
 

3.7 ml 

200 µµµµl / well 
 

X µµµµl / well 
 

Pre-diluted 
stocks of Test 
Compounds 

 

Protocol Variation 1 
Recommended when Test Compounds are at pre- 

established working concentrations, typically in DMSO. 
 

100 µµµµl / well  
 

100µµµµl / well  
 

Protocol Variation 2 
Recommended when high-concentration Test 

Compound stocks are diluted immediately prior to use. 

 

37˚C CRM 

-80˚C 
Single aliquot of 

Reporter Cells 
(0.7 ml frozen cells) 

37˚C 
Water bath 
≥ 3 min. 

Rapid thaw 

CSM 
Preliminary  
Cell suspension 
(3.7 ml) 

Cell  
Suspension 

(3.7 ml)    
 

 
3.0 ml 

Incubate 22 – 24 hrs 
37˚C / humidified 5% CO2 

DAY 1 
 

Prepare “2x”- 
concentrated Test 
Cmpd media by 
diluting master 
stocks with CSM 
 

CSM 
Cell  
Suspension 
(7.4 ml)    

 

* Note: For microscopic examination of cells in assay 
wells, dispense the excess volume of cell suspension 
into a clear 96-well plate.  
 

(* see Note) 

(* see Note) 
 

~ or ~ 
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room temp. 
LDR 
(12 ml) 

Data Analyses 

 

Quantify Luminescence 
   Read time ≤ 0.5 sec / well 

15 minute rest at room temp. 

+ 

Discard 
Media 

(from Day 1) 
 

22 – 24 hr incubation 

100 µµµµl / well 
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DAY 2 
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Detection 
Substrate 

Detection 
Buffer 

 combine 
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