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Supplementary Figures 

 

 

Figure S1. Efficiency of single RNA guides in silencing STING expression and in 

reducing the amount of MHC-I and MHC-I-SIINFEKL complex, upon OVA 

treatment. (A) J774 cells (5x106) were infected with scrambled vector, gRNA1, 

gRNA2 or gRNA1+2. Whole cell extracts (30 μg) were analyzed by western blot using 

the indicated antibodies. (B) J774 CTRL, STING KO 1, STING KO 2 and STING KO 

1+2 (1x106) were treated with 500 μg/ml of OVA for 24h and were stained with 

SIINFEKL/H-2Kb-PE and IgG-PE, as control. Each plot represents 10000 events of a 

representative experiment. (C) Percentage of SIINFEKL/H-2Kb positive population in 

untreated or OVA treated cells. Values (mean ± SE, n = 3) are shown. The asterisks 

indicate a statistically significant difference compared to untreated control, according 

to Student’s t-test (p<0.01). (D) J774 CTRL, STING KO 1, 2 and 1+2 cells (1x106) 

were treated with 500 μg/ml of OVA for 24h and stained with MHC-I-FITC and IgG-

FITC as control. Each plot represents 10000 events of a representative experiment. (E) 

Percentage of MHCI positive population in untreated or OVA treated cells. Values 



(mean ± SE, n = 3) are shown. The asterisks indicate a statistically significant 

difference compared to untreated control, according to Student’s t-test (p<0.01). 

 

 

Figure S2. Quantifications of the protein levels shown in Figure 6. (A) Densitometry 

of the protein bands shown in Figure 6A. (B) Densitometry of the protein bands shown 

in Figure 6C.  

 

 



 

Figure S3. Overexpression of STAT1 does not rescue the MHCI levels and the 

antigen presentation rate in STING KO macrophages. (A) J774 CTRL, STING KO 

EV and STING KO STAT1 cells (5x106) were treated with 500 μg/ml of OVA or left 

untreated for the indicated time. Whole cell extracts (30 μg) were analyzed by western 

blot using the indicated antibodies. γ-Tubulin was included as control of protein 

loading. Mean values of the densitometry of bands are indicated. (B) J774 CTRL, 

STING KO EV and STAT1 (1x106) were treated with 500 μg/ml of OVA for 24h or 

left untreated and stained with MHC-I-PE (left panels) and SIINFEKL/H-2Kb-PE 

(right panel) and IgG-PE as control. Each plot represents 10000 events of a 

representative experiment. (C) Percentage of MHCI (left panel) and SIINFEKL/H-2Kb 

(right panel) positive population in untreated or OVA treated cells. Values (mean ± SE, 

n = 3) are shown. The asterisks indicate a statistically significant difference compared 

to untreated control, according to Student’s t-test (p≤0.01). 

 



 

Figure S4. Fludarabine treatment reduce the rate of antigen presentation by 

reducing STAT1 activation. (A) J774 CTRL (5x106) were treated with 500 μg/ml of 

OVA or left untreated for the indicated time, in presence or absence of Fludarabine, as 

indicated. 30 μg of whole cell extracts were analyzed by western blot for the indicated 

proteins. γ-Tubulin was included as control of protein loading. Mean values of the 

densitometry of bands are indicated. (B) J774 CTRL mock and fludarabine treated 

(1x106) were incubated with 500 μg/ml of OVA for 24h and stained with MHC-I-FITC, 

SIINFEKL/H-2Kb-PE and IgGs (FITC and PE) as controls. Each plot represents 10000 

events of a representative experiment. (C) Percentage of MHC-I (left panel) and MHC-



I-SIINFEKL (right panel) positive population in untreated or OVA treated cells in 

presence or absence of Fludarabine, as indicated. Values (mean ± SE, n = 3) are shown. 

The asterisk indicates a statistically significant difference compared to untreated 

control, according to Student’s t-test (p≤0.01). 

 


