Mtb infection stocks will be freshly prepared by cultivation of WSL* (working seed lot – 10^8 bacteria per vial, cryopreserved in 7H9+glycerol 50%) in 9 ml 7H9+ADC at 37°C under shaking with 90 rpm for 5 days. When bacterial growth is visible (day 5-7) inoculate 45 ml 7H9 with 5 ml bacterial suspension.  
1. Grow infection stock in 7H9+ADC 0,05% Tween 80 for about 5 days to OD 0.3-0.6.  
2. Spin down bacteria: 20 min at 4.000 rpm, 4°C

3. Wash once with equal amount of cold PBS and discard clumps by filtration using 40 μm pore size filters (BD). 

4. Determine bacteria number: OD580 0.1 >>>> 5 x 10^7 bacteria/ml

5. Dilute PBS washed infection stock with cRPMI and infect cells – MOI 5 for up to day 3 and MOI 1 for longer time-points
6. Wash away non-internalized bacteria 4h after infection (use room temperature PBS 20 ml per flask, twice) and place cells back in cRPMI
7. For infection of macrophages in plates, change the culture media to media containing Mtb and spin down to obtain a uniform infectivity, 2 min, 700 rpm

8. For infection of macrophages in flasks, add 1ml of media containing Mtb to the 25 ml of cRPMI per flask

* WSL was prepared by Sabine Jörg 

7H9 vendor BD lot# 7199302    
Tween 80 vendor Sigma-Adrich    
PBS vendor Gibco lot# 722043         
ADC vendor BD lot# 9343322             
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