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Regulatory T cell (Treg) is an immune suppressor. Mechanisms of its suppression include inhibitory cytokine secretion, 
expression of inhibitory molecules and apoptosis induction by perforin and gramzyme. The number of peripheral blood (PB) 
Treg in rheumatoid arthritis (RA), a chronic inflammatory autoimmune disease, is impaired due to the disease state. Yet, 
current evidences are insufficient to indicate the immune status of RA patients owing to T cell plasticity property. Suppression 
assay is a functional study used to determine Treg suppressive activity. Because conventional protocol requires an extensive 
Treg expansion in vitro prior to experiment, this study aims to establish a co-culture suppression assay to determine the 
suppressive activity of Treg derived from PB of RA patients by using short-term expanded PB-Treg, requiring no freeze/thaw 
autologous conventional T cell (Tconv) for the assay. Treg of RA patients were isolated from peripheral blood mononuclear 
cells in two steps: initial CD8+ depletion by magnetic sorting and cell sorting by FACSAria III. Treg underwent short-term 
expansion while autologous Tconv was rested by resting assay. Later, Treg and Tconv were co-cultivated for 3 days and 
suppressive function was measured by monitoring of CFSE division using flow cytometry. Tconv proliferation in absence of 
Treg was about 50-60% while in presence of Treg was 13-30%. In control group, such percentage of suppression was about 64%. 
Significantly, suppression activity (%) of Treg differs between active and remission RA patients.
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