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Figure S1. Tollip-/- macrophages are hyperinflammatory.
A-B) Peritoneal extract macrophages (PEM) were isolated from Tollip-/- and B6 mice, plated, stimulated with LPS (10ng/ml), PAM3 (250ng/ml), or Mtb whole cell lysate (1µg/ml) overnight and A) TNF and B) IL-10 were measured by ELISA.
C-E) PEM were infected with Mtb H37Rv strain (MOI 1) overnight ex vivo, then C) TNF, D) IL-1b, and E) IL-10 were measured by ELISA.  Data were collected in triplicate; this experiment is representative of two independent experiments.
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Figure S2. Related to Figure 2. Gating strategy used to identify lung-resident myeloid cell subsets. A) Live/Dead Fixability dye was used to exclude dead cells, B) AM were identified by coexpression of SiglecF and CD11c. C) AM negative cells coexpressing CD11b and Ly6G were classified as neutrophils and neutrophil-negative cells were considered macrophages subclassification. D) Macrophages were further subclassified as monocyte-derived macrophage cells (MDM) based on MHCII/CD11c coexpression or as interstitial macrophages (IM) based on absence of CD11c. E) Cells negative for CD11b or Ly6G expression in Plot C were further classified as conventional DC (cDC) by coexpression of CD11c and MHCII. F) cDC were then either considered CD103 expression and classified as 103+DC. Mice were infected with Mtb expressing the mCherry reporter plasmid (Mtb-mCherry) and G-J) the proportion of Mtb-infected macrophage subsets were determined.
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Figure S3. Related to Figure 2. Gating strategy used to identify lung-resident myeloid cells in mixed bone marrow chimeric mice. Mixed bone marrow chimeric mice were infected with Mtb H37Rv expressing mCherry reporter plasmid (Mtb-mCherry) (50-100 CFU) via aerosol. At selected time points flow analysis was performed to identify populations infected with Mtb. Myeloid populations were gated using a similar strategy used in Figure S2. (A) AM  (B) PMN (C) MDM and (D) IM were subclassified as control or Tollip-/- based on CD45.1/CD45.2 or CD45.2 expression respectively. The proportion of Mtb-infected cells were dertermined by the proportion of each myeloid subset expressing mCherry. 
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Figure S4. Related to Figure 3. Gating strategy used for sorting Mtb-infected AM. Mixed bone marrow mice were infected with Mtb H37Rv (50-100 cfu) via aerosol and 28 days post infection AM were sorted for RNA seq analysis. (A) Lymphocyte gating. (B) Singlets. (C) Live/Dead Fixability dye (BioLegend). (D) Live cells by coexpression of SiglecF and CD11c were marked as AM. (E) AM were macrophages subclassified as uninfected and Mtb  infected AM based on mCherry expression on PE-Texas Red channel. (F) Uninfected AM and (G) Infected AM were further subclassified as WT and Tollip based on CD45.1/CD45.2 or CD45.2 expression respectively.
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Figure S5. Peripheral blood RNA expression of EIF2 kinases and TOLLIP unchanged during latent TB infection or symptomatic disease. Obtained from GSE 194911. 
A-D) Expression of A) EIF2AK1, B) EIF2AK2, C) EIF2AK4, and D) TOLLIP in human whole blood in heathy controls (control) or patients with latent tuberculosis infection (LTBI), active symptomatic pulmonary TB disease (Mtb). EIF2AK3 was not expressed in this dataset. Data are shown as violin plots with lines indicating 25th, 50th, and 75th percentile, extending to minimum and maximum value.
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Figure S6. Tollip expression is not essential for bulk autophagy. Bone marrow from WT (black bars) or Tollip-/- (white bars) were differentiated ex vivo to macrophages using 40ng/mL M-CSF for 7-9 days. Following differentiation, BMDMs were treated for 6hr with or without 250nM Bafilomycin A (BafA). 
A) Representative western blot results showing protein levels of LC3I/II and p62. 
B) Quantification of protein levels (by densitometry) of LC3II using total LC3 (I+II) as a loading control. ***p<0.001 2-way ANOVA for an effect of BafA. 
C) Quantification of p62 levels (by densitometry) using vinculin as a loading control. p=0.056 2-way ANOVA effect of BafA. 
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Figure S7. Mycolic acid incubation with Mtb-infected, Tollip-/- macrophages induces cellular stress responses. A-C) B6 and Tollip-/- peritoneal extract macrophages (PEM) were incubated with media or mycolic acid (MA; 10µg/ml) for 72 hours, then infected with Mtb (MOI 1) overnight. mRNA transcripts of key regulatory genes of the cellular stress response were measured before and after Mtb infection.  
A) Ern1 (IRE1a), B) Eif2ak3 (PERK), and C) Atf6 (ATF6) were measured and displayed as their fold change from baseline after Mtb infection. FC = (Normalized mRNA expression after Mtb infection) / (Normalized mRNA expression after media control stimulation). Data are shown in duplicate and are representative of at least three independent experiments.


Table S1. Key Resources.
	REAGENT or RESOURCE
	SOURCE
	IDENTIFIERR

	Antibodies

	CD80
	Invitrogen
	11-0801-85

	CD40
	BioLegend
	124624


	CD11b
	BioLegend
	101216


	SiglecF
	BD
	562681


	Viability – Zombie Aqua
	BioLegend
	423102

	Ly6G
	BioLegend
	127614


	MHCII (I-A/I-E Antibody)
	BioLegend
	107622


	NOS2
	Invitrogen
	47-5920-82

	CD11c
	BioLegend
	117339

	CD103
	BD
	564322

	CD45.2
	BioLegend
	109828

	MHCII
	BioLegend
	107620

	Ly6G
	BD
	561105

	CD45.1
	Invitrogen
	A14733

	CD45.2
	BioLegend
	109814

	CD11b
	BioLegend
	101243

	CD45.1
	Invitrogen
	47-0453-82

	
	
	

	Bacterial and Virus Strains 
	
	

	M. tuberculosis H37Rv strain
	David Sherman
	

	M. tuberculosis H37Rv strain – mCherry reporter
	Kevin Urdahl
	

	M. tuberculosis H37Rv strain – luxCDABE reporter
	Jeffrey Cox
	

	
	
	

	Critical Commercial Assays
	
	

	Mouse TNF Duoset
	R&D Systems
	

	Mouse IL-10 Duoset
	R&D Systems
	

	LipidTox Deep Red Neutral Lipid Stain
	ThermoFisher
	H34477

	a-mycolic acid (C80)
	Avanti Polar Lipids
	791280

	Raphin-1
	Selleck Chemical
	S0528

	ISRIB
	Selleck Chemical
	S7400

	
	
	

	Deposited Data
	
	

	RNA-seq code
	Shah lab
	https://github.com/altman-lab/JS20.01

	
	
	

	Experimental Models: Cell Lines
	
	

	THP-1, empty vector control
	Shah lab
	

	THP-1, TOLLIP-knockout
	Shah lab
	

	
	
	

	Experimental Models: Organisms/Strains
	
	

	B6.Cg-Tolliptm1Kbns/Cnrm
	European Mutant Mouse Archive (www.infrafrontier.eu)
	

	B6.SJL-Ptprca Pepcb/BoyJ
	Jax, Inc.
	Stock # 002014

	B6.Cg-Tolliptm1Kbns/Cnrm x C57BL/6J-Rag1em10Lutzy/J
	Shah lab
	

	C57BL/6J-Rag1em10Lutzy/J
	Jax, Inc.
	Stock # 034159

	
	
	

	Oligonucleotides
	
	

	Neomycin for – mouse genotyping AGG ATC TCC TGT CAT CTC ACC TTG CTC CTG
	IDT
	

	Neomycin rev – mouse genotyping AAG AAC TCG TCA AGA AGG CGA TAG AAG GCG
	IDT
	

	
	
	

	Software and Algorithms
	
	

	FastQC v.0.11.8
	2
	

	AdapterRemoval v2.3.1
	3
	

	STAR v2.7.4
	4
	

	Picard v2.18.7
	5
	

	Samtools v1.10
	6
	

	featureCounts v2.0.1
	7
	

	R v3.6.1
	
	

	Tidyverse v1.3.0
	8
	

	biomaRt
	9
	

	limma
	10, 11
	

	edgeR
	10, 11
	

	WGCNA
	12
	

	Clusterprofiler v3.12.0
	13
	

	Misbr v7.0.1
	14
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