Sample preparation - mycobacteria enriched from THP-1 cells with MPIIB Protocol
1. At different time points wash infected cells with PBS RT and discard remaining PBS.
2. Add 5 ml homogenization buffer (HB) per flask and scrape the adherent macrophages off. Wash with 5 ml HB / 5 flasks in the end the flasks.
3. Collect the suspension in 3 x 50 ml falcon tubes on ice and spin them down 10 min, 4.000 rpm, 4C.
4. Collect the pellets in one tube, spin down 10 min, 4.000 rpm, 4C.

5. Resuspent the pellet in HB, calculating 10^9 cells per ml buffer. Discard the SN.

6. Lyse the pellet by passing through sequential needle size, 18G and 20G. Pass 20 times through the needle.
7. Spin down lysed cells at 800 rpm, 7 min, 4C. Collect the SN on ice (sample 1).

8. Lyse the pellet again using 20G and 22G.

9. Spin down lysed cells at 800 rpm, 7 min, 4C. Collect the SN on ice (sample 2).

10. Pool the samples 1+2 and submit it to 2 consecutive post nuclear centrifugation steps, each 8min, 120xg, 4C to remove nuclei and debris, thus collect SN only.

11. Layer the SN on top of 12%/50% (2 ml each) sucrose gradient steps in lysis buffer without sucrose.
12. Spin down 45 min, 850xg, 4C w/o brake.

13. Collect the 12%/50% interface (1.5 ml) comprising the phagosomes and dilute 35 times in 20mM HEPES containing 0.05% Tween 80 to wash the phagosomes.

14. Spin down 15 min, 3500xg, 4C.
15. Resuspend the pellet in small volume, 1 ml, of 20 mM HEPES with 0.05% NP-40 to recover mycobacteria from the phagosomes, transfer to screw-cap tube.

16.  Spin down at 19.000xg, 5 min, 4C
17. Wash twice with 20 mM HEPES with 0.05% NP 40.

18. Wash twice with 0.6 M potasium chloride with 0.05% NP 40, final wash without NP 40. Before the final wash collect a  minimal amount for CFU determination, perform several smears and stain Ziehl-Neelson.

19. Freeze the pellet in 6M GTC at -80C.

Homogenisationspuffer (HB):20 mM Hepes pH 6,5





250 mM Sucrose (8,55 %)





complete protease inhibitor cocktail, Roche












































































































































































































































































































