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(A) Flow cytometry for PDL1 expression in PDL1KO B16 with or without PDL1-RFP 

knock-in (RFPKI).  (B) PDL1KO B16 with RFP-PDL1KI cells incubated with compounds 

from the Prestwick and LOPAC libraries (1200 and 1280 compounds, respectively) at 

2.5 and 10 µM using the Agilent Bravo liquid pipetting platform and then imaged by 

Operetta High Content system after 48 hours incubation. (C) Flow cytometry for PDL1 

expression in OVCAR5 with or without PMEG treatment. VC, vehicle control. (D) WT 

mice challenged with B16 cells, treated with 3 mg/kg CAMB as described in methods 

and sacrificed on day 19 after tumor challenged, 1 day after final CAMB.  Tumors were 

collected for flow cytometry analysis. Summary graph of PDL1 percentage in the CD45- 

gates. P-value by unpaired t-test. 
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Figure S6. Chlorambucil and αPDL1 treatments or their combination alter the tumor 

immune environment distinctly 

(A) t-SNE analysis of flow cytometry data in ascites of ID8agg tumor-bearing mice 

sacrificed 30 days after tumor challenge with indicated treatments. The CD8+ T cell cluster 

is P1 and the NK cell cluster is P2.  CAMB, chlorambucil. Combination, chlorambucil plus 

anti-PDL1. Treatment dose and schedule as in Fig. 4C.  (B) CD8+, CD8+ IFNγ+CD8+ or 

Granzyme B+ T cell prevalence in ascites from ID8agg tumor challenged mice after 

treatment as described in Fig. 4C. Isotype with each treatment. P-value, one-way ANOVA. 

Chlorambucil versus combination and anti-PDL1 versus combination using Mann-

Whitney test.  (C) t-SNE analysis of flow cytometry analysis of the immune landscape in 

PDL1KO B16 tumors treated as described in Figure 4A. (D) Percent NK1.1+ cells and CD8+ 

T cells in PDL1KO B16 tumor treated as described in figure 4A, The CD8+ T cell cluster is 

P1 and the NK cell cluster is P2. Isotype with each treatment. P-value, one-way ANOVA. 

Chlorambucil versus combination and anti-PDL1 versus combination using Mann-

Whitney test. 
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