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	Asset
	Timecode

	Clip
	2:23 (VO: “First, prepare …”) – 4:46 (VO: “…in an ice bath.”)



1. [bookmark: _GoBack]Title TEXT: “Cell Homogenization and Differential Centrifugation: A Method to Isolate  Mitochondrial and Plasma Membrane Cell Fractions”
1.1. Suspend your cells in hypotonic lysis buffer and use a mechanical homogenizer to break them down into a uniform suspension of cell contents.
1.2. Next, centrifuge the mixture at a minimum speed to remove intact cells.
1.3. Then, centrifuge the supernatant at increasing speeds from 500 [pronounced: five hundred] to 2,000 x g [pronounced: two thousand times G] for several cycles to remove nuclei and other cellular debris. Each time keep the supernatant and discard the pellet.
1.4. Next, spin the supernatant at 4,000 x g [pronounced: four thousand times G] to isolate the mitochondria.  Save this fraction
1.5. Repeat this step to remove any remaining mitochondria. 
1.6. Finally, centrifuge the saved supernatant at 18,000 x g [pronounced: eighteen thousand times G] to pellet the plasma membrane.
1.7. In this example, we will isolate mitochondrial and plasma membrane cell fractions from human monocyte cell line, U937 [pronounced: U nine three seven].
2. Title TEXT: “Protocol: Isolating Mitochondria and Plasma Membrane Subcellular Fractions”
