Enzymati c Assay of ARYLAM DASE
(EC 3.4.11.2)

PRI NCI PLE:
L- Al ani ne R- Napht hyl am de -4¥andases R Napht hyl ami ne + - Al ani ne

- Napht hyl anmi ne + p-Di net hyl am noci nnamal dehyde ——> Schiff's Base
(Red Col ored)

CONDITIONS: T = 37°C, pH = 7.0, Asiqmm Light path =1 cm
METHOD: Spectrophotonetric Stop Rate Determ nation
REAGENTS:

A. 100 mM Sodi um Phosphate Buffer, pH 7.0 at 37°C
(Prepare 100 m in deionized water using Sodi um
Phosphat e, Monobasic, Anhydrous, Sigma Prod. No. S-

0751. Adjust to pH 7.0 at 37°Cwith 1 M NaCH.)

B. 0.50 mM L- Al ani ne- 3- Napht hyl am de Sol ution (L-Al a-
Napht h)
(Prepare 10 ml in Reagent A using L-Alanine
3- Napht hyl am de, Free Base, Sigma Prod. No. A-2628.)

C. 95% (v/v) Ethanol (EtOH)
(Prepare 25 ml in deionized water using 200 Proof USP
Et hyl Al cohol, avail able from Quantum Chem cal

Conpany.)

D. 260 mM Hydrochl oric Acid/Ethanol Solution (HCl)
(Prepare 25 ml in Reagent C using Hydrochloric Acid,
Sigma Prod. No. H-7020.)

E. 0.06% (wv) p-Di nmethylam noci nnamal dehyde Sol uti on
( DMAC)
(Prepare 20 ml in Reagent C using
p- Di met hyl am noci nnamal dehyde, Sigma Prod. No. D-
4506.)

F. Arylam dase Enzyme Sol ution

(I medi ately before use, prepare a solution containing
0.05 - 0.10 unit/m of Arylan dase in cold Reagent A.)
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Enzymati ¢ Assay of ARYLAM DASE
(EC 3.4.11.2)

PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent B (L- Al a- Napht h) 1.00 1. 00
Equilibrate to 37°C. Then add:
Reagent F (Enzyne Sol ution) .10  ------

M x by inversion and incubate at 37°C for exactly 5
m nutes. Then add:

Reagent D (HCl) 1.00 1.00
Cool in an ice bath. Then add:

Reagent F (Enzyme Solution)  ------ 0.10
Reagent E ( DMAC) 1.00 1.00

M x by inversion and |let the color develop for
approximately 10 mnutes in an ice bath. Record the Asinm
for both the Test and Bl ank using a suitable

spect rophot onet er

CALCULATI ONS:
(A540nm Test - Asionm Bl ank) (3 1) (df)

Units/m enzyme =
(42.3)(5)(0.1)

3.1 = Total volume (in mlliliters) of assay

df = Dilution factor

42.3 = MIlinmolar extinction coefficient of the azo
pr oduct

(Schiff's Base) at 540 nmt
5 =Time (in mnutes) of assay
0.1 = Volunme (in mlliliter) of enzyme used in assay

units/m enzynme

Units/ng protein =
UNI' T DEFI NI TI ON:

nmg protein/m enzyne

One unit will hydrolyze 1.0 pnol e of L-al anine-
- napht hyl am de to L-al ani ne and R-napht hyl am ne per

Revi sed: 07/18/95 Page 2 of 3


dgaige

dgaige


mnute at pH 7.0 at 37°C
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Enzymati ¢ Assay of ARYLAM DASE
(EC 3.4.11.2)

FI NAL ASSAY CONCENTRATI ON:
In a 1.10 ml reaction mx, the final concentrations are
100 mM sodi um phosphate, 0.45 mM L-al ani ne- 3-
napht hyl am de, and 0.005 - 0.01 unit aryl am dase.
REFERENCE:

Hi wada, K., Ito, T., Yokoyaman, M, and Kokubu, T. (1980)
Eur opean Journal of Biochem stry 104, 155-165

NOTES:
1. This value was determ ned by Signa.
2. This assay is based on the cited reference.

3. Vhere Sigma Product or Stock nunbers are specified,
equi val ent reagents may be substituted.

This procedure is for informational purposes. For a current copy of Sigma’s quality control
procedure contact our Technical Service Department.
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