Sea Urchin Genomic DNA Isolation

1x TEN Buffer

100ml



1x TE Buffer

  50 mM Tris pH 7.6

5ml 1.0M Tris


10 mM Tris pH 7.6

  10 mM EDTA

2ml 0.5M EDTA

  1 mM EDTA

100 mM NaCl


2ml 5.0  M NaCl

Harvest 100-200ul of Sea Urchin sperm

Add 10 ml 1x TEN + 1% SDS buffer, mix

Add 100 ul Proteinase K (10 mg/ml)

Incubate overnight at 50-55oC

Add RNAse A to 10 ug/ml Cf

Incubate 1 hr at 37 oC

Extract 1x with equal volume Phenol:Chloroform:Isoamyl Alcohol (25:24:1)


Mix vigorously


Spin 5’ at 500 g

Remove aqueous layer, re-extract phenol phase with 10 ml 1x TEN, measure volume

Add 1/10 volume 3M NaOAc and 2x volumes 95%EtOH
Spool DNA, rinse in 70%EtOH, drip dry

Resuspend in 10 ml 1x TEN + 1%SDS, may take some time.

Add 100 ul Proteinase K (10 mg/ml)

Incubate overnight at 50-55oC

Extract 1x with equal volume Phenol:Chloroform:Isoamyl Alcohol (25:24:1)


Mix vigorously


Spin 5’ at 4000 g

Remove aqueous layer, measure volume

Add 1/10 volume 3M NaOAc and 2x volume EtOH
Spool DNA, rinse in 70%EtOH, drip dry, air dry

Resuspend in 1 ml 1x TE


