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ABSTRACT Objective: Induced regulatory T cells (iTregs) have been implicated in maintaining peripheral immune tolerance. This
study aims to test whether iTregs could suppress allograft rejection in a skin allograft model. Methods: Naive CD4" T cells were purified
from naive mice splenocytes and induced in vitro by culturing with anti-CD3/CD28-coated Dynalbeads, and supplemented with
interleukin(IL)-2 and transforming growth fator(TGF). Suppressive ability of iTregs was assayed by co-culturing with CD4'CD25°T cells
(Teffs) in vitro and by allogeneic skin transplantation in vivo. Results: Flow cytometry showed the percentage of CD4'CD25" Foxp3+
cells in induced cells were approximately 44%. iTregs exerted suppressive function when cocultured with Teffs in vitro and prolonged
fully MHC-mismatched skin graft survival. Conclusions: iTreg cells show suppressive function both in vitro and in vivo, but iTreg cells
alone can not induce immune tolerance.
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Fig.1 Naive CD4'T cell purity : The X-axis is CD4-FITC and the Y-axis is
CD62L-PE. The percentage of double-positive cells is 96.2%
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Fig.2 Expression of CD4, CD25 and Foxp3 in the induced T cells: A shows the markers of iTreg. The percentage of cells expressing both CD4 and CD25

is 88.9% .We further analyze the Foxp3 expression of these cells. The percentage of cells expressing Foxp3 is 44.8% . B shows the result of Treg induction.

The average percentage of iTreg is 44.2% .
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Fig.3 Proliferation percentage of Teffs: A shows the proliferation percentage of Teff. The X-axis is the ratio of iTreg versus Teff. The Y-axis is the

proliferation percentage of Teff. As the decrease of iTreg versus Teff, the proliferation percentage of Teff increases. B shows the flow cytometric results of

Teff proliferation. The X-axis is CFSE and the Y-axis is Count.
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Fig.4 Survival curve of mice skin graft: X-axis is the survival days of skin grafts. Y-axis is the percentage of skin grafts still alive. The average survival

time of control group is 11 days. The average survival time of iTreg group is 13.4 days. Analyzing with Gehan-Breslow-Wilcoxon Test, P=0.0066.
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Fig.5 Mice skin graft stained by hematoxylin-eosin(400% ):HE-stain picture of grafted skin 11 days after the operation. Both show obvious tissue
dropsy. But when comparing the number of lymphocytes and eosinophile granulocytes between control group and iTreg group, control group is more

than iTreg group.
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