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ACTH treatment promotes murine cardiac allograft acceptance
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Supplemental Figures and Figure Legends
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Supplemental Figure 1. (A) Representative flow cytometry plots of CD4"CD25"Foxp3™ Treg
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populations from Treg assay in untreated control and ACTH-treated groups, using lymphocytes
from Wild-type (WT) and CD28 knock-out (CD28KO) C57BL/6 background mice. (B) qPCR of
Tregs shows significantly increased Foxp3 gene expression in ACTH-treated group compared to
untreated control group from CD28KO mice, but no significant difference is seen with WT mice.
No significant difference in gene expression levels of Nfatc2, Apl, E2a, and Crel between
untreated control and ACTH-treated group from WT and CD28KO mice was seen. (C) Flow
cytometric analysis reveals that ACTH induced a higher CD25 expression (by mean fluorescence
intensity (MFI)) than no treatment (control) in a Treg induction assay, using splenocytes from WT
and CD28KO mice. Experiments were performed independently in triplicate. (D) Luminex assay
revealed no significant difference in IL-2 concentration between WT and CD28KO mice following
ACTH treatment. (E) Flow cytometric analysis of T cells from WT spleen shows no difference of
percentage in Teff cells following either treatment with ACTH or no treatment (Control). (F) Flow
cytometric analysis of T cells collected from WT spleen shows no significant difference in the
percentages of nature Tregs (nTregs) between the ACTH-treated group and the untreated control
group. (G) Flow cytometric analysis of T cells collected from WT spleen shows significantly
higher percentage of induced Tregs (iTregs) in ACTH-treated group than untreated control group.
(H) Flow cytometric analysis of Tregs collected from WT spleen shows no significant difference
in the percentages of Ki-67, Caspase 3, PD-1, TIM-3, LAG-3 and CTLA-4 between the ACTH-
treated group and untreated control group. Data presented as the mean +£ SEM, *p<0.05, ** p<0.01,

5% 50,001,
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Supplemental Figure 2. (A) Survival curve demonstrates no significant difference in heart allograft
survival between C57BL/6 recipients of BALB/c hearts that received ACTH (n=4 mice/group,
MST=7.5 days) versus untreated allograft recipients (control; n= 6 mice/group, MST=7 days). (B)
Flow cytometric analysis of LNs collected from CD28KO recipients at Day 7 shows no difference
in percentages of Tregs and Treg/Teff ratio (CD4"CD25"Foxp3*/ CD44"CD62L") between the
ACTH-treated group and untreated control group. (C) Flow cytometric analysis of spleens
collected from CD28KO recipients at day 7 shows no significant difference in Tregs but
significantly higher Treg/Teff ratio in the ACTH-treated group than the untreated control group.

n=3 mice/group) Data presented as the mean = SEM, ** p<0.01.
group p p
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Supplemental Figure 3. (A) Semi-quantitative analysis by MFI of florescence micrographs of heart

allograft sections revealed fewer CD3" T cells and CD11b" cells, but more Foxp3™ Tregs in group

treated with CTLA-4-Ig + ACTH in comparison to group treated with CTLA-4-Ig alone (n=3
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allograft/group) (B) qPCR of heart allografts showed significantly higher expression of Foxp3 and
Ccr2 genes in CTLA-4-Ig + ACTH group, as compared to group treated with CTLA-4-Ig alone.
No significant difference in gene expression of 1110, Ifng, Tnfa and Il17 was observed (n=4
mice/group). (C) Flow cytometric analysis of LNs collected from C57BL/6 recipients at Day 28
showed no difference in the percentages of Tregs and the Treg/Teff ratio between the CTLA-4-Ig
group and CTLA-4-Ig + ACTH group. (D) Flow cytometric analysis of spleens collected from
C57BL/6 recipients at Day 28 showed no difference in the percentages of Tregs, but significantly
higher Treg/Teff ratio was observed in the CTLA-4-Ig + ACTH group in comparison to CTLA-4-

Ig group (n=3 mice/group). Data presented as mean + SEM, * p<0.05, ** P<0.01.
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Supplemental Figure 4. (A) Flow cytometric analysis of LNs collected from C57BL/6 recipients
at 4 weeks shows no significant difference in the percentages of Tregs between ACTH-treated

group and untreated control group. (B) Flow cytometric analysis of spleens collected from



83  C57BL/6 recipients at 4 weeks shows no significant difference in the percentages of Tregs and
84  CD4'IL-17" cells between the ACTH-treated group and the untreated control group. (n=4

85  mice/group) Data presented as the mean + SEM.



