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Legends to supplementary Figures 
 

Figure S1: Validation of CCRF-CEM as a good model to analyze CCL22 functionality 
(A) CCR4 expression on CCRF-CEM cell line, (B) migration of CCRF-CEM cells in 
response to a dose response of rhCCL22 (2 to 10ng/ml) in a transwell system in the presence 
or the absence of anti CCL22 antibody, (C) CCRF-CEM cells migration in response to 
rhCCL22 (2.5ng/ml) or 48h culture supernatants (SN) from of MCF-7, PBMC or [MCF-
7/PBMC].This migration was done in presence or absence of  anti CCL22, ctrl Ab or anti 
CXCL12 Ab (10µg/ml). 
 

Figure S2: Within PBMC, mDC are responsible for CCL22 production that is strongly 
reduced in the presence of rhIFNγ 
106 PBMC or fractions depleted in myeloid cells (CD33-) (106), in CD14 (CD14-) (9x105), in 
mDC (mDC-)(106), in NK cells (NK-) (9x105) or in T cells (Tcells-) (5x105) were cultured in 
presence of  rhIFNγ (100 ng/ml) during 48h for CCL22 production analysis by ELISA. 
 

Figure S3: IL-1β, TNFα and IFNγ are secreted within co-culture [PBMC-tumor cells] 
supernatants 
106 PBMC were cultured alone or in presence of 105 tumor cells (MCF-7 or CLB-SAV) with 
or without rhIFNγ (100ng/ml). CCL22, TNFα, IL-1β and IFNγ concentration were then 
quantified by ELISA after 48h of culture.   
 
Figure S4: Impact of a cross-range of cytokines (IL-1β/IFNγ, or TNFα/IFNγ) on the 
production of CCL22 by tumor cells 
CCL22 production after 48h culture of tumor cells (105)(A,C : MDA-MB453, B,D : MCF-7)  
in the presence of cytokines IL-1β (0.01 to 1ng/ml) or TNFα (0.1 to 100ng/ml) and IFNγ  (0,1 
to 100ng/ml with TNFα or 1 to 1000ng/ml with IL-1β) in cross range.  
 

Figure S5: Impact of cytokines on the expression of cytokines receptors and validation 
of cytokines inhibitors 
(A) Validation of the inhibitory effect of anti TNFα (10µg/ml) and IL-1RA (100ng/ml) to 
block respectively the CCL22 secretion induced by rhIL-1β (100pg/ml) and 
rhTNFα (10ng/ml). (B) Expression of IFNγR1 (CD119) and IL-1R1(CD121) was analysed by 
flow cytometry on MCF-7 cells after 24h culture in the presence of rhIFNγ (10ng/ml), rhIL-
1β (100pg/ml) or TNFα (10ng/ml) or their combination 
 

Figure S6: CCL22 production induced by the combination of monocytes and K562-
activated NK cells is IFNγ dependent 
Purified monocytes (105), NK cells+K562 cells (1:1) (105 each) or their combination were 
added on 24h medium pretreated breast tumor cells (MCF-7, MDA-MB453)(105) in the 
presence of Ctrl Ab or anti IFNγR blocking Ab (10µg/ml) and CCL22 secretion was analysed 
after 48h culture period. 
 

Figure S7: Expression of HLA-Class I, CD54 and MICA on tumor cells after activation 
with IFNγ or TNFα 
Breast tumor cell lines (MCF-7, MDA-MB453, CLB-SAV and SKBR3) (105) were cultured 
for 24h in medium, rhIFNγ (100ng/ml) or rhTNFα (10ng/ml). Membrane expression of MHC 
Class I, CD54 and MICA was analysed by flow cytometry after staining with commercial 
antibodies PE labelled. Results were presented as overlaid histograms (----- Ctrl Ab,   . 
medium culture,      rhIFNγ culture, - -  rhTNFα culture). 
 


