Enzymati c Assay of CERAM DE GLYCANASE
PRI NCI PLE
Monosi al ogangl i osi de -®ramdedycanase 5 Npnosacchari des
Monosacchari des -Back-lehnsen Reaction 5! reen Col ored Dye Conpl ex
CONDITIONS: T = 37°C, pH 5.0, Asoonm Light path = 1 cm
METHOD: Colorinetric
REAGENTS:

A. 50 mM Sodi um Acetate Buffer, pH 6.0 at 37°C (Buffer)
(Prepare 100 m in deionized water using Sodi um
Acetate, Trihydrate, Sigma Prod. No. S-8625. Adj ust

to pH 6.0 at 37°C with 2 M Acetic Acid.)

B. 50 nM Sodium Acetate Buffer with 2.3 nmM Sodi um
Chol ate, pH 5.0 at 37°C
(Prepare 25 m in deionized water using Sodi um
Acetate, Trihydrate, Sigma Prod. No. S-8625, and
Cholic Acid, Sodium Salt, Hydrate, Sigma Prod. No. C-
1254. Adjust to pH 5.0 at 37°C with 2 M Acetic Acid.)

C. 50% (v/v) Chloroformand 50% (v/v) Methanol Sol ution
(Prepare 5 m using Chloroform Sigma Stock No.
27,063-6, and Methanol, Sigma Prod. No. M 3641.)

D. 0.047% (w v) Monosi al ogangl i osi de Sol uti on (GW)
(Prepare by dissolving 1 ng of Monosi al ogangli osi de
(GW) from Bovi ne Brain, Boehringer Mannheim Catal og
No. 1087-126, in 2.15 m of Reagent C. Evaporate the
sol ution under nitrogen gas. This should be done
under a vacuum hood. Dissolve the residue with 2.15
m of Reagent B and sonicate (4 x 30 sec) with pauses
to adjust the tenperature of the solution to 4°C.

Store at 4°C.)

E. 50 nM Sodi um Carbonate and 10 nM Pot assi um Cyani de
Sol ution
(Prepare 100 m in deionized water using Sodium
Car bonat e, Anhydrous, Sigma Prod. No. S-2127, and
Pot assi um Cyani de, Sigma Stock No. 20,781-0. Caution:
Pot assi um Cyanide is TOXIC.)
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Enzymati c Assay of CERAM DE GLYCANASE
REAGENTS: (conti nued)

F. 1.5 nmM Potassium Ferricyanide Solution (Pot Ferr)
(Prepare 100 m in deionized water using Potassium
Ferricyani de, Sigma Prod. No. P-8131.)

G 50 mM Sul furic Acid Sol ution
(Prepare 200 m in deionized water using Sul furic
Acid, Sigma Prod. No. S-1526.)

H 3.1 mMFerric Amonium Sul fate and 3.5 mM Sodi um
Dodecyl Sul fate Sol ution
(Prepare 200 m in Reagent G using Ferric Ammonium
Sul fate, Dodecahydrate, Sigma Prod. No. F-3629 and
Lauryl Sulfate, Sodium Salt, Sigma Prod. No. L-5750.)

. 1.11 mM d ucose Standard Sol ution (Std)
(Prepare 1 m in deionized water using G ucose
St andard Sol ution, 1000 ng/dl, Sigma Stock No. 14-11.)

J. Ceram de dycanase Enzyne Sol ution
(I mmedi ately before use, prepare a solution containing
0.007 - 0.014 unit/mM of Ceram de d ycanase in cold
dei oni zed water.)

PROCEDURE
Pipette (in mlliliters) the follow ng reagents into
sui tabl e cont ai ners:
Test Std Bl ank
Reagent D (GM) 0.05  ----- 0. 05
Reagent | (Std)  ----- 0.0  -----
Dei oni zed Wat er 0. 03 0. 09 0. 05

Mx by swirling and equilibrate to 37°C. Then add:
Reagent J (Enzyne Sol n) 0.02 = -----

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

Reagent A (Buffer) 0. 20 0. 20 0. 20

Reagent E 0.125 0.125 0.125

Reagent F (Pot Ferr) 0.125 0.125 0.125
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Enzymati c Assay of CERAM DE GLYCANASE
PROCEDURE: (conti nued)
Mx by swirling and incubate at 100°C for 15 m nutes in a

boi ling water bath. Renove fromthe boiling water bath
and equilibrate to roomtenperature. Then add:

Test Std Bl ank

Reagent H 1.00 1.00 1.00

Mx by swirling and incubate at 25°C for 15 mnutes. |If
necessary, clarify the solutions by filtering through a
0.45 pM M I lipore filter. Transfer to suitable cuvettes

and record the Agonm fOr the Test, Standard, and Bl ank.
CALCULATI ONS:
St andar d:

AAsgonm St andard = Aggonm St andard - Aggonm Bl ank
Sanpl e Determ nati on:

APsgonm Test = Aggonm Te€St - Asoonm Bl ank

Det erm ne the pnmol es of nonosi al ogangl i osi de hydrol yzed by
conparing it to the standard.

(prmol es of nonosi al ogangl i osi de hydrol yzed) (df)

Units/m enzyme =
(30)(0.02)

df = Dilution factor
0.02 = Volunme (in mlliliter) of enzynme used
30 = Tinme (in mnutes) of assay as per the Unit Definition

units/m enzynme
Units/ng protein =

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

One unit will hydrolyze 1.0 m crompol e of
nonosi al ogangl i osi de G\, per mnute at pH 5.0 at 37°C.

FI NAL ASSAY CONCENTRATI ON:

In a 0.10 mMl reaction mx, the final concentrati ons are
0.024% (w/ v) nonosi al ogangl i osi de, 25 mM sodi um acet at e,
1.2 nM sodi um chol ate, and 0.00014 - 0.00028 unit ceram de

gl ycanase.

SSMONOO1 Page 3 of 4
Revi sed: 11/08/96


dgaige

dgaige


Enzymati c Assay of CERAM DE GLYCANASE
REFERENCE:

Park, J.T. and Johnson, MJ. (1949) Journal of Biol ogical
Chemistry 181, 149-151

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

2. \Were 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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