Ionizing radiation modulates human macrophages towards a pro-inflammatory phenotype preserving their pro-invasive and pro-angiogenic capacities
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Supplementary Figure S1. Irradiated macrophages do not exhibit caspase-3/-7 nor PARP cleavage. Expression levels of total caspase-3, caspase-7 and cleaved PARP were evaluated by western blot analysis (n = 4) in macrophages 6 h after 10 Gy cumulative dose exposure. β-actin was used as loading control. Positive controls for caspase-3/-7 and PARP cleavage are also present. 
[image: image2.emf]1h 6h 24h

- + + + -

1h 6h 24h

- + + + -

1h 6h 24h

- + + + -

Mw

(KDa)

36 

pIκBα (Ser

32/36

)

β-actin

50 

IκBα

36 

β-actin

50 


Supplementary Figure S2. Irradiated macrophages do not exhibit phosphorylation of I(Bα. Evaluation of total and phosphorylated I(Bα (Ser32/36) levels, by western blot analysis in macrophages 1, 6 and 24 h after 2, 6 and 10 Gy cumulative doses (n = 4).
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Supplementary Figure S3. Irradiated macrophages exhibit increase of RelB expression, RelB nuclear translocation and Bcl-xL expression. Densitometry analysis of western blot images presented in (A) Fig. 2A, (B) Fig. 2B and (C) Fig. 2C. Densitometry analysis was performed with Quantity One software. Statistical analysis was performed with one-sample t-test. ** P < 0.01
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Supplementary Figure S4. Schematic overview of the methodology used in this work. Monocytes were isolated from human healthy blood donors’ buffy coats, seeded at day 1, and cultured in the presence of 50 ng/mL macrophage colony-stimulating factor (M-CSF) to allow their differentiation. Upon thirteen days, macrophages and RKO colorectal cancer cells were then X-ray irradiated with daily doses of 2 Gy for 5 days. Upon 10 Gy of cumulative ionizing radiation dose, the direct effect of ionizing radiation on macrophages and on macrophage-mediated RKO cell activities were evaluated, as listed. 
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