FUJIFILM m

Code No. 129-06441 ( 1 g)
127-06442 (25 g)

Lipase H, from Candida cylindracea

Source : Candida cylindracea
Appearance : Slightly white ~ Blackish brown, Powder
Activity : =360 units/mg

Assay Method

1. Principle
The emulsion of olive oil as a substrate, the enzyme was
allowed to act, it is quantified by titration of fatty acids
produced by the enzymatic reaction.

Lipase H, Candida
cylindracea .
Fatty acid + Glycerol

Triacylglycerol

2. Reagents
Reagent A (Olive oil emulsion)
It is set to 100 mL by adding water ® to the Polyvinyl alcohol
(degree of polymerization 2000) 2 g. And dissolved by heat-
ing with a hot stirrer (Note the rest melted). Put the liquid 45
mL and 30 mL olive oil into a homogenizer container, using
an ice and salt is 4~5 C, for about 1 hour homogenizer at
more than 15,000 rpm (emulsification).
*This emulsified liquid should be prepared just before use.

Reagent B (Phosphate buffer)

Mix Disodium hydrogenphosphate 12-water 6 g, Citric acid
monohydrate 0.36 g and water 90 mL, and adjust to pH 6.9
~7.1 with 1 mol/LL Hydrochloric Acid or 1 mol/LL Sodium
Hydroxide solution.Then, it is set to 100 mL by the addition
of water.

Reagent C (Lipase solution)

Accurately weigh Lipase (20 mg) is placed in a volumetric
flask 200 mL, it is filled up with the cooled water® 10C
below. Then, it was left on ice for 10 minutes and shaken
vigorously for 5 minutes@. 2 mL up in a total volume pipette
and placed in a volumetric flask 100 mL, and it is set to 100
mL by the water cooled to 10 C less.

Reagent D (Reaction stop solution)
90% Methanol (ice-cold)

Reagent E
0.1 mol/L. Sodium Hydroxide solution
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3. Operation
We used a 50 mL stoppered tubes in the reaction. Titration
using an automatic titrator was transferred to a 100 mL
beaker.

Reagent Main test Blank test
A (Emulsified olive oil) 5.0 mL 5.0 mL
B® (Phospate buffer) 4.0 mL 4.0 mL

Sufficiently stirred a mixer, to pre-
heating for 10 minutes at 37 C (about
120 times/min shaking)

C (Lipase solution) 1.0 mL -

Mix well, exactly 30 minutes reaction

at 37 C (about 120 times/min shaking)

D (Reaction stop
. 30.0 mL 30.0 mL
solution)
C (Lipase solution) - 1.0 mL
Ice-cold®
E (Titration)® amL b mL
(Note)

(1) We used the ultra-pure water.

(2) There is a case to acknowledge the insoluble matter.

(3) The emulsion adhering to the innere wall of the test tube
is placed in the wash with buffer.

(4) Since the stop even after the reaction proceeds little by
little, I kept on ice until just before titration.

(5) When transferred to a beaker, and transferred to a beaker
and washed the test tube with reagent D and Water.

4. Definition of unit
One unit is the amount of enzyme that produce 1 zmol fatty
acid at 37 C per minute.

(Calculation)
o 100 ( zmol) 200 100
A=@b) X FxTgroim < s < 2
: Activity (units/mg)
. Titer of main test (mL)
. Titer of blank test (mL)
: Factor of 0.1 mol/L Sodium hydroxide solution
: Weighed mass of this product took (mg)

wH oy B

5. Storage conditions
Inert gas filled, 2~10 C, Stored in the dark
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://ffwk fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation ~ FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12
Richmond, VA 23237 D-41468 Neuss

USA Germany
Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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31— K No. 129-06441 ( 1 g)
127-06442 (25 g)

1) 7x—+ H, Candida cylindracea H3

# B : Candida cylindracea
4 B RlArata~EB6H, B
& M 360 units/mg bl b
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3. B
KEE 50 mLIt R aRERE & iV CTf TV, 8@ 100 mL v —
A= L CHEMEEEL V5.

A FAeA Y —Tuh) 5.0 mL 5.0 mL
B® (0 AMEKEER) 4.0 mL 4.0 mL

ISFEY-THHICEBL, 37T
TL104 [T i (1200 / 754
ED)

C (U/S—VER) 1.0mL | -
FKEAL, 37CTIEMIZ304H]
Bt (91200 / 54z E 5)

D (RitFIE#) 30.0 mL 30.0 mL

C (V=P HIK) - 1.0 mL
K@

E (HE) © amL b mL

CE)

(1) BMKEHVS.

(2) NEWMERDLBEND 5.

(3) ABREONBEIC AT LA A, BER TS k5
IZLTANS.

4) FIB L RIEBA LoD T, WMEBRTE TKE
LTHL.

(G) E—H—ICBIEE, HAIFED KK THREBREZ VL T
==l 7.

4. BIOEE
37C, 15T 1 pmol DNRIEE % A d A FHE % 1 unit
L35,

Gt &8
_ o 100 (g#mol) _ 200 _ 100
A= (b)) XFx 30 (min) X S X 2

A : &M (units/mg)

 AREBOPER (mL)

: ERBROMWER (mL)

2 0.1 mol/LKE&AL T+ U ABHD T 7 7 X —
P RO 2AROEE (mg)

w T oo

5. REEH
RIEWEHT A A, 2~10C, EIEELAF
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