Making P1 Lysate
Grow donor strain overnight.

Dilute culture 1/100 in 10 mls of LB and grow up to an OD600 of 0.8.

Meanwhile:

1. Set up 6 replicates per experiment (5 with phage and 1 control without phage).

2. Pour 25 ml LB + 0.5 mM CaCl2 plates (0.15 mls of 500 mM CaCl2 in 150 mls of LB agar).

3. Pipette 3 ml 0.8% w/v LB agar and store at 65ºC.

4. Set up 100 μl 50 mM CaCl2 + 100 μl 100 mM MgSO4 in eppendorfs (Use 100 μl of 100 mM MgSO4 stock solution + 10 μl of 500 mM CaCl2 + 90 μl of sterile water).

5. Once cells have reached on OD600 of 0.8, spin down 1 ml of culture and resuspend in 1 ml of fresh LB.

6. Add 100 μl to each eppendorf and add P1 phage to 5 of the tubes (1 μl of pure phage or 5 μl of P1 lysate).

7. Incubate in the 37ºC waterbath for 25 minutes.

8. Place top agar at 55ºC in a heatblock.

9. Remove top agar from heat block, allow to cool for 30 secs and add phage mix. 

10. Vortex and spread on LB + 0.5 mM CaCl2 plates (DO NOT DRY PLATES).

11. Incubate the plates face-up at 37ºC overnight.

Next morning:

1. Remove plates from incubator. Successful lysis should give small plaques in the bacterial lawn (compare to bacterial lawn of the cells alone control).

2. Add 2.5 mls phage buffer to each plate and leave on the bench for 15 mins.

3. Scrape up the top layer of agar and buffer using sterile slides and put into a falcon tube.

4. Add 2.5 mls Chloroform (0.5 mls per plate) and vortex well. Leave on the bench for 30 mins.

5. Re-vortex and centrifuge sample at x3000g for 10-15mins. Supernatant should appear clear of agar. 
6. Transfer supernatant to another falcon tube and add 1 ml of chloroform (200μl per plate). 

7. Repeat centrifugation, transfer to another falcon tube and add 10% chloroform.

8. Store at 4ºC, wrapped in parafilm. 

