

CoPARC Critically Ill Patient BAL Processing 6.2.25

BAL Cell Processing
Notes: 
· BAL will be immediately transported on ice to the lab.
· Aliquot BAL in a biosafety cabinet (hood).

1. Record volume received.
2. Filter the raw sample through a BD Falcon 100 micron cell strainer (BD #352360) into a 50mL conical tube (BD Falcon #352098). Record post-filter volume. Note: The sample only needs to be filtered once, but more than 1 filter may be necessary due to the particulate matter or mucous in the sample.
3. Centrifuge at 900 X g for 10 minutes.
4. Aliquot BAL fluid without cells in 1.8mL cryotubes with blue cap insert (Nunc# 5045-0003) and store BAL at -80°C 
5. Resuspend pellet in 5mL ACK RBC lysis buffer (Gibco #A10492).
6. Incubate at room temperature for 2 minutes then add 10mL of 1X DPBS (Cellgro #21-031-CV).
7. Centrifuge at 900 X g for 10 minutes.
8. If needed, repeat the RBC lysis, steps 5-7.
9. Resuspend the cells in 1-3mL of 1X DPBS, depending on size of cell pellet.
10. Count cells and assess viability by diluting 10μl of sample with 90μl trypan blue (VWR #45000-717) and applying 10μl of the dilution to a hemacytometer. 
11. Count all of the cells in the 4 quadrants then divide that number by 4. Multiply that number by 104 to calculate how many cells there are per mL. Multiply that number by the total volume (1-3mL) to calculate the total number of cells in the 1-3mL of cell suspension. An automated cell counter can also be used, if available. Record total cells, live cells, and % live cells
12. Create cell pellets by aliquoting the remaining cells, preferably in 1-2x106 cell aliquots.

Cell Pellets:
1. Aliquot appropriate volume of cells into 1.8mL cryotubes and centrifuge at 900 X g for 10 minutes to pellet the cells. 
2. Aspirate off the media and discard. 
3. Immediately freeze the pellets and store at -80°C.
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