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[bookmark: _gjdgxs]
1. Title TEXT: “Thymidine- and nocodazole (Thy-Noc) treatment: A Method to Synchronize Cells in Mitosis”

1.1. To begin, seed cells in a culture dish.
1.2. Before synchronization, cells will be at different stages of the cell cycle. 
1.3. To initiate synchronization, add thymidine [Pronunciation] solution. 
1.4. High levels of thymidine inhibit DNA synthesis so cells accumulate at the G1[pronounced: G-one] to S phase transition. 
1.5. The following afternoon, release cells from the thymidine block by replacing media and allow cells to continue progressing through the cell cycle during a five hour incubation period. 
1.6. [bookmark: _GoBack]Then, arrest cells in mitosis by adding nocodazol, [Pronunciation] a chemical that inhibits formation of the mitotic [Pronunciation] spindle. 
1.7. Cells in mitosis will be rounded up and loosely attached to the plate. The following morning, shake the plate to detach the mitotic cells. 
1.8. Collect the synchronized cells and release them from mitotic arrest by replacing the media. 
1.9. Synchronized cells can now be re-plated and used to study regulation of cell cycle progression.
1.10. In the following example, we will synchronize U2OS [pronounced: U-two-O-S] cells for G1 and S phase entry studies.
2. Title TEXT: “Protocol: Thymidine and Nocodazole Cell Cycle Synchronization”

