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Supplementary Figure 1: Twelve-color analysis of the immune cell populations 

in freshly resected tumors.  

Gating strategy for the identification of lymphocyte populations (A) and T cell subsets 

(B) (n=54 fresh tumors). Starting from the upper left, arrows indicate directionality of 

subgates. Markers are indicated to the left and bottom of each polychromatic dot 

plot. Identified populations are written in red. 
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Supplementary Figure 2: Determination of the optimal cut-off value for the 

discrimination between high and low densities of DC-Lamp, CD8S and CD8T 

markers. 

Log-rank P values for the duration of OS according to DC-Lamp+ (A), CD8S (B), and 

CD8T (C) cell density. The grey dashed line indicates the limit of significativity 

(P=0.05). The black dashed bar indicates the selected cut-off value that we used to 

discriminate high and low density groups. Optimal cut-off values are 1964, 383 and 

114 cells per mm² for DC-Lamp+, CD8S and CD8T cells, respectively. 
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Supplementary Figure 3: Selective presence of CD62L+ T cells in TLS. 

CD62L+ (red) CD3+ (green) T cells were exclusively detected in TLS (top line), as 

they were never detected elsewhere in the stroma or in the tumor nests (bottom 

line). DAPI staining (blue) is shown in the merge. Original magnification: x400. 
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Supplementary Figure 4: CD62L- T cells represent the main T cell population in 

human lung tumors. 

Flow cytometry analysis of CD62L- and CD62L+ T cell subsets in 54 fresh lung 

tumors. (A) The mean (SD) percentage of CD62L+ (white bars) and CD62L- (black 

bars) CD4+ or CD8+ T cells among total mononuclear cells is shown. (B) dot-plot 

representation of (A). ***, P < 0.001. (A) Mann–Whitney U test. (B) Correlations were 

performed using the Spearman test. Abbreviation: NA, not applicable. 

 

 



 

5 

 

Supplementary Figure 5: Gene expression levels related to immune 

populations, TLS, Th-orientation, cytotoxicity, T-cell activation, immuno-

suppression, inflammation and angiogenesis according to the high and low 

density of mature DC. 

Gene expression levels were assessed by qRT-PCR and determined using threshold 

cycle (Ct) values normalized (ΔCt) to the actin housekeeping gene (n=28 frozen lung 

tumor samples). Box plot representation of ΔCt values for genes related to immune 

populations (A), TLS (B), Th1 (C) and Th2 orientation (D), cytotoxicity (E), T-cell 

activation (F), immuno-suppression (G), inflammation (H) and angiogenesis (I) in 

DC-LampHi (grey box) versus DC-LampLo (white box) groups. Density of mature DC 

was evaluated by immunohistochemistry. A statistical comparison of gene 

expression levels between DC-LampHi versus DC-LampLo patient groups was 

performed using Mann-Whitney test. 
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Supplementary Figure 6: Expression on tumor-infiltrating T cells of molecules 

involved in cytotoxicity, activation, and Th1 orientation. 

Flow cytometry analysis of gated CD3+ T cells from fresh tumors. Detection of IFN-γ 

was done after ex vivo stimulation of total mononuclear cells from the tumor. Dot-plot 

representation. 

 

 



 

7 

 

Supplementary Figure 7: Coordination of gene expression levels related to 

immune populations, TLS, Th-orientation, cytotoxicity, T-cell activation, 

immuno-suppression, inflammation and angiogenesis according to the high 

density of mature DC. 

Gene expression levels were assessed by quantitative polymerase chain reaction 

and determined using threshold cycle (Ct) values normalized (dCt) to the actin 

housekeeping gene (n=28 frozen lung tumor samples). A correlation matrix was 

constructed with the same genes. Density of mature DC was evaluated by 

immunohistochemistry. Each square represents in (A) a Spearman correlation 

coefficient (blue for negative correlation and red for positive correlation) and in (B), 

its corresponding P value (from white to red color: from statistically significant to non-

significant P value). 
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Supplementary Figure 8: Characterization of immune cells in and out TLS. 

Immunotainings on paraffin-embedded tumor samples. Lower magnification of Fig. 3. 

CD8+ cells were counted selectively in the stroma (A) and pan-cytokeratins+ tumor 

nests (B, blue cells stained with AE1/AE3 antibodies). TLS are detected by 

immunohistochemistry in NSCLC counterstained with hematoxylin and eosin (C). 

TLS are composed by a T-cell rich areas which comprised (D) DC-Lamp+ DC (red) in 

contact with CD3+ T cells (blue). (E) CD20+ B-cell follicles (red) are surrounded by 

PNAd+ HEV (blue). (F) The CD3+ T-cell zone (blue) is adjacent to CD20+ B-cell 

follicles (red). Original magnifications: (A, B), x50; (D, E), x100; (C, F), x40. 

Abbreviation: HES, hematoxylin and eosin. 



 

9 

 

Supplementary Table 1: Baseline characteristics of the NSCLC fresh tumors 

enrolled in the prospective study. 

All parameters were evaluated among 54 fresh tumors enrolled in the prospective 

study. Pathologic staging of lung cancer was determined according to the new TNM 

staging classification 200930, and histological types were determined according to 

the classification of the WHO31. Abbreviations: ADC, adenocarcinoma ; SCC, 

squamous cell carcinoma ; ND, not done ; pT, pathologic T stage ; pN, pathologic N 

stage ; pTNM, pathologic TNM stage. 
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Supplementary Table 2: Baseline characteristics of the NSCLC frozen tumors 

enrolled in the prospective study. 

All parameters were evaluated among 28 frozen tumors enrolled in the prospective 

study. Pathologic staging of lung cancer was determined according to the new TNM 

staging classification 200930, and histological types were determined according to 

the classification of the WHO31. Abbreviations: ADC, adenocarcinoma ; SCC, 

squamous cell carcinoma ; ND, not done ; pT, pathologic T stage ; pN, pathologic N 

stage ; pTNM, pathologic TNM stage. 
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Supplementary Table 3: Antibodies used in the study. 

Antigen retrieval buffers: pH6: 10mM citrate buffer; pH8: 0.1mM EDTA buffer; TRS: 

Target Retrieval Solution (Dako Cytomation). Abbreviations: FC, flow cytometry ; 

IHC, immunohistochemistry ; NA, not applicable ; UC, uncoupled. 
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Supplementary Table 4: Comparison of different methods used for the 

stratification of patients according to the density of mature DC, stromal CD8+ T 

cells or tumor nest CD8+ T cells. 

P values corresponding to the minimum P value, first, second and third quartile, and 

median on 376 all stage NSCLC patients.*P values were evaluated using the Log-

rank test and corrected by the formula proposed by Altman et al.32. 
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Supplementary Table 5: Gene expression on tumors stratified according to the 

high/low density of DC-Lamp+ mature DC. 

Quantification of gene expression levels related to immune populations, TLS, Th-

orientation, cytotoxicity, T-cell activation, immuno-suppression, inflammation and 

angiogenesis on total tumor (n=28 frozen lung tumor samples) by qRT-PCR. Gene 

expression was determined using threshold cycle (Ct) values normalized (ΔCt) to the 

actin, GAPDH, or 18S housekeeping genes. Density of mature DC was evaluated by 

immunohistochemistry. A statistical comparison of gene expression levels between 

DC-LampHi versus DC-LampLo patient groups was performed using Mann-Whitney 

test. Abbreviation : NA, not applicable. 
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Supplementary Table 6: Clinical characteristic of NSCLC patients with DC-

Lamp High versus DC-Lamp Low tumors.  

All parameters were evaluated among 376 NSCLC patients. Pathologic staging of 

lung cancer was determined according to the new TNM staging classification 200930, 

and histological types were determined according to the classification of the WHO31. 

P values were determined using the Fisher’s and the Bonferroni-Dunn exact tests. 

Abbreviations: ADC, adenocarcinoma ; SCC, squamous cell carcinoma ; ND, not 

done ; pT, pathologic T stage ; pN, pathologic N stage ; pTNM, pathologic TNM 

stage. 
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Supplementary Table 7: Multivariate Cox proportional hazards analysis for 

overall survival in NSCLC patients. 

All parameters were evaluated among 341 NSCLC patients. Patients were stratified 

into 2 groups according to the high/low density of mature DC (DC-LampHiand DC-

LampLo). All categorical variables were transformed into discrete numeric variables 

before they were added into the Cox model. PHA test P<0.05 violates the 

proportional hazards assumption. Abbreviations: OS, overall survival; HR, hazard 

ratio; PHA, proportional hazards assumption. 

 

 


