Determining Protein Concentration from Biuret Absorbance

STEP 1: Preparing your samples

1. Line up five cuvettes in a peg rack.  

2. Using a 1000 uL micropipette, transfer 1000 uL of the bovine serum albumin to the first cuvette.

3. Using the same micropipette, transfer 500 uL of the bovine serum albumin from the first cuvette to the second cuvette.

4. Using the same micropipette, transfer 250 uL of the bovine serum albumin from the second cuvette to the third cuvette.

5. Using the same micropipette, transfer 125 uL of the bovine serum albumin from the third cuvette to the fourth cuvette.

6. Pick up the 100 uL micropipette.  Use it to transfer 62 uL of bovine serum albumin from the fourth cuvette to the fifth cuvette.

7. Using the same micropipette remove 31 uL of bovine serum albumin from the fifth cuvette and discard it into the sink.

8. Pick up the 1000 uL micropipette.  Transfer the following amounts of distilled water into each of your cuvettes:

· Cuvette #1 – no distilled water added

· Cuvette #2 – add 250 uL of distilled water

· Cuvette #3 – add 375 uL of distilled water

· Cuvette #4 – add 438 uL of distilled water

· Cuvette #5 – add 469 uL of distilled water

9. Using the 1000 uL micropipette, add 1000 uL of Biuret to each of the cuvettes.  Then set the micropipette to 250 uL and add 250 uL of Biuret to each of the cuvettes (after this you will have added 1250 uL of Biuret to each cuvette).  Each time you add the last 250 uL of Biuret, mix the solution in the cuvette by drawing it up and down with the micropipette.  You should see a uniform purple color when you finish with each cuvette.

10. Each of your cuvettes should now be a different shade of purple and contain exactly the same volume of liquid.

STEP #2: Measuring Absorbance with a Spectrophotometer

1. Take your samples to your spectrophotometer.

2. Set the blank as demonstrated by your instructor.

3. Place each of your five cuvettes into the spectrophotometers in turn, shutting the lid each time.

4. Take and record each absorbance reading.

