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Supplementary Figure 1: Gating strategy for lymphocyte and monocyte populations selection from patients’ PBMCs.
Representative dot plots of cryopreserved PBMC analyzed by flow cytometry. Selection of lymphocyte populations: (A) CD4" T-cells:
CD45/CD3*/CD4"; (B) CD8" T-cells: CD3*/CD8", B-cells: CD3/CD19" and (C) NK-cells: CD45"/CD167/CD56". (D) Selection of

monocyte population: CD45"/CD14*.
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Supplementary Figure 2: CLEC2D surface expression on PBMC from advanced melanoma patients. Cryopreserved
PBMCs, obtained from healthy donors (HD; n = 3—4), immunological responder (n = 4-6) and immunological non-responder patients
(n = 3-06), at the beginning (pre-tx) and at the end (post-tx) of the TRIMEL-loaded DCs immunization protocol, were analyzed for the
CLEC2D surface expression by flow cytometry. Each data point represents one patient’s sample. MFI: mean of fluorescence intensity. CD4*
T cells: CD45*/CD3*/CD4*; CD8" T-cells: CD3"/CD8*; B-cells: CD3/CD19"; NK-cells: CD45"/CD16*/CD56" and monocyte population:
CD45*/CD14". tx, treatment. Mann—Whitney test; “p < 0.05.

Supplementary Table 1: Collected samples from TRIMEL-loaded DCs treated melanoma patients for gene expression

analysis
Patient code  Leukapheresis Vacc;rjztion vacczill::tion Vacc?;zgtion Vacc‘i‘rtllzlltion evglrlral;]ion re]s)];l;)l:llse
MTO079 \ \ \ -
MTO080 \ N +
MTO083 \ \ \ \ \ \ -
MTO084 S \ \ \ +
MT087 \ \ \ NT
MTO089 \ \ \ NT
MT091 \ \ \ \ N +
MT093 S \ S \ \ v +
MT094 \ \ \ \ NT
MT096 \ \ v +
MTO098 \ \ NT
MT101 \ S \ \ \ -

Abbreviation: NT, Not Tested.



Supplementary Table 2: Genes differentially expressed in TRIMEL-loaded DCs treated melanoma patient groups. See
Supplementary Table 2

Supplementary Table 3: Predicted functional partners proteins. See Supplementary Table 3

Supplementary Table 4: qRT-PCR primers

Gen ID (NCBI) Sequence (5'—3’) Orientation
CLEC2D 29121 CAGAGAACAAGG CCAACCAT forward
CTG GCACCTTTG TCATTC AA reverse
CSNKI1A1 1452 TTT GAG GAA GCC CCA GATTA forward
TGC TGT GCT GCT TTC TGC reverse
CXCR4 7852 ACC GCATCT GGA GAACCA forward
ATA GTC CCCTGAGCC CATTT reverse
FCGR2A 2212 CTG TGA AGG CTG CCC AAT forward
GCC GTCAGC TGT TTC ATA GTC reverse
MS4A7 58475 CTT CAC TGT GCT GGA GCT CTT forward
GAC TGG GTC GAG GAA AAT GA reverse
RPL27 6155 CAT TGA TGA TGG CAC CTC AG forward
CTT GGC GAT CTT CTT CTT GC reverse

Abbreviations: ID, Identification number; NCBI, National Center for Biotechnology Information.

Supplementary Table 5: ROC curve analysis assessed by microarray time-course data. See Supplementary Table 5
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