
Supplemental Figure Legends 

Supplemental Figure 1 

A) Tie2+ macrophages are unaffected by CSF1R blockade. Analysis of 

CD11b+Ly6G−F4/80+Tie2+ macrophages infiltrating Kras-INK tumors following 10 days 

of treatment with either CSF1R kinase inhibitors or vehicle is depicted. 

B) Analysis of immune infiltration and the frequency of ALDHBright TICs in PAN02 

tumors following 20 days of treatment with CSF1R kinase inhibitors. The mean 

frequency of CD11b+Ly6G−Ly6CLoF4/80Hi MHCII+ macrophages and 

CD45−mCherry+ALDHBright cells is depicted (n=5/group) * denotes statistically 

significant differences at p<0.05. 

C) Stem cell gene mRNA expression assessed in orthotopic Kras-INK tumors from mice 

treated with CCR2i for 14 days. Graph depicts the mean fold change in gene expression 

compared to that in the vehicle treatment group (5 animals/group). 

D) mRNA expression levels of CSF1R or CCR2 were assessed in BM-MACs or PDAC 

cells lines. All data are depicted as the normalized mean fold change in gene expression 

on a Log10 scale. ND denotes that the Ct value exceeded 45.  

E) Representative immunohistochemical analysis of PAN02 and Kras-INK tumors for 

CSF1R. Panels (×40) are depicted with inlays (×80). 

 

Supplemental Figure 2 

A) Kras-INK tumor cells were cocultured alone or with BM-MACs in a Transwell 

chamber for 48 h and subjected to a spheroid formation assay. Quantitation of tumor 

spheroids formed after 14 days from 10,000 cells is depicted.  

B) Conditioned medium from BM-MACs (BM-MAC-CM) was added to adherence-free 

tumor spheroid cultures at the time of setup. CD29 and CD49f expression was accessed 

after 7 days by flow cytometry, and the fold change in mean fluorescence intensity is 

depicted. 

C) Analysis of the chemoresistance capacity of ALDHBright PDAC cells. Paired samples 

of FACS-sorted EpCAM+ALDHBright and ALDHDim Kras-INK tumors cells were treated 

with GEM for 36 h. The mean % of Annexin V+ or 7AAD+ cells is depicted (n=3). 



D) Kras-INK or KCM cells were cocultured directly with BM-MACs for 24 h and treated 

with GEM for 36 h. The mean % of CD45−mCherry+7AAD− tumor cells was accessed by 

flow cytometry, and the mean value of three replicates is depicted.  

E) Kras-INK cells were cocultured in Transwell chambers with BM-MACs for 24 h and 

treated with GEM for 36 h. The mean % of CD45−mCherry+Annnexin V+ tumor cells 

was accessed by flow cytometry, and the mean value of three replicates is depicted.  

F) Kras-INK, KCM, or PAN02 cells were cultured in the presence of BM-MAC 

conditioned or vehicle medium for 12 h and treated with GEM for 36 h. The mean % of 

CD45−mCherry+Annnexin V+ tumor cells was accessed by flow cytometry, and the mean 

value of three replicates is depicted. 

* denotes statistically significant differences at p<0.05 in all panels. 

 

Supplemental Figure 3 

A) Orthotopic PAN02 tumors were established by surgical implantation in C57/B6 mice. 

Twenty-one days after the establishment of tumors, mice were treated with CSF1Ri1, 

CSF1Ri2, or vehicle with or without GEM (every 5 days). The tumor burden was 

accessed by the wet tumor weight, and it is depicted as the mean weight ± SEM (10 

mice/group). Representative images of tumors are depicted. 

B) Subcutaneous PAN02 tumors were established by surgically implantation in either 

CCR2+/+ or CCR2−/− C57/B6 mice, and the mice were treated with vehicle or CCR2i. The 

mean tumor burden accessed by caliper measurements is depicted (n=7–15/group). 

C) Treatment with CSF1R kinase inhibitors plus paclitaxel (Taxol) reduces the primary 

and metastatic tumor burden. Orthotopic Kras-INK tumors were established by surgical 

implantation in FvBn mice. Twenty-one days after the establishment of tumors, mice 

were treated with CSF1Ri2 or vehicle with or without Taxol (every 5 days). The tumor 

burden was accessed by the wet tumor weight, and it is depicted as the mean weight ± 

SEM (5 mice/group). 

D) Kaplan-Meier survival curve for mice implanted with PAN02 tumors and treated with 

vehicle or CSF1Ri2 and/or GEM. * denotes statistically enhanced survival compared to 

vehicle. 



E) Analysis of leukocyte infiltration in Kras-INK tumor tissue from mice treated with 

CCR2i ± GEM. Flow cytometry analysis of CD11b+Ly6G−Ly6CLoF4/80HiMHCII+ 

macrophages is depicted as the mean % of total live cells ± SEM (n=5–8 mice/group).  

* denotes statistically significant differences at p<0.05 in all panels. 




