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Methods
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Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

The number of mice per group is standard or more for mouse experiments.

No data were excluded from the present study.

5-10 chlamydia infected mice were performed in vivo study, the detailed mouse number was included in each figure legends. In vitro
experiments including Chlamydia infected bone marrow derived neutrophil, bone marrow derived macrophage, McCoy, HeLa229 and BM12.4
cells with different treatment were successfully repeated two to three independent times.

Mice used in the present study were randomly assigned to each group. Bone marrow derived neutrophil cells and bone marrow derived
macrophage cells were purified from randomly assigned mice and divided into the different conditions for experiments. McCoy, HeLa229 and
BM12.4 cells were cultured from the same condition and randomly divided into the different conditions for experiments.

All animal were blindly coded for performing experiments. Data collection and in vitro experiment was performed by the same individual.
Mouse infection was performed by different individuals. Data was decoded and analysis was performed by multiple investigators.

Brilliant Violet 785 anti-CD45 (BioLegend, clone 30-F11,catalog number #103149);

Brilliant Violet 421 PE/Cy7 anti-CD11b (BioLegend, clone M1/70, catalog number #101236);

PE/Cy7 anti-F4/80 (BioLegend, clone BM8, catalog number #123114);

APC/Fire™ anti-Ly-6C (BioLegend, clone HK1.4, catalog number #128046);

FITC anti-I-A/I-E (BioLegend, clone M5/114.15.2, catalog number #107606);

FITC anti-CD206 (BioLegend, clone C068C2,catalog number #141704);

PerCP/Cyanine5.5 anti-CD80 (BioLegend,clone 16-10A1, catalog number #104722);

PE anti-IL-10 (BioLegend, clone JES5-16E3, catalog number #505008).

APC anti-TNF alpha (ThermoFisher Scientific, eBioscience™, clone MP6-XT22, catalog number #17-7321-82),

APC anti-Arginase 1 (ThermoFisher Scientific, eBioscience™, clone A1exF5, catalog number #17-3697-82)

PE-iNOS (ThermoFisher Scientific, eBioscience™, clone CXNFT, catalog number #47-5920-82)

Anti-Iba1 (FUJIFILM Wako, catalog number #019-19741)

Anti-Myeloperoxidase (Abcam, catalog number #ab9535)

Donkey anti-Rabbit IgG, Alexa Fluor 488 (ThermoFisher Scientific, Invitrogen™, catalog number #A21206)

Purified anti-mouse CD16/32 Antibody (BioLegend, clone 93, catalog number #101302)

RuneScape 2.5 LS Probe Ctr-16S rRNA (Advanced Cell Diagnostics, catalog number #462748)

Anti-chlamydial CT135 antibody was made by the Dr.Caldwell lab.

Anti-chlamydial IncA was provided by Dr. Ted Hackstadt.
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

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

Instrument

Software

Cell population abundance

Validation of all primary commercial antibodies for the species and application was warranted by the vendors. Validation statement
can be found on the manufacturers' website. Anti-chlamydial IncA antibody was made and validated by Dr.Ted Hackstadt (Hackstadt
T., et al. Cellular Microbiology (1999 ) 1(2), 119-130). Anti-chlamydial CT135 antibody was made and validated in this study.

McCoy cell, HeLa 229 cell and BM12.4 cell.

McCoy cell is purchased from ATCC (CRL-1696), HeLa229 cell was purchased from ATCC (CCL-2.1). BM12.4 cell was provided
by Dr. Raymond Johnson from Yale University.

Mycoplasma is tested by certified company, both BM12.4 cell and HeLa229 cell were Mycoplasma free.

No commonly misidentified cell lines were used in the study.

Six to eight-week-old female C57BL/6, Rag1-/- mice (line number 146), Rag2-/- mice (stock number: RAGN12-F), Rag2/Il2rg-/- (stock
number: 4111-F) deficient in T, B and innate lymphoid cells (ILCs), Pfp/Rag2-/- (stock number: 1177) and TLR3-/- (line number 302)
were obtained from Taconic Laboratories through a NIAID contract. NLRP3-/- (stock number: 021302), TNF p55-/-/p75-/-
(TNFR1/2-/-; stock number: 003243), P2X7R-/- (stock number: 005576), AIM2-/- (stock number: 013144), Caspase1/11-/- (stock
number: 016621), TLR2-/- (stock number: 004650), TLR4-/- (stock number: 007227), TLR7-/- (stock number: 008380), TLR9-/- (stock
number: 34329), MyD88-/- (stock number: 009088), NOD2-/- (stock number: 005763), IL-1R-/- (stock number: 003245), TRIF-/-
(stock number: 005037), STING-/- (stock number: 025805), cGAS-/- (stock number: 026554) mice were purchased from Jackson
Laboratories. NLRC4-/- mice were provided by Dr. Gabriel Nunez (University of Michigan). Casp1-/- mice were provided by Dr.
Thirumala-Devi Kanneganti (St. Jude Children’s Research Hospital). IL-1alpha-/- mice were made by Dr. Yoichiro Iwakura (University
of Tokyo) and provided by Sunny Shin (University of Pennsylvania). IL-1beta-/- IL-18-/- mice were made by Dr. David Chaplin
(University of Alabama) and provided by Dr. Edward Miao (University of North Carolina). GBPchr3-/- mice was made by Drs.
Masahiro Yamamoto and Kiyoshi Takeda and provided by Dr. Jorn Coers (University of Duke). NOD1-/- mice were provided by Dr.
Dragana Jankovic (NIAID/NIH). Mice were maintained on 12 hours light/12 hours dark cycles under 18-23°C with 40-60% humidity at
NIAID animal facility.

No wild animal was used in this study.

No field-collected samples were used in this study.

The animal research performed in this study was approved by the NIAID Animal Care and Used Committee.

Mouse uterine horn were cut into small pieces, washed with HBSS containing 25 mM HEPES, 5 mM EDTA and 10% heat-
inactivated horse serum (Life Technologies) at room temperature for 15 minutes and digested with RPMI 1640 containing
10% horse serum (Hyclone) with 1 mg/mL Collagenase D (Roche), 1 mg/mL Dispase II (Roche) and 0.25 mg/mL DNase I
(Sigma) and shaken for 1 h at 37 °C. Cell suspensions were filtered through 70-!m nylon cell strainers.

Becton Dickinson (BD) LSRII flow cytometer

Flow Cytometry data was collected using FACSDiva 7.0 Software and analyzed using FlowJo v10.

Purity of the macrophage from mouse uterine horn were determined to be 55% or greater.




