Enzymati c Assay of CHOLESTEROL OXI DASE
(EC 1.1.3.6)

PRI NCI PLE:

Chol esterol + Q, Qelesterol Qddases 4. Chg| est en-3-one + H,0,
CONDITIONS: T = 37°C, pH = 5.0, Assm Light path = 1 cm
METHOD: St opped Spectrophotonetric Rate Determ nation
REAGENTS:

A. 0.5% (w v) Chol esterol Substrate Sol ution
(Prepare 10 ml in Reagent B using Chol esterol, Sigm
Prod. No. C-8503.)

B. Ethyl Alcohol (EtOH)
(Use 200 Proof USP Ethyl Alcohol, available from
Quant um Chem cal Corp.)

C. 500 nmM Sodium Acetate Buffer, pH 5.0 at 37°C
(Prepare 100 m in deionized water using Sodium
Acetate, Trihydrate, Sigma Prod. No. S-8625. Adjust

to pH 5.0 at 37°Cwith 1 M HC .)

D. 10 nM Sodi um Phosphate Sol ution, pH 7.3 at 37°C (Enz
Dil)
(Prepare 50 mM in deionized water using Sodi um
Phosphat e, Monobasi ¢, Anhydrous, Sigma Prod. No. S-
0751. Adjust to pH 7.3 at 37°Cwith 1 M NaCH.)

E. Chol esterol Oxi dase Enzyne Sol ution
(I medi ately before use, prepare a solution 0.003 -
0.009 unit/m of Cholesterol Oxidase in Reagent C.)

PROCEDURE:
Pipette (in mlliliters) the follow ng reagents into
sui t abl e cont ai ners.
Test Bl ank
Reagent A (Substrate Sol ution) 0.10 0.10
Reagent C (Buffer) 0.40 0. 40
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Enzymati c Assay of CHOLESTEROL OXI DASE
(EC 1.1.3.6)

PROCEDURE: (conti nued)

M x by inversion and equilibrate to 37°C. Then add:
_Test ~ _Blank

Reagent E (Enzyne Sol ution) 0.50  ------

| medi ately m x by inversion and i ncubate at 37°C for
exactly 30 m nutes. Then add:

Reagent B ( Et OH) 3.00 3.00
Reagent E (Enzyme Solution)  ------ 0. 50

M x by inversion and transfer to suitable cuvettes.
Record the Auunm fOor both the Test and Blank in a suitable
spect rophot onet er
CALCULATI ONS:
(Azaznm Test - Agsznm Bl ank) (4) (df)

(30) (18) (0. 5)

Units/m enzyme =

4 = Volume (in m
df

[liliters) of the stopped reaction
Dilution factor
t

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

18 = MIlinolar extinction coefficient of 4-chol esten-3-

one

0.5 = Volunme (in mlliliter) of enzyme used

units/m enzynme

Units/ng solid =
mg solid/m enzyme

units/m enzynme
Units/ng protein =

ng protein/m enzyne
UNI T DEFI NI TI ON:

One unit will convert 1.0 punole of cholesterol to 4-
chol esten-3-one per mnute at pH 5.0 at 37°C
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Enzymati c Assay of CHOLESTEROL OXI DASE
(EC 1.1.3.6)

FI NAL ASSAY CONCENTRATI ON:
Ina 1.0 M reaction m x, the final concentrations are
0.05% (W' v) cholesterol, 10% (v/v) ethyl alcohol, 450 mM
sodi um acetate, and 0.0015 - 0.0045 unit chol esterol
oxi dase.
REFERENCE:
Ri chnmond, W (1973) Clinical Chenmistry 19, 1350-1356
NOTES:

1. This assay is based on the cited reference.

2. \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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