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[Abstract] Objective To investigate the effect of high mobility group box-1 protein (HMGB1) on
Toll-like receptor 4 (TLR4) expression of regulatory T cells (Tregs) and its relationship to the immunologic
activity of Tregs in mice. Methods CD4* CD25* Tregs were isolated from C3H/HeN (TLR4 wild type)
murine splenocytes with a CD4* CD25* Tregs isolation kit. Tregs were stimulated on Tregs by HMGBI in

, 96-well (1X10°cells/well) cell plates cultured with anti-mouse CD3 (1 mg/L) and anti-mouse CD28

’ (1 mg/L). After being stimulated, Tregs were harvested to determine the expression of TLR4 and analyze the
time-and dose-dependent response between HMGB1 (0, 10, 100, and 1 000 g/L) and TLR4 expression by
flow cytometry at different time points (24, 48 and 72 hours). Results Compared with the normal control
group, the expression of TLR4 on Tregs stimulated by HMGB1 (100 pg/L) was significantly down-regulated
at 24, 48, and 72 hours, respectively (all P<C0.01), and no differences in TLR4 expression on Tregs were
observed among various intervals (all P >>0.05). Meanwhile, HMGBI1 at various doses (10, 100, and
1 000 pg/L) also could induce the significant down-regulation of TLR4 expression on Tregs, and it maintained
low value on Tregs when stimulated by HMGBI1 at doses of 100 pg/L or 1 000 pg/L (P<<0. 05 and P<<0.01),
nevertheless, no differences in TLR4 expressions were observed between 100 pg/L and 1 000 pug/L groups
(P>0.05). Conclusion HMGBI can markedly down-regulate the expression of TLR4 on Tregs, thereby
possibly modulating the immunologic activity of Tregs.
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