Enzymati c Assay of NEURAM NI DASE
(EC 3.2.1.18)

PRI NCI PLE:
MUN + HZO_I}E_U.L&UJ'_DJJJ.&SE_> NANA + MU

Abbr evi ati ons used:

MUN = 2'-(4-Methylunbelliferyl)-a-p N-Acetyl neuram nic
Aci d

NANA = N- Acetyl neuram nic Acid

MJ = 4- Met hyl unbel i ferone

CONDI TIONS: T = 37°C, pH 5.5, Agenm Light path = 1 cm
METHOD: St opped Spectrophotonetric Rate Determ nation
REAGENTS:

A. 1 M Sodium Acetate Buffer, pH 5.5 at 37°C
(Prepare 100 m in deionized water using Sodium
Acetate, Trihydrate, Sigma Prod. No. S-8625. Adjust

to pH 5.5 at 37°Cwith 1 M HC .)

B. 100% (v/v) N, N-Di met hyl f or mam de
(Use N, N-Di net hyl formam de, Sigma Prod. No. D 4254.)

C. 250 mM dycine Buffer, pH 10.4 at 37°C (Stop Buffer)
(Prepare 25 m in deionized water using Gycine, Free
Base, Sigma Prod. No. G 7126. Adjust to pH 10.4 at
37°Cwith 1 M NaOH.)

D. 200 mM 2'-(4-Methylunbelliferyl)-a-p N
Acetyl neuram nic Acid Stock Sol ution
(Prepare 0.255 m in Reagent B using
2'-(4-Methylumbel liferyl)-a-p- N-Acetyl neuram ni c Acid,
Sodium Salt, Sigma Product No. M 8639. Vortex to
di ssol ve.)

E. 1.2 mM2' -(4-Methylunbelliferyl)-a-p N
Acetyl neuram nic Acid Sol ution (MJUN)
(Prepare by adding 0.0125 m of Reagent Dto 0.125 m
of Reagent A. Bring to a volune of 2 mM wth
dei oni zed water.)
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Enzymati c Assay of NEURAM NI DASE
(EC 3.2.1.18)

REAGENTS:

F. Neuram ni dase Enzyne Sol ution
(I medi ately before use, prepare a solution containing
approximately 0.08 unit/m of Neuram nidase in cold
Reagent A. Before use, warmthe enzyne solution to

37°C.)
PROCEDURE:
Step 1:
Pipette (in mlliliters) the follow ng reagents into
sui t abl e contai ners:
_Test _Bl ank
Reagent E ( MUN) 0.40 0. 40

| ncubate at 37°C for 10 m nutes. Then add:

Reagent F (Enzyne Sol ution) 0.10  ------
Reagent A (Buffer)  ------ 0.10

M x by inversion and incubate at 37°C.

Step 2:
At one mnute, two mnute and three mnute tinme points,
remove 0.10 m fromthe Test and Bl ank and add to
predi spensed aliquots of 1.00 mM of Reagent C (Stop
Buf fer).

Transfer the solutions to suitable cuvettes and record the
Assanm fOr both the Tests and Bl ank.

CALCULATI ONS:

( Aseanm Test - Agesnm Bl @ank) (0.5) (1.1)(df)

Units/m =
(25.3)(T)(0.1)(0.12)

0.5 = Volunme (in milliliter) of assay in Step 1

1.1 = Volume (in mlliliters) of stopped reaction in
Step 2

25.3 = MIlinolar extinction coefficient of
4- Met hyl unbel I'i ferone at 364nm

df = Dilution factor
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Enzymati c Assay of NEURAM NI DASE
(EC 3.2.1.18)

CALCULATI ONS:  (conti nued)

T =Time (in mnutes) of assay as per the Unit
Definition

0.1 = Volune (in mlliliter) of enzynme used in Step 1
0.1 = Volunme (in mlliliter) of Step 1 used in Step 2

units/m enzyne

Units/mg solid =
nmg solid/m enzyne

units/m enzyne

Units/mg protein =
nmg protein/m enzyne

UNI T DEFI NI TI ON:

One unit will hydrolyze 1.0 punole of 2'-(4-
met hyl unbel liferyl) a-p N-acetyl neuram nic acid per m nute

at pH 5.5 at 37°C

FI NAL CONCENTRATI ON:
In a 0.50 nl reaction mx, the final concentrations are
250 mM sodi um acetate, 0.5% (v/v) N, N-dinethylformanm de,
1 MM 2" -(4-nmethylunbelliferyl)-a-p-N-acetyl neuram nic
acid, and 0.008 unit neuram ni dase.

REFERENCE:

Potier, M, Maneli, L., Belisle, M, Dallaire, L., and
Mel ancon, S.B. (1979) Analytical Biochem stry 94, 287-296

NOTES:
1. This assay is based on the cited reference.

2. \Where 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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