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Kitalase
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Kitalase is a lytic enzyme which principally shows f-1,3-glucanase
activity. It is reported that Kitalase also has protease, hemicellulase,
pectinase and amylase activity. It is used to lyse cell walls and
cell membranes for the preparation of protoplasts from fungi.

Source : Rhizoctonia solani
Appearance : Pale brown ~ brown, powder
Endo- f8-1,3-glucanase activity : Indicated on the label.

Assay Method of Endo- f8-1,3-glucanase activity
1. Reagents
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. 50 g/L Phenol solution

. 0.5 mol/L HCI

. 0.1 mol/L Citric acid solution

. 0.2 mol/L Disodium hydrogen phosphate solution
. Mcllvain buffer (pH 5.0)

Add Reagent D gently to 97 mL of Reagent C until pH 5.0.

. Dilution solution

Dilute Reagent E 23.8-fold by adding water.

. Substrate solution

Measure 2 g of dried Curdlan ( f-1,3-glucan) exactly and add
100 mL of water. Stir the solution well to get homogeneous
suspending solution.

Prepare this solution before using.

. Enzyme solution

Measure 50 mg of Kitalase exactly and add dissolve it in
Reagent F for a volume of 200 mL. Dilute 10 mL of the
solution with Reagent F to bring the volume up to 100
mL.

[Note]

When the absorbance after enzyme reaction is over 0.3,
dilute the Reagent H using Reagent F to the absorbance
between 0.2 ~ 0.3.

50 ug/mL Glucose standard solution

Measure 500 mg of glucose exactly and dissolve it in water
for a volume of 100 mL. Dilute 100 L of the solution with
900 uL of water.

And dilute 100 4L of the solution with 900 4L of water.

2. Procedure

2-1. Assay
Reagent Test Blank
H 5.0 mL 50 mL
F 10.0 mL 10.0 mL
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Reagent Test ‘ Blank
Mix the solution with a stirrer at 37C
for 5 minutes.

[Trans|*
JTCTHHM. A —5—TH#ET 5,
G 5.0 mL -
Mix the solution with
a stirrer at 37C for
30 minutes. _
[Trans]*
37C T304 M., A
¥ — 7 —CTHHT 5,
B 50 mL 50 mL
G - 5.0 mL
Filter thought 045 u m filter.
[Trans|*
045um DT 4 VT —THBT 5,
Filtered solution 0.5 mL 0.5 mL
A 0.5 mL 0.5 mL
Sulfuric acid 2.5 mL 2.5 mL

Add immediately and shake vigorously.
Let stand for 30 minutes. Record the
absorbance at 490 nm with water as a
reference using a 10 mm cell.

[Trans]*

HRPITMZ, WL <2 EE AL 305 H
BE S %o ItV 10mm % v, JEE
490nm 2B B WOLE 2 K2 IR & L
TMET 5,

2-2. Standard

Reagent Standard Blank

I 0.5 mL -
Water - 0.5 mL
A 0.5 mL 0.5 mL
Sulfuric acid 2.5 mL 2.5 mL

Add immediately and shake vigorously. Let
stand for 30 minutes. Record the absor-
bance at 490 nm with water as a reference
using a 10 mm cell.

[Trans|*

BRI A, L < 2 &R 30 4R
B3 5, WtV 10mm % Hv, 3% 5 490
nm (2B B WOt & K &2 0 B & LTl
ET Bo

3. Unit Definition

One unit is the amount of enzyme which liberates soluble
sugar equivalent to 1 umol of glucose per minute under

above conditions.
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(Calculation)

(E1-Eo) X%X 25 1 1
Units/g (Esto-Er) x 180 8 30 8 « 5
dilution rate

E, : Absorbance of test

E, : Absorbance of blank
Egrp : Absorbance of standard

Eg : Absorbance of standard’s blank

S, : The measured volume of Kitalase (g)

S, : The measured volume of glucose (mg)

[Trans]"

3. Mo 7%
FROEUET T 1M1 umol DNV a— ZIZH Y 50
EVERE 2l 2B R A 1 unit & 5,

@ 5
Se
(Er-Eo) XTOX 25 . .
Units/g=——————— X — X ————
e (Esto-En) % 180 30 S x 5

E, : KB OWILEE
E, : ZZiBROWOGEE
Egrp : BHE T OWOLE
Ep : BRI 223 ER O WL
S mY) M- ARFOER (g)
S, BV o727V a—ZA0EE (ng)

[Note]
Depending on the buffer, clogging might occur when filtering the
Kitalase solution. It does not affect the activity. Please dispense
the solution and filter them respectively.
[Trans]*
BIRS DNy 77 =12k o> Tld. BEFREABEIRE LTS
LRSS, HEF DV ZAELAEAEN TS T 325 HMICwE
T EWETA BTG TABEBR ZTo TF 3\,

[Storage] Store at 2 ~ 10C.
[Package] 1g

% is the Japanese translation.
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