Shirley Zhu/ DNA isolation from frozen tissue



DNA Isolation from Frozen Tissue 

(By using QIAGEN Blood & Cell Culture DNA Maxi Kit (Cat. No.: 13362) and Protocol with some modifications)

Sample:  Fresh tumor tissue about 300mg

- Put about 300 mg tumor tissue in 19 ml of G2 buffer (from the kit ) with 38ul of Rnase A ( 100mg/ml) by using a 50ml Oak Ridge Centrifuge tube.  

-Homogenize with a PowerGen 125 Tissue Homogenizer (Fisher Scientific) starting at 5000 RPM and gradually going up to approximately 20,000 RPM over a period of 30-60 seconds at RT. 

-Add 1.2ml of Proteinase K (20mg/ml)(QAIGEN Cat NO.:  19133), mix well.

-Incubate at 55C with shaking for overnight.

-Equilibrate a QIAGEN Genomic-tip 500/G with 10 ml of buffer QBT, and allow the QIAGEN Genomic-tip to empty by gravity flow.

-Vortex the sample for 10 seconds at max. speed and apply it to the equilibrated QIAGEN Genomic-tip

-Allow the sample to enter the resin by gravity flow

-Wash the QIAGEN Genomic-tip with 2 X 15 ml of Buffer QC.

-Elute the genomic DNA with 1 X 15 ml of Buffer QF.

-Precipitate the DNA by adding 10.5 ml (0.7 volumes) room temperature isopropanol to the eluted DNA. 

-Mix well and centrifuge immediately at > 5000 x g for 30 min at 4 C.

-Carefully remove the supernatant.

-Wash the centrifuged DNA pellet with 4 ml of cold 70% ethanol.

-Vortex briefly and centrifuge at > 5000 x g for 20 min at 4 C.

-Carefully remove the supernatant without disturbing the pellet.

-Air-dry for 5-10 min

-Resuspend the DNA in 100-200ul of TE buffer (pH 8.0)

-Dissolve the DNA overnight on a shaker at room temperature, or at 55 C for 1-2 hours.

-Check DNA on 1% agarose gel and measure OD A260/A280
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