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1. Overview Title TEXT: “Single Worm PCR:  A Method to Extract and Amplify Genomic DNA”

1.1. [bookmark: _gjdgxs]For single worm PCR analysis, aAllow a single hermaphoroditice [pronounced:  hermaphroditic] worm to self-fertilize and lay eggs for 1-2 days to that will generateproduce genetically identical offspring in order toand therefore  maintainpreserve a copy of the modified genetic linestrain.
1.2. Then, tTransfer the adult worm parent to an individuala PCR strip tube cap containing worm lysis buffer, .and then close the cap onto a tube.
1.3. Centrifuge the tube to bring the animal and buffer to the bottom.
1.4. Place the wormFreeze the tube at  minus -80 degrees Celsius to break open the cuticle, or outer layer.
1.5. [bookmark: _GoBack]Heat the worm sample to plus 60 degrees Celsius to lyse the worm’s cells, releasingand release the genomic DNAintracellular proteins along with the cell’s genomic DNA. At this temperature, the proteinase [pronounced: proteinase] K within the buffer degrades the proteins, particularly nucleases that would otherwise destroy the genomic DNA.
1.6. Then, Inactivate the proteinase K by raisingraise the temperature to 95 degrees Celsius. to inactivate the enzyme.
1.7. Finally, To perform PCR, add the cell lysate to a tube with add the the PCR master  mix, composed of which reaction buffer, includes dNTPs [pronounced: D.N.T.Psd-N-T-Ps], forward and reverse primers for the region of interest, and  Taq [pronounced:  tack] polymerase and water, bringing the reaction to a desired final volume., to a clean tube, followed by the extracted DNA into the same tube. 
1.8. To perform the PCR,  rRun the appropriate thermocycler [pronounced: thermocycler] program that amplifies the DNA region of interest. to amplify the target DNA.
1.9. In the following example, protocol, we will see a PCR procedure to screenextract and amplify a region of the genomic DNA from  for CRISPR-Cas9 [pronounced: CRISPR-Cas9]  editing events in the genomic DNA of single F1 [F one] worms. for genotyping by restriction enzyme digest.

2. Protocol Title TEXT: “Single Worm PCR”
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