Macrophage invasion assay

DAY 1

1.  Seed between 2.5 X 105 and 5 X 105 macrophages per mL into 24 well plates add 500μl of RPMI + 10%FBS.
2.  Incubate for 12-14 hrs at 37ºC 5% CO2
DAY 2

3.  Spin down an O/N culture of bacteria; calculate the appropriate amount to get an MOI of 1:1.
4.  Resuspend in 1mL PBS and spin down again.
5.  Opsonize bacteria by resuspending in 100μL RPMI and 100μL Mouse serum for 20 min at room temp.

6.  Spin down and resuspend in 6 mL of RPMI + 10%FBS.
7.  Add bacteria (100μL) to appropriate wells in the 24 well plate.

8.  Incubate for 1 hr at 37ºC 5% CO2 to allow infection.

9.  Remove media, add 1mL of RPMI + 10% FBS with 12.5ug/mL Gent.

10.  Incubate for 30 min at 37ºC 5% CO2.
11.  Lyse the cells at appropriate time points.
To lyse cells.

1st remove the media, then add 500μL 1% triton X-100 incubate at 5 min at room temp, pipette with vigor.  Follow by adding 500μL 1XPBS.  Make serial dilutions 10-1 to 10-7 spot plate on LB.
