Enzymati ¢ Assay of PROLI NE | M NOPEPTI DASE
(EC 3.4.11.5)

PRI NCI PLE
L-Proline p-Nitroanilide 25> L-Proline + p-Nitroaniline

Abbrevi ati ons used:
PIP = Proline Inmnopeptidase

CONDI TIONS: T = 30°C, pH = 8.0, Asionm Light path =1 cm
METHOD: Spectrophotonetric Stop Rate Determ nation
REAGENTS:

A. 100 mM Tris HCl Buffer, pH 8.0 at 30°C
(Prepare 100 m in deionized water using Trizma Base,
Sigma Prod. No. T-1503. Adjust to pH 7.2 at 30°C with
1 MHC.)

B. 1.0 mML-Proline p-Nitroanilide Solution (PPNA)
(Prepare 10 ml in deionized water using L-Proline
p-Nitroanilide, Trifluoroacetic Acid, Salt, Sigm
Prod. No. P-5267.)

C. 1000 mM Sodi um Acetate Buffer, pH 4.0 at 30°C (Acet)
(Prepare 100 m in deionized water using Sodi um
Acetate, Trihydrate, Sigma Prod. No. S-8625. Adjust
to pH 4.0 at 30°Cwth 5 N HC .)

D. Proline I mnopeptidase Enzynme Sol ution
(I medi ately before use, prepare a solution containing
0.075 - 0.150 unit/mM of Proline |Imnopeptidase in
col d Reagent A.)

PROCEDURE:
Pipette (in mlliliters) the follow ng reagents into
sui tabl e cuvettes:
_Test _Bl ank
Reagent A (Buffer) 1.00 1.25
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Enzymati ¢ Assay of PROLI NE | M NOPEPTI DASE
(EC 3.4.11.5)

PROCEDURE: (conti nued)

Test Bl ank

Reagent B ( PPNA) 0. 25 0. 25
Equi li brate to 30°C. Then add:

Reagent D (Enzyme Sol ution ) 0.25 ------

| medi ately m x by swirling and incubate for exactly 10
m nutes. Then add:

Reagent C (Acet) 0. 50 0. 50
Mx by swirling and transfer to suitable cuvettes. Record
the Asionm fOr both the Test and Bl ank using a suitable
spectrophot onet er.

CALCULATI ONS:

(Aszonm TESt - Asionm Bl ank) (2. 0) (df)
(10) (5. 57) (0. 25)

Units/m enzyme =

2.0 = Total volume (in mlliliters) of assay

df = Dilution factor

10 = Tinme of assay (in mnutes)

5.57 = M1 linolar extinction coefficient of p-Ntroaniline
under the conditions of this assay

0.25 = Volunme (in mlliliter) of enzynme 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 Tl ON:

One unit will hydrolyze 1.0 pnmol e of proline p-
nitroanilide per mnute at pH 8.0 at 30°C
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Enzymati ¢ Assay of PROLI NE | M NOPEPTI DASE
(EC 3.4.11.5)

FI NAL ASSAY CONCENTRATI ON:
In a 1.50 mMl reaction mx, the final concentrations are
83 mMM Tris, 0.17 mM L-proline p-nitroanilide and
0.019 - 0.038 unit proline imnopeptidase.

REFERENCE:

Yoshi moto, T. and Tsuru, D. (1985) Journal of Biochenistry
97, 1447 - 1485.

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

2. Al products and stock nunbers, unless otherw se
i ndi cated, are Sigma product and stock nunbers.

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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