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Supplemental Figure S2 – Individual tumor cellular phenotype measurements as determined by flow 
cytometry for anti-PD-1 and CTLA-4 treated MC38 tumors at nine (orange box) and twelve (blue triangle) days 
post-tumor implantation. Selected cell phenotypes as indicated on the x-axis were determined by flow 
cytometry using gating strategies described in the methods. Differences observed demonstrate that at 12 days 
post inoculation, the majority of tumors display higher levels markers of exhaustion (PD-1 and EOMES-
positive) and are phenotypically distinct from day 9 tumors. Error bars represent the standard error 
measurement of each group (n=4). 
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Supplemental Figure S3 - Volcano plots of the -log10(P-value) versus the slope (GZP PET and time) or 
log10(AverageTx/AverageVeh) of the P value of the linear correlation between time GZP PET signal and 
individual cellular phenotypes quantified by flow cytometry in CT26 Tumors. P values were determined by 
either the probability of a non-zero slope for the linear correlation (GZP PET and time) or a two-tailed T test 
(treatment). Correlations found in the tumor are shown on the left, and those from the tumor draining lymph 
node are right.  Points with a P-value less than 0.05 are labeled, yellow dots correspond to significant 
correlations for time and treatment, red dots correspond to negative GZP PET correlations, and green dots 
correspond to positive GZP PET correlations. Bolded labels indicate those that are unique to a specific 
correlation, gray and italicized labels indicate those that are found in multiple correlations. 
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Supplementary Figure S4 - Volcano plots from MC38 tumors divided into time, treatment and immune 
activation (GZP PET) correlations in the same manner as CT26 tumors. Correlations found in the tumor are 
shown on the left, and those from the tumor draining lymph node are right.  Points with a P-value less than 
0.05 are labeled, yellow dots correspond to significant correlations for time and treatment, red dots correspond 
to negative GZP PET correlations, and green dots correspond to positive GZP PET correlations. Bolded labels 
indicate those that are unique to a specific correlation, gray and italicized labels indicate those that are found in 
multiple correlations. 
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Supplementary Figure S6 - Cytokine and chemokine correlations with time, treatment and immune activation 
(GZP PET) from CT26 tumors. Volcano plots were generated using the same methodology as for cell 
phenotypes and are labeled using the same schema.  
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Supplementary Figure S8 - Cytokine and chemokine correlations with time, treatment and immune activation 
(GZP PET) from MC38 tumors. Volcano plots were generated using the same methodology as for cell 
phenotypes and are labeled using the same schema. 
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