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DNA isolation from Fish Cell Lines

Materials:

· Log-phase monolayer of cells in cell culture flask
· Tryspin (0.25%)

· Phosphate buffered saline (PBS)

· Refrigerated centrifuge
· Rocker
· NanoDrop and agarose gel electrophoresis equipment

· SDS (10 mg/ml) 

· Proteinase K (10 µl /ml) 

· Saturated Phenol

· Lysis buffer (0.5 M Tris-HCl +0.5 M EDTA + 400 ul NaCl)

· High TE buffer
· Chloroform:Isoamyl alcohol (24:1) 

· 70% Ethanol 

· Sodium acetate (3M)

· Eppendorf tubes (2 ml)

Procedure 

Day 1:
· Harvest cells from culture flask by trypsinization method and transfer to 2-ml Eppendorf tube.

· Centrifuge the cells at 4,000 rpm at 4⁰C for 2-3 minutes. 

· Discard the supernatant and add 250 µl PBS to the pellet and mix gently and centrifuge at 4,000 rpm at 4⁰C for 2-3 minutes.

· Discard the supernatant and add 250 µl high TE buffer to the pellet and mix gently. Centrifuge at 4,000 rpm at 4⁰C for 2-3 minutes.

· Discard the supernatant and add 400 µl Lysis buffer + 300 µl of 10 mg/ml SDS + 10 µl of Proteinase K to each tube and incubate at 37⁰C overnight.

Day 2:

· Add 250 µl saturated Phenol in the tube and place tube on rocker for 5 minutes.

· Add 250 µl Chloroform:Isoamyl alcohol (24:1) and place tube on rocker for 5 minutes.

· Centrifuge tube at 11,000 rpm for 10 minutes at 20⁰C. 

· Transfer the supernatant (aqueous phase) carefully to a fresh tube.

· Add 400 µl of Chloroform:Isoamyl alcohol (24:1) mixture to the supernatant.

· Place the tube on rocker for 5 minutes.

· Centrifuge the tube at 11,000 rpm for 10 minutes at 20⁰C.
· Transfer the supernatant (aqueous phase) to fresh tube and add 1/10th of Sodium acetate of supernatant + 2 volumes of chilled ethanol of supernatant.
· Place the tube at -20⁰C for 1 hour.
· Centrifuge the tube at 11,000 rpm for 10 minutes at 4⁰C.
· Discard the supernatant and wash the pellet with 250 µl of 70% ethanol. 
· Dry the pellet and dissolve in 50-80 µl of TE Buffer (pH 8.0).
· Check the quality and quantity of isolated DNA using agarose gel / NanoDrop.

· Store the DNA at -20⁰C for further use.
