
Supplemental Figure Legends 

 

Supplemental Figure 1. Basal expression levels of c-Fms and c-Kit in sarcoma cell lines. 

GIST cell line, GIST882 and 8 sarcoma cell lines were grown to ~80% confluency and harvested 

using RIPA lysis buffer. 30µg of RIPA lysates were loaded on SDS/PAGE and immunoblotted 

using indicated antibodies.  

 

Supplemental Figure 2.  Effect of siRNA mediated knockdown on MPNST and ST8814 cell 

proliferation. Cell viability was measured 3 days after plating and plotted as % of control 

SiRNA transfected cells. No significant difference in cell proliferation was observed between 

untransfected cells compared to control siRNA transfected cells (data not shown).  The statistical 

significance of the experimental results was determined by the 2-sided t-test. (*=p<0.05, 

**=p<0.01) 

 

Supplemental Figure 3.  Effect of PLX3397 on phosphorylation of PDGFRβ.  MPNST and 

ST8814 cells were plated in RPMI 1640 media without serum overnight followed by 3 hours 

drug treatment. After the drug treatment, cells were stimulated with RPMI+10%FBS or 

RPMI+100ng/ml PDGFB/B for 25 minutes. After stimulation, cells were brought on ice, washed 

with sterile, cold PBS and lysed in RIPA lysis buffer. 20µg of lysates were analyzed by western 

blot using indicated antibodies.   

 

Supplemental Figure 4.  Cell cycle analysis of MPNST and ST8814.  A. The cell cycle effects 

of 1 µM PLX3397, 1 nM Rapamycin and the combination of both are shown as the percentage of 



cells in each cell cycle phase.  PLX3397 induces G1 arrest in both MPNST and ST8814.  The 

combination of PLX3397 and Rapamycin further increases G1 arrest.  B.  Western blot analysis 

of cell lysates shows that pRb and cyclin D1 are down-regulated in cells treated with Imatinib 

and PLX3397 but not Rapamycin.  An additional decrease in pRb is observed in combination 

treatments. 

 

Supplemental Figure 5.  Effect of PLX3397 on Ki67, a cellular proliferation marker and 

CD31, an endothelial cell marker. A and C. Xenograft tissues obtained from mice at the end of 

3 week treatment with the indicated drugs were stained immuno-histochemically using Ki67 

antibody or using immunofluorescence for CD31. Scale bar (50µm) is shown in the right hand 

corner of each image. Images from a tumor obtained at the end of 3 week treatment from a 

representative experiment reproduced at lease three independent times are shown. B. Ki67 signal 

(brown staining) was quantitated using MetaMorph image analysis software (Molecular 

Devices). Ki67 signal was quantitated from at least 3 different high power fields and plotted as 

arbitrary intensity units. C.  

 

Supplemental Figure 6. Effect of PLX5622, a c-Fms specific inhibitor, on MPNST tumor 

growth. A. Tumor growth of MPNST xenografts (n=9) treated with the indicated drugs for a 

period of 3 weeks is shown. B. Tumor lysates obtained from xenograft tissues were analyzed 

using western blots with indicated antibodies. C. Iba-1 immunohistochemical staining was 

carried out as mentioned in the Methods. Representative images of a tumor obtained from one 

experiment are shown. 

 



Supplemental Figure 7. Effect of AFS98, a c-Fms specific antibody, on MPNST tumor 

growth. A. Tumor lysates obtained from xenograft tissues were analyzed using western blots 

with indicated antibodies. B. Tumor associated macrophages (TAMs) from 3 animals per 

treatment group were analyzed by flow cytometry and represented as percentage of live cells.  

C. Tumor growth of MPNST xenografts (n=10) treated with the indicated drugs for a period of 2 

weeks is shown.  

Supplemental Figure 8. Flow cytometric analysis of M2-like and M1-like macrophage 

phenotype in TAMs Flow cytometric analysis to detect M1-like and M2-like TAM population 

using indicated antibodies is shown. M1-like markers included CD11c, MHCII, CD86 and 

CD14, whereas, M2-like markers included MSR1 and CD206. Data from 3 animals per group 

from one experiment is shown. Data was obtained using FlowJo software and plotted using 

Graph Pad Prism software. (*=p<0.05, **=p<0.01) 

 

 

 

 

 

 

 

 

 

 

 



 

Supplemental Methods 

List of antibodies used for western immunoblotting 

 

 

Antibodies used for flow cytometric analysis of TAMs 

All the antibodies used for flow cytometric analysis were anti-mouse antibodies from Affymetrix 

ebioscience except the following: FITC CD206, APC-Cy7 CD11b (BD Biosciences), APC F4/80 

Antibody Name of Company Catalog Number 
Phospho-AKT Ser473 Cell Signaling Technology 4058 

Phospho-S6 Ser235/236 Cell Signaling Technology 4858 
Phospho-S6 Kinase Thr389 Cell Signaling Technology 9234 

Phospho-c-Kit Tyr703 Cell Signaling Technology 3073 
Phospho-M-CSFR Tyr723 Cell Signaling Technology 3155 
Phospho-M-CSFR Tyr546 Cell Signaling Technology 3083 
Phospho-PDGFRβ Tyr751 Cell Signaling Technology 3161 

Phospho-Rb Ser780 Cell Signaling Technology 9307 
Phospho-Rb Ser807 Cell Signaling Technology 9308 
PDGFRα (D13C6) Cell Signaling Technology 5241 
PDGFRβ (28E1) Cell Signaling Technology 3169 
c-Kit (D13A2) Cell Signaling Technology 3074 

M-CSFR Cell Signaling Technology 3152 
S6 Ribosomal Protein Cell Signaling Technology 2317 

S6 Kinase Cell Signaling Technology 2708 
pan AKT Cell Signaling Technology 2920 

Cleaved PARP Cell Signaling Technology 9546 
α-Tubulin Cell Signaling Technology 3873 
GAPDH Cell Signaling Technology 2118 

p42/44 ERK1/2 Cell Signaling Technology 4695 
Cyclin D1 Cell Signaling Technology 2922 

Rb Cell Signaling Technology 9309 
Phospho-ERK1/2 (E-4) Santa Cruz Biotechnology sc-7383 

p53 Santa Cruz Biotechnology sc-263 



(Invitrogen), APC MSR1 (R&D Systems), and AF700 F4/80 (BioLegend). Isotype control 

antibodies were obtained from the corresponding company. 

 

siRNA mediated knockdown of RTKs 

100nM siRNAs (Thermo Scientific) specific for human c-Kit and PDGFRβ were transfected 

using Lipofectamine RNAiMAX reagent (Invitrogen). Scrambled siRNA was used as control. 

36-48 hours after transfections, cells were trypsinized, counted using a Nexcelom cell counter 

and plated in 96-well plates for cell viability assays. 

 

Iba-1and Ki67 staining and quantitation  

The tissue sections were blocked for 30 minutes in 10% normal goat serum, 2% BSA in PBS. 

The primary antibody incubation [rabbit polyclonal Iba-1 antibody (Wako, cat#019-19741)] was 

used in 0.5 µg/ml concentrations. The incubation with the primary antibody was done for 5 

hours, followed by 60 minutes incubation with biotinylated goat anti-rabbit IgG (Vector labs, 

cat#PK6101) in 1:200 dilution. Blocker D, Streptavidin- HRP and DAB detection kit (Ventana 

Medical Systems) were used according to the manufacturer’s instructions. The 

immunohistochemistry detection of Ki-67 was also performed using Discovery XT processor 

(Ventana Medical Systems). The tissue sections were blocked for 30 minutes in 10% normal 

goat serum, 2% BSA in PBS. The primary antibody incubation (rabbit polyclonal Ki-67 antibody 

(vector labs, cat# VP-K451) was used in 0.4 µg/ml concentrations. The incubation with the 

primary antibody was done for 2 hours, followed by 30 minutes incubation with biotinylated 

goat anti-rabbit IgG (Vector labs, cat#PK6101) in 1:200 dilution. Blocker D, Streptavidin- HRP 

and DAB detection kit (Ventana Medical Systems) were used according to the manufacturer’s 



instructions. Images were captured using Zeiss AxioImaging Widefield Microscope (Zeiss Fluor 

10X objective/N.A. 0.5 or 5X objective/N.A.0.3). Iba-1 and Ki67 signal intensity was 

quantitated using MetaMorph imaging analysis software (Molecular Devices). Briefly, Iba-1 or 

Ki67 staining was quantitated as brown signal intensity units from at least 3 independent high 

power microscopic fields. Graph was plotted and Iba-1 or Ki67 signal was denoted as arbitrary 

intensity units. 

 

CD31 immunofluorescence staining  

The immunohistochemical detection of anti-CD31 (Dianova, cat# DIA-310) was performed at 

Molecular Cytology Core Facility of Memorial Sloan Kettering Cancer Center using Discovery 

XT processor (Ventana Medical Systems).The tissue sections were deparaffinized with EZPrep 

buffer (Ventana Medical Systems), antigen retrieval was performed with CC1 buffer (Ventana 

Medical Systems) and sections were blocked for 30 minutes with 10% normal rabbit serum in 

PBS+0.1%BSA. Anti-CD31 (1µg/ml) antibodies were applied and sections were incubated for 5 

hours, followed by 60 minutes incubation with biotinylated rabbit anti-rat IgG (Vector labs, 

cat#PK-4004) at 1:200 dilution. The detection was performed with Streptavidin-HRP D (Ventana 

Medical Systems), followed by incubation with Tyramide Alexa Fluor 568 (Invitrogen, 

cat#T20914).  

 


