Enzymati c Assay of CERULOPLASM N
PRI NCI PLE:

N, N- Di net hyl - p- phenyl enedi anmi ne + H,0 @wledlasmias o dj zed product

CONDITIONS: T = 37°C, pH = 6.4, Assoom Light path = 1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 200 mM Sodi um Acetate Buffer, pH 6.4 at 37°C
(Prepare 100 m in deionized water using Sodium
Acetate, Trihydrate, Sigma Prod. No S-8625. Adjust to

pH 6.4 at 37°Cwith 1 M Acetic Acid.?b)

B. 153 mM N, N- Di met hyl - p- phenyl enedi ami ne Sol uti on (DPD)?
(Prepare 10 ml in deionized water using N, N-Di methyl -
p- phenyl enedi am ne, Monohydrochl ori de, Sigma
Prod. No. D-5129. PREPARE FRESH. STORE ON | CE. KEEP
FROM LI GHT.)

C. 100 mM Sodi um Chl oride Sol ution (Enzyme Dil uent)
(Prepare 100 m in deionized water using Sodium
Chl oride, Sigma Prod. No. S-9625.)

D. Ceruloplasm n Solution (Ceruloplasmn)
(I mmedi ately before use, prepare a solution containing
approximately 30 units/nm of Ceruloplasmn in cold

Reagent C.)
PROCEDURE:
Pipette (in mlliliters) the follow ng reagents into
sui tabl e cuvettes:
_Test _Bl ank

Reagent A (Buffer) 2.00 2.00
Dei oni zed Water 0. 80 0. 80
Reagent C (Enzyne Diluent) ------ 0. 10
Reagent D (Cerul opl asm n) .10  ------
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Enzymati c Assay of CERULOPLASM N
PROCEDURE: (conti nued)

M x by inversion and equilibrate to 37°C. Mnitor the
Assonm Until constant, using a suitably thernostatted
spectrophotoneter. Then add:
_Test _Bl ank

Reagent B ( DPD) 0.10 0.10
I medi ately m x by inversion and record the increase in
Assonm fOr approximately 5 mnutes. Obtain the r Asson/ M nute
using the maxi mum linear rate for both the Test and Bl ank.

CALCULATI ONS:
(" Assond mMmn Test - ¥ Assond M n Blank) (3) (df)
(0.01) (0.1) (7)

Units/m enzyme =

3 = Total volume (in mlliliters) of assay

df = Dilution factor

0. 01 = Change in Absorbance at 550 nm (Unit Definition)
0.1 = Volunme (in mlliliters) of enzynme used

7 = Conversion Factor to published Unit Definition of a 7
m reaction vol ume?®

units/m enzynme

Units/ng solid =
mg solid/m enzyme

units/m enzynme

Units/ng protein =
ng protein/m enzyne

UNI T DEFI NI Tl ON:

One unit is arbitrarily defined as that anount of

"Oxi dase" which will cause a ?Assonm Of 0.01 per mnute

usi ng

N, N- di net hyl - p- phenyl enedi am ne as substrate at pH 6.4 and
37°C, in a 7 m reaction vol une.

FI NAL ASSAY CONCENTRATI ON:

In a 3.00 M reaction mx, the final concentrations are
133 mM sodi um acetate, 5.1 mM N, N-di net hyl - p-

phenyl enedi am ne hydrochl oride, 3.3 nM sodium chl ori de and
3 units cerul oplasm n.
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Enzymati c Assay of CERULOPLASM N
REFERENCE:
Curzon, G and Vvallet, L. (1960) BiochemJ. 74, 279-287
NOTES:

1. Do NOT use HCI for adjusting the pH The chloride ion
is an inhibitor of human cerul oplasm n and the
concentration nmust be kept constant. The NaCl is
necessary for diluting the enzynme sol ution.

2. This solution is stable for approximately 2 - 3 hours.

A fresh solution should be prepared if an increase in
absorbance is seen in the bl ank.

3. This assay is based on the cited reference.

3. 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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