Supplementary Figure 1. Representative plot of Treg cells from PB-HD and PB-HCC, PT-HCC and TT-HCC patient

PT-HCC #17 PB-HCC #17 HD#13

TT-HCC #17

CD25

on CD4* T cells

0,38%

1,33%

6,07%

FoxP3

on CD25* Foxp3* T cells

0,08% = 0,35% = 0,04% 0,04% = 0,05%
10° 102 10 10t 0¥ 102 10 10 10® 102 10 10 10® 102 10 ot s
0,49%| ‘& 1,11% = 1,05% 0,71%| ‘& 1,19%
- -
10% 107 10+ 108 102 107 10t 0% 10? 107 10+ 0% 102 107 10* 108 10? e 10° 103
420%| = 4359 4,299 a6a% E 3,10%
102 107 10* 103 10 10 10* 108 102 103 10* 103 102 e 1 10 10# 103 10 108
= 6,26% = 2,54% 500% & 4,00%
. - -
10% 107 1wt 108 102 10? 0 10 107 109 10t 109 107 107 10t 103 102 10? ot 105
>
CTLA-4 CXCR4 PD-1 ICOS ENTPD1



Supplementary Figure 2. Representative plot of Treg cells from PB-HD and PB-CRLM, PT-CRLM and TT-CRLM patient
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Supplementary Figure 3. Representative plot of Naive, Activated and Not suppressive Treg cells from HCC and CRLM
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Supplementary Figure 4. Dose escalation functional assay of Tregs suppressive activity in PB of HD subjects, HCC and CRLM patients.
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Supplementary Figure 5. Representative functional analysis of Tregs suppressive activity in PB/PT/TT of HCC and CRLM patients.
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Supplementary Figure 6. IL-35 secretion by Tregs and Teffs of PB-HD, -HCC and —CRLM
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Supplementary Figure 7. Proliferation and IFN-y secretion in Teffs of HCC and CRLM
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Supplementary Figure 8. Ki67 frequence of positive cells in coculture of tumor cells and PBMC from HCC and CRLM patients
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Supplementary Figure 9. Higher percentage of PT-TT-Tregs and MDSCs in HCC tumors
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Supplementary Figure 10. Effect of CXCR4 inhibition in PB-HCC/CRLM derived Tregs
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