SRB Assay
1- Plate 5000-10 000 cells/well in a 96-well plate (in 100 L medium/well).

2- Allow cells to attach for 24 h. Treat wells in triplicate for up to 5 days in incubator (add 100 L treatment/well for a total volume of 200 L/well). 

3- Gently layer cold TCA (50%) on top of media (add 50 L 50% TCA to 200 L medium). Fix for at least 60 minutes (2 h to overnight) in the fridge. *protect yourself from splashing.

4- Rinse wells with water four times (use slow flow from tap). Dry well as much as possible after last rinse.

5- Stain fixed cells with 50 L of 0.4% SRB (0.4 g/100 mL) dissolved in acetic acid for at least 30 minutes (1h to overnight) at room temperature.

6- Pour off SRB. Rinse wells 4x with 1% acetic acid.

7- Air dry for at least 1 day (until no moisture left in wells)

8- Solubilize the dye with 200 L Tris base (10 mM, pH10-10.5) for 2-5 minutes on shaking platform

9- Read optical density at 492 nm (only read at 540 if light staining: ca. 0.2 for controls when using 492 nm).

50% TCA:

50 g 
TCA

100 mL
dH2O
SRB solution:

1250 mL
dH2O

1.25 mL
glacial acetic acid

5 g 
SRB

1% acetic acid:

4 L
dH2O (can use tap water)

40 mL
acetic acid

