Wheat Germ People:

Biuret Reaction: measures amount of protein present, NOT specific to the enzyme

Get a good Standard Curve (straight line) for the group using BSA (dilute 10, 8, 6 etc….).  You will use this curve to determine protein concentrations in your samples.

General Procedure:


5 Test tubes, 0.1 mL SI, 0.1 mL SII etc.

Adjust volume of ALL tubes to 1 mL using 0.9 mL dH2O


Add 4 mL Biuret Reagent


Mix (vortex)

Allow color to develop for 15 minutes at 370C (use Heating Blocks)


Make sure spectrophotometer is set at 540nm.

Phosphatase Assay: measures enzyme activity

You will need 1 test tube for Tube A (blank) and 5 test tubes (Tube B) for each of your samples SI-SV
Tube A (Blank)





Tube B (Enzyme)

0.5 mL, 1M Sodium Acetate Buffer (pH 5.7)


0.5 mL, 1M Sodium Acetate Buffer (pH 5.7)

0.5 mL, 0.1M MgCl2




0.5 mL, 0.1M MgCl2
0.5 mL PNPP





0.5 mL PNPP

3.3 mL dH2O





3.3 mL dH2O
Mix (vortex).

Incubate in heating Blocks at 370C for 5 minutes.

Then add to Tube A, 0.2 mL dH2O (Blank) and to Tube B, 0.2 mL Enzyme (Sample)

Mix (vortex).

Place in heating Blocks for 5 minutes.

Add 2.5 mL of 0.5M KOH to each tube to STOP the reaction.

Centrifuge, using bench top centrifuges, if cloudy.

Read tubes at 405nm.

Using Beers Law Calculate Enzyme Concentrations:


ABS = c l 
l = pathlength, 1 cm

 = extinction co-efficient, 18.8 x 103 L/mol cm

