Enzymati c Assay of PECTI N LYASE
(EC 4.2.2.10)

PRI NCI PLE

Pectin + HO Pectin lyases, 4- Deoxy- 6- Met hyl - ?-4, 5-Gal acturonic Acid digoners
CONDI TIONS: T = 40°C, pH = 6.0, Assmm Light path =1 cm
METHOD: Continuous Spectrophotonetric Rate Determ nation
REAGENTS:

A. 100 mMM Citrate and 100 nmM Phosphate Buffer, pH 6.0
at 40°C
(Prepare 100 m in deionized water using Citric Acid,
Free Acid, Anhydrous, Sigma Prod. No. C-0759, and
Sodi um Phosphat e, Monobasi c, Anhydrous, Sigma Prod.
No. S-0751. Adjust to pH 6.0 at 40°Cwith 1 M NaCH.)

B. 0.5% (wv) Pectin Solution (Pectin)
(Prepare 50 ml in Reagent A using Pectin, from Citrus
Fruits, Sigma Prod. No. P-9135. MId heating for
4 - 5 mnutes, with stirring, is required to dissolve
the pectin. Filter through a 0.22 umfilter to
clarify.)

C. 100 mMCitrate and 100 mM Phosphate Buffer with 0. 1%
(w'v) Bovine Serum Al bumin (Enzynme Dil uent)
(Prepare 25 m in Reagent A using Al bunmi n, Bovine,
Sigma Prod. No. A-4503.)

D. Pectin Lyase Enzyme Sol ution
(I medi ately before use, prepare a solution containing
0.3 - 0.5 unit/m in cold Reagent C.)

PROCEDURE
Pipette (in milliliters) the foll owi ng reagents into
sui tabl e cuvettes:
Test Bl ank
Reagent B (Pectin) 1.80 1.80
Reagent A (Buffer) 0. 20 0. 20
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PROCEDURE: (conti nued)

M x by inversion and equilibrate to 40°C. Monitor the
Aczsnm Until constant, using a suitably thernostatted
spectrophotoneter. Then add:

Reagent D (Enzyne Sol ution) 0.50  ------
Reagent C (Enzyme Diluent)  ------ 0. 50

| medi ately m x by inversion and record the increase in
Aozsnm fOr approximately 5 mnutes. Obtain the r Axsnd M nute
using the maximum |l inear rate for both the Test and Bl ank.
CALCULATI ONS:
(r Assspd M n Test - ¥ Agsspd M n Bl ank) (2. 5) (df)

(1.0)(0.5)

Units/m enzyme =

2.5 = Total volunme (in mlliliters) of assay

df = Dilution factor

1.0 = Change in Axsmm per mnute at 40°C as per the
Unit Definition

0.5 = Volune (in mlliliter) of enzyme used

units/m enzyme
Units/ ng protein=
ng protein/m enzynme

UNI T DEFI NI Tl ON:

One unit will cause a r Axps of 1.0 per mnute at 40°C due to
the rel ease of unsaturated products from Pectin (P-9135).

FI NAL ASSAY CONCENTRATI ON:

In a 2.50 mM reaction m xture, the final concentrations
are

100 mMcitric acid, 100 mM sodi um phosphat e,

0.4% (W v) pectin, 0.02% (w v) bovine serum al bum n and
0.15 - 0.25 unit pectin |yase.

REFERENCE:

Al bersheim P. (1966) Methods in Enzynol ogy, Vol. 8, 628-
631
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NOTES:
1. This assay is based on the cited reference.

2. Were 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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