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Determining CFU/cell amount
Introduction
RNA purification requires us to know the amount of cells in the sample: too many, and the extraction kit won't work. Measuring cell amounts 
can be done through CFU and dilutions. CFU serves as a measure of the amount of live healthy cells in the sample. 

Materials

› Spectrophotometer

› Cuvettes

› LB plates

› Tubes

› Liquid LB

Procedure

OD600 measurement

1. Check the wavelenght so it is set to 600.

2. Zero it with blanks, by running a cuvette with only the buffers that is mixed with your sample. This is done only once 
and will be used as a baseline for all your samples.

3. Run your samples and take 3 technical replicates per sample for validation and use the mean value for further 
calculations.

OD600 readings should be within 0.3-0.05. Thereby you might need to dilute your sample to not get values out of 
range.
NOTE! If you need to dilute your sample remeber to note the end concentration, since it will be used for further 
calculations.

CFU count

4. Prepare the liquid culture sample you want to plate.

5. Make several serial dilutions. Do this by taking one 1ml of the culture into 9ml of LB media and mix. Take 1ml of this 
into a new 9ml of LB, and continue. The ratio of LB media to cells will be ten times higher than the previous dilution 

in each new tube. (101, 102, 103, and so on). You can take any volume of culture and LB you want, as long as 
you always add one part cells to nine parts LB.

6. Take, for example, 0,1ml of the contents of each tube and spread them on one plate each. Incubate.

7. Count the colonies on the plates after incubation and note them down.
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8. Use this equation to determine CFU: CFU/ml = (number of colonies * dilution factor) / volume spread on plate

9. Example: 0,1ml of a 103 dilution was spread on a plate. Afterwards it had 400 colonies. (400 * 103) / 0,1 = 
4.000.000 CFU/ml

10. Use this data to derive a graph showing how many cells are present at the OD600 the cells were collected at.


