Enzymati c Assay of R- GLUCOSI DASE
(EC 3.2.1.21)
PRI NCI PLE

R-D- G ucosi de + H,O -Fducesidase 5 ny @ ycose + an Al cohol
METHOD: St opped Spectrophotonmetric Endpoint Determ nation
CONDI TIONS: T = 37°C, pH = 5.0, Asswmm Light path =1 cm
REAGENTS:

A. 100 mM Sodi um Acetate Buffer, pH 5.0 at 37°C
(Prepare 100 m in deionized water using Sodium
Acetate, Trihydrate, Sigma Prod. No. S-8625. Adj ust

to pH 5.0 at 37°Cwith 1 M HC .)

B. 1.0% (wv) Salicin Substrate Solution (Salicin)
(Prepare 50 ml in Reagent A using Salicin, Sigm Prod.
No. S-0625.)

C. [B-d ucosidase Enzynme Sol ution
(I mmedi ately before use, prepare a solution containing
0.5 unit/m of RB-glucosidase in cold deionized water.)

D. ducose (HK) Reagent Sol ution (HK)
(Prepare 50 ml in deionized water using d ucose (HK)
50 Reagent Vials, Sigma Stock No. 16-50.)

E. 500 mM Carbonat e-Bi carbonate Buffer Sol ution
(Car b/ Bi ocar b)
(Prepare 100 m by dissolving the contents of
10 Carbonat e-Bi carbonate Buffer Capsul es, Signma Prod.
No. C-3041 in 100 m of deionized water or by
di ssolving 2.95 g of Sodium Carbonate, Anhydrous,
Sigma Prod. No. S-2127 and 1.90 g of Sodium
Bi carbonate, Sigma Prod. No. S-8875 into 100 m of
dei oni zed water.)
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Enzymati c Assay of R- GLUCOSI DASE
(EC 3.2.1.21)

PROCEDURE:

Step 1:

Pipette (in mlliliters) the follow ng reagents into 4
dram vi al s:
Test Bl ank
Dei oni zed Water  ------ 1.00
Reagent B (Salicin) 4.00 4.00

Il ncubate at 37°C for 5 m nutes. Then add:

Reagent C (Enz Sol) 1.00 = ------

M x by inversion and incubate at 37°C for exactly 10
m nutes. Then add:

Reagent E (Carb/Bicarb) 5.00
5.00

This stopped reaction m xture is then used in Step 2.

Step 2:

Pipette (in mlliliters) the follow ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent D ( HK) 1.80 1.80
Obtain the initial Agmomm using a suitable
spectrophot onet er. Then add:
Bl ank (Stopped reaction fromStep 1)  ------ 0. 20
Test (Stopped reaction from Step 2) 0.20 .- ----

M x by inversion and nonitor the reaction at Agiom Once
it has reached the endpoint (approximately 5 - 10 m nutes
at room tenperature) record the final Agynm USing a

sui tabl e spectrophot oneter.
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Enzymati c Assay of R- GLUCOSI DASE
(EC 3.2.1.21)
CALCULATI ONS:

AA340nm = A34Onm F| nal = A340nm I ni ti al

( AAssonm Test - AAgsonm Bl @ank) (2) (10) (df)
Units/m enzyme =

(6.22) (10)(0.2) (1)

2 = Final assay volume (in mlliliters) of Step 2

10 = Initial assay volume (in mlliliters) of Step 1

df = Dilution factor

6.22 = MIlinmolar extinction coefficient of [3-NADH at Assonm
10 = Time of assay in mnutes (as per the Unit Definition)
0.2 = Volunme (in milliliters) of Test used in Step 2

1 = Volume (in mlliliter) of enzyme used in Step 1

UNI T DEFI NI TI ON:

One unit will liberate 1.0 unmol e of glucose fromsalicin
per m nute at pH 5.0 at 37°C

FI NAL ASSAY CONCENTRATI ON:

In a 5.00 mMl reaction mx, the final concentrations are
80 MM sodi um acetate, 0.8% (W v) salicin, and 0.5 unit
3- gl ucosi dase.

NOTES:
1. This nmethod of enzymatic assay was devel oped at Signa.

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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