1. Wash twice cryopreserved THP-1 cells* (one vial contains 5 x 10^6 cells) with complete medium - cRPMI (RPMI-1640 medium supplemented with 1% L-glutamine, 1% Hepes, 0.1% 2ME and fetal bovine serum to a final concentration of 10%). Use 50 ml Flacon tubes and 20 ml medium to wash, spin down for 5 min at 1500 rpm (400xg, Heraeus Megafuge), 4°C.  

2. Seed cells in 6 well plates/ T75 flask and expand cell numbers by sub culturing in T75 flasks in 10 ml cRPMI and later in T150 flasks in 50 ml cRPMI.  Sub-cultures are established by centrifugation with subsequent re-suspension at 2-5 x 10^5 viable cells/ml, every 2-3 day. Cells reach density of 8 x 10^5 cells/ml within this period of time. For proper viability and fitness of the cells do not exceed before sub-culturing 1x10^6 cells/ml. Use T150 flasks and maximum volume of 80 ml cRPMI per flask to generate large cell numbers (eg 15 x T150 flasks to get 5 x 10^8 cells). Incubate cell cultures at 37°C and 5% CO2.
3. Differentiation to macrophages** is triggered by addition of PMA (50 ng/ml) and overnight incubation. This is followed by 2 washes (cRPMI)*** and addition of complete media over 48 h post differentiation. This protocol elicits a uniform population of resting macrophages prior infection experiments. For T150 flasks use 2x10^7 cells/20 ml cRPMI (30 flasks per time-point for MS platforms), for 6 well plate use 10^6 cells/well/3 ml cRPMI (triplicates per time-point).  Transfer differentiated THP-1 cells to the BSL3 lab.
* THP-1 working lot was prepared by Sabine Jörg on Jan 2009
**Use THP-1 cells up to passage # 10 for differentiation to macrophages. Prepare cells in the BSL1 lab (cell culture lab), avoiding any bacterial/LPS contamination and therefore cell activation prior to infection.
***Use cRPMI supplemented with penicillin and streptomycin until the final wash one day prior infection 

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               

6 well plates vendor Nunc. lot# 05510036             

flasks vendor TPP. lot#             

Pen/Strep vendor  PAA lot# P01009-1954
Trypsin-EDTA  PAA  lot# L00309-0902
