Cell Thawing Instructions

1. Use 0.2um filtered room temperature 1x PBS with 1% BSA as the thawing media.
2. Thaw the cells rapidly in a 37C water bath.
3. Transfer the cells to a 50 ml conical tube.
4. Serially dilute thawed cells with thawing media as follows:
While gently swirling the thawed cells, slowly add 1 ml media to the 1 ml of cells and allow 3 minutes for cells to equilibrate. Repeat this process, adding 2 ml of thawing media to the now total of 2 ml of cells and allowing the cells to equilibrate for 3 minutes. Repeat the process doubling the total volume until a final volume of 32 ml is reached.
5. When done with the serial dilutions, centrifuge the cells for 10 minutes at room temperature at 400g.
6. Carefully remove the supernatant.
7. Wash once with 5 ml of thawing media and centrifuge the cells for 10 minutes at room temperature at 400g.
8. Carefully remove the supernatant and bring the cell pellet to the desired volume in culture media.
