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Supplementary Methods 

CCL5 and CCL1 binding to galectin-3-beads 

Purified recombinant human glycosylated CCL5 (Origene; TP303799) was produced by HEK 

cells. Professor J. Van Snick (Ludwig Institute for Cancer Research, Brussels) kindly 

provided purified recombinant human glycosylated CCL1. The binding was performed as 

previously described for IFNg. CCL5 in the solution was measured by Bioplex (Biorad). 

CCL1 was measured using a cell-reporter system (described in J. van Snick et al. 1996 J 

Immunol). 

CXCL10 and PD-L1 mRNA induction in vitro 

Tumor cells were seeded in P6 wells. Three days later, confluent cells were treated for 4 h 

with 50 ng ml-1 IFNg, 5 mM LacNAc, and/or 5 µg ml-1 neutralizing anti-human IFNgR1 

mouse IgG1 antibody (GIR-208 clone; R&D MAB6732). Cells were lysed and RNA was 

extracted as explained in the main experimental methods. 

Reverse transcription and Real Time PCR 

RNA amount, purity and integrity were measured by spectrophotometry (Nanodrop 2000) and 

by the 2100 Bioanalyzer (Agilent Technologies). RIN values for the in vitro and in vivo 

samples were 9-10 whereas the RIN values for the ex vivo samples were 6.5-9. Genomic 

DNA amplification, PCR efficiency and no template controls were checked for all the oligos-

probe sets, following MIQE guidelines (Bustin et al., 2009). Reverse transcription was 

performed with 2 µg of total RNA with PrimeScript RT Reagent Kit (Takara; RR037A) and 

no random 6 mers were added. RT-PCR reactions were performed in technical triplicates. All 

samples were analyzed using several reference genes getting similar results. HPRT-1 was the 

most reproducible reference gene for the tumor samples. Human/murine b-Actin was selected 

as a reference gene for analyzing the hCD3e/hCD8a content in tumor and spleen samples. 

Noteworthy, HPRT-1 oligos-probe were only amplifying human cDNA and not murine 

cDNA. RT-PCR data were analyzed manually using the comparative method. 
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Supplementary Table 1. Oligos and probes used for RT-PCR analysis. 

Target Amplicon 
length 

Oligos and probe for RT-PCR 
(sense/antisense/probe written 5' to 3') 

ACTB 
(murine/human) 

CTC TGG CTC CTA GCA CCA TGA AG 
GCT GGA AGG TGG ACA GTG AG 
ATC GGT GGC TCC ATC CTG GC 

CD3E 159 TGA GGG CAA GAG TGT GTG AG (exon 6-7) 
CCG CTC CTC GTG TCA CAG (exon 7) 
CAC CGA CAT CAC ATC CAT CTC CAT GCA G 

CD8A 60 CCT GAG CAA CTC CAT CAT GT (exon 2) 
GGC TTC GCT GGC AGG A (exon 3) 
CTT CAG CCA CTT CGT GCC GGT  

CXCL9 60 Hs00171065_m1 (Life Technologies) 
CXCL10 74 Hs04421396-g1 (Life Technologies) 
HPRT-1 100 Hs99999909_m1 (Life Technologies) 
LGALS3 64 Hs00173587_m1 (Life Technologies) 
PD-L1 79 GGA GAT TAG ATC CTG AGG AAA ACC A 

CTT TCA TTT GGA GGA TGT GCC 
AGC TGA ATT GGT CAT CCC AGA ACT ACC TC 

TBP1 91 Hs00427620_m1 (Life Technologies) 
All probes were coupled to FAM-TAMRA, except the ones from Life Technologies that were 
coupled to FAM-MGB 
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