Chemical restraint: 10 mg/kg Ketamine IM
Serial PET-CT Imaging
[bookmark: bbib138][bookmark: bfig1][bookmark: bbib18]Animals underwent PET-CT scans after Mtb infection at 4 weeks, 8 weeks and pre necropsy (i.e. 10 weeks post-infection) as previously described (White et al., 2017). Briefly, animals were sedated, intubated and imaged by 2-deoxy-2-18F-D-deoxyglucose (FDG) PET imaging (microPET Focus 220 preclinical PET scanner, Seimens Medical Solutions, USA, Malvern, PA) and Cretom CT scanner (Neurologica Corp, Danvers, MA, USA) within biosafety level 3 facility. The total lung FDG avidity was analyzed using Osirix viewer, an open-source PACS workstation and DICOM viewer (Pixmeo, Bernex, Switzerland). The whole lung was segmented on CT by using the growing region algorithm on the Osirix viewer to create a ROI of normal lung (Hounsfield units <200). The closing tool was used to include individual nodules and other pulmonary disease. The ROI was transferred to the co-registered PET scan and manually edited to ensure all pulmonary disease was included. Voxels outside the ROI were set to zero and voxels with an SUV greater than or equal to normal lung (SUV >2.3) were isolated. Finally, the “Export ROIs” plug-in was then used to export the data from these isolated ROIs to a spreadsheet where the total SUV per voxel were summed to represent the total lung FDG activity. Total FDG activity in lungs was used to estimate thoracic bacterial burden prior to reinfection (Figure 1C), as previously published (Coleman et al., 2014b; White et al., 2017). Granulomas were individually characterized by their date of establishment (scan date), size (mm), and relative metabolic activity as a proxy for inflammation ([18F]-FDG standard uptake normalized to muscle [SUVR]) (Coleman et al., 2014b; White et al., 2017). Granulomas greater than 1mm are detected by CT scan.
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