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Figure S1: RFT promotes consistent and safe intratumoral hyperthermia. a) 
Representative systemic temperature measurements from rectally inserted fiber-optic 
probe (left) and tumor surface temperature measurement from IR camera for RFT mice 
bearing 4T1 tumors showing changes during an entire treatment duration (n=10 mice, 2 
different treatment days). b) Mouse weight changes in grams following multiple 
treatments between RFT and control-treated mice (n=10/group; for schedule see Figure 
2A). c) Mouse lung weights (mg) after multiple treatments between RFT and control-
treated mice (n=10/group; each dot represents an individual mouse lung weight).  
 



 
 

Figure S2: RFT induced changes in T-cell activation and macrophages. a) 
Cumulative dot plots showing perforin (left) and IFNγ (right) median fluorescent intensity 
among tumor dwelling CD8+ T-cell at 24, 48, and 120 hours post-treatment(n=5/group). 
b) Tumor macrophage percentages among total viable cells at 24, 48, and 120 hours 
post-treatment (left; n=5/group). Plasma concentration in pg/mL of G-CSF comparing 
control and RF-treated mice 24hrs post-RFT (right; n=5/group) 
 
 
 
 
 
 
 
 
 



 
 
Figure S3: H&E and Ki67 histology of control and RFT tumors. Full image set 
showing a) H&E staining and b) Ki67 immunohistochemical staining following multiple 
treatments, either RFT or control (see Figure 2a for treatment schedule).  
 
 



 
 

Figure S4: Immune microenvironment lymphocyte-focused flow cytometry gating 
panel. Representative flow cytometry plots and histograms showing gating strategy 
used for quantification of lymphocyte cell types and features in the immune 
microenvironment study. All cell types were represented as a percentage of total viable 
cells analyzed.    

 



 
Figure S5: Immune microenvironment myeloid-focused flow cytometry gating 
panel. Representative flow cytometry plots showing gating strategy used for 
quantification of myeloid cell types in the immune microenvironment study. All cell types 
were represented as a percentage of total viable cells analyzed.    
 
 
 
Supplementary Table 1: Changes in primary immune cell subsets in the tumor, all 
as a percent of total viable cells. Data presented as average (SEM).  

 
 
 
 

 



Supplementary Table 2: Changes in primary immune cell subsets in the spleen, 
all as a percent of total viable cells. Data presented as average (SEM).  

 
 

Supplementary Table 3: Changes in primary immune cell subsets in the tumor 
draining inguinal lymph node, all as a percent of total viable cells. Data presented 
as average (SEM).  

 
 

Supplementary Table 4: Changes in primary immune cell subsets in the blood, all 
as a percent of total viable cells. Data presented as average (SEM).  

 
 


