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1. Acid Guanidinium thiocyanate- Phenol- Chloroform (AGPC) Extraction: a method to isolate total RNA
1.1. Begin with washed, pelleted cells and add a solution of phenol and guanidine isothiocyanate [pronunciation: guanidine isothiocyanate] to lyse the cells and denature proteins.
1.2. Then add chloroform to the lysate, which will allow for more precise separation in the next step.
1.3. Centrifuge the tube to separate the aqueous and organic phases, or layers.  
1.4. The aqueous layer will contain RNA and small pieces of DNA, while the organic layer will contain most of the genomic DNA and proteins.
1.5. Collect the top-most or aqueous layer.  Then add isopropanol and centrifuge to precipitate the RNA.
1.6. Use 75% ethanol to wash away unwanted salts, then air-dry the pellet to remove all of the ethanol.
1.7. Finally, dissolve the RNA in water and treat it with DNase [pronounced: dee-en-ace] to remove contaminating DNA.
1.8. In this example, we will isolate RNA from fibroblasts treated with the transcription inhibitor, ActD [pronouced: act-dee].
2. Protocol: RNA extraction from Fibroblasts in Drug Treatment Timecourse
Note to Editors: Remove title card [TEXT: “III. Isolation of Total RNA from Phenol-guanidine isothiocyanate solution lysate”] that is shown at 2:10-2:16.
