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® This poster details the method development of a flow-cytometry-based pSTAT5 assay . Figure 6. pSTATS Immunophenotyping Flow Cytometry Panel FMOs and Full Stain |
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iIn nonhuman primates (NHP)- Pe”pheral blood (PB) from six naive Macaca fascicularis Y Antibodies Clone S ] )l b : Blood was pooled from multiple animals, and each FMO was tested twice. Average % parents and range is shown above.
was isolated and stimulated ex vivo with human recombinant ||__2’ followed by Staining with a CD25.BV421 MADE] AF647 pSTATS AF647 pSTATS AF647 pSTATS AF647 pSTATS All FMOs met the internal standard of <2% parents, indicating low background interference in our panel.
PSTATS immunophenotyping panel. pSTATS levels were quantitated in CD4+ T cells, ) Figure 3. Gating Strategy for pSTAT5+ T Cells in Peripheral Blood
; Cells were stained with a pSTAT5 Immunophenotyping panel and gated in order to identify pSTAT5+ T cells. After gating
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percentage of parent. o © and Total T cells as CD3+NKG2A-. From Total T cells, Cytotoxic T cells (CD8+CD4-) and Helper T cells (CD4+CD8-)
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Cynomolgus blood (100uL) was incubated twice with 1X ACK Lysis Buffer followed by > Q
wash with PBS-CMF and centrifugation. Cells were stained with a working a 207 ‘ 57
concentration of Live Dead stain followed by centrifugation and wash. Cells were
P iIncubated at 37 °C with shaking for 20 minutes with 0.1-1pg/mL human recombinant 0 N N N = . . .y T
w IL-2 in RPMI+10% FBS or media alone for unstimulated controls. Cells were then fixed o5 PEMC PB_ FBMC PB_ PBMG PB_ PBMC PB_ PBMG
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Proliferation : i . : i : i 100uL of blood from six animals was stimulated with recombinant IL-2 for 15 minutes at 37°C and compared to its PB or commercially purchased naive cynomolgus PBMCs were stimulated with recombinant IL-2 for 15 minutes at 37°C and
IL-2Ra with |mmun0phen0typmg antibodies in the dark at ambient temperature for 45- unstimulated counterpart. Addition of I[L-2 to blood resulted in significant upregulation of pPSTATS in CD4+, compared to their unstimulated counterpart. Fold activation (YoParentg, jaeqd/ YoParent, simuaeq) Was determined for PB and
60 minutes. Cells were washed with FACS Buffer, centrifuged, resuspended in FACS CD8+,CD25+CD4+, PD1+CD4+, and CD8+PD1+ T cells (Paired T Test, *p<0.05, **p<0.01). CD4+ T cells exhibited a 41- PBMCs, then fold change was determined between PB and PBMCs (Fold activationpgy,cs/Fold activationpg). Usage of PBMCs
. fold increase in pSTATS5, CD8+ T cells a 33-fold increase, T regulatory cells (CD25+CD4+) a 118-fold increase, PD1+CD4+ rather than PB resulted in a 10-fold increase in CD4+ T cell activation, 6-fold increase in CD8+ T cell activation, 13-fold
buffer, and analyzed by flow cytometry. The cytometer was set 1o acquire T cells a 41-fold increase, and PD1+CD8+ T cells a 16-fold increase. increase in CD4+CD25+ T cell activation, 7-fold increase in PD1+CD4+ T cell activation, and no change in PD1+CD8+ T cell
300,000 events in the lymphocyte gate or for a total of 3 minutes for each sample. activation.
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Figure 1. Overview of IL-2-Induced STATS5 Activation in T Cells Flow Cvtometrv Data Acauisition and Analvsis
IL-2 binds to IL-2RBy, which associates with tyrosine kinases JAK1 and JAK3. This leads to the phosphorylation of STATS into pSTATS. y y q y CO N C L U S I O N S
pSTAT5 then forms a homodimer and translocates to the nucleus, where it acts as a transcription factor for proliferative genes and IL- 15.4% 5.0% 3.9% 5.1% 10.9%
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N rﬂ% fluorescence. Flow cytometer calibration was performed prior to each analysis. 9: : s e 1. Feasibility was confirmed in PB by comparing endogenous pSTAT5+ with and without
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Data collected on the cytometer was analyzed using BD FACSDiva™ software to CD4+ CD8+  CD4+CD25+ PD1+CD4+ PD1+CD8+ o
AF647 pSTATS AF647 pSTATS AF647 pSTATS . y . y 9 BL | | 4. pSTATS activation was compared between PB and PBMCs and showed that
measure relative percentages, median fluorescence intensity (MFI), and a number of Figure 5. Inter-Analyst Comparison of %CV Between pSTAT5+ T Cells PBMCs had higher levels of 0STATS after |L-2
Figure 2. pSTATS Peak Comparison Between Controls and Stimulated Blood events within each gate of interest. Single cells were identified out of total cells using To measure assay reproducibility, two analysts simultaneously processed blood and compared percent coefficient of 9 P '
In a pilot study, pSTATS gates were set for the FMO control (which did not have the pSTAT5-AF647 antibody), unstimulated blood, and : : _ variance (%CV) for each replicate. The average %CV of six animals was reported for each pSTAT5+ T cell population and
blood stimulated with 1pg/mL of IL-2. Stimulated blood displayed a strong positive pSTATS peak while the FMO and unstimulated the foIIowmg Sequentlal gate- FSC-H vs. FSC-W followed by SSC-H vs. SSC-W. met acceptance criteria of %CV<20-30%. Total T cells, NK cells, CD4+ T cells, CD8+ T cells, T regulatory cells, PD1+CD4+
cqntrols did not. FMOs for all fluorophores displayed <2% of positive cells for each control, indicating minimum background staining for Lymphocytes and Monocytes were identified from single cells via FSC-A vs. SSC-A T cells, and PD1+CD8+ T cells met acceptance criteria. One of six animals had a %CV above acceptance criteria in Total T
this panel. profile. Subsequent gating strategies to identify the population of interests are cells. These datg indicate that this assay is highly reproducible between analysts in both pSTAT5+ cell populations and

) . . PSTAT5- populations.
described in the Results section.
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