Karra et al., Supplemental methods
Cell Sorting of BM-derived CD11B+ cells and stimulation assays

Whole BM cells from either RoLoRiG+/+Mx1CRE- or RoLoRiG+/+Mx1CRE+ were harvested at 13-17 weeks after pIpC injection. Single cell suspensions were stained with α-CD11B Ab for 30 mins, on ice and washed twice with FACS buffer. A minimum of 6x106 CD11B+ cells were sorted for cell signaling studies using FACSARIA.

BM-dervied CD11B+ sorted cells were rested for 1 hr at 37[Symbol]C in RPMI only. Stimulation of cells was carried out by adding either RPMI with GM-CSF (40ng/ml) or RPMI only as control to the cells for 3 and 10 mins. Following stimulation, cells were fixed in 1.6% PFA at RT for 10 mins. Cells were spun at 500G for 5 mins and permeabilized in ice cold 90% methanol and stored at -20[Symbol]C until staining was performed.  For assessment of baseline signaling levels in RoLoRiG+/+Mx1CRE- and RoLoRiG+/+Mx1CRE+, whole BM was fixed in 1.6% PFA and permeabilized in ice cold 90% methanol and stored at -20[Symbol]C until staining was performed.

Cell signaling assays in baseline BM and phospho-staining

For Assesment of baseline signaling levels in RoLoRiG+/+Mx1CRE- and RoLoRiG+/+Mx1CRE+, whole BM was harvested as described above and fixed in 1.6% PFA and permeabilized in ice cold 90% methanol and stored at -20. Following permeabilization, cells were rehydrated with FACS buffer and incubated for 5 mins before spinning at 2500g for 5 mins. Cells were then resuspended in FACS buffer and incubated with non-conjugated primary antibodies for pERK, pAKT and pS6, pGSK3 and PE-conjugated antibodies for pSTAT3 and pSTAT5 for 30 mins. Cells were washed and conjugated secondary antibodies were added to the relevant samples for an additional 30 mins. Cells were then washed and at least 10,000 events were acquired in a BD LSRFortessa machine and analyzed using FACSDIVA software. Antibodies information is on Table 1.

