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Figure S3: Expression of CD88 and CD89 on the different myeloid subsets defined by the expression of CD14 

(CD14neg, CD14dim, CD14hi) after 5-day culture. Concatenated data; pCRC: n = 4, mCRC: n = 6. Darker color: 

stained; lighter color: FMO. Abbreviations: pCRC = primary colorectal cancer, mCRC = metastatic colorectal 

cancer. 

Figure S4: Example of T cell gating strategy. Perventages of gated cells are shown in the plots. 
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Figure S5: Expression of NK cell ligands on the surface of CRC tumor cells, defined as Epcam+CD45─. The data 

are presented as median fluorescence intensity (MFI) and percentage of positive cells. pCRC n = 12 (HLA-ABC n 

= 10), mCRC n = 12 (Nectin-2 n = 7). The data are presented as mean ± SEM. Significance is presented as p 

<0.05 *, <0.01 **, 0.001 ***.  p-values are determined by Mann-Whitney test. 
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Figure S6: Effect of R848 on NK phenotype and TLR expression on NK cells. (A) Receptor expression (in 

percentages) at day 5 of NK cells alone or in co-culture with R848 (n=6). Significance is presented as <0.01 **. p-

values were determined by two-tailed paired T-test analysis. (B) TLR expression obtained via whole 

transcriptome RNA sequencing, represented as relative gene counts. Relative gene count is calculated as ratio of 

the average count per gene based on 18647 analyzed genes. NCR2 (NKp44) is added as control of a gene that is 

highly expressed and with a similar gene size (n=9).  
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Figure S7: Effect of NK cells and CD8+ T cells on tumor growth control. (A) Expression of HLA-ABC on 

Epcam+CD45─ cells. The data are presented as median fluorescence intensity or percentage of positive cells. The 

symbols correspond to the different dissociated tumor samples used in the cytotoxicity assay (B). n = 3. (B) 

Cytotoxicity assay performed by co-culturing dissociated pCRC tissue in the presence and absence of NK cells, 

R848 and either HLA-ABC blocking antibodies (10 ug/mL, Thermofisher, cat: MA1-19027) or an IgG2a isotype 

control (10 ug/mL, Biolegend, cat: 401504) for 1,2,5 and 7 days. The readout is based on the absolute numbers of 

alive tumor cells (Epcam+CD45─7AAD─) quantified with QUANTI BEADS (Invitrogen, Thermo Fisher Scientific). NK 

cell:SCS ratio: 1:1. n = 3; 2 NK donors. The data are presented as mean ± SEM. p-values are determined by two-

way ANOVA with Tukey's multiple comparisons analysis (B). Abbreviations: T = tumor, NK = NK cells. 

0 2 4 6 8

0

2000

4000

6000

Day

A
b
s
o
lu

te
 n

u
m

b
e
rs

 o
f 
tu

m
o
u
r 

c
e
lls

α

0

2000

4000

6000

8000

M
F

I 
o

f 
H

L
A

-A
B

C

0

20

40

60

80

100

%
 o

f 
H

L
A

-A
B

C
+

A B
T

T + R848

T + NK

T + NK + R848

  αHLA-ABC

Isotype Control

BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2023-007554:e007554. 11 2023;J Immunother Cancer, et al. Toffoli EC



BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2023-007554:e007554. 11 2023;J Immunother Cancer, et al. Toffoli EC



BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2023-007554:e007554. 11 2023;J Immunother Cancer, et al. Toffoli EC



BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2023-007554:e007554. 11 2023;J Immunother Cancer, et al. Toffoli EC



BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) J Immunother Cancer

 doi: 10.1136/jitc-2023-007554:e007554. 11 2023;J Immunother Cancer, et al. Toffoli EC



Figure S12 Changes in the cytokine and chemokine profile upon a 2 day co-culture of pCRC- or mCRC-SCS with 

or without NK cells and/or R848. Cytometry Bead Array performed on the supernatant of pCRC- or mCRC-SCS 

cultured for 2 days in the presence and absence of NK cells and/or R848. NK cell:SCS ratio 1:1. Cytokine 

levels: (A) pCRC- and (B) mCRC-SCS. Chemokine levels: (C) pCRC- and (D) mCRC-SCS. PCRC: n = 9; 3 NK donors 

(IL-6 n = 5), mCRC: n = 6; 3 NK donors. The data are presented as mean ± SEM. Significance is presented as p 

<0.05 *, <0.01 **, 0.001 ***, 0.0001 ****. p-values are determined by Friedman ANOVA with Dunn multiple 

comparison analysis or one-way ANOVA with Tukey multiple comparison analysis (pCRC: IL-2, CCL4, CCL5; 

mCRC: IL-2, CCL4). Abbreviations: pCRC = primary colorectal cancer, mCRC = metastatic colorectal cancer, T = 

tumor, NK = NK cells. 
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