_The ». Differences in T-cells Phosphorylated STAT Expression in
SCI-OMICS Melanoma Patient Response Assessed by Flow Cytometry

Lab Emily Monk?, Carol Amato', Melinda Vassallo?, Jeffrey Weber?, Pratip Chattopadhyay?, David Woods

1: University of Colorado Anschutz Medical Campus
2: New York University Langone Health

BACKGROUND RESULTS: HEALTHY VS MELANOMA PANEL DESIGN

CD4+

STAT proteins SignaI_Transducer and Activator of T.ranscription _"ﬁm'-wa"is‘”:”"f’":°‘°22’€§“”"a'=°'24’2jj”10f2;2f;§j§j]’”°“=33 | Demographic matched PBMC samples were evaluated via
proteins (STATs) mediate a number of cell functions. STAT flow cytometry to compare healthy donors, resected disease Vendor Catalogue Host Target Clone Antigen  Fluorochrome
pro;e_fl_ns _are]c phosphc;rylat_ed upogTz_cI:_tlvatlo.n, V\I/hlc;h_ IS a Clnttl'cal patients, and active disease patients for eight pSTAT residues. BioLegend 686412 Mouse Human A15158B Stat1(p727) AF647
iTnOmLIr::ea/Etll(J)rrT]]ocr)rirﬁ?enr]aectitcj)r:guc;?fd- I?]ave Sshecl)ztr:nt\:)c} \b/: OIP i;etggeztmig : Patient samples were those collected prior to treatment. BDBiosciences 562985 Mouse Human 43 Statl (pY701) BV421
. qQ * R&D IC2890N Rabbit Human 1021D Stat2 (Y689) AF700
cancer outcomes. Further, multiple pSTATs have been shown to . . . i
be differentially expressed in meplancr))ma samples, and may have ) /\ pPSTAT4 expression was found to be elevated in active BDBiosciences 558557 Mouse Human  49/p-Stat3  Stat3 (pS727) PE
therapeutic implications ’ disease patients in both CD4+ and CD8+ T-cells. Other BDBiosciences 562673 Mouse Human 4/P-STAT3 Stat3 (pY705) PE-CF594
| 0- — S [ pSTATs exhibited similar trends, suggesting further BDBiosciences 558136 Mouse Human  38/p-Stat4  STAT4 (pY693) AF488
Figure 1: JAK — STAT pathway "y Trial o experimentation and exploration with increased sample sizes. BDBiosciences 560117 Mouse Human 47/Stat5(pY694) Stat5 (pY694) PECY7
1. Binding of cytokine to receptor Paiisetest: Dunn test,Comparisonsshown: ony significant BDBiosciences 561195 Mouse Human  18/P-Staté  Stat6 (pY641) PerCPCy5.5
2. Recruitment of JAK/TYK to receptor; cross CD8+
phosphorylation of JAKs; phosphorylation of 92 vcanaia(2) = 6.25, p = 0.044, 82 = 0.20, Closy; [0.02, 0.49], Nops = 33
receptor by JAK/TYK | Priom-coreciea = 0.042

CD8

3. Binding of STATs to phosphorylated receptors;
phosphorylation of STATs by JAKs.

4. Phosphorylated STATs form hetero- or homodimers.
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5. Phosphorylated STAT dimers migrate to the nucleus.

6. STAT bind to gene regions/motifs, initiate
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Flow cytometry is able to acquire multi-dimensional data at single
cell resolution, relatively cheaply and rapidly. Therefore, we
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