 Loading of Neutrophils with Fura2-AM
· Turn on Hg lamp.

· Collect Fura2-AM from the freezer and cover it with foil so no light penetrates.

· Add 500 (l of cells into the wells of a 24 well plate.  

· Add Fura2-AM at a final concentration of 5 (M (add 2.5 (l of 1mM stock solution) to one well at a time (only as needed for the experiment) and mix well with pipette.

· Incubate at 37C for 30 min in CO2 incubator.

· Make extracellular soln and FMLP if necessary

· After incubation, put 4.5 ml of extracellular soln into a 15 ml tube. 

· Add the 500 (l of cells treated with Fura2-AM to the 15 (l tube.

· Spin for 1 min at 1000 rpm.

· Prepare chamber plate during spin.

· Pour off supernatant.

· Resuspend pellet in 200 (l extracellular soln.

· Plate the 200 (l onto chamber plate.

· Load plate, but wait for 2-10 min until cells have settled to bottom of the glass.

· Turn on equipment:

· camera on top

· white light

· micromanipulator 

· filter wheel to “Fura”

· After the cells have settled, turn on the extracellular solution drip and suction.  Allow to run until the suction starts sucking up liquid, then turn it off.

· With the microscope on the eye setting, use eye piece to focus on cells.

· Change microscope to camera setting.

· Grab Settings icon

· Camera:

· Choose “transmission”

· Wavelength = 360

· Exposure time = 40

· Life cycle time = 0

· Binning

· Horizontal = 2

· Series:  

· Ratio image pair

· Wavelength A = 340

· Wavelength B = 380

· Start = 0

· Cycle time = 2000

· # of cycles = 150

· Exposure time = 40

· Transmission picture:

· Make sure “transmission” is chosen under Grab Settings, Camera.

· Click on “live” in order to find a good area on the chamber plate with lots of cells and to refocus.

· Click on “stop” and rename live picture – “trans”

· Fluorescence picture:

· Choose “fluorescence” under Grab Settings, Camera.

· Turn OFF the white light

· Click on “live” and refocus if necessary.

· Click on “stop” and rename live picture – “360”

· Perform experiment:

· Under Series:
· Click on “Check”

· Then click on “Acquire”

· At 60 seconds, turn on the agonist drip and suction.

· At 120 seconds, turn off the agonist drip and turn on the extracellular soln drip.

· At 180 seconds, turn off the extracellular soln drip and suction.

· After the experiment is complete, subtract the background by choosing a “region of interest” in the background of the “360” picture.

· Sequence Ratios icon:

· Sequence A (numerator) = 340

· Sequence B (denominator) = 380

· Sequence C = type in “corr ratio”

· Background A = 360 and ROI0

· Background B = 360 and ROI0

· Choose many “regions of interest” (cells) in the “corr ratio” picture that pops up.

· Kinetic Selection icon:

· “Corr ratio”

· “Corr ratio”

· “Mean gray value”

· Save workplace as…

· In order to turn off Hg lamp:

· Push “lamp,” then “control”

· Wait 30 min for lamp to cool down!




