Protocol for Calibration Curve, Endosomal Acidification Studies for Stefan:
· Start around 10:30 or 11:00 so that the cells will be ready to image at 2:00 PM.  You can split the cells into two batches (start 3 dishes 1 hour earlier than the other 3 dishes) if you have enough time – that way the cells won’t have spit out all the dye by the time I image them.

1) Take a small TC dish of HEK+APP cells (they should be at least 70% confluent).  Remove medium and add about 700 µl of 0.25% trypsin and put the dish in the incubator for 1 minute.  Add 2 mL of complete DMEM (with G418) and triterate.

2) Add about 150-200 µl of cells to each poly-D-lysine-coated dish (make 6 dishes, one for each pH point).  Let them sit in the incubator for 15 minutes to adhere to the dish.  Add more medium to fill the dish and let them sit for 45 more minutes to adhere/recover.

3) Remove the medium and add 150 µl of the dye (a fresh aliquot – these cells tend to eat a lot of dye, so re-using isn’t a good option for a calibration curve).  Let them sit in the incubator for 30 minutes.

4) Remove the dye and wash 3 times gently with DMEM only.

5) Add 2.5 mL of complete DMEM (with G418) and let them chase in the incubator for 1 hour.  

6) Add 83 µl of 1M HEPES.  Cells are ready to image.

