23)-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH2 (BP488)

This lipopeptide was prepared following the procedure described in the manuscript using lauric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (75:25) afforded
Ac-Lys-Lys-Leu-D-Lys(COC11H23)-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NH> (BP488) in >99% purity. fr
= 6.80 min. MS (ESI) m/z: 814.1 [M + 2H]*, 1626.2 [M + H]"; HRMS (ESI) m/z: calcd for
CssHis3sN1sOs [M + H] © 1626.1808, found 1626.1787; calcd for Cs3HisoNisO1sNa [M + Na]*

1648.1628, found 1648.1600.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Lys(COCi11Hz23)-Leu-Lys-Tyr-Leu-NH: (BP489)

This lipopeptide was prepared following the procedure described in the manuscript using lauric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (75:25) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Lys(COC11H23)-Leu-Lys-Tyr-Leu-NH (BP489) in >99% purity. fr
= 6.76 min. MS (ESI) m/z: 554.4 [M + 3H]**, 831.1 [M + 2H]**, 1660.2 [M + H]"; HRMS (ESI) m/z:
caled for CssHis2N1sO14 [M + 2H]** 830.5862, found 830.5825; calcd for CseHis1N1sO14 [M + H]

1660.1652, found 1660.1598.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Lys(COC11Hz23)-Lys-Tyr-Leu-NH:2 (BP490)

This lipopeptide was prepared following the procedure described in the manuscript using lauric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (75:25) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Lys(COC11Hz3)-Lys-Tyr-Leu-NH> (BP490) in >99% purity. fr
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=7.12 min. MS (ESI) m/z: 554.4 [M + 3H]**, 831.1 [M + 2H]**, 1660.2 [M + H]"; HRMS (ESI) m/z:
calcd for CseHisiN1sO14 [M + H]" 1660.1652, found 1660.1635; caled for CssHisoN1sO14Na [M +

Na]" 1682.1471, found 1682.1449.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Lys(COCsHii1)-Leu-Lys-Tyr-Leu-NH:2 (BP494)

This lipopeptide was prepared following the procedure described in the manuscript using hexanoic
acid. Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (80:20)
afforded Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Lys(COCsHi1)-Leu-Lys-Tyr-Leu-NH, (BP494) in >99%
purity. tr = 5.42 min. MS (ESI) m/z: 788.6 [M + 2H]*, 1576.1 [M + H]"; HRMS (ESI) m/z: calcd for
CsoH139N 15014 [M + H]" 1576.0713, found 1576.0683; caled for CgoHi3sNisO1sNa [M + Na]*

1598.0532, found 1598.0490.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Lys(COCsHi11)-NH2z (BP495)

This lipopeptide was prepared following the procedure described in the manuscript using hexanoic
acid. Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (80:20)
afforded Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Lys(COCsHi1)-NH2 (BP495) in >99%
purity. fr = 5.44 min. MS (ESI) m/z: 789.1 [M + 2H]**, 1576.1 [M + H]*; HRMS (ESI) m/z: calcd for
CgoHi30N13014 [M + H]" 1576.0713, found 1576.0683; calcd for CgoHi3sNigO1sNa [M + Na]”

1598.0532, found 1598.0499.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Lys(COC3H7)-NH2 (BP496)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (80:20) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Lys(COC3H7)-NHz (BP496) in >99% purity. fr =
5.11 min. MS (ESI) m/z: 775.1 [M + 2H]**, 1548.2 [M + HJ", 1570.1 [M + Na]* ; HRMS (ESI) m/z:
calcd for CseHi3sN1sO14 [M + H]' 1548.0400, found 1548.0367; caled for C7sH13aN1sO14Na [M +

Na]" 1570.0219, found 1570.0179.



Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys(COC11H23)-Tyr-Leu-NH2 (BP497)

This lipopeptide was prepared following the procedure described in the manuscript using lauric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (75:25) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys(COCi11Hz3)-Tyr-Leu-NHz (BP497) in >99% purity. tr
= 7.21 min. MS (ESI) m/z: 823.1 [M + 2HJ]*", 1645.1 [M + H]"; HRMS (ESI) m/z: calcd for
CssH1s0N17014 [M + H]" 1645.1543, found 1645.1516; caled for CssHia9Nj7014Na [M + Na]*

1667.1362, found 1667.1311.

Ac-Lys-Lys-Leu-D-Phe-Lys(COC3H?7)-Lys-Ile-Leu-Lys-Tyr-Leu-NH2 (BP498)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HO/CH3CN (70:30) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys(COC3;H7)-Lys-Ile-Leu-Lys-Tyr-Leu-NH; (BP498) in >99% purity. fr =
6.12 min. MS (ESI) m/z: 767.0 [M + 2H]*", 1533.1 [M + H]"; HRMS (ESI) m/z: calcd for
C7sH135N 17014 [M + 2H]*" 767.0182, found 767.0147; caled for C7sH134N17014 [M + H]" 1533.0291,

found 1533.0225; calcd for C78H133N17014Na [M + Na]" 1555.0110, found 1555.0032.

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys(COC3H7)-Tyr-Leu-NH:2 (BP499)

This lipopeptide was prepared following the procedure described in the manuscript using butyric acid.
Acidolytic cleavage of the resulting resin and purification eluting with HoO/CH3CN (75:25) afforded
Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Ile-Leu-Lys(COC3;H7)-Tyr-Leu-NHz (BP499) in >99% purity. fr =
5.89 min. MS (ESI) m/z: 766.8 [M + 2H]**, 1533.4 [M + H]", 1555.1 [M + Na]*; HRMS (ESI) m/z: :
calcd for C7sH134N17014 [M + H]' 1533.0291, found 1533.0269; caled for C7sH133N17014Na [M +

Na]" 1555.0110, found 1555.0097.

Ac-Lys-Lys-Lys(COCi11H23)-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Leu-NH2 (BP500)

This lipopeptide was prepared following the procedure described in the manuscript using lauric acid.
Acidolytic cleavage of the resulting resin and purification eluting with H2O/CH3CN (70:30) afforded
Ac-Lys-Lys-Lys(COC11H23)-D-Phe-Lys-Lys-Ile-Leu-Lys-Tyr-Leu-NHz (BP500) in >99% purity.
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= 6.80 min. MS (ESI) m/z: 554.4 [M + 3H]*, 830.7 [M + 2H]*"; HRMS (ESI) m/z: calcd for
CssH151N1sO14 [M + H]" 1661.1684, found 1661.1667; caled for CssHisoNisO1sNa [M + Na]*

1683.1503, found 1683.1487.
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3. HPLC of crude and purified lipopeptides, ESI-MS and HRMS of purified lipopeptides

CsH11CO-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Leu-NH; (BP472)

el 0340

LTy

NH2
HPLC of crude peptide (A=220 nm)
"OADT O, 51220, BAT-560,100 (AU =i FUE NoWy=n o017 M3 Bpa 0170508 1616 ST 008 F1 01 120) - DADT 0.5
mid) 4
&
2500
2000
1500 ]
1000
500
w_ o
i
\ i .u‘l
—ft— e
.m:_
-—— ¥ 7FT—T—/—7FT—"—"7—"7
2 4 £ | 10 12 4 mi
Peak FetTime Type Wi Area
¥ [mim] %
|
1 5.305 wv 0. 2.867
2 5.491 VB 0. 1.15%9
3 G179 BV R O 86.2160
i E.354 VB E 0. 8.1722
5 T.5%40 vw B 0. 1.584B
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HPLC of purified peptide (A=220 nm)

*DAD1 D, Sig=220,4 Ref-360,100 (C:\Users\L_. ue Nguyen'2017_Mayiepa 2017-05-09 16-16-21\005-P1-C3-1a16.0) - DAD1 D, 5i

g

o

B B 10 12

may

Peak BetTime Type Width Area Height Area

# [min]
Il e el |- | === |- |
12 BB 0.0530 BOOT.58594 2222.06152 100.0000

1 E.1

[min] [mAD* =]

ESI-MS (m/2)
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x108
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1.00+
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0.50
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e L

+M3, 0.5-0.8min #{22-36)

0.00

600

" 800 1000 1200 1400 1600
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0.5

HRMS (m/z)

7000260

15100511

+MGS, 1.5-1.5mn #177-68)
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys(COCsH5)-lle-Leu-Lys-Tyr-Leu-NH (BP473)
O

NH,

/ﬁ

NH, NH,

HPLC of crude peptide (A=220 nm)

"DADT O, Sig=Z20 4 Ref-360, 100 (T Weers . _ents\ Angel 2017 _maigliepa 2017-05-10 15-15-28005-F1-C1-ZaD] - DA D, &

mAll ] 2
o
T i
2500
2000
1500 -
1000
500+ E %
u-'jl\,— — e e -!.__—LI'J ?L‘_II\'_”.J__ - —_—ee e ——
500
L 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
2 4 6 8 10 12
Peak BetTime Type Width Area Height Area
# min [min [mAU* = mAd] %
- | |- - | —
1 £.254 BV R 0.0464 BS589,29297 2749.92847 77.4871
2 6.408 VE E 0.04%6 383.71664 115.83309 3.4616
3 E.769 BV 0.0511 1300.70288 369.00027 11.7341
4 £.830 VW R 0.058% 811.088B87 182.1803% 7.3171




HPLC of purified peptide (A=220 nm)

*DAD1 D, Sig=-220,4 Ref-360,100 (C:\Users\L._. ts\Angen2017_maigiepa 2017-05-10 15-19-24005-P1-C4-2a17.0) - DAD1 D, Si

1 i
T i
2000
1500
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k - - - r - - - T - - - r r - - 1 r 1T r r 1
2 4 B B 10 12 14 mir
Peak BetTime Type Width Area Height Area
# [min] [min] [mAU* =] [mALT] %
——— | el | ——————— | === | = I
1 5.991 EE 0.0488 7708. 68848 2381.31323 100.0000
ESI-MS (m/z)
Intens. +MS, 0.5-0.7min #{21-31)
x1 767 1
1.5
15341
1.0
0.5+
00 6205 L ) 1020311118 12400 1669.0
200 400 80 800 1000 1200 1400 1600 1800 miz
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HRMS (m/2)

Intens. | +M5, 0.2-0.4rmin #{14-24)
%10 7670159
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Lys(COC3H5)-Lys-Tyr-Leu-NH; (BP474)
NH, NH, /\)J\NH

/© O H (@) H (@) )
Y W\ M h

NH, NH,

ZT
e
(@]

HPLC of crude peptide (A=220 nm)

*DAD1 D, Sig=220,4 Rei=360,100 (C:\WUsers\U...guyeni2017_Mayiepa 2017-05-16 09-54-361003-P1-C1-BP387-3a.D) - DAD1 D, Si

mAL £
- at)
3000 ]
2500
2000+
1500
1000+ o
] o
n
] 3
B0 i
] lds s
] l/\ lh | E -
04— — - At '\—._p_'_ __nl’..l_, —
500
T T T T T T T
2 4 5] B 10 12 14
Peak RetTime Type Width Area Height Area
# [min [mRir] %
=== |—-— |——— |
1 5.12%9 BV E 181. 34412 2.2820
2 5.196 VW E 11%.26482 1.2816
E] 5.253 VB R 3125.37207 70,3588
4 5.434 BB 349, 34921 6£.6976
5 5.8BB2 BV E 38.0410%9 1.1595
[ 5.%2 VW R O 707.11737 16.1766
7 5.472 BB a 34.79841 0.57E8
] 7.520 VE R 0.0507 242,9c144 71.34217 1.4671




HPLC of purified peptide (A=220 nm)

"DAD1 D, Sig=220,4 Ref=360,100 [C:\Users\U._. ue Nguyen'2017_Meayliepa 2017-05-16 00-54-38.006-P1-C4-3a15.0) - DAD1 D, Si

mAL | &
i ot
2500 T
2000
1500
1IIII}—-
E-EII}—-
] I
u—_\rL____ Ja ——
.5|:||}_-
| r - - - r - - - I - r - I+ - 1 - - - T -
2 4 B B 10 12 14 mir
Peak BetTime Type Width Area Height Area
$  [min] [min] [MAT* =] [mAL] 1
——— | | —==]—————= |————— | ————— |- |
1 5.358 VB R 0.0460 B253,.83496 2673.69556 100.0000
ESI-MS (m/z)
Intens. +M3, 0.7-1.0min #{42-56)
105
] 148 1570.1
3_
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1
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: 850.8 | 12479 13552 l 1685117762 1890.9
o] : , . ; slile, L L JI L . |||I 1 Ll " ||.I|||LI| M .
200 400 600 800 1000 1200 1400 1600 1800 m'z
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HRMS (m/z)

+M35, 3.2-2.Brin #188-217)
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1548 D381
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Lys(COCsH7)-Leu-NH; (BP475)

NH, NH, /\)OJ\NH
T@W 4 wﬁw
A he

HPLC of crude peptide (A=220 nm)

*DAD1 D, Sig=220,4 Rei=-360,100 (C\Users\U.. guyen2017_Mayliepa 2017-05-16 15-23-20M003-P1-01-BP389-4a.0)) - DAD1 D, Si

mal ] ﬁ
] d
1500 -
1000
500+
1 -+
] &
| 3 w a8
. ul
B |"'.I _||;"' ’I .
D — S S -— ——
500+
K T T T T T T T
2 4 i :] 10 12 14
Peak BetTime Type Width Area Height Area
# min [min] [mAD* = mA] ]
Il e |— - | ———— |
1 5.634 VW R 0.0514 6£206.26611 1748.02429% B1.1357
2 5.852 VB E 0.0%214 327.031%92 50.62853 4.2753
3 £.37T4 VE R 0 : 938.12811 166.53392 12.2643
4 7.533 W R 0.0512 177.81827 52.8B7458 2.3247




HPLC of purified peptide (A=220 nm)

"DADM D, Sig=220,4 Ref=380,100 (CAUsers\U_. we Nguyen'2017_Mayiepa 2017-05-16 15-23-20M005-P1-D3-4a17.0) - DAD1 D, Si
mal ] 8
i
] i
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250
500
r—— -~ -~ - 1 - - 1 - - - r - - 1T r - 1T - T 1
2 4 5] B 10 12 14 i
Peak BetTime Type Width Area Height Area
# [min] [min] [mAl* =] [mAlT] %
———|—————— | === === |=———————— | =———————— | == |
1 5.686 VE B 0.0485 4586.54346 1388.06421 100.0000
ESI-MS (m/z)
Intens. +M3, 0.6-0.2min #{27-40)
%1
14982
3.
6_
7501
4_
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12391 13717 1692.2
00— T + T e o agi) o | P T T
200 400 600 800 1000 1200 1400 1600 1800 miz
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HRMS (m/z)

InteIrESS. +M3, 2.5-2 9min #(151-174)
x

7495343

1498.0610
D iall. 4 Y i

s0 1000 100 2000 2800  mZz
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200+
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Intens. +MS, 2.52 Omin Z(151-174)
x105 7495343
I 750.0353
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61 | [
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o | f | |
| || | '| 750 5359
| || | || ||I III
21 | | a
[ I| \ || \ 751.0359
fo [ [ / 7515364
0 J J J \ :
] C7BHTIENT8013, MnH ,1499.07
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6001 A 7500356
| | fl
| |I I|
M B}
400 | [
|| I| || '| 750.5373
200_ || || || || II '|I
[
_ | [ . 751.0390
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\ / 7515407
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Lys(COC11H23)-NH> (BP476)

NH,

< 5 Hiz)@i . 5
YWY TNy TNy 7N
he

NH, NH,

ZT

I
J_/ ©
z Iz
Z
Y 1
T
8

H, NH—<

HPLC of crude peptide (A=220 nm)

*DADM D, Sig=2204 Ref=380,100 Clser=l .y"a\-ial:n =1 safegei 2017-05-17 13-13-56'BP402-5a20M7-05-17 D) - DAD D, Si

mAL 4 02
2500 p
2000 -}
1500 -
1000 -
] =
4 {10
500 o ‘F‘
1 I AN
04 L — L ——— e
500
T T T T T T T T
2 4 5] B 10 12 14 i
Peak BetTime Type Width Area Height Area
# min [min] [mAD* = mAl] ]
Il e |— - | ———— |
1 5.866 VB 16659, 44141 460.88354 10.5820
2 E.553 W 1.30655e4 2452.72852 B2.8174
3 6.725 VB 698.40192 177.29459 4.4269
4 7.509 VB 342, 92166 93.65472 2.1737
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HPLC of purified peptide (A=220 nm)

*DAD1 D, Sig=220,4 Rei=360,100 (C:\Wsers\U...7_Maylaviam i safegeix 2017-06-17 13-13-68.5a242017-05-17.0) - DAD1 D, Si
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Ac-Lys-Lys-Leu-D-Lys(COCsH11)-Lys-Lys-lle-Leu-Lys-Tyr-Leu-NH; (BP484)

O

N\)LKS\Q/N\)LAQ/\)LKS\[\)?\ i ACEE,,

Y\ﬁW\Y

NH2 NH,

ZT
=z
T

Iz

HPLC of crude peptide (A=220 nm)

2 00 ﬁ.ngel'x.ﬁ.ngel".ﬂﬂ‘ 7_octubre/11-10-2017 wolum imjectat 20,0 pl
S Jmal WWVL:220 nm
1.750-] §
1.500-]
1.250-]
=) ]
1 ]
o 1-000
a ]
3 ]
B 750
< ]
500 .
] |
250 |
] g 2
] _/I' 'Lf \ o~ \
— F S — s S . — ]
200 ] T | T T T T T T | T T T T T T T | T T T [ T T T Im"-I
0,0 4.0 6,0 8.0 10,0 12,5
Temps de retencid [min]
Mo. | Ret.Time (detected) Height Area Rel.Area
min mAlL mALFmin 9
1 6,21 83361 5410 275
2 6,35 62 653 3,161 1,61
3 6,45 1725,101 147 916 758,14
4 6,78 441,976 34 453 17,50
5 745 13,446 0734 0,37
] 7,05 63,681 5ATT 263
Total: 2390 257 196,857 100,00
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HPLC of purified peptide (A=220 nm)

600 .':-‘-.n-gel".ﬁ.ngel"zﬂ 17_octubre/1 1-10-2017 volum injectat 20,0 pl
|mau WAWVL-220 nm
500
| 2
-
i w
400+
= )
T 30
= )
o N
B )
£
85 2004
=i 4
o
100+
T h ‘
0 ||I |
] —
N —
min
-100 T T T | T | | T T T | T T T T T T T |
0.0 2.0 40 8.0 8.0 10.0 125
Temps de retencio [min]
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min mAlU mAL*min %%
1 6,45 467,768 30,006 100,00
Total: 467 768 30,006 100,00
ESI-MS (m/z)
Intens. +MS, 0.4-0.7min #(17-31)
X107 1542.0
2.5+ ’
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HRMS (m/z)
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C3H;CO-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Leu-NH; (BP485)

/w

LT i

NH, NH,

HPLC of crude peptide (A=220 nm)

OH

h

NH,

Angel"ﬂngel‘u‘?ﬂ 17_octubre/10-10-2017

wvolum injectat 40,0 pl

B:ID-m.ﬁ..J WWL:220 mm
250+ 2
200 5
5 150
1 ]
g ]
ﬁ 100
3 ‘ z
< 50 A = |
] |I| | I|II | /|
] i \ |
Ot— | - el \r-ILJ ']"'\-__A,__ ——
50
-100 ] T T T | T T T | T T T | T T T | T I"" n
0.0 20 4,0 68,0 8,0 0.0 125
Temps de retencid [min]
Mo. | Ret.Time (detected) Height Area Rel.Area
min mAlL mALFmin %
1 6,80 218,320 17 258 52 25
2 762 38,563 3,368 10,20
3 7,98 176,249 12401 37 55
Total: 433,132 33,026 100,00
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HPLC of purified peptide (A=220 nm)

00 Angel"ﬁngel‘l?.ﬁ? ociubre/08-10-2017 wvolum injectat 40,0 pl
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Mo. | Ret.Time (detected) Height Area Rel.Area
min mAL mAL*min %
1 6,79 651,352 44 377 100,00
Total: 651,352 44 377 100,00
ESI-MS (m/z)
Intens. +M3, 0.5-0.7min #(20-30)
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HRMS (m/z)
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Intens ] NS, Z4-26mn H181-154]
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Ac-Lys-Lys(COCzH7)-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Leu-NH (BP486)

R S R Yoo o R
j{iH 3HAg/iH iﬁ/ﬁg\i” O
A T

NH, NH, NH,

HPLC of crude peptide (A=220 nm)

*DAD1 D, Sig=220.4 Rei=360,100 (C\Users\U...a LIPPS0O 2017-12-04 13-08-51"2017-12-04-P1-B1-CL BP486 P17.0) - DAD1 D, S

o

[=]

[=]
|

ra
1)
=
6.632

6. 544

[=]

P s

|

)

el

|

1

|
55,671
.

-250

n
=
=]

-T50

-1000

may

.T0819 3.1093
.94568  77.1617
1.95224 f.1481

. 08841 13.582

Totals : 4624, 36B30 1374.689452
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HPLC of purified peptide (A=220 nm)

"DADT D, Sig=220,4 Ref=350, 100 [T eerstU.. UFFS0 2NE-01-11 1246 332018-1-11-F2-D3-BF385 F21 Na0.D) - DADT D, 5

mAL 44
] ¥
2000 -
1500+
1000~
500+
E |
04 —1|'n'\_ — T S -
-500 4
——T— — T 77—
2 [ B 10 12 mir
Peak BetTime Type Width Area Height Area
# [min] [min] [mAU* 5] [mA] %
— | | ——|——— J——————- | ———————— |———- |
1 0.0634 9405, 44824 2219.42041 100.0000
Toctals 9405, 44B24 2219.42041
ESI-MS (m/z)
Intensf +MS, 0.4-0.8min #({18-38)
x1017 1534.1
4_
3: Tae7A
2]
1_
52?-5 7020
0 E i : : : E . v
600 800 1000 1200 1400 1600 1800 miz
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HRMS (m/z)

Intens._

1533.0266

+MS, 0.6-1.0min #(36-62)
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Intensci- +M3, 0.6-1.0min #(36-62)
X107 1533.0266
207 | 1534.0092
157 | f
1.0] | | | 15350322
0 5 ‘ || || |Iﬂ||
] || | N | 15360349
] | | | | ,ﬁ,
UD-_ _JI \\_pﬂ_'l kth I\\-_ ."I ll\_
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|| I
1500] | || ||
] |
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Ac-Lys-Lys-Leu-D-Lys(COC11H23)-Lys-Lys-lle-Leu-Lys-Tyr-Leu-NH, (BP488)

O

NH, C11H23 NH,

o
“EM &

HPLC of crude peptide (A=220 nm)

ZT

e

N
H

e
/W

H,

ZT
e
(@]

OH

NH,

"DADT O, Sig=Z20 4 Ref=360, 100 (C0zersiU.. _nada LIFFS0 2018-01-17 16-15-592M3-01-17-F1-01-BF4BE F17.00 - DADT O, Si

mAL o
o2
- (]
1200
1000
BOO
B00
T oo
400 -] 3
- o
1 i
] T
200 I
i
o3z
4 0o |
] |?f !
0 ————— — 1 ! e e — —
T T T T T T T T T T T T T T T T T T T T T T T
2 4 [ B 10 12 i}
Peak BetTime Type Width Area Height Area
# [min [min [mAU* = [mAL] E
- | |- - | —
1 £.08B8 EV R 1046. TE038 347.67551 12.7178
2 6.255 VE E 154. 87279 33.46687 1.8817
3 E£.485 EBE 202.15788 E2.5T7148 2.4562
4 £.821 VW R G048, 61426 1316£.82983 73,4888
5 6.991 VE E T78.25232 228.61604 9.4555
Totals B230.65762 1989.15373
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HPLC of purified peptide (A=220 nm)

"DADT D, Sig=-Z20,4 Ref=350,100 (C:Wsersil ... LIFFS0 2018-01-17 16 15-502018-01-17-F1-07 -BFa8E PR MaZ D) - DADT D, 5i

mAL =
] =
21:":"}_- up
1750
1500 3
1250
1000
750
500
250
] I
4 - ) PR 1 _— o
—Y¥¥¥¥ ¥ " " 71"
2 4 [ B 10 12 i
Peak BetTime Type Width Area Height Area
$ [min] [min] [mA* 5] [mALT] %
e R | === | === | ===~ [
1 £.797 VE R 0.0B58 1.14854e4 2066.89282 100.0000
Totals : 1.14854e4 2066.89282
ESI-MS (m/2)
Intens. ] +MS, 0.4-0.8min #{17-33)
x107 16272
1 814.1
3_
2_
1
B67.1748.6
0o il I..I i g78.8 13.8161
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HRMS (m/z)
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Intens S, 2.2-2 6min #(128-157)
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Lys(COC11H23)-Leu-Lys-Tyr-Leu-NH; (BP489)
NH,

jwt \_)L ;Sw ¢ i JCEL,
v Uy oy

NH, C11H23

HPLC of crude peptide (A=220 nm)

*DAD1 D, Sig=220.4 Rei-360,100 (C:\Users\U_. LIPPSO 2017-11-1009-32-472017-11-10-P1-C1-BP398pST impur D) - DAD1 DO, Si
mal ?
] o

e
[=]
=]
| IR

=T6.00d
7819

-200

:
| .
| N __I_JL_'_,—‘ e . s

N T T T

man

Feak RetTime Type Width Area Height Area
# min [min [mAD* = mall] %
=== |— - | ==
1 ; LTT289 214.59721 1Z2.4485
2 2. 80762 1095.50281 77.5611
3 6. 74368 87.06355 7.6461
4 30. 836049 36.04453 2.3443

Totals @ 5581. 16068 1437.20810
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HPLC of purified peptide (A=220 nm)
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HRMS (m/z)

Inta;ci | NS, 12-1 0mn BT 2-112)
X
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Lys(COCi11H23)-Lys-Tyr-Leu-NH, (BP490)
(0]
NH, NH, C11H23)L

(0] /©O 0] :H
AR A

W\/ﬁ

NH, NH,

HPLC of crude peptide (A=220 nm)

"DADT D, Sig=-Z20,4 Red=350,100 [C-WUsersil .. nada LIFPS0 201B-01-17 16-15-502M -0 -17-F1-E1-BFasl P17.0) - DADT D, &

mAL =
] e
BOO 4
BO0
400 ‘
] - ‘
e
200 4 o
i ’ {
] i
|
- i
0 — AN T A R
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
2 4 [ 8 10 12
Peak BetTime Type Width Area Height Area
# min [mim] [mAD* = mAld] ]
Il e |— - | ————— |
1 £.275 BV R 0.0575 7T23.08496 181.44606 12.928&
2 7.141 BV R 0.072% 4869, 80566 948.12061 B7.0714

Totals : 5592.85063 1125.5 56667




HPLC of purified peptide (A=220 nm)

"DADY D, Sig=220,4 Ref=360,100 (C\Us=ers\U... LIPPSO 2018-01-17 16-15-580201 8-01-17-P1-E5-BP450 P22 M25.D) - DAD1 D, 5i
mAL ] Z
] m
2000
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750
E00
250 |
I
- i
0] _ I BN S —
2 H 8 8 10 12 =
Peak FetTime Type Width Area Height Area
# [min] [min] [mAU* =] [mAlT] %
- | —— - |- | ———— l-— |
1 7.116 BEA 0.0821 1.20145=4 2186.71582 100.0000
Totals : 1.20145e4 2186.71582
ESI-MS (m/z)
Intens?._ +MS, 0.4-0.8min #{18-33)
®x107 ] 1661.2
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2-.
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04— e T
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HRMS (m/z)

+M3, 3.3-3.6min #(194-214)
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+M3, 3.3-3.6min #(194-214)
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-Lys(COCsH11)-Leu-Lys-Tyr-Leu-NH; (BP494)
NH, NH,

: OH
O O 0]

H H = H Hooo N 59
NH, NH, \I;‘\J o) \I\r‘\le

\fSHH

HPLC of crude peptide (A=220 nm)

"DADT O, Sig=Z20,4 Ref=360 100 [C-Users 0. TPPS0 2ME-01-22 0B-37 - 3620 3-01-22-F1-01-BF404 F23 impur. 0] - DADT O, &
mAL ] o
E i
el
1000
BOO
B00
400+
200 n
] @ @
i @
_ |.n o
0 . ..w-«!.;-J'-n, P
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
2 4 B 10 12 i
Peak BetTime Type Width Area Height Area

.T7909%9
£.32489 2.5988

Totals : 3114.80B46 1390.92727
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HPLC of purified peptide (A=220 nm)

"DADT D, Sig=Z20,4 Rel=360,100 (Cl0sers\U_.. LIFFS0 2018-01-22 0B-47-3602018-01-22-F1-05-0F 454 PEI NG .00 - DADT D, 5i
mAl o
3000 ¥
2600+
2000
1500+
1000+
&00 —
0 _ AL .
L 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
2 4 [ ] 10 12 i
FPeak RetTime Type Width Area Height Area
# [min] [min] [mAD* =] [mALT] %
=== e |- | === |————— |
1 5.415 VW R 0.0536 9859, 14844 29%9%0.65039% 100.0000
Totals : 9889. 14844 2990.6503%9
ESI-MS (m/z)
Imens}i +M3, 0.5-0.8min #{10-16)
x10 1577 1
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T28.6
526.0
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HRMS (m/z)

Inte;;]sd_ +MS, 1.7-2.0min #(102-120)
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Intens | +MS, 1.7-2.0min #{102-120)
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Lys(COCsH11)-NH: (BP495)
NH, NH,

Y 8

NH, NH, NH, NH

HPLC of crude peptide (A=220 nm)

"DADT D, Sig=220,4 Ref-360,100 (Cl0sersi]. da OFFS0 201 E-01-Z3 11-E5- 12 E-01-23-F1-F1-BF 388 impur. O] - DADT O, 5
o

=

u

1
5.563
5.8930

Y | S

many

Peak BetTime Type Width Area Height Area

= min [mAU* = mAld] %
Il e |— - | ————— |

1 5.412 W ER 20239 1389.56665 75.7298

2 5.563 VB 45313 174.93306 12.7949

3 5.930 BV R 22589 204.92200 11.4753
Totals : 41584, 88141 1769.42770
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HPLC of purified peptide (A=220 nm)

"DADT O, Sig=Z20,4 Ref-350, 100 (G 0sersiU.. 2 LIFFS0 20 E-01-23 11-55-13206-01-Z3-F1-Fr-BFa85 PEIMA.O) - DADT I, i
mAL =
EEDI}—-
EIIIEI-—-
1500+
1IIIEI'—-
EEIEI'—-
o] - b -
L 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
2 4 [ B 10 12 i
Peak BetTime Type Width Area Height Area
$  [min] [min] [MAU* =] [mAU] %
el e | ——— ] |- |———— |-——————- |
1 5.440 VE R 0.0545 1.04%20e4 3101.66650 100.0000
Totals : 1.04920=4 32101.66650
ESI-MS (m/z)
|men$?- +MS, 0.5-0.8min #{8-13)
x107] 15771
2.0
1.54
1.04
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0.5
926.4
o0] | . 1169.9 12926 IR 1806.8
T 200 400 600 800 1000 1200 1400 1600 1800 miz
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HRMS (m/z)

Intens - +M3S, 2.4-2 9min #(144-172)
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Intens ] +MS, 2.4-2.9min #144-172)
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Ac”

Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys-Tyr-Lys(COCsH7)-NH, (BP496)

H
N

NH,
, O
N\-)LH

i /Q)LH)\E\)L
WY WY N
T a

ZI
e
@)

Iz

NH, NH, NH, NH
O
HPLC of crude peptide (A=220 nm)
"DADT O, Sig=Z20 4 Rel-360 100 (T Weerd .. TPPS0 2078-01 -24 11-58- 14 2018-01-24-F1-B1-BF 456 P24 impur 0 - DADT D, 5i
mALl 7 4
o
] e}
BO0
500
400
300
200}
100 4 E
] i
u_- — LR WA hu’lk AR m
i _ _—— ———— Y T _ =N
-100 ]
A 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
2 4 [ 8 10 12 i
Peak BetTime Type Width Area Height Area
7 [min [mim] [mAU* = [mAL] E
- |— - |————
1 5.053 VE R 0.03225 1323,29224 &£30.92993 B6.8E8BG
2 5.952 W 0.041% 199,68292 T0.85%9%92 13.1114
Totals 1522, 97516 T01.78985
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HPLC of purified peptide (A=220 nm)

Feak RetTime Type Width Area Height Area
# [min] [min] [mAU* =] [mAlT] %
=== | === |- | === |—————=
1 5.112 W R 0.0361 3886.18408 1£73.981%3 100.0000
Totals 3886.18408 1673.98193
ESI-MS (m/z)
Intens. +M3, 0.5-0.7min #{20-31)
x107]
15711
2.0
1.59
104 7rad
051
1707.0
516.7
1 18429
D.D- T T ‘J- T S B -J = -+ — A - T - T =T - 'l I"‘ T T
200 400 600 800 1000 1200 1400 1600 1800 miz
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HRMS (m/z)

1548.0367

+MS, 1.4-1.8min #(84-106)
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys(COC11H23)-Tyr-Leu-NH, (BP497)

NH,

NH,

H\)?\ /EHD\)?\KS\@/
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T

HPLC of crude peptide (A=220 nm)
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HPLC of purified peptide (A=220 nm)
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HRMS (m/z)
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Ac-Lys-Lys-Leu-D-Phe-Lys(COCsH7)-Lys-lle-Leu-Lys-Tyr-Leu-NH (BP498)

\Q/:S\g/ HAg/ :S\g/ N/ﬁg\i“ R
he he

//A\T
NH, HN\g/\/

HPLC of crude peptide (A=220 nm)
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HPLC of purified peptide (A=220 nm)
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Ac-Lys-Lys-Leu-D-Phe-Lys-Lys-lle-Leu-Lys(COCsH7)-Tyr-Leu-NH (BP499)
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HPLC of crude peptide (A=220 nm)
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HPLC of purified peptide (A=220 nm)
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HRMS (m/z)
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Ac-Lys-Lys(COC11H23)—Leu-D-Phe-Lys-Lys-IIe-Leu-Lys-Tyr-Leu-NHz (BP500)
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HPLC of crude peptide (A=220 nm)
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HPLC of purified peptide (A=220 nm)
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HRMS (m/z)
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4. NMR experiments of lipopeptides BP389 and BP475

BP389

"H-NMR (400 MHz, 20 mM phosphate buffer pH = 6.5 H,0/D.0 (90:10)) & (ppm): 0.77-0.89 (m, 29H, CHs-
butanoyl, 8-CHs-lle, 6 x 8-CHs-Leu, y-CHa-lle, 8-CHz-Lys), 1.22-1.81 (m, 48 H, B-CH2-butanoyl, B-CH2-lle, y-
CHz-lle, 3 x B-CHz2-Leu, 3 x y-CH-Leu, 6 x B-CHz-Lys, 6 x y-CH2z-Lys, 5 x 8-CHz-Lys), 1.97 (s, 3H, CHsCO),
2.14 (t, J = 7.57 Hz, 2H, a-CH2-butanoyl), 2.88-3.02 (m, 12H, 5 x e-CH2-Lys, B-CH2-Phe), 3.09-3.16 (m, 2H, ¢-
CH2-Lys0), 4.03-4.07 (m, 1H, a-CH-lle), 4.12-4.33 (m, 5H, 5 x a-CH-Lys, a-CH-Lys'® 3 x a-CH-Leu), 4.52-
4.55 (m, a-CH-Phe), 7.09 (s, 1H, CONH), 7.18 (d, J = 6.96 Hz, 2H, 2 x 0-CH-Phearom), 7.22-7.31 (m, 3H, 2 %
m-CH-Phearom, p-CH-Phearom), 7.58 (s, 1H, CONH), 8.02 (t, J = 5.94 Hz, 1H, {-NH-Lys"?), 8.16-8.22 (m, 3H,
a-NH-Phe, a-NH-Leu, a-NH-Lys), 8.29-8.36 (m, 6H, 4 x a-NH-Lys, a-NH-lle, a-NH-Leu) 8.40-8.42 (m, 2H, a-
NH-Lys', a-NH-Leu).

TH-NMR (400 MHz, 20 mM phosphate buffer at pH = 6.5 with H.0/D20 (90:10) containing 30% CF3;CD.0OD)
5 (ppm): 0.69-0.72 (M, 6H, 2 x 5-CHa-Leu?), 0.77-0.92 (m, 18H, 2 x 5-CHa-Leu'", 5-CHs-lle”, 5-CHs-Leu3, CHa-
butanoyl, 5'-CHs-Leu3), 1.03-1.11 (m, 3H, y-CHa-lle7), 1.35-1.98 (m, 48H, y-CH-Leu8, 5-CHa-Lys', 5-CH2-Lys?,
0-CHa2-Lys®, 8-CH2-Lys®, 5-CHa-Lys®, d-CHa-Lys'0, y-CH-Leu'!, B-CH2-butanoyl, y-CH-Leu?, y-CH2-Lys?, y-
CHa-Lys?, y-CH2-Lys5, y-CH2-Lys®, y-CH2-Lys®, y-CH2-Lys'0, B-CH-Leu8, y-CH2-lle?, B-CH-Leu3, B-CH2-Lys",
B-CH2-Lys?, B-CH2-Lys®, B-CH2-Lys®, B-CH2-Lys®, B-CH2-Lys'?, 3-CH2-Leu, B-CH-lle7), 2.03 (s, 3H, CHsCO),
2.13 (t, J=7.48 Hz, 2H, a-CH2-butanoyl), 2.91-3.00 (m, 10 H, e-CH2-Lys", e-CH2-Lys?, e-CH2-Lys®, e-CH2-Lys5,
e-CH2-Lys?), 3.08-3.16 (m, 4 H, e-CHa-Lys'®, B-CH2-Phe?), 3.59 (br, 1H, a-CH-lle7), 3.84-4.24 (m, 10H, a-CH-
Lys®, a-CH-Leu®, a-CH-Lys®, a-CH-Lys", a-CH-Lys?, a-CH-Lys?®, a-CH-Lys'%, a-CH-Leu'!, a-CH-Leu3, a-CH-
Phe?), 6.96 (s, 1H, CONHz), 7.10 (d, J = 7.01 Hz, 2H, 2 x 0-CH-Phearom), 7.16-7.21 (m, 4 H, p-CH-Phearom, 2
x m-CH-Phearom, CONH2), 7.57 (br, 1H, a-NH-Leu?), 7.59 (br, 1H, a-NH-Lys®), 7.73 (br, 1H, a-NH-Lys?), 7.83
(br, 1H, a-NH-Lys19), 8.07-8.10 (m, 3H, a-NH-Leu", a-NH-Ille7, a-NH-Phe*), 8.13 (br, 1H, a-NH-Lys?), 8.26 (br,
1H, a-NH-Leus), 8.36 (br, 1H, a-NH-Lys"), 8.42 (br, 1H, a-NH-Lys?2).
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BP475

TH-NMR (400 MHz, 20 mM phosphate buffer pH = 6.5 H,0/D,0 (90:10)) 6 (ppm): 0.75-0.90 (m, 24H, CHs-
butanoyl, 8-CHs-lle, 6 x 6-CHs-Leu), 0.99-1.16 (m, 5H, y-CHs-lle, 6-CH2-Lys), 1.25-1.82 (m, 48 H, B-CH:-
butanoyl, B-CHz-lle, y-CHz-lle, 3 x B-CHz-Leu, 3 x y-CH-Leu, 6 x 3-CHaz-Lys, 6 x y-CHaz-Lys, 5 x 8-CHaz-Lys),
1.98 (s, 3H, CHsCO), 2.15 (t, J = 7.48 Hz, 2H, a-CH2-butanoyl), 2.85-3.00 (m, 11H, 5 x e-CH2-Lys, B-CHa-
Phe), 3.06-3.16 (m, 3H, e-CH2-Lys'®- B-CH2-Phe), 4.06-4.13 (m, 2H, a-CH-lle, a-CH-Lys), 4.15-4.34 (m, 5H, 4
x a-CH-Lys, a-CH-Lys'%- 3 x a-CH-Leu), 4.54-4.57 (m, a-CH-Phe), 7.11 (s, 1H, CONH2), 7.21 (d, J = 7.16 Hz,
2H, 2 x 0-CH-Phearom), 7.26-7.36 (m, 3H, 2 x m-CH-Phearom, p-CH-Phearom), 7.59 (s, 1TH, CONHz2), 8.04 (t, J =
5.82Hz, 1H, ¢-NH-Lys?), 8.21-8.29 (m, 3H, a-NH-lle, a-NH-Leu, a-NH-Lys), 8.32-8.46 (m, 6H, a-NH-Lys', 4
x a-NH-Lys, a-NH-Phe, 2 x a-NH-Leu).

TH-NMR (400 MHz, 20 mM phosphate buffer at pH = 6.5 with H,O/D,O (90:10) containing 30%
CF3;CD,0D)) & (ppm): 0.82-0.94 (m, 24H, CHs-butanoyl, 2 x 8-CHs-Leu?, 2 x 3-CHs-Leu?d, 2 x 5-CHs-Leu, &-
CHs-lle), 1.08-1.31 (m, 3H, y-CHs-lle), 1.33-1.85 (m, 24H, B-CHz-butanoyl, B-CH2-Lys®, B-CH2-Leu®, B-CHa-
Leu', 6-CH2-Lys', 3-CH2-Lys?, 8-CH2-Lys®, 5-CH2-Lys'0, y-CH2-Lys", y-CH2-Lys?, y-CHa-Lys®, y-CHo-lle), 1.95
(s, 7TH, B-CH2-Lys?, B-CH2-Lys"%, CH3CO), 2.14 (t, J = 7.66 Hz, 2H, a-CH2-butanoyl), 2.90-2.99 (m, 7 H, e-CH2-
Lys', e-CH2-Lys?, e-CH2-Lys®, B-CH2-Phe), 3.15 (m, 3H, e-CH2-Lys "0, 3-CH2-Phe), 3.77 (br, 1H, a-CH-lle), 3.85-
4.19 (m, 8 H, a-CH-Lys', a-CH-Lys?, a-CH-Lys®, a-CH-Lys'0, a-CH-Leu?, a-CH-Leu8, a-CH-Leu'!, a-CH-Phe),
6.94 (s, 1H, CONHz), 7.08 (d, J = 6.36 Hz, 2H, 2 x 0-CH-Phearom), 7.27-7.18 (m, 4 H, p-CH-Phearom, 2 x m-CH-
Phearom, CONHz2), 7.46-7.43 (m, 1H, {-NH-Lys°), 7.64 (br, 1H, a-NH-Leu3), 7.76 (br, 1H, a-NH-Lys0), 7.81 (br,
1H, a-NH-Lys8), 7.92 (br, 1H, a-NH-Lys?), 8.03-8.11 (m, 3H, a-NH-Lys®, a-NH-lle, a-NH-Leu"), 8.15-8.19 (m,
2H, a-NH-Phe, a-NH-Leu?), 8.22 (br, 1H, a-NH-Lys"), 8.30 (br, 1H, a-NH-Lys?).
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BP389

Table S4. NMR data of lipopeptide BP389 recorded at 400 MHz in 20 mM phosphate buffer,

pH = 6.5 H,0/D,0 (90:10)

Amino 6 (ppm)
acid CO-NH CO-NH a-CH a-CH B-CH B-CH
Phe* 8.32 123.8 4.53 54.8 2.97 /3.01 36.9
lle” 8.34 124.1 4.06 57.9 1.78 35.7
Lys™0 8.41 1225 4.21 53.2 1.66 38.9
8.30 123.0 4.19 53.1 1.61 30.5
8.32 127.0 4.24 53.3 1.70 30.3
5x Lys 8.32 121.9 4.18 53.5 1.67 30.2
8.35 1237 4.13 53.8 1.65 30.2
8.17 124.0 4.20 53.6 1.46 30.3
8.21 123.6 4.26 51.8 1.51 39.6
3xLeu 8.34 124.1 4.29 52.0 1.54 39.6
8.42 127.8 4.33 52.1 1.61 39.5

Table S5. NMR data of lipopeptide BP389 recorded at 400 MHz in 20 mM phosphate buffer, pH
= 6.5 H,0/D-0 (90:10), containing 30% CFsCD.OD

Amino 5 (ppm)

acid CO-NH CO-NH a-CH a-CH B-CH B-CH
Lys' 8.36 126.1 4.00 56.6 1.82 29.4
Lys? 8.42 116.8 4.02 56.5 1.82 29.7
Leu? 7.57 124.6 4.15 54.3 1.73 26.6
Phe* 8.10 118.2 4.24 57.8 3.10 35.7
Lys® 8.13 116.0 3.84 57.0 1.88 29.4
Lys® 7.59 118.7 3.99 56.8 2.01 29.5
lle” 8.10 120.2 3.59 62.2 1.92 34.8
Leu? 8.26 118.7 3.88 55.1 1.66 26.5
Lys® 7.73 117.9 4.02 55.7 1.95 29.2
Lys™0 7.83 119.5 4.04 55.9 1.90 28.0
Leu' 8.07 118.4 4.12 53.0 1.79
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Table S6. NMR data of lipopeptide BP475 recorded at 400 MHz in 20 mM phosphate buffer,

pH = 6.5 H,0/D,0 (90:10)

Amino 6 (ppm)
acid CO-NH CO-NH a-CH a-CH B-CH B-CH
Phe* 8.40 122.0 4.56 55.3 3.08/2.98 36.8
lle” 8.26 1223 4.08 57.9 1.79 35.6
Lys™0 8.32 122.9 4.24 53.4 1.72 30.3
8.27 122.7 4.22 53.5 1.68 30.2
8.34 124.0 4.17 53.8 1.72 30.3
5x Lys 8.38 124.2 4.10 53.4 1.49 30.1
8.39 1227 4.22 53.6 1.72 38.3
8.45 122.3 4.29 53.2 1.68 30.1
8.22 123.5 4.25 52.2 1.39 39.8
3x Leu 8.34 121.0 4.27 52.0 1.62 39.6
8.42 127.8 4.33 52.1 1.54 39.5

Table S7. NMR data of lipopeptide BP475 recorded at 400 MHz in 20 mM phosphate buffer, pH
= 6.5 H,0/D-0 (90:10), containing 30% CFsCD.OD

Amino 5 (ppm)
acid CO-NH CO-NH a-CH a-CH B-CH B-CH
Lys' 8.22 125.7 3.89 55.8
Lys? 8.30 117.5 4.10 55.5 1.94 29.3
Leu? 7.64 112.0 4.13 54.2
Phe* 8.16 116.0 4.04 55.5 2.99/3.15 38.9
Lys® 8.07 119.4 4.03 55.1
Lys® 7.81 118.8 4.01 56.6 1.78 29.2
lle” 8.09 118.7 3.77 61.4 2.08 34.6
Leu? 8.18 119.0 4.01 56.6 1.71
Lys® 7.92 117.8 4.06 55.55
Lys™0 7.76 119.4 4.08 55.9 1.95 30.1
Leu' 8.04 118.4 4.17 53.0 1.83
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400 MHz. 20 mM phosphate buffer. pH = 6.5 H20/D20 (90:10)

H-NMR

** BP389 **

1H-RMN with excitation esculpting - 400MHz

(Ref. eb9789%9a9)

(Phosphate buffer 20 mM, pH = 6.5, H20/D20 90:10)
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400 MHz. 20 mM phosphate buffer, pH
CFsCD20D

"H-NMR

** BP389 Estructurat **

1H-RMN with excitation esculpting - 400MHz (Ref. eb9971a9)
(Phosphate buffer 20 mM, pH = 6.5, H20/D20 90:10 + 30% TFE)
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400 MHz. 20 mM phosphate buffer. pH = 6.5 H20/D20 (90:10)

H-NMR
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400 MHz. 20 mM phosphate buffer, pH = 6.5 H20/D20 (90:10), containing 30%
CFsCD20D

"H-NMR

Espectre 1H a 400.13MHz bp475 hZo/dZo+tfe EBT7521A9.10
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