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Comparison of the MS? spectra of the “-CH,” analogs at 3.9 with its parent revealed the presence of co-eluting
Isomers. The differences in relative intensity of shifted and unshifted across the b-ion series indicated
substitution of Iva with Aib in multiple positions (i.e. 2,3,8 and 13), as highlighted in the figure. Meanwhile, the
shifted y-ion series for compound 4 indicated its modification to be on the C-terminus. The exact location could
be revealed from the MS2 spectrum of the shifted y; ion at m/z 420, as shown in Figure 7.

Analysis of adenopeptin congeners in Compound Discoverer 3.3 software

Abstract Results

Purpose: Characterization of adenopeptin and related peptaibol analogs in a crude fermentation broth extract
using LC-HRAM-MS" to identify adenopeptin congeners and elucidate their structures.

Starting from the established structure of adenopeptin, the expected compounds workflow was used to detect
analogs of adenopeptin based on a list of expected transformations (e.g., methylation, demethylation,
hydration, oxidation) and dealkylation predictions. Figure 5 shows the resulting analogs detected by the
software after background filtering and thresholding at 0.5% relative intensity, with their overlaid extracted ion
chromatograms (XIC), including multiple isomers with one or two missing methyl groups (Compounds 2-4,6).

Initial compositional analysis of the crude extract using gNMR revealed adenopeptin, and structurally related
analogs, to represent close to 50 wt%, with sucrose (from growth media) as the second most abundant
component at approximately 18 wt%. To further investigate the minor components in the crude extract, it was
analyzed using a multi-stage fragmentation method after LC separation using a C18 column, as described in
the prior section.

Methods: Adenopeptin and its analogs were separated using reversed phase chromatography and analyzed

using multi-stage fragmentation on a Thermo Scientific™ Orbitrap 1Q-X™ Tribrid™ mass spectrometer. Figure 7. Annotated MS3 spectra from the respective y, ions of adenopeptin and its “demethylated”

analog at 4.0 min (compound 4), indicating a substitution of pipecolic acid with proline in the latter.

Figure 5. Overview of detected analogs of adenopeptin using Compound Discoverer 3.3 software

Results: Several analogs of adenopeptin differing by one or more methyl groups could be detected and the site Figure 3. Overview of the data-dependent MS" decision tree targeting MS3 scans on pairs of
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