Human BAL Plating Protocol

1. Put DMEM in water bath to warm.

2. Obtain strainers and a 50mL centrifuge tube.

3. Pour sample through strainer into 50mL tube. Use as many strainers as needed.

4. Centrifuge the strained sample on setting 1 (9, 9, 1000xg, 5min, 4degrees)

5. Take DMEM out, spray with ethanol and put in hood with a 1mL pipette.
6. Put culture dishes in the hood and label (must open package in hood.) Number of dishes dependent on pellet size.
7. Immediately when the centrifuge finishes, take out sample.
8. Put a tip on the vacuum and use to suck out supernatant. Leave pellet.
9. Add 2mL of DMEM to tube, mix well with pipette.
10. Close DMEM container and then put sample back in centrifuge.
11. Get ready for cell counting.
12. Obtain cover slip, glass plate, trypan blue.
13. Draw 5uL of blue dye and put in .6mL tube

14. Take 2 kimwipes and dump DMEM supernatant onto them. Throw away.

15. Pump in and out with DMEM to mix and take 10uL and drop onto dish in middle of circle.
16. Repeat each time (mixing included)

17. Take a pipette and add as many drops of DMEM as needed around periphery of dish to introduce humidity to cells.
18. Put dishes in culture box for about 15 to 30 mins.
19. Need to count cells so take 5uL (mix first) and add to dye tube.
20. Pipette 10 uL out and insert into metal groove on glass plate with coverslip.
21. Count cells on Leitz Laborlux D microscope. Should see 5x5 grid.
22. Use clicker to count cells in the boxes. Record.
23. Take cells out of culture box, place in hood, remove tops, get large pipette and fill with DMEM.
24. Wash only 3-5 dishes at a time so cells do not dry out.

25. Drop onto side and cover bottom of dish. Shake a little.
26. Vacuum out dish. Repeat procedure 2-3 times.
27. Use a new 25mL pipette to put more DMEM in dish and place in culture box.

28. Clean hood.

