Kareem Mohni							David Cortez Laboratory
Protocol 

ATRi Dose Response Curves 							06/08/14

Reagents:
ATRi (VE-821)		100mM Stock		
CHK1i (AZD-7762)	20mM Stock
Cisplatin			2.5mM Stock
Hydroxyurea (HU)	1M Stock

Protocol:
Day 1: 
· Trypsinize U2OS cells and plate in 96-well plate at a density of 4,000 (4x103) cells per well in a volume of 100μL. For a full 96 wells prepare 15mL of DMEM + 7.5% FBS with 6x105 cells to give 4x103 cells/100μL. 
· Prepare drug dilutions at 10X higher than the desired concentration and add 10μL of drug per well. It is easiest to put the final drug dilutions in one column of a 96 well plate and use the automatic multichannel pipet to add 10μL per well across the plate. 

Range of drug dilutions:
[bookmark: _GoBack]ATRi  VE-821	10μM-0.1μM
CHK1i	1μM-0.01μM
Cisplatin	10μM-0.1μM
HU		10mM-0.1mM

Highest drug dilution for serial dilutions:
ATRi		2μL of 100mM stock in 2mL of media for 100μM dilution
CHK1i		1μL of 20mM stock in 2mL of media for 10μM dilution
Cisplatin		1μL of 2.5mM stock in 2.5mL of media for 1μM dilution
			80μL of 2.5mM stock in 2mL of media for 100μM dilution
Hydroxyurea	200μL of 1M stock in 2mL of media for 100mM dilution

Day 2:
Check that the cell density of correct. If the cell number is wrong and the cells are confluent on Day 2 then the experiment should be thrown away. ATRi will not kill cells that are not dividing. 

Day 4/5:
Aspirate media and replace with DMEM+7.5% FBS supplemented with Alamar Blue. The alamar blue stock is 10X, so dilute alamar blue 1:10 in media. You need about 12 mL of media with alamar blue per 96-well plate. Return cells to incubator for 4-5 hours. Read on plate reader. Alamar blue is non-toxic. The plate can be returned to the incubator and read again later or the following day. Just add freshly diluted alamar blue again and wait 4-5 hours. 

Notes:
· There is a dilution guide attached and sample plate layout.
· These cell numbers and times are optimized for U2OS cells. Other cell lines will typically have different numbers of cells that need to be plated. 

Sample Plate Layout:
All data points are done in triplicate with this layout.
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