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Fig. S2. Decreased leukocyte infiltration in the brain is not associated with deficient 

cell activation. (A) Flow cytometry analysis of brain leukocyte infiltration in WT and 

IFN KO mice infected with Pba. The number of infiltrating CD8+ T cells and monocytes 

are lower in IFN KO while cell activation profiles are maintained. (B) Flow cytometry 

analysis of splenocytes in Pba-infected WT, IFN KO and STING1 KO mice at day 5 PI. 

The number of peripheral CD8+ T cells, CD4+ T cells and monocyte are increased in 

STING KO mice but the activation profile is not affected. Non-infected (NI) and Pba-

infected mice of the different genotypes were compared using two-way ANOVA (* 

p<0.05, ** p<0.01 and **** p<0.0001). 

 
 

Fig. S3. Development of CM in mice with Ifn1 or Sting1 conditional deletion in 

myeloid and endothelial compartments.  
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(A) Survival of Pba-infected mice with conditional IFN deletion targeting macrophages 

(LysM-Cre), microglia (CX3CR1-Cre) and (B) endothelial cells (Tie2-Cre). Gehan-

Breslow-Wilcoxon test, **p<0.01 (C) Health/neurological score of mice with STING-

specific deletion in the different cellular compartments. Non-infected animals have a 

score of 22 that decreases in mice with CM at day 6 PI. Data were compared by unpaired, 

two-tailed t-test. **p<0.01, ***p<0.001 by Mann Whitney test. (D) Parasitemia at day 4 

and day 6 in conditional STING1 KO mice. (E) Kinetics of the health/neurological score, 

and f, parasitemia in Tie2+ cell-specific conditional STING1 KO mice.  

 

Fig. S4. Characterization of extracellular particles obtained from serum of CM 

affected mice and from Pba-IE cultures.  

(A) Representative histogram of the size and concentration of EPs obtained from non-

infected and CM wild-type mice. (B) NanoSight analysis of concentration of particles 
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within the range of 100.5-265.5 nm in EPs collected from symptomatic Pba-infected mice 

(day 6 PI) and non-infected control mice. (C) In vitro IFN secretion in brain endothelial 

cells stimulated with particles obtained from the serum of Pba-infected animals (EPs-

CM) or Pba-IE cultures (EPs-IE), measured by ELISA in cell culture supernatants. Data 

were compared by unpaired, two-tailed t-test. 
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Fig. S5. Identification of IFNβ-inducing factors in fractions derived from EPs 

collected from Pba-IE cultures.  

(A) IFN gene expression measured by luciferase activity in wild IFN-reporter BECs 

stimulated with 2x106 of total EPs or of Fr1. Results are representative of two independent 

experiments. One-way ANOVA, Tukey's multiple comparisons test. (B) Flow cytometry 

profiles of EPs fractions obtained from PbaGFP-IE cultures and stained for the 

erythrocytic marker TER119. (C) Induction of Irf7 expression in BEC of the indicated 

genotypes upon stimulation with IE and EPs fractions. 4XKO refers to quadruple KO 

(Myd88-/-, Trif-/-, Mavs-/- and Sting1-/-). Irf7 expression is induced by Fr2 in WT cells but 

is ablated in absence of endogenous IFN expression. Data comprise 3-4 experiments. 

Comparison between genotypes were performed by two-way ANOVA using Tukey's 

multiple comparisons test, *p<0.05, **** p<0.0001. Each spot represents a cell culture 

well. (D) Induction of Cxcl10 and Irf7 expression in BEC of indicated genotypes 

stimulated with IFN (1000 U/ml) showing response to IFNAR signaling in the different 

genotypes. (E) Luciferase activity of STING1 KO IFN-reporter BECs exposed to 

different concentrations of hemin for 20 hours. Data comprise two different experiments. 

(F) Surface view of c-di-GMP pocket. Close-up view of specific recognition of c-di-GMP 

by STING1 and detailed interactions between ribose-phosphate of GMP and water, as 

well as c-di-GMP and T263 from STING1 monomer. Hydrogen bonds between c-di-

GMP and water are shown as yellow dashed lines and red spheres, respectively. π-π 

interaction of c-di-GMP and Y167 is shown as a green dashed line. Residues from 

STING1 monomer A that interact with c-di-GMP are shown as orange sticks. c-di-GMP 

is shown as yellow sticks. 
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Fig. S6. Flow cytometry gating strategy for the identification of immune cells.  

Brain cells were initially gated on forward scatter (FSC)-A vs side scatter (SSC)-A and 

then (A) gated as CD45+ cells and identified as TCR+CD8+. (B) TCR+CD8+ gated cells 

were examined using cell surface markers for activation (CD44 and CD62L). (C) 

Monocytes and microglia, distinguished based on CD45 expression and Mac-1, were 

characterized as CD45high Mac-1+ and CD45int Mac-1+, respectively. (D) Within 

microglial cell population, cellular activation was examined based on MHC class I 

expression. (E) Activation of CD8+ T cells was further studied using positivity for IFN 

and Granzyme B. (F) Analysis of cell activation profile in splenic CD8+ and CD4+ T cells 

and (G) monocytes (Mac-1+) of experimental mice.  
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