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Supplementary Figure Legends

Supplementary Figure 1. Representative plot of (A) CD4+CD25hiFoxp3+ T cells/ total lymphocytes and (B) functional markers (CTLA-4, CXCR4, PD-1, ICOS and ENTPD1) from   PB-HD and PB-HCC, PT-HCC and TT-HCC patient.

Supplementary Figure 2. Representative plot of (A) CD4+CD25hiFoxp3+ T cells/ total lymphocytes  and (B) functional markers (CTLA-4, CXCR4, PD-1, ICOS and ENTPD1) from one PB-HD and one PB-CRLM, PT-CRLM and TT-CRLM patient.

Supplementary Figure 3. (A-B) Representative plot of Naïve CD25hiFOXP3lowCD45RA+, Activated CD25hiFOXP3hiCD45RA- and Not suppressive CD25hiFOXP3lowCD45RA- Tregs cells from one PB-HD and one PB-PT-TT-HCC/CRLM patient.
Supplementary Figure 4. Tregs suppressive activity in PB of HD subjects, HCC and CRLM patients. Functional characterization of Tregs from 4 HCC, 4 CRLM patients and 5 HD by CFSE dose escalation suppression assay (HCC vs CRLM from 1:0.062 to 1: 0.007 Teff: Tregs ratio, P<0,01 and P<0,001).
Supplementary Figure 5. Tregs suppressive activity in PB/PT/TT from one HCC and one CRLM patients.
Supplementary Figure 6. (A) PB-derived Tregs-secreted IL-35 from 5 HCC, 8 CRLM patients and 3 HD by ELISA. (B) IL-35 secretion from Teffs of PB-HD, -HCC and -CRLM. (C) PT- and TT- derived Tregs-secreted IL-35 in supernatant of CFSE suppression assay from 3 HCC and 5 CRLM (HCC: TT vs PT, P<0.01; TT vs PB, P<0.05); (CRLM: TT vs PT, P<0.05; TT vs PB, P<0.05).
Supplementary Figure 7. (A) Functional characterization of PB-derived Tregs pretreated for 30’ at 37°C in 5% CO2 with AMD3100 (10 μM) or with anti-PD1 (20 μg/mL)  (positive control of Tregs function inhibition) and then added at 1:1 ratio to Teffs for 5 days (HCC: 1:1 vs 1:1+AMD3100, P<0,05; 1:1 vs 1:1+anti-PD, P<0,05); (CRLM: 1:1 vs 1:1+AMD3100: P<0,05; 1:1 vs 1:1+anti-PD, P<0,05). (B) CFSE suppression assay in presence of CXCR4 antagonists in one HCC and one CRLM patients. (C) IL-35 concentration (pg/ml) in supernatant of CFSE assay from Tregs pretreated with AMD3100 (10 μM) or  with  anti-PD1 (20 μg/mL)  in 3 HCC and 3 CRLM patients. (D) Detection of FOXP3 mRNA expression w/o Pep R29 in Huh7 cell line (Tregs vs Tregs+Pep R29, P<0,05, n=3), PB-HCC (Tregs vs Tregs+Pep R29, P<0,01, n=3) and PB-CRLM (Tregs vs Tregs+Pep R29, P<0,01, n=3). B2M, normalization of target gene expression.
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