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notes/Comments:

Cell Culture

1. Plate out cells at 2 cells/cm2 into tissue culture treated petri dishes (9 cm diameter) 

· Ideally use 3 replictes, 5 ml medium per petri is ideal.

· Prepare serial dilutions of the cells to achieve the correct number in a sensible volume to add to the petri dish*.

2. Culture cells for  ~2 weeks until almost confluent colonies are visible under the microscope. The medium should be changed every 3 to 4 days. 
Staining

1. Wash the cells twice with PBS (1x)

2. Fix cells in 95% Ethanol for 5 minutes

3. Stain fixed cells for 30 minutes in 0.5% Crystal Violet (made up in 95% Ethanol)

(Following staining, you can remove and re-use the stain)

4. Rinse plates using tap water.

5. Take images on the light box of the gel-doc system. Take care to use the same settings for photos of all plates within an experiment.

6. Analyse the images on Qwin software.

*Sample calculation:

Cell count: 1.3x104 cells/ml. 

Take 2.9 ml cells + 7.1 ml medium to make 3820 cells/ml in 10 ml.

Add 100 l cells into 15 ml medium = 382 cells per treatment.

3 replicates of 5 ml per dish = 127 cells/dish or 2 cells/cm2​.
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