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Introduction  
 

Tissue culture experiments can be limited by small 

quantities of cells making microcultures desirable, as in 

work with primary cell cultures. Large numbers of test 

substances, automation, cost efficiency, and statistical 

analysis can make 96-well microculture plates attractive. 

An optimal assay for microculture cell quantification would 

permit the storage of plates so a large number of plates 

could be assayed at the same time, thus reducing labor. 

This would also result in better standardization of data 

within and between experiments. DNA would be a 

preferable endpoint of cell proliferation and if possible 

should be measured without radiolabeled reagents. This 

optimal assay would require minimal processing time and 

be highly accurate as a measure of cell proliferation 
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Materials 
 

BQCkit Cell Proliferation Assay kit KC-04-003 500 tests 

contains: 

 

*This reagent is stable during 10 days at Room Temperature and is 
shipped in these conditions. Once received is recommended to keep 
it at 4ºC. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Product Quantity Storage 

Reagent A 1 bottle RT 
Reagent B 1 bottle RT 

Reagent C* 1 vial 4ºC 
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Assay Principle 
 

DNA is a reliable endpoint for cell proliferation assays. This 

proliferation assay is based on the enhanced fluorescence 

and shift in the emission wavelength of the fluorochrome 

Hoechst 33258 upon binding cellular DNA. 

At time points of interest, the plates are emptied of media 

and stored frozen. When the assay is to be performed, 

cultures are briefly incubated in a lysate media and frozen 

again. This process lyses the cells and allows rapid and 

thorough mixing of the fluorochrome and cellular DNA. 

Freezing permits convenient storage of cultures until the 

time of assay, so experiments can be batched. This fact 

results in a reduction of the processing time and gives a 

better intra and inter-experimental standardization. 

The assay here presents, generates a linear standard 

curve for DNA fluorescence versus cell number. This 

enables the rapid and accurate measurement of cell 

number involving minimal processing time, making this 

assay suited for cell proliferation studies. 
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Pre-Assay 
 

1. Prepare DNA marker solution freshly. For this purpose, 

mix Reagent C and Reagent B in a proportion 1:50. 

 
Example: For 50 wells (5 mL of DNA marker solution): 

Mix 0.1 mL of Reagent C with 4.9 ml of Reagent B. 
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Assay Protocol 
 

Performing the assay 
 

1. Culture cells in a 96 well plate and treat them with the 

desired treatment. 

 
2. Once the treatment has finished, remove culture media 

by overturning the plate on absorbent toweling. 

 
3. Store then the plate frozen until the day of assay. 

 
4. On the day of assay, add 100 μL of Reagent A to each 

well and incubate the plate during 1 hour at 37⁰C. 

 
5. Freeze the plate at least 1 hour and then, thaw it until 

reaching room temperature. Then add 100 μL of the 

DNA marker solution to each well (prepared in 

advance according to the steps in page number 4). 

Cover the plate and shake for 5 minutes at room 

temperature. 
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Assay Protocol 

6. Measure the fluorescence of the plate: 

ʎ excitation: 350 nm 

ʎ emission: 460 nm 

 
7. Compare the intensity of fluorescence of the control 

group, with the intensity of fluorescence of the treated 

groups. 
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Warranties and Limitation of Liability 
 

Bioquochem shall not in any event be liable for incidental, 
consequential or special damages of any kind resulting 
from any use or failure of the products, even if Bioquochem 
has been advised of the possibility of such damage 
including, without limitation, liability for loss of use, loss of 
work in progress, down time, loss of revenue or profits, 
failure to realize savings, loss of products of buyer or other 
use or any liability of buyer to a third party on account of 
such loss, or for any labor or any other expense, damage or 
loss occasioned by such product including personal injury 
or property damage is caused by Bioquochem´s gross 
negligence. Any and all liability of Bioquochem hereunder 
shall be limited to the amounts paid by buyer for product.  
Buyer´s exclusive remedy and Bioquochem´s sole liability 
hereunder shall be limited to a refund of the purchase price, 
or the replacement of all material that does not meet our 
specifications.  
Said refund or replacement is conditioned on buyer giving 
written notice to Bioquochem within 30 days after arrival of 
the material at its destination.  
Expiration date: 1 year from the date of delivery  
For further details, please refer to our website 

www.bqckit.com. 

http://www.bqckit.com/


 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

  


