Protocol for Extraction of Pg proteins for Western Blot analysis:          (Manda: 5/30/2024)

Prepare 100X TLCK protease inhibitor:
· Resuspend 200mg of TLCK powder with 2.7ml 1mM HCL (aliquot 300ul for storage at -20C)

Prepare Extraction Buffer (300ul for each sample)
· Take 1ml of B-PER (lot no 89821 in ThermoFisher) + 10ul of 100x TLCK solution + 10ul of 100x Halt Protease inhibitor cocktail and 10ul of EDTA (lot no 78429 in ThermoFisher) 

1. Collect 500ul of Pg cells at OD=1 in an Eppendorf tube
2. Centrifuge at 9000xg for 3 min, remove supernatant and add 1ml of PBS
3. Centrifuge at 9000xg for 3 min, remove supernatant and add 300ul Extraction Buffer, pipetting to allow full resuspension of the cell pellet
4. Pre-cool the centrifuge at 4C
5. Put the tube on a rocking rotator, rocking for 5mins
6. Centrifuge the tube at 20,000g for 10min at 4C
7. Transfer supernatant to a fresh tube
8. For analysis in SDS PAGE/WB analysis, take 90ul of protein extract and add 30ul of 4X SDS loading buffer with beta-ME. Boil the solution at 100C for 5min. Load 15ul@lane. 



