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RCHO + NAD/NADP" + H20 --APH___> RCOOH + NADH/NADPH" + H"

The amount of enzyme which will oxidize one micromole of acetaldehyde to
acetic acidper minute at 25°C and pH 8.0 in the presence of potassium ions, thiols and

§-NAD-+.

1. 1.0 M Tris-HCI buffer, pH 8.0

2. 3.0 M KCl in distilled water

3. 0.005 M Acetaldehyde. Prepare fresh from stock 2.0 M Acetaldehyde.

4. 0.33 M 2-Mercaptoethanol. Prepared fresh.

5.0.02 M §-NAD+ (15 mg/ml). Prepared fresh in distilled water.

6. Aldehyde dehydrogenase (enzyme) solution. Prepare in 0.1 M Tris-HCI, pH 8.0
containing 0.02% bovine serum albumin, to give a final concentration of 0.1-0.2

U/ml. Must be prepared fresh prior to assay.

1. Set spectrophotometer (equipped with strip chart recorder and temperature
control) at 340 nm and 25°C.

2. In a cuvette, pipette the following reagents in the amounts indicated:

Distilled water 2.20 ml KCl 0.10 ml
Tris-HCI buffer 0.30 ml a-2-Mercaptoethanol 0.10 ml
Acetaldehyde  0.10 ml §-NAD" 0.10 ml
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3. Incubate cuvette in the spectrophotometer at 25°C for 5 minutes to attain
temperature equilibration. Record absorbance at 340 nm (blank).

4. Initiate reaction by adding 0.1 ml enzyme solution to the cuvette. Record the

increase in absorbance at 340 nm for 5 min.

Calculate E340nm/min

(AE340nm/min)(Total Vol.)(Enz. Diln.)

Activit =
ctivity (U/mg) (6.22)(Enz. Vol.)(mg Enz./ml)
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