[bookmark: _Hlk114677667]Agar overlay for β-galactosidase activity
Written by: Caterina Ramierez and Sierra Schmidt

1. [bookmark: _Hlk114677639]Prior to overlay protocol, incubate intended cells on CHAH until single colonies form. 
2. On the day of the experiment:
a. Prepare soft agar overlay solution by adding the following components to a flask: 
30 mL of diH2O
0.21 g of agar 
b. Add stir bar
c. Stir for 5 min
d. Autoclave Liquid 30
3. Place agar in water bath at 56°C until cool enough to touch. Add 60 uL x-gal to agar.
4. Overlay 8mL of the agar solution to each plate. Protect from light by wrapping in foil. Incubate lid side up. 
5. The next day look for any blue colonies
a. Dark blue indicates high β-galactosidase activity, light blue indicates some, white indicates none
6. Isolate colonies of interest

Isolating Colonies After Growth
1. Using a inoculation loop, lightly pierce and transfer one blue colony from the overlay plate to a fresh CHA plate. Try to remove any agar that may have been transferred with the colony.
2. Repeat this process for any other colonies you wish to patch out. 

