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. Resuspend pellet in rest volume of media, add 1 ml Trizol and proceed with RNA/DNA extraction – Control 7H9
4. Wash once with equal amount of cold PBS, spin down as in 2 and discard clumps by filtration using 40 μm pore size filters (BD). Spin down as in 2.

5. Resuspend pellet in rest volume PBS, add 1 ml Trizol and proceed with RNA/DNA extraction – Control PBS
6. Determine bacteria number: OD580 0.1 >>>> 5 x 10^7 bacteria/ml

7. Dilute PBS washed infection stock with cRPMI and – calculate as for MOI 5,   incubate 5 min at 37°C. Spin down as in 2.
8. Resuspend pellet in rest volume of media, add 1 ml Trizol and proceed with RNA/DNA extraction – Control cRPMI
RPMI 1640 vendor Gibco lot# 712336           

FCS vendor Gibco lot# 41F6785K             

L-glutamine vendor PAA lot# M00409-1228              

PMA vendor Sigma-Aldrich lot#             

2ME vendor Gibco. lot# 675762       
Hepes vendor PAA. lot# S00108-2635 
7H9 vendor BD lot# 7199302    

Tween 80 vendor Sigma-Aldrich     

PBS vendor Gibco lot# 722043         

ADC vendor BD lot# 9343322             

