Enzymati c Assay of SARCOSI NE OXI DASE
(EC 1.5.3.1)

PRI NCI PLE:

Sarcosi ne + H,0 + Q, Satcesine Qddases, g ycjne + Formal dehyde + H,O,
CONDI Tl ONS: T = 37°C, pH = 8.3, A4yionm Light path = 1 cm
METHOD: Spectrophotonetric Stop Rate Determ nation

REAGENTS:

A. 60 mM dycylglycine Buffer, pH 8.3 at 37°C
(Prepare 100 m in deionized water using Ay-Gy, Free
Base, Sigma Prod. No. G 1002. Adjust to pH 8.3 at 37°C
with 1 M NaCH.)

B. 300 mM Sarcosi ne Sol ution (Sarcosine)
(Prepare 10 ml in Reagent A using Sarcosine, Free
Base, Sigma Prod. No. S-9881.)

C. 500 nmM Acetic Acid (CH;COOH)
(Prepare 25 ml in deionized water using Acetic Acid,
G acial, Sigma Prod. No. A-6283.)

D. 2 M Ammoni um Acetate Sol ution (Amm Acet)
(Prepare 40 ml in deionized water using Ammoni um
Acetate, Sigma Prod. No. A-7262.)

E. |sopropanol
(Use I sopropanol, Anhydrous, Sigma Stock No. 405-7.)

F. Acetyl acetone
(Use Acetyl acetone, Sigma Prod. No. A-3511.)

G.  Col or Reagent
(Prepare by adding 20 nml of Reagent Dto 40 m of
Reagent E. Then add 0.15 nl of Reagent F. M x by

swirling and store overnight at 0-5°C.)

H. Sarcosi ne Oxi dase Enzyne Sol ution
(I medi ately before use, prepare a solution containing
0.5 - 1.0 unit/mM of Sarcosine Oxidase in cold
Reagent A.)
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Enzymati c Assay of SARCOSI NE OXI DASE

(EC 1.5.3.1)
PROCEDURE
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cont ai ners:
Test Bl ank
Reagent A (Buffer) 0. 20 0. 30
Reagent B ( Sarcosi ne) 0. 20 0. 20

M x by inversion and equilibrate to 37°C. Then add:
Reagent H (Enzyne Sol ution) 0.10  ------

| medi ately m x by swirling and incubate for exactly
10 m nutes at 37°C. Then add:

Reagent C ( CH;COOH) 0. 50 0. 50
Mx by swirling. Then add:

Reagent G (Col or Reagent) 3.00 3.00
Mx by swirling and incubate at 60°C for 30 m nutes.
Transfer the solution to suitable cuvettes and record the
Asionm fOr both the Test and Blank in a suitable
spectrophot onet er.

CALCULATI ONS:
(A410nm Test - A410nm Bl ank) (4) (df)

(10)(8)(0.1)

Units/m enzyme =

4 = Total volunme (in mlliliters) of assay
df = Dilution factor
10 = Tinme of assay (in mnutes) as per the
Unit Definition
8 = MIIlinolar extinction coefficient of colored
pr oduct
0.1 = Volunme (in mlliliters) of enzyme used

units/m enzyme
Units/ng solid =

ng solid/m enzyne

units/m _enzyne
Units/ng protein = ng protein/nm enzyne
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Enzymati c Assay of SARCOSI NE OXI DASE
(EC 1.5.3.1)

UNI T DEFI NI TI ON:

One unit will form 1.0 pnole of fornmal dehyde from
sarcosine per mnute at pH 8.3 at 37°C

FI NAL ASSAY CONCENTRATI ON:
In a 0.50 mM reaction mx, the final concentrations are
60 mM gl ycyl gl yci ne, 120 nM sarcosine, and 0.05 - 0.10
unit sarcosi ne oxi dase.

REFERENCE:
Suzuki, M (1981) J. Biochem stry 89, 599-607.

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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