CELL THAWING INSTRUCTIONS

1. .2 FILTERED PBS WITH 1% FBS IS THE MEDIA USED FOR THAWING THE CELLS, IT SHOULD BE AT ROOM TEMPERATURE.

2. THAW CELLS RAPIDLY IN A 37 C WATER BATH.

3. TRANSFER CELLS TO A 50 ML FALCON TUBE.

4. SERIALLY DILUTE THAWED CELLS WITH THAWING MEDIA (WHILE GENTLY MIXING THE THAWED CELLS SLOWLY ADD 1 ML MEDIA TO THE 1 ML OF CELLS, YOU NOW HAVE 2ML OF VOLUME, ALLOW 3 MINUTES FOR CELLS TO EQUILIBRATE.  THEN WHILE GENTLY MIXING, ADD 2 ML OF THAWING MEDIA TO THE NOW TOTAL OF 2 ML OF CELLS, YOU WILL NOW HAVE 4 ML OF VOLUME.  ALLOW CELLS TO EQUILIBRATE FOR 3 MINUTES.  FOLLOW THE SAME PROCESS EXCEPT ADDING 8 ML OF THAWING MEDIA, CONTINUE THIS PROCESS ONE MORE TIME UNTIL YOU HAVE A TOTAL VOLUME OF 32 ML.)

5. WHEN DONE WITH THE SERIAL DILUTION PROCESS CENTRIFUGE THE CELLS FOR 10 MINUTES AT ROOM TEMPERATURE AT 1500 RPM OR 469g (BASED ON SORVALL RT6000D CENTRIFUGE).

6. CAREFULLY REMOVE SUPERNATANT, GENTLY RAKE CELL PELLET AGAINST TEST TUBE RACK TO BRING CELL PELLET BACK INTO SUSPENSION.

7. BRING CELL PELLET TO DESIRED VOLUME WITH DESIRED MEDIA. 

