
Clinical Cancer Research submission 

1 
 

Supplemental Figure Legends 1 

Figure S1. HLA-DR+ cells do not inhibit NK cells.  2 

A) Patient-derived NK cells were activated with IL2 (200U/ml) alone, or co-cultured with 3 

autologous HLA-DR+ cells, in presence or absence of neutralizing antibodies against 4 

PGE2 or TGF-β and the cytolytic capacity against K562 were measured (n=6). B) NK 5 

cells isolated from healthy donors were activated with IL2 (200 U/ml, 48 hours), in 6 

presence or absence of PGE2 (50 nM), or treated with neutralizing antibodies against 7 

PGE2 or TGF-β and the cytolytic capacity against K562 were measured (n=6). Data are 8 

shown as mean±SD, Mann-Whitney U test.  9 

Figure S2. PGE2 induces suppressive functions on monocytes  10 

A) Monocytes isolated from healthy donors were cultured alone, or in presence of PGE2 11 

(1 µM, 48 hours) and fold changes of various myeloid surface markers to fresh 12 

monocytes were shown. B) NK cells isolated from healthy donors were activated with 13 

IL2 (200 U/ml) in the presence of different concentrations of PGE2 (0-1000 nM) and 14 

their proliferation was assessed by thymidine incorporation assay following overnight 15 

culture (n=3). C) IL-2 activated NK cells were cultured alone or co-cultured with 16 

monocytes at different ratios (1:1 to 1:8) during IL2 activation (200 U/ml), in presence or 17 

absence of PGE2 (50 nM), and their cytotoxicity against K562 was evaluated (n=3). Data 18 

are shown as mean±SD, Mann-Whitney non-parametric U test, *, p<0.05.  19 

Figure S3. COX-2 silencing of tumor cells reduces immune suppression in mice.  20 
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A) Intracellular expression of COX-2 enzyme was measured in control and COX-2-1 

silenced 4T1 cells by flow cytometry. B) Representative gating strategy of regulatory T 2 

cells was demonstrated. When tumor have reached desirable sizes, splenocytes were 3 

isolated from naïve BALB/c or tumor-bearing mice (control or COX-2-silenced 4T1 cells) 4 

and percentages of C) CD3+ T cells in lymphocytes or D) CD4+ T cells were 5 

demonstrated. To monitor the in vivo migration and viability of YAC-1 cells, E) 6 

quantification of YAC-1 cells was imaged at 1 hour after injection. Numbers of the dots 7 

in each group corresponded with numbers of mice utilized in the staining. Data are shown 8 

as mean±SD, Mann-Whitney non-parametric U test, ***, p<0.001; n.s., not significant.    9 
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