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Antibodies
Antibodies used

Pilot studies and power analysis determined that quantification of immune cell populations by flow cytometry requires 6 animals to achieve a

power of 0.8. Where possible, 6 animals per group was the goal, though controlled groups often were not able to reach 6. Thus, we combined

experiments statistically using a Randomized Block ANOVA to correct for any effect of experiment date.

No data were excluded from the analysis.

All major phenotypes were replicated at least 2-3 times (different animals and different infections). Trends were consistent across

experiments.

For experiments using naive and infected wild-type mice, different cages of mice were randomly assigned to groups. For experiments

involving treatment with chemical inhibitors on ex vivo samples, wells were randomly assigned to treatment and samples deriving from

different animals were equally represented in each treatment group. For experiments involving genetic knockout mice, mice groups were

defined by genotype.

The investigator was blinded to sample identity during counting of parasite cysts, which was determined to be the measure most likely to be

affected by unintended bias. The investigator was not blinded during tissue harvest or processing, but all samples were handled in the same
way. The investigator was not blinded during acquisition or analysis of flow cytometry data, but the same gates were applied to all samples in
a given experiment.

For flow cytometry: CD31 (Invitrogen, clone 390, ref 17-0311-80, lot 1994125), CD45 (eBioscience, clone 30-F11, ref

35-0451-80, lot E16146-104), MHCII (BD, clone M5/114.15.2, Cat 557000, lot 7264993), NK1.1 (eBioscience, clone PK136, Cat

11-5941-85, lot E00743-1630), CD19 (Invitrogen, clone 1D3, ref 11-0193-85, lot 4329189), CD3 (Invitrogen, clone 17A2, ref

50-0032-82, lot 1965660), CD4 (Invitrogen, clone GK1.5, ref 25-0041-82, lot 1993630), CD8a (Invitrogen, clone 53-6.7, ref

45-0081-82, lot 2017819), CD11c (Invitrogen, clone N418, ref 45-0114-82, lot 1933266), CD11b (eBioscience, clone M1/70, ref

47-0112-82, lot 4290718), Foxp3 (Invitrogen, clone FJK-16s, ref 48-5773-82, lot 4332193), Ly6G (BioLegend, clone 1A8, Cat

127612, lot B251507), Ly6C (Invitrogen, clone HK1.4, ref 25-5932-82, lot 1990189), IFN-y (eBioscience, clone XMG1.2, Cat

17-7311-82, lot E028188), Nos2 (Invitrogen, clone CXNFT, ref 17-5920-80, lot 1990771), IL-1a (eBioscience, clone ALF-161, ref

12-7011-81, lot E02048-1635), pro-IL-1b (eBioscience, clone NJTEN3, ref 25-7114-82, lot E18008-103).

For IHC: pro-IL-1b (same as above), iNOS (Invitrogen, Prod PA5-16855, lot SD2370711L), CD31 (Invitrogen, clone 390, ref

14-0311-82, lot 4349120), VCAM-1 (BioLegend, clone 429, Cat 105702, lot B217557), ICAM-1 (eBioscience, clone YN1/1.7.4, ref

13-0541-82, lot 4284903), c-Rel (Santa Cruz Biotechnology, clone G-7, cat sc-365720, lot E1517), IL-1a (R&D Systems, clone

ALF-161, Cat AF-400-NA, lot AMG0214111), IL-1R1 (R&D Systems, Cat AF771, lot EVJ0115041), p65 (Cell signalling technology, clone
D14E12, ref 8242S, lot 13), Iba1 (Wako, Cat 019-19741), Laminin (Cedarlane Labs, prod CL54851AP-1).
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Validation

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

For Ab blockade: anti-LFA-1 (BioXCell, clone M17/4, cat BE0006 ), anti-VLA-4 (BioXCell, clone PS/2, cat BE0071)

All antibodies were validated by the manufacturer.

For flow antibodies:

CD31: Species reactivity, mouse. Usage, flow (flow). CD45: Species reactivity, mouse. Usage, flow. MHCII: Species reactivity, mouse.
Usage, flow. NK1.1: Species reactivity, mouse. Usage, flow. CD19: Species reactivity, mouse. Usage, flow. CD3: Species reactivity,
mouse. Usage, flow, immunocytochemistry (ICC), immunohistochemistry (IHC), immunofluorescence (IF). CD4: verified by relative
expression. Species reactivity, mouse. Usage, flow. CD8a: Species reactivity, mouse. Usage, flow. CD11c: Species reactivity, mouse.
Usage, flow. CD11b: Species reactivity, mouse. Usage, flow. Foxp3: verified by relative expression. Species reactivity, Bovine Dog, Cat,
Mouse, Pig, Rat. Usage, flow. Ly6G: Ly6G transfected EL-4J cell line. Species reactivity, mouse. Usage, flow. Ly6C: Species reactivity,
mouse. Usage, flow. IFN-y: Verified by cell treatment. Species reactivity, mouse. Usage, flow. Nos2: Species reactivity, mouse. Usage,
flow. IL-1a: Species reactivity, mouse. Usage, flow. Pro-IL-1b: Species reactivity, mouse. Usage, flow.

For IHC antibodies:

Pro-IL-1b: (same as above). iNOS: Verified by cell treatment. Species reactivity, Human, Mouse, Rat. Usage, ICC, IHC, IF, Western Blot
(WB). CD31: Species reactivity, mouse. Usage, flow, IHC, immunoprecipitation (IP). VCAM-1: Mouse preadipose cell line PA6. Species
reactivity, mouse. Usage, flow. ICAM-1: Species reactivity, mouse. Usage, flow. c-Rel: Species reactivity, mouse, rat, human. Usage,
WB, IP, IF, ELISA. IL-1a: E. coli-derived recombinant mouse IL-1alpha. Species reactivity, mouse. Usage, WB, IHC. IL-1R1: Mouse
myeloma cell line NS0-derived recombinant mouse IL-1R1. Species reactivity, mouse. Usage, WB, IHC. p65: Species reactivity, human,
mouse, rat, hamster, monkey, dog. Usage, flow, WB, IHC, IF, IP, CHIP. Iba1: Species reactivity, human, mouse, rat. Usage, ICC.
Laminin: Species reactivity, mouse, rat. Usage, IF, IHC, ELISA.

For blocking antibodies:

Anti-LFA-1: C57BL/6 mouse splenic secondary cytotoxic T cells. Species reactivity, mouse. Usage, in vivo neutralization, flow. Anti-
VLA-4: Mouse P815 mast cells. Species reactivity, mouse. Usage, in vivo neutralization, in vitro neutralization, flow.

Laboratory mice were used in this study. Strains used include: WT (C57B6/J) (CD45.2),WT (C57B6/J) CD45.1), IL-1R1 KO, IL-1a

KO, IL-1b KO, Caspase-1/11 KO, Gasdermin-D KO, CX3CR1cre-ERT2 x ZsGreen fl/stop/fl, ASC-citrine, and CX3CR1cre-ERT2 x ZsGreen
fl/stop/fl X ASC citrine. Mice were infected between the ages of 7-8 weeks. Both males and females were used. In all experiments,
groups were age- and sex-matched.

The study did not involve wild animals.

The study did not involve field-collected samples.

Animal protocol was approved by the Institutional Animal Care and Use Committee at the University of Virginia.

Tissue processing: Immediately after sacrifice mice were perfused with 30 mL of cold 1X PBS. Brains and spleens were
harvested and put into cold complete RPMI media (cRPMI) (10% FBS, 1% penicillin/streptomycin, 1% sodium pyruvate, 1%
non-essential amino acids, and 0.1% 2-ME). If peritoneal lavage fluid was collected, prior to perfusion, 5 mL of cold 1X PBS
was injected through the intact peritoneal membrane with a 26-gauge needle, and removed with a 22-gauge needle. If serum
was collected, blood from the heart was collected and allowed to clot at 4C overnight to separate serum.

After harvest, brains were minced with a razor blade, passed through an 18-gauge needle, and then enzymatically digested
with 0.227 mg/mL collagenase/dispase and 50 U/mL DNase (Roche) at 37C for 45 minutes. After digestion, brains
homogenate was passed through a 70m filter (Corning) and washed with cRPMI. To remove myelin from samples, filtered
brain homogenate was then resuspended with 20 mL of 40% Percoll and spun at 650 x g for 25 minutes. Myelin was
aspirated, samples were washed with cRPMI, and then resuspended in cRPMI. Spleens were mechanically homogenized and
passed through a 40 um filter (Corning). Samples were washed with cRPMI and then resuspended in 2 mL of RBC lysis buffer
(0.16 M NH4Cl) for 2 minutes. Cells were then washed with cRPMI and then resuspended. Peritoneal lavage fluid was washed
with cRPMI, pelleted and resuspended.

Flow Cytometry and cell sorting: Single cell suspensions from tissue samples were plated in a 96-well U-bottom plate. Cells
were initially incubated with 50 uL Fc block (1 ug/mL 2.4G2 Ab (BioXCell), 0.1% rat gamma globulin (Jackson
ImmunoResearch)) for 10 minutes at room temperature. Cells were then surface stained with antibodies and a Live/Dead
stain for 30 minutes at 4 degrees C. After surface staining, cells were washed with FACS buffer (0.2% BSA and 2 mM EDTA in




