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Introduction Conclusions

Human interleukin 17 (IL17) producing CD4* T helper (Th17) cells have been identified as a distinct effector T cell subset.

They act as key drivers of autoimmune diseases such as rheumatoid arthritis, psoriasis, and inflammatory bowel disease. ® Highly enriched Th17 (CD4*CXCR3-CCR6") cells are obtained in 80 minutes; procedure can be
Phenotypically characterized as CD4* T cells expressing CCR6, CCR4, CD161, and IL-23R, they also lack expression of automated using RoboSep™.

CXCRS3. Although their cytokine profile can be heterogeneous, they typically produce IL17 cytokines, are |L17*IFN-y~ and

express the lineage-specific transcription factor RORC. A major disadvantage of current isolation methods is the ® Enriched Th17 (CD4*CXCR3-CCRG6") cells demonstrate the following benefits:

requirement for previous in vitro stimulation. We have developed a two-step EasySep™ immunomagnetic column-free

method for the enrichment of CD4*CXCR3-CCR6* T cells from fresh peripheral blood nucleated cells (PBNC). Non-CD4+ T = G oG elorEisel Mo [9roy 47 Mo Sl TlLiEion

cells and CXCR3* cells are first targeted for depletion using a cocktail of antibody complexes and dextran-coated magnetic — can be expanded by culturing with soluble anti-CD3 monoclonal antibody in the presence of
particles. Labeled cells are separated using an EasySep™ magnet, and pre-enriched CD4*CXCR3- T cells are poured off irradiated APC for 14 days

into a new tube. Next, CCR6* cells are positively selected from the pre-enriched fraction. The procedure can be automated

using RoboSep™. Starting with frequencies of 5 + 2% CD4*CXCR3-CCR6* T cells in fresh PBNC, purities of 91 + 3% (n=16) — increased levels of IL17 cytokine with minimal IFN-y (compared to total CD4+ or CD4*CXCR3- T
are obtained. Enriched CD4*CXCR3-CCR6* T cells show increased levels of |L17 cytokine production (minimal IFN-y) as cells) as assessed by intracellular cytokine staining (data not shown) or analysis of

assessed by ELISA and intracellular staining. Increased RORC mRNA expression is found in the enriched CD4*CXCR3~ supernatants by ELISA

CCRo6* T cells compared to total CD4* or CD4*CXCR3* T cells. Dissecting the role of human Th17 cells in the modulation of

immune responses is a requirement for the development of future therapies. These studies will be facilitated by the — increased level of RORC mRNA expression compared to total CD4* or CD4*CXCR3* T cells

enrichment of non-activated in vivo derived Th17 (CD4*CXCR3-CCRG6") cells using this easy and rapid enrichment strategy.

Methods Results
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CD4 CXCR3 analysed by quantitative RT-PCR.
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