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B Figure 7. (right) MS2 confirmation of PC(14:0_22:6) by dual-polarity HCD (NCE 30) on LC-HRMS. (A) Negative-mode MS2 of [M+HCOQO]™ (m/z

822.5280) yields demethylated precursor [M-CHs]™ at m/z 762.51, sn-1 fatty-acyl carboxylate [FA 14:0-H]~ at m/z 227.20, sn-2 fatty-acyl carboxylate
[FA 22:6-H]™ at m/z 327.23, a lyso-fragment at m/z 452.28 corresponding to neutral loss of sn-2 (22:6) acyl chain, and PC head-group anion at m/z
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support confident identification of PC(14.0_22:6).

Figure 2. Discovery Lipidomics Annotation Workflow and Identification Confidence. Confidence levels for identifying lipid features in a biomarker discovery experiment using high resolution MS analysis with MS2
fragmentation. Library searches within CompoundDiscoverer yield Level 3 and in some cases Level 2 identifications'®"1213, The six structural annotation tiers derive from Level 2 (putative ID) matches. Additional analytical

approaches (advanced fragmentation, ion mobility, chiral chromatography) progressively resolve isomeric structure. Ideally, DDA methods yield several Level 2 IDs that can be promoted to Level 1via reference standards.
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