Enzymati c Assay of PROLI DASE
(EC 3.4.13.9)

PRI NCI PLE:

d ycyl -L-Proline + HO -Beldases g ycine + (-Proline
CONDI TIONS: T = 40°C, pH = 8.0, Asupom Light path = 1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 50 MM Tris HCl Buffer, pH 8.0 at 40°C
(Prepare 100 m in deionized water using Trizma Base,
Prod. No. T-1503. Adjust to pH 8.0 at 40°C with
1 MHC.)

B. 30 nM d utathione Solution (GSH)
(Prepare 5 ml in deionized water using G utathione,
Fresh Acid, Reduced Form Prod. No. G 4251.
PREPARE FRESH. )

C. 200 mM Manganese Chloride Sol ution (MU ,)
(Prepare 10 m in deionized water using Manganese
Chl oride, Tetrahydrate, Prod. No. M 3634.)

D. 25 mM dycyl-L-Proline Solution (G y-Pro)
(Prepare 30 mM in Reagent A using dy-Pro,
Prod. No. G 3002. Adjust to pH 8.0 at 40°C with
1 MHCI or 1 M NaOH, if necessary.)

E. Prolidase Enzyne Sol ution
(I medi ately before use prepare a solution containing
approximately 5 nmg/m of Prolidase in cold Reagent A.)
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Enzymati c Assay of PROLI DASE
(EC 3.4.13.9)

PROCEDURE
Prepare an activated enzynme (activation mx with enzyne)

by pipetting (in mlliliters) the follow ng reagents into
a suitable container in the order specified":

Reagent A (Buffer) 2.40
Reagent C (WnCl ,) 0.40
Reagent B ( GSH) 0.10
Reagent E (Enzyne Sol ution) 0. 20

M x and i ncubate at 40°C for 20, 25, and 30 m nutes.

| medi ately after conpleting the activation step, pipette
(inmlliliters) the followi ng reagents into suitable
quartz cuvettes:

_Test ~  _Blank
Reagent D (G y-Pro) 2.70 2.70
Reagent C (WnCl ,) 0. 20 0. 20

M x by inversion and equilibrate to 40°C. Monitor the
Acsonm Unti |l constant, using a suitably thernpstatted
spectrophotoneter. Then add:

Activation Mx with Enzyme? 0.50 @ c--e--
Activation Mx w thout Enzyme = ------ 0.50

| medi ately m x by inversion and record the decrease in
Acsonm TOr approximately 5 mnutes. Obtain the AAynm USI Ng
t he maxi mum | i near rate® for both the Test and BI ank.
CALCULATI ON:
(AA242nn{ mn Test - AA242nn{ m n Bl ank) (3 1) (3 4)

(0.0254) (0.5)(0.2)

Units/m enzyme =

3.1 = Volume (in mlliliters) of activation m x
3.4 = Volume (in mlliliters) of reaction m x
0.0254 = MIlinolar extinction coefficient for dycyl-
L-proline at 242 nm
0.5 = Volunme (in mlliliter) of activated enzyne used
i n assay
0.2 = Volume (in mlliliter) of enzyme used in activation
m x
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Enzymati c Assay of PROLI DASE
(EC 3.4.13.9)

CALCULATI ON:  (conti nued)

units/m enzyne
Units/mg solid =

nmg solid/m enzyne

units/m enzyne
Units/mg protein =

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

One unit will hydrolyze 1.0 pnole of glycyl-L-proline per
m nute at pH 8.0 at 40°C

FI NAL ASSAY CONCENTRATI ON:
In a 3.40 mM reaction mx, the final concentrations are
5.7 MM Tris, 16 mM manganese chlori de,
0.14 mM gl ut at hi one, 20 nM gl ycyl -L-proline and
0.16 ng prolidase.
REFERENCE:

Davis, N. C. and Smth, E. L., (1957) J. Biol. Chem 224,
261- 275

NOTES:

1. Do not adjust the pH of the Activation M xture.

2. Use the activated enzynme fromall three tinme points.
The time point which provides the | argest Ay Should
be used in the cal cul ati on.

3. The ?Auund M n should be between 0.03 - 0.05.

4. This assay is based on the cited reference.

5. 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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