Suitability Assay for COLI PASE
PRI NCI PLE

Triglyceride + H,O 2> Dpjglyceride + Fatty Acid

Col i pase

CONDI TIONS: T = 25°C, pH = 8.8, Asgssmm Light path = 1 cm
METHOD: Turbidimetric Determ nation
REAGENTS:

A 25 MM Tris HCl Buffer with 25 nM Sodi um Deoxychol at e,
pH 8.8 at 25°C (Deoxychol at e)
(Prepare 50 ml in deionized water using Trizma Base,
Sigma Prod. No. T-1503, and Deoxycholic Acid, Sodium
Salt, Sigma Prod. No. D-6750. Adjust to pH 8.8 at 25°C
with 1 MHC.)

B. 95% (v/v) Ethano
(Prepare 20 ml in deionized water using 200 Proof, USP
Et hyl Al cohol, Quantum Cheni cal Corporation.)

C. 2% (v/v) Triolein Substrate Solution (Triolein)
(Prepare by dissolving 0.5 nml of Triolein(Cl8:1,[cis]-
9, Sigma Prod. No. T-9275, in 25 m of Reagent B.)

D. 0.04% (v/v) Substrate Emul sion
(Prepare by adding dropwise (0.05 m), 1 m of Reagent
Cto 50 M of Reagent A. The resulting enulsion
shoul d have approxi mately 100 absorbance units when
nmeasured at 365 nm)

E. Lipase Enzynme Sol ution (Lipase)
(I medi ately before use, prepare a solution containing
1 my/m of Lipase, Sigma Prod. No. L-0382, in cold
dei oni zed water. Then dilute with cold deionized
wat er to approxi mately 2000 units/m.)

F. Colipase Solution® (Colipase)
(I medi ately before use, prepare a solution containing
0.5 - 1.0 mg/m in cold deionized water.)
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Suitability Assay for COLI PASE

PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent D (Substrate Enul sion) 1.00 1.00
Equilibrate to 25°C. Then add:
Reagent E (Lipase) 0. 05 0. 05

M x by inversion and nonitor the Agssmm fOr both the Test
and Bl ank using a suitably thernostatted
spectrophot onet er.

There will be a decrease in Agsnm Of approxi mately
0. 03 absorbance unit/ m nute due to some Colipase present
in the |ipase.

After 3 - 5 m nutes, add:

Reagent F (Col i pase) 0.01 = ------
Dei oni zed Water — ------ 0. 01

| medi ately m x by inversion and record the decrease in
Asesnm fOr approximately 5 mnutes. Obtain the ?Aggsn M nute
using the maxinmum linear rate for both the Test and Bl ank.

CALCULATI ON:
?Ase5nm Sanpl e = ?Azesnm Test - ?Asgsnm Bl ank

Conmpare the ?Agsmm Of the Test Sanple to that of a Control
Sanple. The rates should be simlar.

FI NAL ASSAY CONCENTRATI ON:

In a 1.06 mM reaction mx, the final concentrations are
23 MM Tris, 23 mM sodi um deoxychol ate, 0.038% (v/vV)
triolein,1.8% (v/v) ethanol, 100 units lipase, 5 - 10 ug
col i pase.

REFERENCE:

Junge, W, and Leybold, K. (1982) Clinica Chimca Acta
123, 293-302
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Suitability Assay for COLI PASE
NOTES:

1. 5 - 10 pg of Colipase will yield a maxi mumrate of
| i pase activity under these conditions.

2. This assay is based on the cited reference.

3. Where Sigma Product or Stock numbers 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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