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1. Overview Title TEXT: “Reversible Cell Cycle Arrest with Hydroxyurea: A Method to Synchronize Cell Growth in Culture”	Comment by Anna Justis: Edited to better match the format “Name of technique: purpose of technique”
1.1. Plate your cells of interest. These cells will be at different stages of growth and division, known as the cell cycle. 
1.2. Add hydroxyurea [pronunciation] to your cells to synchronize cells in at the beginning of S phase, the DNA replication stage of the cycle. 	Comment by Anna Justis [2]: You can say “…synchronize them at X part of the cycle.”  This is how you incorporate “S phase”, G1, etc.
	Comment by Anna Justis: Make sure it is clear that HU stalls cells at the beginning of S phase (at the G1 to S transition), not mid-S phase.
1.3. The S phase checkpoint ensures DNA replication, and therefore cell division, can proceed accurately. 
1.4. Hydroxyurea inhibits the cell’s ability to make deoxyribonucleotides [pronunciation], pausing DNA replication as the concentration of these nucleotides [pronunciation] decreases.	Comment by Anna Justis [2]: This step could be simplified if rearranged like this: “HU inhibits the cell’s ability to deoxyribonucleotides, pausing DNA replication as the concentration of these nucleotides decreases.”
1.5. The S phase checkpoint ensures DNA replication occurs accurately and that the cell can divide normally. 
1.6. Hydroxyurea This stalling triggers the DNA damage response, which is part of the S phase checkpoint, and stops the cell from proceeding through the cell cycle. This occurs as long as hydroxyurea remains present.preventing progression into S phase.
1.7. Remove the media containing hydroxyurea to allow your the cells to progress and divideto continue through the cycle.
1.8. Since all cells were stalled together, the cells will bepopulation is now synchronized as they grow and divide.
1.9. In this example, we will use hydroxyurea to synchronize the cell cycle of U2OS [pronounced U two O S] cells.
2. Protocol Title TEXT: “G1/S Phase Synchronization of U2OS Cells with Hydroxyurea”
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