Enzymati c Assay of AM NOPEPTI DASE |
PRI NCI PLE:
L- Leucine p-Nitroanilide + HO > | -Leucine + p-Nitroaniline

Abbr evi ati on used:
AP | = Am nopepti dase

CONDI TIONS: T = 25°C, pH = 8.0, Assm Light path = 1 cm
METHOD: Conti nuous Spectrophotonetric Rate Determ nation
REAGENTS:

A, 50 MM Tris HCl Buffer with 100 mM Sodi um Chl ori de and
1 mM Cal cium Chloride, pH 8.0 at 25°C
(Prepare 100 m in deionized water using Trizm
Hydrochl ori de, Sigma Prod. No. T-3253, Sodi um
Chl oride, Sigma Prod. No. S-9888, and Cal ci um
Chl ori de, Di hydrate, Sigma Prod. No. C-3881. Adjust
to pH 8.0 at 25°C with
1 M NaCH.)

B. Methano
(Use Met hanol, Absolute, Sigma Stock No. 17-5.)

C. 150 nM L-Leucine p-Nitroanilide Stock Sol ution
(Prepare 1 nml in Reagent B using L-Leucine
p-Nitroanilide, Free Base, Sigma Prod. No. L-9125.)

D. 3 mML-Leucine p-Nitroanilide Solution (Leu-NA)
(Prepare 30 m in Reagent A using Reagent C.)

E. Am nopeptidase | Enzyme Sol ution
(I medi ately before use, prepare a solution containing
0.1 - 0.5 unit/m of Am nopeptidase | in cold Reagent
A)

Revi sed: 03/ 22/ 95 Page 1 of 3



Enzymati c Assay of AM NOPEPTI DASE |

PROCEDURE:
Prepare (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank

Reagent D (Leu- NA) 2.95 2.95

Equilibrate to 25°C. Then add:
Reagent E (Enzyne Sol ution) 0.05  ------
Reagent A (Buffer)  ------ 0. 05

| medi ately m x by inversion and record the increase in
Asosnm fOr approximately 5 mnutes. Obtain the AAssid M N
using the maxinmum linear rate for both the Test and Bl ank.

CALCULATI ONS:
(AA4osnnd M n Test - AAyosnnd M n Bl ank) (3) (df)

(10. 6) (0. 05)

Units/m enzynme =

3 = Total volume (in mlliliters) of assay

df = Dilution factor

10.6 = MIlinmolar extinction coefficient of p-Nitroaniline
at A405nm

0.05 = Volume (in mlliliter) of enzynme used

units/m enzyne
Units/ng solid =

mg solid/m enzyne

units/m enzyne

Units/ng protein =
mg protein/m enzynme

UNI T DEFI NI TI ON:
One unit will hydrolyze 1.0 pnole of L-I|eucine p-
nitroanilide to L-1eucine and p-nitroaniline per m nute at
pH 8.0, at 25°C, and 3.0 mM substrate concentration

FI NAL ASSAY CONCENTRATI ONS:

In a 3.00 M reaction mx, the final assay concentrations
are

49 mM Tris, 98 mM sodium chloride, 1 mM calcium chloride
2% (v/v) nethanol, 3 mM L-|eucine p-nitroanilide, and
0.005 - 0.025 unit am nopepti dase.
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REFERENCE:

Spungin, A. and Blunberg, S. (1989) European Journal of
Bi ochem stry 183, 471-477

NOTES:

1. The substrate is close to its solubility limt in this
buffer, so care nust be taken to assure it is
conpl etely dissolved. Upon diluting Reagent C (Stock)
Wi th
Reagent A (Buffer), mx vigorously using a vortex
m xer.

2. This assay is based on the cited reference.

3. VWhere 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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