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Lipopeptide No. of samples  Retention time Peak area Concentration Average

(mg/L) concentration (mg/
kg)
S1 3325 227,828 7.69
$2 3352 1,025,832 315
Tturin 13.95 £ 10.46
$3 3317 370,070 11.94
S4 3315 125,211 464
$2 10.117 41,112 268
4 10360 2,34 058
Fengycin 1.10£0.91
S5 10.277 1,077 0.51
S6 10.078 3542 065
S1 (peak 1) 13.203 252,688 57.72
2 (peak 1) 13.208 158 3964
44.16 £ 7.82
$3 (peak 1) 13.150 182 39.64
$4 (peak 1) 13.175 176 39.64
S1 (peak 2) 14021 99,964 2404
$2 (peak 2) 14.019 1,137 21.88
22414094
$3 (peak 2) 14.100 1,279 21.88
Surfactin
4 (peak 2) 14.087 228 21.86
$2 (peak 3) 14.825 2,378 46.66
46.85+0.18
83 (peak 3) 14783 4,774 47.03
SI (peak 4) 15.260 15,582 59.7
$2 (peak 4) 15.295 6,959 57.58
58.90 + 1.69
$3 (peak 4) 15.403 21,940 61.27
4 (peak 4) 15.439 4,820 57.05

Total 18737
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Processing Before treatment 12-Nov-21 After 15 times treatment 22-Sep-  After 18 times treatment
and 22 1-Mar-23
numbering

Treatment QPCR  Comprehensive QPCR  Comprehensive = QPCR  Comprehensive
L1 24567 judgment of HLB 25T judgmentof HLB 2T judgment of HLB
C24 + 292+038 * - 091 £0.05 - 0.93 +0.06 -

C32 + 321£026 + + 1.51+0.46 + 0.87 022 -

C46 e 2894087 + - 0.86+0.17 - 092013 -

Cs1 + 207£025 + + 1.69+0.48 + 1.27£0.38 +

C76 + 2.73 £ 041 + + 113045 + 0.82+0.11 -

€90 + 4.50 £ 0.71 + - 0.66 + 0.24 - 0.55+0.27 -

Summary Positive rate 6/6 Positive rate 3/6 Positive rate 1/6

CK

C4 + 398+033 * + 212£011 + 218017 +

Cl15 + 209+£0.16 + - 0.80 £0.19 - 077 £0.22 -

ci7 + 1.78 £ 0.57 + + 140+ 0.15 + 1.35+0.14 +

ca8 + 210+ 031 + - 1.23+0.85 + 1.20£0.67 +

C70 + 291£0.58 + + 139£0.53 + 1451042 +

C97 + 5.52+043 + - 202+092 + 214058 +*

Summary Positive rate 6/6 Positive rate 5/6 Positive rate 5/6

Formula: AACT = (CT target gene -CT housekeep gene) x- (CT target gene -CT housekeep gene) ck.
X for treatment, o for control. 243 i the relative expression of the target gene, which is used to judge whether the sample carries Clas, 2% < 1, the sample is negative, 257 > 1, the sample
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Entry Sequence tp (M MW (theoretical) MW (experimental)
Pantinin 1 GILGKLWEGFKSIV-NH2 1208 154490 1545.11
Pantinin 2 IFGAIWKGISSLL-NH2 1226 140282 1402.98
Pantinin 3 FLSTIWNGIKSLL-NH2 1229 1489.86 1490.14

The experimental masses agree well with the theoretical ones.
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Minimal inhibitory and bactericidal concentrations (uM)

Bacterial strain P1
MIC MBC

E. faccalis 125 2 125 125 2 2
L. monocytogenes 625 125 625 125 25 -
S, aureus 625 625 125 125 125 -
P aeruginosa 50 - 50 - 50 -
B. cepacia 2 2 50 - 50 -
S. thyphimurium 50 50 50 50 50 -
K. preumoniae 625 125 125 125 2 -

E. coli 125 2 2 2 50 -
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Bacterial strain  Carbapenemase Source
K. pneumoniae 1711 | KPC (class A) Rectal swab
K. prieumoniae 1745 | KPC (class A) Uleer

K. preumoniae 1746 VIM (class B) Rectal swab
K. pneumoniae 311 OXA-48 (class D) Rectal swab

The type of carbapenemase produced refers to the classification of Ambler.
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Genes
galF
ompW
fiu

165

Forward sequence
GCTATAACCTCGCCGCTATG

TITCCGATCTGAGCCTGAAG
GGACCGTGCATTTTAAAGGA

ATTTGAAGAGGTTGCAAACGAT

Reverse sequence
GCTCGTCCGGTTTTTCAATA
AGACGGGTGCTGACTTTCTG
GGCTACCGTAGTGTCGCAAT
TTCACTCTGAAGTTTTCTTGTGTTC
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Minimal inhibitory and bactericidal concentrations (M)

Bacterial strain P1

MIC MBC
K. preumoniae ATCC 10031 625 125 125 125 2 -
K. pneumoniae 311 2 2 - - - -
K. preumoniae 1746 2 - 2 50 50 -
K. preumoniae 1745 2 2 50 50 - -

K. preumoniae 1711 2 2 50 - - -
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Amino acid sequence Molecular weigh Net charge References

(Peptide amides)* (g/mol)

D-Bac8c* RLWVLWRR 1183.47 4 orde et al L2016
DRGN-1 PSKKTKPVKPKKVA 153595 +7 i (2017

1,037 KRERIRVRV 122854 47 de la Fuente-Nufiez et al. (201
IDR-1018 VRLIVAVRIWRR 153593 +5 Reffuveille et al. (2014)
RP557 RFCWKVCYKGICFKKCK 2139.73 +7 Woodburn etal. (2019

‘Uppercase characters represent L-amino acids; lowercase characters represent D-amino acids.
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Antimicrobial MIC (pg/mL)

agent SH1000 BH48 USA300 BHICC PAOL
D-Bac8c** ' 8 8 8 8 16
DRGN-1 >400 >400 >400 >400 >400
1,037 128 128 128 128 64
IDR-1018 64 128 64 128 64
RP557 16 16 16 16 8
Fusidic acid 0.06 4 0.03 2 >512
Gentamicin 0.25 0.25 05 32 1

Mupiracin 003 003 006 2 >2048
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Log change vs. untreated control

. aureus + P. aeruginosa S. aureus + P. aeruginosa S. aureus + P. aeruginosa
D-Bac8c2ste 64 pg/mL 128 pg/mL 256 pg/mL
24 h biofilms
PAOI +SHI000 -06 ~064 ~165% ~161% —3.37%%% —3.78%%
PAOI + BH48 ~0.84* —122%% ~130%5 —3.37%%% —2.64%%%
PAOI + USA300 ~072+ ~095%% —173%5 —2.447%% —3.23%%%
PAOI + BHICC ~069 -06 — 190+ -125% ~3.30%% —2.10%%%
3 days biofilms
PAOI + SH1000 -071 ~0388 —175%% —177% —231%0 —2.38%+*
PAOI + BH48 ~0388 —129%% —185%% —1.99%5% —2.26%+* —2.68%**
PAOI + USA300 ~04 —1.25* -09 —162% —1Lg9% —2.48%+*
PAOI + BHICC ~066 -079 —131¢ —120% —177%% —2.19%+%
5 days biofilms.
PAOI + SH1000 —L1* ~0.63 —2.13%x ~206+* —290%% —276%%
PAO1 + BH48 ~093 ~091 ~159¢ —225%% —200%% —285%
PAO1 + USA300 -09 ~085 -168 -109 —288%% —294%%
PAOI + BHICC ~098 -098 ~1.50¢ —154% —265%4 —258%

“Obtained results were analysed using two-way ANOVA and sat
respectively.

cal differences were significant compared to the untreated control where %, ** and *** indicate  p < 0.05, 001 and 0001,
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1C50 HaCal ~ HUVEC THP-1 Haemolysis

(hRBC?)
D-Bacsc™'™ | 4267 134 BL7 414
ng/mL
Ethanol % 12 04 1 Na

Cells were exposed to the AMP for 24 h at 37°C, 5% CO,. Cell viability was assessed by MTT
assay and IC50, the concentration of drug which exhibited 50% cell viabiliy, was calculated.
Data represents the average of three independent experiments. hRBC stands for human red
blood cells.
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Sequence Purity Net Molecular weight Hydrophilicity*

charge® (g/mol)*
hbD3 Human GIINTLQKYYCRVRGGRCAVLSCL No data 11 5161.23 0.46
defensin PKEEQIGKCSTRGRKCCRRKK
LL-37 Human LLGDFFRKSKEKIGKEFKRIVQ 95.30% 6 4493.33 0.62

cathelicidin | RIKDFLRNLVPRTES-OH

DIK-5 Synthetic vqwrairvrvir-NH, 99% 5 1550.92 0.02

DJK-6 Synthetic vqwrrirvwyir-NH, 99% 5 1666.06 023

1018 Synthetic VRLIVAVRIWRR-NH, 94% 5 153595 -0.5

1037 Synthetic KRFRIRVRV-NH, 99% 6 122856 0.86

one72 Insect- VDKPPYLPRPRPPROIYNO-NH; 95% 4 207746 032
derived

Oncll2 | Insect- VDKPPYLPRPRPPRAIYNr-NH, 87% 6 2389.84 032
derived

‘Values were calculated with Peptide Calculator (https://wwwbachem.com/knowledge-center/peptide-calculator/).
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Strain Origin Localization Country Year of Multi locus Hypervirulence-associated factors

isolation sequence
(t‘ype orMpA ofMpA2 JmpA iucA? entB ironB
17349 Pig Heart valve Germany 2017 ST4741 - - - + + - +
42KC-108224-1° | Human Bile Germany 2016 $T65 + + - + + + +
IMT40061° Dog Urine Germany 2016 STI - - - - + - +

Strain characterization by
Strain characterization by

‘Unpublished data.

“This gene was detected with two different primer pairs leading to the same result.
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