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Supplementary Figure Legends 

 

Supplementary Fig. S1. Effect of mammary gland pre-irradiation on primary tumor 

growth and liver metastases. A, Growth curves of 4T1 tumors injected in non-

irradiated (0 Gy) or pre-irradiated (20 Gy) mammary tissues assessed by volume 

measurement. Results are expressed as mean values ± SEM. n ≥ 5 mice per group. B, 

Quantification of mice showing colonization of the liver (Liver+) by 4T1 tumor cells 

injected in non-irradiated (0 Gy) or pre-irradiated (20 Gy) mammary glands. Results are 

expressed as percentage of metastasis-positive livers/total animals. n ≥ 5 mice per 

group.  

 

Supplementary Fig. S2. Recruitment of CD11b+ subpopulations and F4/80 cells to 

primary tumors and effect of Clodrolip treatment on their recruitment, tumor 

microvascular density, tumor growth and lung metastasis. A, Quantification by flow 

cytometry analysis of CD11b+ subpopulations recruitment in tumors growing in non-

irradiated (0 Gy) or pre-irradiated (20 Gy) mammary glands. Left panel, CD11b+F4/80+; 

right panel, CD11b+Gr1+. Analyses were performed at 15 days after tumor injection. 

Results represent mean values ± SEM. p values were determined by two-tailed 

Student’s t test. n ≥ 5 mice per group. B, Primary tumor growth determined by volume 

measurement of 4T1 tumors injected in non-irradiated (0 Gy) or pre-irradiated (20 Gy) 

mammary tissues in vehicle-treated or Clodrolip-treated mice. Black arrows indicate 

days of treatment. Results are expressed as mean values ± SEM. n ≥ 5 mice per group. 

C, Clodrolip treatment inhibited the accumulation of F4/80+ cells and decreased tumor 

microvascular density (MVD). In particular it further diminished MVD of tumors growing 

in pre-irradiated beds. Results represent mean values ± SEM. P values were 

determined by ANOVA test. MVD was determined by the Chalkey method. D, 
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Representative immunohistochemistry sections of tumors of experiment of panel (C) 

double-stained for CD31 (red, MVD) and F4/80 (scale bar: 100 μm). E, Representative 

sections of lungs of mice of experiment of panel (C) (scale bar: 1 mm). Quantitative 

results are shown in Fig. 2E. *p < 0.05, **p < 0.01 and **p < 0.001. 

 

Supplementary Fig. S3. Effect of hypoxia on the expression of KitL and other 

factors. A, Relative expression levels of mRNA of inflammatory cytokines measured by 

real-time RT-PCR in 4T1 cells cultured under normoxic (21% O2) vs. hypoxic (0.1% O2, 

24 hours) conditions. B, Relative expression levels of KitL and VEGF-A (as control for 

HIF1 induced gene) measured by real-time RT-PCR in 4T1 cells cultured under 

normoxic (21% O2) vs. hypoxic (0.1% O2 during 24 hours) conditions in the presence of 

the HIF1 inhibitor NSC-134754 (1µM) or vehicle only (DMSO). C, Relative expression of 

KitL measured by real-time RT-PCR in both HIF-competent (HEPA1-C1C7) and HIF-

deficient (HEPA1-C4) cell lines cultured under normoxic (21% O2) vs. hypoxic (0.1% O2 

during 24 hours) conditions. Results represent mean values ± SEM. *p < 0.05, **p < 

0.01 and ***p < 0.001, determined by two-tailed Student’s t test. ns, non significant (p > 

0.05). n ≥ 5 mice per group. 

 

Supplementary Fig. S4. KitL expression and KitL silencing in 4T1 tumors. A, 

Relative expression of KitL mRNA measured by real-time RT-PCR in 4T1 tumors 

injected in non-irradiated (0 Gy) or pre-irradiated (20 Gy) mammary glands. B, 

Quantification of KitL protein in non-irradiated (0 Gy) or irradiated (20 Gy) mammary 

glands without tumor injection. C, Relative expression of CXCL12 mRNA measured by 

real-time RT-PCR in 4T1 tumors injected in non-irradiated (0 Gy) or pre-irradiated (20 

Gy) mammary glands. D, Relative expression of KitL mRNA measured by real-time RT-

PCR in parental 4T1 cells (PA-4T1) and 4T1 cells with silenced KitL expression (4T1-
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KITLKD_72, 4T1-KITLKD_73) or non-silencing control (4T1-NS). E, KitL-silencing (KitL-

KD) reduced KitL protein production by 4T1 cells. NS, non-silenced; PA, parental cells. 

F, In vitro growth curve of 4T1 cells with KitL silencing (4T1-KITLKD), non-silencing 

control (4T1-NS) and parental cells (PA-4T1). G, In vivo growth of KitL-silenced (4T1-

KITL_KD) and non-silenced controls (4T1-NS) tumors injected in non-irradiated (0 Gy) 

or pre-irradiated (20 Gy) mammary glands. Results in panels A, B, C, D, and F 

represent mean values ± SEM. ***p < 0.001. ns, non significant. n ≥ 5 per group. 

 

Supplementary Fig. S5. Analysis of c-Kit expressing cells. A, Dot plot 

representations of flow cytometry analysis of c-Kit expression on CD45+ and CD45- cells 

extracted from 4T1 tumors, on total bone marrow cells and on blood-circulating cells in 

mice bearing 4T1 tumors implanted in pre-irradiated mammary glands. CD31 and 

CD123 were used as endothelial cell and mast cell markers, respectively. B, Dot plot 

representations of flow cytometry analysis of CD11b and F4/80, CCR5, Gr1, Flt1, 

CXCR4, CD123 and Sca1 expression on blood circulating c-Kit+ cells from the same 

mice as in panel (A). The background threshold for each specific staining was 

determined using the appropriate isotype-matched control antibody. C, Giemsa staining 

of FACS-sorted c-Kit+ circulating cells and total PBMC (scale bar: 10 μm). Sorted cells 

have immature myeolomonocytic morphology. D, Representative images of 

hematopoietic colonies formed in Methocell culture medium by bone marrow derived 

(upper panel) and blood-derived (lower panel) FACS-sorted c-Kit+ cells (scale bar: 300 

μm). Blood- derived c-Kit+ cells did not form colonies.  

 

Supplementary Fig. S6. Multiparametric flow cytometry analysis of c-Kit+ myeloid 

cells. A, Peripheral blood cells of pre-irradiated 4T1-tumor bearing mice, were stained 
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for CD45, CD11b, c-Kit, Ly6C and Ly6C expression. CD45+CD11b+c-Kit+ cells were 

Ly6Ghigh and Ly6Clow. B, The same peripheral blood cell population as in panel (A) was 

stained for CD45, CD11b, c-Kit expression. CD45+ c-Kit+ cells were CD11c negative. C, 

Single cell suspensions of 4T1-tumors grown in pre-irradiated ice were stained for 

CD11b, Ly6C and Ly6C expression. Tumor-infiltrating CD11b+ cells were mostly 

Ly6Ghigh and Ly6Clow. Numbers in the quadrant give the fraction (%) of cells in the 

quadrant. DAPI exclusion was used to select for viable cells. Representative results out 

of 3 experiments. 

 

Supplementary Fig. S7. Detection, depletion and inhibition of c-Kit-expressing 

cells. A, Histogram of cell surface c-Kit expression on PBMCs measured by flow 

cytometry before (total PBMCs) and after (c-Kit+ cell-depleted PBMCs) depletion of c-

Kit+ cells by immune-magnetic beads. B, Growth curves of 4T1 tumors developing in 

non-irradiated mice injected intravenously with vehicle only (Control), total PBMCs or c-

Kit+ cell-depleted PBMCs. Black arrows indicate days of vehicle or PBMCs injection. C, 

Growth curves of 4T1 tumors (tumor volume) injected in pre-irradiated (20 Gy) 

mammary glands of mice treated with the anti-c-Kit-blocking antibody ACK2 or vehicle 

only (Control). Black arrows indicate days of ACK2 administration. D, Growth curves of 

4T1 tumors (tumor volume) injected in pre-irradiated (20 Gy) mammary glands of mice 

treated with nilotinib or vehicle only (Control). 

 

Supplementary Fig. S8. Effect of tumor irradiation and ACK2 treatment on primary 

tumor growth, CD11b+c-Kit+ cell mobilization and lung metastasis formation. A, 

Growth curves of 4T1 tumors injected in the mammary fat pad and irradiated at day 8 

(20 Gy) or left untreated (0 Gy). B, lung metastasis in mice bearing 4T1 tumors treated 

with radiotherapy (20 Gy) or left untreated (0Gy). C, Peripheral blood cells of mice 
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bearing irradiated 4T1-tumors (20 Gy) and treated with ACK2 were stained for CD45, 

CD11b and c-Kit expression at day 15. Results give the percentage of CD45+CD11b+c-

Kit+ cells relative to total living cells analyzed. D, Metastatic lesions in lungs of mice 

bearing irradiated 4T1-tumors (20 Gy) and treated with ACK2. Lungs were analyzed at 

day 23. E, Growth curves of 4T1 tumors injected in the mammary fat pad and irradiated 

at day 8 (20 Gy) and treated with ACK2 or left untreated (Control). In all experiments n ≥ 

5 mice per group. ACK2 treatment was given from day 10 on, every 3 days. Results are 

expressed as mean values ± SEM.*p<0.05; **p<0.01; ****p<0.0001.  


