Phenol/Chloroform High Molecular Weight gDNA extraction Protocol
Tremble Lab – Spring 2026
Before starting turn on heat block to 57C and bring phenol/chloroform out of fridge and place in fume hood (WEAR GLOVES)
Tissue Lysis
1. Prefill sterile (preferably RNA/DNAse free not just autoclaved) with 400ul of Monarch gDNA Tissue lysis buffer + 10ul Protinease K
2. From fresh tissue use chilled sterile forceps to extract 20-30mg tissue and place directly into lysis buffer
3. Using autoclaved micropestils grind tissue in tissue lysis buffer until large chunks are “shredded” 
4. Place in 57C heat block to incubate for AT LEAST 1 hour. Gently flick tubes ever ~15min to resuspend tissue. Halfway through incubation it helps to regrind tissue using micropestil to ensure complete homogenization.
5. After incubation add 5ul RNAse A to sample and incubate at 57C for another 15 min.
6. Centrifuge samples on max speed for 5min, transfer supernatant to 1.5ml tube using wide-bore pipette (if available place into phaselock tube)
DNA isolation and phase separation
7. In fume hood, add 1:1 volume of phenol/chloroform (~400ul) to sample and shake hard for 15 seconds.
8. Shake incubate on rotating hula-mixer for 10 minutes
9. Centrifuge sample at max speed for 10 minutes, remove and retain top aqueous phase (clear) using wide-bore pipette.
10. Add 1:1 volume of pure chloroform (phenol cleanup) and repeat steps 8-9.
DNA precipitation and cleanup
11. Add 0.1x volume 3M Sodium Acetate (pH ~5.5), mix by inversion, then add 2 volumes 100% cold EtOH and place tube in freezer for at least 30 minutes.
12. To Pellet DNA either use a flame sterilized glass rood to spool out DNA directly into 70% EtOH or centrifuge for 10 min at max speed then remove supernatant avoiding the pelleted DNA.
13. Wash DNA using 2x 75% EtOH Washes, spinning at max for at least 3 min.
14. Elute DNA in Monarch TE buffer (elution buffer). 
