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Online Figure I. Quantification of total cholesterol, lesion area and immunohistochemical staining for the
macrophage marker, CD68 in cross-sections of the, A) aortic root of atherosclerotic C57BL/J6 mice at
baseline (AAV-PCSK9 and western diet for 20 weeks) and 3 weeks after lipid lowering using apoB-ASO
(regression), n=8-9 mice/group. B) aortic root of atherosclerotic REVERSA mice at baseline (16 weeks
WD) and 4 weeks after lipid lowering by MTP deletion (regression), n=12-14 mice/group. C) aortic arch
of atherosclerotic Apoe”™ mice (16 weeks WD) after transplant to WT (regression), n=8-10/group for
cholesterol assays; n=18-20/group for lesion area and immunostaining. D) aortic root of atherosclerotic
C57BL/J6 mice at baseline (AAV-PCSK9 and western diet for 20 weeks) and 3 weeks after switching to
chow diet to halt the plaque progression. n=20-24/group for cholesterol assays; n=10-14/group for lesion
area and immunostaining. Data is expressed as mean * s.e.m. P values were determined by a Student’s
t-test.
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Online Figure Il. A) Body weight, B) Quantification of lesion area of the aortic arch by en face analysis,
and C-G) Quantification of CD4"* T cell subsets as a % of CD45+ cells in aortic arch plaques by flow
cytometric analysis in mice at baseline and after regression + IgG or anti-CD25 treatment (n=9-12
mice/group). C) CD4+ cells, D) FoxP3*, E) Tbet+, F) Gata3+ and G) RORyd+. H) Flow cytometric
quantification of FoxP3* T cells in the spleen of mice at baseline and after regression + IgG or anti-CD25
treatment (n=4-6 mice/group). Data are mean +SEM. P values were determined by a one-way ANOVA
with post-hoc Sidak’s test.
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Online Figure lll. A) Heatmap showing the 5 most highly expressed genes (ordered by decreasing p
value) in each cluster (n=17) and top 2 selected enriched genes used for the biological identification of
each cluster (scale: log2 fold change) identified from single-cell RNA-sequencing of CD45+ cells from
aortic arches from baseline, 19G regression and anti-CD25 regression mice groups. Data was analyzed
by Seurat. B) Gene expression patterns projected onto t-SNE plots of Trem2, Lef1, Fscn1, Naa, Kira7,
Cd8b1, Gata3, Il1b, Stmn1, Cxcr6, Cebpb, Cd209a, Kirb1c, I1sg15, Siglech, Cd163/1 and Izumo1r (scale:
log-transformed gene expression).
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Online Figure IV. A) Flow cytometric quantification of CD11b* cells as a % of CD45+ cells in aortic arch
plagues in mice at baseline and after regression + 1gG or anti-CD25 treatment (n=11-16 mice/group). B)
Quantification of immunohistochemical staining for the macrophage marker Mac2 in aortic root plaques
of mice at baseline and after regression + IgG or anti-CD25 treatment (n=5-7 mice/group). C)
Representative images of Edu-labeled Ly6C" monocyte-derived macrophages and bead-labeled Ly6C"
monocyte-derived macrophages in aortic root plaques 21 days after pulse-labeling. D) Signaling pathway
and molecular function analysis of activated macrophages, Trem2-hi macrophages, and inflammatory
macrophages clusters from single-cell RNA-sequencing of CD45+ cells from digested aortic arches from
baseline, 1gG regression and anti-CD25 regression mice groups, analyzed using IPA. E) Plasma IL-13
and TNF-a levels as measured by CBA assay, in mice at baseline and after regression + IgG or anti-
CD25 treatment, n= 6-7 mice per group. Data are mean +SEM. P values were determined by a one-way
ANOVA with post-hoc Sidak’s test).
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Online Figure V. A) Representative images of atherosclerotic plaques used for quantification of
necrotic area. B-C) Quantification of B) Gpr18, C) Fpr2 and D) ChemR23 receptor expression in Ly6C+
monocytes in the digested aortic arches of baseline, IgG regression and anti-CD25 regression mice by
flow cytometric analysis. Data are mean +SEM. P values were determined by a one-way ANOVA with

post-hoc Sidak’s test.



Online Figure VI. Gating strategy for flow cytometer as shown for CD45, CD4, Foxp3, T-bet, Gata3,
RORgd, CD11b+ F4/80+ and CD11b+ Ly6C+ populations performed by Flowjo analysis.

Gating Strategy for flow cytometer
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Online Table I. Differential gene
expression of aortic Tregs isolated from
progressing and regressing plaques.
Genes with induced expression in
regressing compared to progressing
plaques are shown under the red header;
genes with reduced expression are
shown under the blue header. Data are
expressed as average log fold change
(FC) of regression plaques versus
progressing plaques. Non-adjusted P
values were calculated using the
Wilcoxon rank-sum test.



