Crude DNA Lysate Preparation

A crude preparation of DNA is generally sufficient as the starting material for PCR analysis.
1. Prepare 10cm NGM plates using agarose instead of agar.  (Agar is reported to contain contaminants that will interfere with PCR.)  Seed agarose NGM plates with 80µl OP50 culture – incubate plates overnight at 37º - store at 4º until use.

2. Chunk N2 worms from a freshly starved plate onto agarose NGM plates.  Allow culture to grow ~ 3 days at 25º.

3. Harvest worms by adding 1 ml dH2O to plate, swirling and pouring into a 1.5 ml microfuge tube.  Add an additional 500 µl dH2O to plate, swirl and pour into the microcentrifuge tube to recover remaining worms.

4. Centrifuge worms at 1.6 krpm for 1 minute to pellet worm.  Carefully remove supernatant.

5. Wash worms by adding 1 ml dH2O, mix by inversion.

6. Centrifuge worms at 1.6 krpm for 1 minute to pellet worm.  Carefully remove supernatant.

7. Add 500 µl of worm lysis buffer and 5 µl of 10mg/ml Proteinase K.  Gently mix worms and freeze -20º for 15 min.
8. Incubate at 60º for 60 min to digest worms
9. Incubate at 95º for 15 min to inactivate the proteinase K.  

10. Use 5 µl of lysate in a 50 µl PCR Reaction.
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