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ABSTRACT: RESULTS
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,,,_,_,_,_,_J B W I e The purity of magnetically enriched cells can be increased by targeted removal of contaminating cells.
0 10°  10* 10°  10° 0 10° 10t 10° 10° 0 100 10f 100 P e Alarge fraction of the target cells are lost during magnetic enrichment and yield can be drastically improved with a second incubation with the
CD300E APC CD64 PE CXCL9 APC magnet.

: e _ , _ e PBMCs from NDMM patients have an expression profile similar to that of IFN stimulated cells.
Figure 4 Validation of the scRNA-seq dataset via flow cytometry. (A) Monocytes from healthy donors were magnetically enriched and e The gene expression of monocytes largely correlates with protein expression analyzed via flow cytometry, with several notable differences.

then stimulated with IFN-a2A, or IFN-y alongside an unstimulated control. The samples were treated with Brefeldin A (BFA) and monensin e Secretome analysis shows UMAP clustering that appears to be driven largely by stimulation and by donor.

for the last 6 hours of the 21 hour stimulation. Each sample was stained intracellularly with five separate flow cytometry panels consisting e Changes in protein concentration is similar between each stimulation condition especially between the Type 1 (IFN-a2A & IFN-B) stimulations.

of 21 total unique markers. (B) Analysis correlating the Log2FC in gene expression by Flex sc-RNAseq and the Log2FC in Mean

Fluorescent Intensity (MFI) by flow cytometry. (C) Representative plots showing the change in MFI of CD300E, CD64, & CXCL9 by flow e On average there is a similar trend seen across each of these assays, but significant differences are seen in individual markers.
cytometry. (D) Plots showing the change in Cathepsin D (CTSD) and Cathepsin L (CTSL) by flow cytometry. (E) Confocal microscopy o There is a large increase in CXCL9 RNA expression, while flow cytometry shows only a slight increase, and a huge increase in the secreted
showing the localization of CTSL in magnetically enriched monocytes with and without IFN-a2A stimulation. protein.

o CTSL gene expression and supernatant concentrations increase with IFN stimulation, while flow cytometry sees no change at all, and
microscopy shows a dramatic shift in protein localization.
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