Enzymati c Assay of PECTOLYASE
(EC 3.2.1.15 and EC 4.2.2.10)

PRI NCI PLE
Pol ygal acturonic Acid + HO Beeinases Ggl gcturoni ¢ Aci d
|, + 2Na,S;0; —> 2Nal + Na,S,O; (Titration of Acid)
CONDI TIONS: T = 25°C, pH = 5.5
METHOD: Titrinetric
REAGENTS:

A. 0.5% (w v) Polygal acturonic Acid Sol ution
(Prepare 100 m in deionized water using
Pol ygal acturonic Acid, Sigm Prod. No. P-3889. Heat
to solubilize. Adjust to pH 5.5 at 25°Cwith 1 M
NaCH. )

B. 100 mM Il odine with 200 mM Pot assi um | odi de (1,/KI)
(Prepare 500 m in deionized water using |odine,
Sigma Prod. No. 1-3380 and Potassium | odi de, Sigma
Prod. No. P-8256. Stir the solution, at room
tenmperature on a magnetic stir plate overnight to
di ssol ve the iodide conpletely.)

C. 1 M Sodium Carbonate (Na,CGO)
(Prepare 100 m in deionized water using Sodi um
Car bonat e, Anhydrous, Sigma Prod. No. S-1641.)

D. 2.0 N Sulfuric Acid (H.SOy)
(Prepare 200 M in deionized water by diluting
Sul furic Acid, ACS Reagent, Sigma Prod. No. S-1526.)

E. 50 nM Sodi um Thi osul fate, Standardi zed (Na,S;%;)
(Prepare 100 m in deionized water using Sodi um
Thi osul fate, Pentahydrate, Sigma Prod. No. S-8503.
St andar di ze according to the ACS Reagent Procedure.?)
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Enzymati c Assay of PECTOLYASE
(EC 3.2.1.15 and EC 4.2.2.10)

REAGENTS: (conti nued)

F. 1.0% (wv) Starch Indicator (Indicator)
(Prepare 100 m in deionized water using Starch
Pot at o, Sol uble, Sigma Prod. No. S-2630. Heat to
sol ubilize. PREPARE FRESH.)

G Pectinase Enzyme Sol ution
(I medi ately before use, prepare a solution containing
50-100 units/m of Pectinase in cold deionized water.)

PROCEDURE:
Pipette (in mlliliters) the follow ng reagents into 50 n
Erl enneyer fl asks:
_Test _Bl ank
Reagent A (Pol ygal acturonic Acid) 4. 90 5.00

Equilibrate to 25°C. and then add the foll ow ng reagent:
Test Bl ank
Reagent G (Enzyne Sol ution) 0.10  ------

Mx by swirling and incubate at 25°C for exactly 5.0
m nutes. Then add:

Reagent B (I ,/ Kl) 5.
1.

0 5.0
Reagent C ( Na,CG;) 0 1.0
Mx by swirling and store in the dark for 20 m nutes.
Then add:

Reagent D (H,SO4) 2.0 2.0

Mx by swirling and titrate the Test and Blank with
Reagent E (Na;S;0;) until it is light yellow Then add 1
drop of Reagent F (Indicator) and continue to titrate with
Reagent E (Na;S;0;) until the solutions are col orl ess.
(Record the volunme of Reagent E used.)
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Enzymati c Assay of PECTOLYASE
(EC 3.2.1.15 and EC 4.2.2.10)

CALCULATI ON:

mMoles Galacturonic Acid=

(1Eqgl, )(50 mEg/ml)(ml of Reagent E for Blank - ml of Reagent E for Test)
(2EdS, 0;)(5)(mg enzyme/RM)

5 =Tine of reaction in m nutes
RM = Reaction M x

UNI T DEFI NI TI ON:

One unit will liberate 1.0 unol e of galacturonic acid from
pol ygal acturonic acid per mnute at pH 5.5 at 25°C

FI NAL ASSAY CONCENTRATI ONS:
In a 5.00 mM reaction mx, the final concentrations are
0.5% (W v) polygal acturonic acid and 5 - 10 units
pecti nase.

REFERENCE:

Kertesz, Z.1. (1955) Methods in Enzynol ogy, Volune I,
158- 164

(1993) Reagent Chem cals ACS Specification, 8th ed., 717-
719

NOTES:

1. Standardi ze according to (1993) Reagent Chem cals ACS
Specification, 8th ed., 717-7109.

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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