
 



Fig. S1. Characterization of Axl and MerTK expression on tumor and myeloid cells. (A) Flow cytometry 

plots displaying levels of Axl expression on MC38, B16F0-cOva and Py8119-cOva cell lines. (B) Heatmap 

displaying canonical cell type markers used to annotate immune cell clusters. (C) Displaying 

immunophenotyping markers for cDC1, cDC2, and cDC3 subpopulations. (D and E) UMAP and TSNE 

projections showing MerTK expression levels in both WT and Axl KO mice across MC38 (D) and B16F0-cOva 

(E) tumor models respectively. (F and G) Kaplan-Meier curve illustrating the overall survival of melanoma (F) 

and pancreatic ductal adenocarcinoma (H) cancer patients stratified by low or high expression of Axl. P values 

were calculated by a log-rank Mantel-Cox test. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



                                                                   



Fig. S2. Impact of Axl loss on macrophage and natural killer cells.  (A and B) Volcano plot showing 

differentially expressed genes in intratumoral macrophages from WT or Axl-/- mice with MC38 (A) or B16F0-

cOva (B) tumors (n=9193, 2759 cells respectively). (C) Plot illustrating the top gene sets enriched in 

intratumoral macrophages from WT or Axl-/- mice with B16F0-cOva tumors. Wikipathway = WP, Biological 

Process = BP, Reactome = R. (D) Violin plots comparing expression levels of activation markers on NK cells 

from WT and Axl KO mice in both MC38 and B16F0-cOva tumors.  

 

 

 

 

 

 

 

 

 

 



 

Fig. S3 (A) Flow cytometry gating strategy used to identify splenic myeloid cell populations found in mouse 

spleens. 



  



Fig. S4 Gating strategy and proportion of DC activation relative to UV treatment. (A) Flow cytometry 

plots showing apoptotic progression in B16F0-cOva cells following radiation treatment. (B) Flow cytometry 

gating strategy for identifying dendritic cells that have up taken tumor cell debris. (C) Graphs quantifying 

expression of activation markers presented as means +/- SEM on cDC1 cells. Here, “+ fed” and “– fed+ denote 

cDC1 cells that were positive or negative for CFSE fluorescence, indicating the uptake or absence of tumor cell 

debris, respectively. Each group consists of 6 technical replicates, significance was determined by one-way 

ANOVA followed by Tukey post hoc adjustment *P <0.05, **P <0.001.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 



Fig. S5 cDC1 and cDC2 maturation marker expression in WT and Axl KO mice. (A) Representative flow 

cytometry plots of MHC-II, CD80, PD-L1, CCR7, and IFNAR1 on WT and Axl KO cDC1 (top two rows) and 

cDC2 (bottom two rows) cultured alone, with live tumor cells, or with UV-irradiated tumor cells. Gated 

numbers indicate the percentage of marker-positive cells. (B) Representative flow cytometry plots of CD40, 

CD80, CCR7, and PD-L1 on fed (CFSE⁺, debris-engulfing) WT and Axl KO cDC1 cultured with live or UV-

irradiated tumor cells. (C) Quantification of tumor cell uptake (% CFSE⁺), MHC-II expression (median 

fluorescence intensity), and the frequency of CD80⁺, PD-L1⁺, CCR7⁺, and IFNAR1⁺ cells among cDC1 (top) 

and cDC2 (bottom) from WT (Axl ⁺) and Axl KO (Axl ⁻) mice cultured alone (DC Only), with live tumor cells 

(UV −), or with UV-irradiated tumor cells (UV +). Each symbol represents an individual biological replicate; 

bars show mean ± SEM. Statistical significance was determined by one-way ANOVA with Tukey's multiple-

comparisons test; ns, not significant; P < 0.05, **P < 0.001. 



 

Fig. S6 Sorting of cells for adoptive transfer. (A) Flow cytometry plots depicting the flow sorting strategy for 

splenic DC1 and DC2 cells. (B) Flow cytometry plots illustrating OTI CD8+ T cell pre-gating strategy. (C) 

Flow cytometry plots depicting cell purity post DC1 bead sorting.    


