Enzymati c Assay of AM DASE
(EC 3.5.1.4)

PRI NCI PLE:

Acet ami de + Hydroxyl ami ne —#849e—> Acet hydroxamate + NHs
CONDITIONS: T = 37°C, pH = 7.2, Asponm Light path =1 cm
METHOD: Colorinetric
REAGENTS:

A. 100 mM Sodi um Phosphate Buffer, pH 7.2 at 37°C
(Prepare 100 m in deionized water using Sodium
Phosphat e, Monobasic, Anhydrous, Sigma Prod. No. S-

0751. Adjust to pH 7.2 at 37°Cwith 1 M NaCH.)

B. 400 mM Acetam de Sol ution (Acet)
(Prepare 10 ml in deionized water using Acetam de,
Sigma Prod. No. A-0500. The solution is stable on ice
for 2 - 3 hours. PREPARE FRESH.)

C. 2 M Hydroxylam ne Sol ution (Hydrox)
(Prepare 10 m in deionized water using Hydroxyl am ne
Hydrochl ori de, Sigma Prod. No. H-9876. Adjust to pH

7.2 at 37°Cwith 10 M NaCH.)

D. Hydrochloric Acid (HC)
(Use Hydrochloric Acid, Sigm Prod. No. H-7020.)

E. 60% (wv) Ferric Chloride Solution (FeCl j)
(Prepare 15 ml in deionized water using Ferric
Chl ori de, Hexahydrate, Sigma Prod. No. F-2877.)

F. Col or Reagent Sol ution (CRS)
(Prepare 100 mM by adding 5.7 m of Reagent D to 10 m
of Reagent E. Dilute to 100 m with deionized water.)

G 7 mMDithiothreitol Solution (Enz Dil)

(Prepare 10 ml in Reagent A using pL-Dithiothreitol,
Sigma Prod. No. D-0632.)
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Enzymati c Assay of AM DASE
(EC 3.5.1.4)

REAGENTS: (conti nued)

H. 100 mM Acetam de Sol ution
(Prepare 5 mM in deionized water using Acetam de,
Sigma Prod. No. A-0500. PREPARE FRESH.)

I. 5 M Hydroxyl am ne Sol ution
(Prepare 10 Ml in 4.5 M NaCOH usi ng Hydroxyl am ne
Hydrochl ori de, Sigma Prod. No. H 9876.)

J. 5 mM Acet hydroxamat e Standard Sol ution (Std Sol n)
(Prepare 100 mM by adding 5 mM of Reagent Hto 10 m
of Reagent |I. Heat in a boiling water bath for 15
m nutes. Cool the solution and adjust to pH 7.2 at
37°Cwith 5 MHCl, if necessary. Dilute up to 100 m
wi th deionized water.)

K. Am dase Enzynme Sol ution
(I medi ately before use, prepare a solution containing
3 - 6 units/m of Am dase in cold Reagent G)

PROCEDURE:

Prepare a reaction cocktail by pipetting (in mlliliters)

the follow ng reagents into a suitable container:
Reagent A (Buffer) 16. 00
Reagent B (Acet) 8. 00
Reagent C (Hydrox) 8. 00

Mx by swirling and store on ice.

Pipette (in mlliliters) the follow ng reagents into
sui t abl e cont ai ners:

Test

Std

Jest Blank Std1 Std2 Std3 Std4 StdS Blank

Reacti on Cockt ai l 1.90 1.90 ---- ---- ---- ---- ----
Reagent J (Std Sol n) ---- ---- 0. 20 0.50 1.00 1.50 2.00
Dei oni zed Wt er ---- ---- 1.80 1.50

Equilibrate to 37°C. Then add:

Reagent K (Enz Sol n) 0.10 ----
Reagent G (Enz Dil) ---- 0.10

Revi sed:

07/ 12/ 94 Page 2 of 4

0

2.

1.00
. 50

00



Enzymati c Assay of AM DASE
(EC 3.5.1.4)

PROCEDURE: (conti nued)

| medi ately m x by swirling and incubate at 37°C for
exactly 5 mnutes. Then add:
Test Std
JTest Blank Std 1 sStd2 sStd3 sStd4 sStd 5  Blank
Reagent F (CRS) 4.00 4.00 4.00 4.00 4.00 4.00 4.00 4.00

Mx by swirling and transfer the solutions to suitable
cuvettes. Tap the cuvettes to dislodge any gas bubbl es
fromthe container walls. Record the Asponm fOr the Test,
Test Bl ank, Standards and Standard Bl ank using a suitable
spectrophot onet er.

CALCULATI ONS:

St andard Curve:
r Asgonm St andard = Asoonm St d - Asgonm St d Bl ank

Pl ot the r Asponm Of the Standard vs pnol es of
Acet hydr oxamat e.

Sanpl e Determ nati on:
r Asoonm Sanpl e = Asoponm T€St - Asoonm T€St Bl ank

Determ ne the pnol es of Acet hydroxamate produced using the
St andard Curve.

(pumol es of acet hydroxamate produced) (df)

(5) (0.1)

Units/m enzyme =

f = Dilution factor
ime (in mnutes) of assay as per the Unit Definition
Volume (in milliliter) of enzynme used

ocua
=l
-

units/m enzynme

Units/ng solid =
nmg solid/m enzyme

units/m enzynme
Units/ng protein =

ng protein/m enzyne
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Enzymati c Assay of AM DASE
(EC 3.5.1.4)

UNI T DEFI NI TI ON:

One unit will convert 1.0 punmol e of acetan de and
hydr oxyl am ne to acet hydroxamate and anmmoni a per ninute at

pH 7.2 at 37°C

FI NAL CONCENTRATI ON:
Ina 2.00 mMl reaction mx, the final concentrations are
53 mM sodi um phosphate, 95 nM acetam de, 475 nmv
hydroxyl am ne and 0.3 - 0.6 unit am dase.

NOTES:

1. \Where Sigma Product or Stock nunmbers 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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