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_ Fig. 2: Flow cytometry analyses of NT2.5-LM and 4T1 lung metastases from mice treated with entinostat + anti-PD-1 + anti-CTLA-4 showed treatment effects on T cells, B cells, and DCs. NeuN mice were injected with NT25-LM (A,C,D) and BALB/c mice were injected with 4T1 (B) in the B3 B3
To identify mechanisms of response to combination therapy in a preclinical 4th mammary fat pad and resulting lung metastases were macro-dissected and analyzed via spectral (A, C, D) or conventional (B) flow cytometry. Cervical lymph nodes were obtained from mice with NT2.5-LM lung metastases and analyzed for cell proportions and ICAM-1 MFI (D). . e
model. we used knowledge-guided subclustering of single-cell RNA- Treatment abbreviations denoted in Fig. 1. The y-axis denotes the cells expressing the specified series of markers as a percent of total single, live cells or the parent population indicated for cell proportions. The Mann-Whitney or unpaired T test was used to determine significant
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Fig. 4: G-MDSCs and TAMs suppress T cell proliferation and are unaffected by treatment; blockade of ICAM-1 in TAMs or IFNgR in G-MDSCs stimulates T cell proliferation ex-

dgveloped symptorps of lung metastases (e.g. I-abored breathing). S_UfViV3| curve for mice treated with vivo, but in-vivo ICAM-1 blockade is ineffective. G-MDSCs and TAMs were FACS-sorted from NT2.5-LM (A) or 4T1 (B) lung metastases, co-cultured with CFSE-stained CD8* T cell markers in patient tumors determined via RNA-seq. I. Co-occurrence scores at a 10 um distance between
different combinations of entinostat (E), anti-PD+1 (P), and anti-CTLA-4 (C; left), and number of cells, and analyzed via flow cytometry to determine T cell proliferation. C. Mice were treated with entinostat, anti-PD-1 + anti-CTLA-4, or anti-ICAM-1 (NT2.5-LM model) and L

assessed for survival as described in Fig. 1. D. Percentage of TAMs from NT2.5-LM lung metastases expressing PD-L1 following treatment with anti-ICAM-1 or isotype control.
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The combination of entinostat with anti-PD-1 and anti-CTLA-4 increases survival and decreases lung metastasis in both the NT2.5-LM and 4T1 models. Evidence of activation of CD8+ T cells and B cells

tumors determined via imaging mass cytometry (IMC). G. Proportions of B cells and 1gG2+ plasma cells in simulations for liver tumors, patient R-18 tumors, and liver and patient R-18

were injected with 1x10° NT2.5-LM cells in the tail vein on day 0. Mice were euthanized as they
blood samples from responders, determined via spectral flow cytometry. H. Expression of CD19 and CD22 B tumors (blue). The fraction of tumors that decrease (green), are stable

(orange), and increase (red) are also shown.
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