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Figure 2. IHC Analysis of MC38 Tumor Infiltrating Leukocyte Populations. A. B Cell marker CD45R Figure 3. Tumor Growth Curves. A. Median growth curves for control and anti-PD-1 + anti-CTLA-4 treated groups; B.
o A b S t rac t o R esu I t S (B220) response to therapy in MC38 tumors; B. Sections showing tertiary lymphoid structure (B Cell). Spider plots of individual animal tumor growth.
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The clinical success of immune checkpoint therapies such as PD-1, PD-L1, and CTLA-4 Figure 1. Gene Overrepresentation Analysis for PD-1 + CTLA-4 Inhibitor Differentially Up-regulated = ¥ | [15R - | : -
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immune response to checkpoint inhibitors (anti-PD-1 + anti-CTLA-4) in MC38 tumors using B Nt i e
flow cytometry and gene expression analysis. Gene expression analysis provided a -odive equiaion D g e / I
signature of gene changes that correlate to immune driven changes in tumor growth and
may be used in preclinical pharmacodynamics studies as evidence of mode of action for
other novel immune-oncology therapies. In addition, gene overrepresentation analysis
highlighted the presence and involvement of B cell populations in the MC38 tumor
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Group 5 Group 6 Group 7 Group 8 Figure 4. Flow Cytometry TIL Analysis at Indicated Time Points Following Either Vehicle or ICl Treatment. A. Mean and range data for each immune cell subpopulation (* =
P<0.05 *=P=<0.001, = P<0.0001), B. Immune cell populations presented as mean cells per mm? tumor volume,

environment which was supported by IHC data that show distinctive B cell staining in what . oot A CD4 cD8 Treg NK B Cell Macrophage gMDSC mMDSC
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C57BL/6 mice (Charles River) were implanted in the flank with 5x10° MC38 cells and 5 Day 9 Sample
i 3 M i Figure 5. Gene Expression Time Course Data for ICl Treatment. A. Heatmap of individual tumor expression data at each time point (clustering method by average linkage and distance measurement by Pearson method); B. Box plots for mean and ' M Moacrophage
dosing began when tumors reached a mean volume of 184 mme. Mice were dosed IP with
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the kinetic response to ICl treatment, 10 animals were sacrificed and tumors collected for A. .:. B. i .
either flow cytometry (5 tumors) or gene expression (5 tumors) analysis 24 hours after L 2 ,0- 20 -k
each dose. Vehicle treated animals were sacrificed and sampled on Day 9. it Control Day 2 Day 5 Day 9 § -
. . Cd274 o, 6o~ M CDs
Flow Cytometry Analysis: { Nod1 o cD4
. : : : : : i _ Tnfrsf14 > 1 Control
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