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extracted using methanol and water, dried and Figure 7: PCA of D6 samples separates groups into 3 categories. The C18+ samples were Figure 8: Feature Analysis, D6. The C18+ samples from Figure 7 were analyzed for Figure 9: Exploration of the differential impact of OOC vs traditional cell culture. The C18+ samples Figure 10: Spurious confounding signals from In-source decay - the need for compound
resuspended in acetonitrile and water prior to analysis ACknOWle dgements feature extracted at a 3000 count baseline with Masshunter Explorer (Agilent) yielding potential variation. Panel A shows a venn diagram denoting that, while most features are from Figure 7 were analyzed to explore the features of interest that might explain the differential biology validation. This figure is placed as a reminder to those new into annotation. Panel (A) shows
using HILIC and RPLC LC-MS methods in both positive and 1423 features. These features were used to separate the sample sets after restriction to shared, there is a pool of ~169 features that are unique to the effluent of the 5-FU as observed in Figure 6 vs Figure 6-Inset. The volcano plot compares the endpoint of SN-38 treated OOC an overlay (~50) of EICs from conditioned media targeting y-aminobutyric acid (GABA). Notice
: d Agil 6545 O-TOF Funding, in part, for these efforts was provided from NIH/NCI the D6 OOC timepoints. The dominant separation was along PC1 (47.29%) yielding 3 treated cells. In panel B we have a volcano plot showing the features enriched in the 0.1  cells against the SN-38 treated organoids. Higher in OOC shown to the right (A). Because you would want the strong and proximal signals at retention times consistent with the elution of glutamate (GLU,
negative modes on an Agilent Q ’ RO1CA241137 (SM PI, JK Col). groupings. Inspection showed that group A were all the non-cell controls (inlets, and UM treated SN-38 cells as compared to untreated (higher to the right). For completeness, them, the m/z, RT’s of the most significant features are shown in panel (B). 7.3’) and glutamine (GLN, 6.6’). Panel (B) shows a confirmatory experiment in which a samples
For validation studies of specific compound abundance bottom channel), group B were the outlets for the top and bottom channel of STA the features called out as significant are shown in panel C. The minimal level of features containing GLU, 13C5-GLN, and 13C4-GABA. The unlabeled peak for GABA coelutes with GLU and is
h des id fiad in Fi 3 d F h > Disclosure: consistent with the observation of STA treated cells dislodging and traversing into the is commensurate with the biological observations noted in Figure 7 underlying the presumptively generated from the GLU. While GABA signals can be generated from GLN, it is
t .e mo gs ident 1? i lgurg WETE USEC. Or.t € The authors have no conflicts of interest to declare. bottom channel. Group C are the outlets for the untreated, 5-FU and SN-38 treated cells; importance of tying mass spectrometric biological observations with orthogonal readouts much more efficient from GLU and 4-aminobutyramide is the more commonly seen breakdown
differential analysis, we restricted our conversation to the gross level of negligible difference consistent with the observed lack of cell death of impact. signal from GLN. This is why we have not performed putative ID’s in Figures 8 and 9.
the features extracted from C18/ESI+ using MassHunter (Figure 6).
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