Supplementary Data

Pleural fluid
A _ B *
£ —
£ 15,000 15
Q [ ]
$ 10,000 g 10 ee
[ -
L
S 5000 = 5
w
£ o 0
= <\ ‘O LY ‘O
© ®
‘-g * % o
& 4000 vt ' %
= >
& 3000 g 8
& 2000 o
Q - Q
% 1000 a
acg 0 X
A N 0
N ] ) 4
° ?{0/\"{*‘ v \x*:b
4 <
‘g, v
E s
2 & 150
@82
j= &)
&< 100 —
S E
=
22 50
Eo
I£ o
< o ) o
@ ‘\6’
q_@"y & &
W
S < &g

Supplementary Figure S1. Effects of Karonudib on macrophages and lymphocytes
of mesothelioma-associated pleural effusions. ABl and AEI17 cells were
intrapleurally injected into syngeneic Balb/c and C57B1/6 mice, respectively. Mice
were subsequently treated with vehicle or Karonudib as aforementioned. Pleural fluid
of vehicle and Karonudib treated animals was analyzed by flow cytometry for (A,B)
total macrophages (CD11b+ F4/80+) and their IL12/IL10 expression ratio (indicative
of M1/M2 polarization). Data are presented as mean+SEM, n=5-8, *p<0.05 compared
to vehicle. (C,D) Total and activated pleural fluid CD8+ lymphocyte populations were
quantified. Data are presented as mean+SEM, n=5, *p<0.05 compared to vehicle. (E)
T cells from mesothelioma tumors, accompanying pleural fluid and spleen were
isolated by anti-CD3 magnetic beads and Mth-1 mRNA expression was determined by



Real-time PCR. Data presented as mean+=SEM, n=3,*p<0.05 compared to ‘normal’
lymphocytes.
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Supplementary Figure S2. Effects of Karonudib, anti-PDL1 and combined
treatment on central monocytic populations in mesothelioma associated pleural
effusion. Pleural cells of vehicle, Karonudib, anti-PDL1 or combo treated animals were
analyzed for major myeloid populations using flow cytometry. (A, B) Total
macrophage populations and their polarization was determined using IL12/IL10
expression ratio (indicative of M1/M2 polarization). (C, D) Myeloid derived suppressor



cells belonging to the Monocytic (C) or Polymophonuclear (PMN) fraction were
enumerated. (E) Activation (MHCII+) of tumor dendritic cells (CD11c+) was also
determined. Data are presented as mean+=SEM, n=5, *p<0.05 compared to indicated

group.
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Supplementary Figure S3. Effects of Karonudib, anti-PDL1 and combined
treatment on lymphocytes in mesothelioma associated pleural effusion. (A) Pleural
cells of vehicle, Karonudib, anti-PDL1 or combo treated animals were analyzed for
total and (B) activated T cell populations. (C) Total CD4 T cell numbers were also
determined as well as suppressive T regulatory cell populations (D). (E) “Suppressive”
(PD1+) expression was evaluated among CD8+ lymphocytes. Data are presented as
mean+SEM, n=5, *p<0.05 compared to indicated groups.



