Supplementary Note 1

Rational for the use of in vitro cultured Treg

In this report we used Treg prestimulated in vitro with donor-type APC. Freshly isolated Treg
did not induce tolerance to bone marrow allografts in our previous study, probably for
quantitative reasons'. Moreover, very large numbers of non-specifically expanded Treg were
required to inhibit bone-marrow allograft rejection in another report’. Also in reports on Treg-
mediated prevention of GVHD it was shown that Treg in vitro cultured with specific APC are
more potent than cells expanded in vitro with third-party APC**. In vitro culture therefore has
two advantages: it increases the available numbers of Treg and improves their in vivo
reactivity. Moreover, the use of in vitro cultured cells allows for evaluation of their in vivo

antigen-specificity during the suppressor-effector phase (Fig. 1e).
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