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Fig. S1
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Fig. S1: Effects of murine IL-2M in expanding mouse CD4+CD25+Foxp3+ Tregs

(A) Dosedependent effects of murine-BM on the percentages of CDPoxp3+ and
CD25+Foxp3+ Tregs and CD25+Fox@agtivated Tconv and CD25oxp3 Tconv within CD4

T cells in the blood, spleen, lymph nodes and lung. Experiments were performed using 3 mice
pereach group. Control was untreated mi&). Effects of murine IE2M (0.33 mg/kg) on the
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percentages of each population within CD4 T cells from the blood, spleen, lymph nodes and
lung. (C) Effects of murine IE2M (0.33 mg/kg) on the cell numbers of eaclpyation from the
blood, spleen, lymph nodes and lun@) Effects of murine IE2M (0.33 mg/kg) on the
proliferation of each cell population assessed by expression of Ki67 (mean fluorescence
intensity).B-D, results are representative of at least twopedéent experiment. Experiments
were performed using 3 mice per each group. Control-tP&fed miceStatistics Two-way
ANOVA for multiple comparisons. *0.01g <0.05, **0.001<p <0.01, ***0.0001<p <0.001,

***x < 0.00001
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Fig. S2 Comparing murine IL -2M and IL -2/anti-IL -2 antibody(JES61) complex (IL-2C).
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(A) Effects of IL-2M and IL-2C on the percentages and cell numbers of CD4 T cells.
Percentages of CD4 T cells (PBS vs2M, *: p = 0.0465); Cell numbers of CD4 T cells (PBS
vs IL-2M, *: p=0.021; PBS vs K2C, **: p=0.0021) B) Effects of I.-2M and IL.-2C on the
percentages and cell numbers of CD8 T cells. Percentages of CD8 T cells (PBBWst: p
=0.0007; PBS vs H2C, **: p = 0.0003); Cell numbers of CD8 T cells (PBS v=2C, **: p=
0.0061) C) Effects of I.-2M and IL-2C on the percentages and cell numbers of Foxp3+Tregs.
Percentages of Foxp3+Tregs (PBS v&2M, ****. p < 0.0001; PBS vs H2C, ***: p=0.0001);
Cell numbers of Foxp3+Tregs (PBS vs2M, **: p=0.0074; PBS vs H2C, **: p=0.0017)
(D) Effects of I.-2M and IL-2C on the percentages and cell numbers of CTD25'Foxp3
activated Tconv. Percentages of COB25'Foxp3 activated Tconv (PBS vs {2M, *: p=
0.0235; PBS vs H2C, ***: p=0.0009; I.-2M vs IL-2C, *: p = 0.0280); Cell numbers of
CD4'CD25Foxp? activated Tconv (PBS vs 42C, **: p=0.0035; I-:2M vs IL-2C, *: p=
0.0297).Statistics Oneway ANOVA for multiple comparisons.
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Fig. S3. Single cell RNAseq variation across samples and treatment.

(A) Number of genes and uniqgue mRNA molecules for all single cell B&tplibraries after
isotype control or IE2M treatment. Single cell libraries are colored by sanfBleHistogran of
the distribution of unigue mRNA molecules across all single cell REdlibraries. Blue dotted

line indicates the mean number of molecules per cell for isotype control &M tteated cells.
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Fig. $4. Treg expression of estalished Treg genes relative to Tconv cells.

(A) t-SNE projection of single regulatory T cells (Treg) and conventional CD4 T cells (Tconv).
(B and C) t-SNE projectiongB) and violin plots(C) show the singleell expression levels of
established Treg magk genes-oxp3 l12ra, Ctla4, Ikzf2 andNrpl, as well as eve@d4

expression between Treg and Tconv cells.



Fig. S5. Variation of single cell RNAseq cell state classification across experimental
replicates. () t-SNE projection consisting of the cells for each experimental replicate (a.k.a.
one isotype treated mouse and one-th2tein treated mouse) from which Tregs were isolated
and profiled using singleell RNA-seq.(B) Frequency of Treg single cell librariper
experimental replicate assigned to each to Treg cell state classification.



