(Diagnostic Reagent Grade) ASAHI KASEI ENZYMES [ T-129

URICASE [UODNT ]

from Arthrobacter globiformis
(Urate: oxygen oxidoreductase, EC 1.7.3.3)

(Urate oxidase)

Uric Acid + Oz + 2 H.0 — Allantoin + H202 + CO:

Preparation and Specification

Appearance : White amorphous powder, lyophilized
Specific activity : More than 10 U/mg solid

Properties
Molecular weight 117 kDa (TSK gel G3000SWXL)
Isoelectric point :pH 4.61
Michaelis constant :Uricacid 13 X 10-4 M
Optimum pH 1 85-95 Figure 1
pH stability :6.0-9.5 (37C , 60 min) Figure 2
Thermal stability : Stable at 50C and below
(pH 9.0, 10 min) Figure 3
Storage stability : At least one year at —20TC Figure 4

Applications for Diagnostic Test

This enzyme is useful for enzymatic determination of uric acid.

UODN II
Uric Acid + O2 + 2 HO ——= Allantoin + H202 + CO:2
POD
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Fig.1 pH Optimum Fig.2 pH Stability
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Assay

W Principle

The assay is based on the decrease in absorbance at
293 nm of uric acid which is oxidized in the following
reaction:

UODN I

Uric acid + Oz + 2 H:O ——= Allantoin + H202 + CO:2

B Unit definition

One unit is defined as the amount of enzyme which
oxidizes 1 umole of uric acid to allantoin per minute
at 25C under the conditions specified in the assay
procedure.

Hl Reagents

1. Reaction mixture (0.115 mM Uric acid)
Mix 1 ml of 357 mM uric acid and 30 ml of enzyme
dilution buffer.
2. Enzyme dilution buffer
20 mM sodium tetraborate-HCI buffer pH 9.0
3. Reagents
Sodium tetraboric acid (NazB4O7-10H20):
Wako Pure Chemical Industries, Ltd. Special grade
#194-01415
Uric acid: Tokyo Kasei Kogyo Co., Ltd. #U0018

B Enzyme solution

Accurately weigh about 20 mg of the sample and add
enzyme dilution buffer to make a total of 20 ml. Dilute it
with enzyme dilution buffer to adjust the concentration as
required.

M Procedure

1. Pipette accurately 3.10 ml of reaction mixture into a
small test tube and preincubate at 25C.
2. After 3 min, add 20 ul of enzyme solution and mix to
start the reaction at 25C.
% In the case of a test blank, add 20 ul of enzyme
dilution buffer in place of enzyme solution.
3. After starting the reaction, measure the rate of decrease
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per minute in absorbance at 293 nm. The rate must be
measured within the linear portion of the absorbance
curve.
Absorbance  sample : As/min
blank : Ab/min

A A/min = (Ab/min— As/min) = 0.060 Abs/min

B Calculation
312 1

X — X —

0.02 X

A A/min

126

Activity (U/mg of powder) =
12.6 : millimolar extinction coefficient of uric acid at 293 nm

(cm?/ umole)
312 : final volume (ml)

0.02 : volume of enzyme solution (ml)
X : concentration of the sample in enzyme solution

(mg/ml)

Storage

Storage at —20C in the presence of a desiccant is
recommended. Enzyme activity will be retained for at
least one year under this condition (Figure 4).
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UODN I ;& BIE% (Japanese)

I. %R
1. BUSREER A (0.115mM JRER)
357mM JREEETE 1ml & B R iAMA FUR T 30ml %
RET 5.
2. BER TR IR AT HURL
20mM PU A& 7 g kU 7 4 — HCl & i pH9.0
3. st
PUk g+ b 4 (Na:BiO7- 10H20) :
AOGHE TR Ffh #194-01415
JREE (Uric acid) © BEALEE  #U0018
I. B
i 20mg % K# 28 ) . BREREAFURE CE
i L CEZE 20ml &35,
Z DM % MR BERAFUIE CHEEART %,
. AIEHIEE
1 /NRBRE | PO IR A4 3.10ml % IEAE I L ¢
25C CTFAINRY 5.
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2. 33t h, BERHURRIE 20 wl 22 T L. 25C
TRILE AT %6
XERIIEERAREORD ) IR BB AT’

20 ul Mz %,

3. UGB, 293nm 12 BT 2 WOGEE % Ml L ClEM
BRI LT\ 5 172 ) OGEEZAL %2 Ko
%o
Kb NF-WIGEE 2 BEHRIL As/min, B WHRIE
Ab/min &9 5,

A A/min = (As/min— Ab/min) = 0.060 Abs/min

EE

A A/min 312 1
S S
126 0.02 X

126 : JREED 293nm 12 BT 5 I ) BV FIOEREL
(ecm?/ pmole)

5 (U/mg) =

312 s (ml)
002 : FUSIZfit U 7z@ stk & (ml)
X EEEREE T OB IEE (mg/ml)





