PEROXIDASE

O®TOYOBO ENZYMES @
(Diagnostic Reagent Grade)

from Horseradish

Donor:hydrogen-peroxidase oxidoreductase (EC 1.11.1.7)

Donor + H20>

Oxidized donor + 2H20

%PARATION and SPECIFICATION

Appearance
Activity

%PERTIES

Stability
Molecular weight
Structure
Inhibitors
Optimum pH

pH Stability
Thermal stability

KPLICATIONS

: Reddish-brown amorphous powder, lyophilized
- GradeVI 60 Purpurogallin U/mg-solid or more
(RZ=0.6)

: Stable at —20T

: approx. 40,000 (by gel filtration)

: Glycoprotein with one mole of protohaemin IX
: Cyanide, sulfide, fluoride, azide

8.0 (Fig.2)
15.0—10.0 (Fig.3)
- below 60C (Fig.4)

This enzyme is useful for enzymatic determination of H,0O, in clinical analysis.

PEO-701
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PEO-701

Assa
Principle: .
oPyrogallol+3H,0, PEXI98Se o b, rogallin+5H,0+CO,
The appearance of Purpurogallin is measured at 420 nm by spectrophotometry.
Unit definition:

One Purpurogallin unit causes the formation of one milligram of purpurogallin in 20 seconds under the conditions
described below.

Method:
Reagents
A. Pyrogallol solution : 5% (W/V)(Should be prepared fresh).
B. H,0, solution : 0.147M [Dilute 1.67ml of 30% (W/V) H,0, to 100ml with H,0] (Should be

prepared fresh)
C. Phosphate buffer, pH6.0 :0.1M

D. H,SO, solution : 2.0N
Procedure
1. Prepare the following reaction mixture in a test tube (32 ¢ Concentration in assay mixture
X 200mm) and equilibrate at 20T for about 5 minutes. Phosphate buffer 15 mM
14.0ml H.0 Pyrogallol 40 mM
2.0ml Pyrogallol solution (A) H,0, 7.4mM
1.0ml H,O, solution (B)
2.0ml Phosphate buffer, pH6.0 (C)

2. Add 1.0 ml of the enzyme solution* and mix.

3. After exactly 20 seconds at 20C, add 1.0 ml of 2.0N H,SO, solution (D) to stop the reaction.

4. Extract the produced purogallin from the above stopped reaction mixture in five times with 15ml portions of
ether and fill up the combined ether extracts to 100ml with fresh ether.

5. Measure the optical density at 420nm against water (OD test).

At the same time, prepare the blank by first mixing the reaction with 1.0ml of 2.0N H,SO, solution (D) after 20

sec-incubation at 20°C, followed by the addition of the enzyme solution and extracting with ether by the same
procedure as the test (OD blank).

Dissolve the enzyme preparation in ice-cold 0.1M phosphate buffer, pH6.0 (C), dilute to 3.0—6.0
purpurogallin U/ml with the same buffer and store on ice.

Calculation
Activity** can be calculated by using the following formula :

A — XVt X
Volume activity (Ufml) = OD(ODte§t1 ﬁgfnk) VEXA _ A oD x8.547 X df

Weight activity (U/mg) = (U/ml)X1/C

Vs : Sample volume (1.0ml)

0.117: Optical density at 420nm corresponding to Tmg% of Purpurogallin in ether

df  : Dilution factor

C : Enzyme concentration in dissolution (c mg/ml)

**One purpurogallin unit is equivalent to 13.5 international units determined with o-dianisidine at 25C.
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Fig.1. Stability (Powder form)
(Kept under dry conditions )

Relative Activity, %

Fig.2. pH-Activity

37°C, in 0.1M buffer solution;
pH 3.3-6, Acetate; pH 6-7.5,
K-Phosphate; pH 7.5-9, Tris-HCI
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Fig.3. pH-Stability

25C, 20hr-treatment with 0.1M

buffer solution; pH 3-6, Acetate;
pH 6-8, K-Phosphate; pH 9-11,

Glycine-NaOH
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Fig.4. Thermal stability

10 min-treatment with 0.05M
K-Phosphate buffer, pH6.0
Enzyme concentration : 2 U/ml
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PEO-701

FEMAIEE (Japanese)

1.8
2Pyrogallol +3H-0, 2%y pyrpurogallin+
5H.0+CO:
45§ BPurpurogallin® T— 7Ll L,420nmD %
KEOELTATET 50

2EH
TR C20FR1C1.0mgDPurpurogalling & 5 ¢
3458 % 1PurpurogallinBiiI (U) & %,

3=
A, 5%W/V)EDAHO— LKA &AL
B. 0.147M H:0:7KiA#®& (30%(W/V)H0:8#%
1.67m & ZHEKTHRL T100m & T 3)

(FARFERSY)
C. 0.1MV) > E&#RENR.pPHE.0(RICIEABR K U EERR
RA)

D. 2.0N H:SO.3%&

BRAR  BRESZEFHKSLAE0IMY CBERE
A&, pH6.0TAREL,F#EE®R 3.0~
6.0Purpurogallin U/mgiCFERL TKARTE
T3,

4.FIE
ORBEE(32¢ x 200mm)(c FREGEK AR L,
20C THISHEFMINE T 5.
14.0m¢  ZEEEK

20m¢ EOAHO—ILKER (A)
1.0me  H.0:7Ki8%& (B)
20me ) EERRENR (C)

QBB R1I.OMEMZ, RIS & BIAT %,

@20 C CIEREIC20MRBIRIE S ¥ 7218, H.S0.451&
(D1.OMEIMA TR EFIEESEE, RISELEED
B B A L 7=Purpurogallin T—7)115mé T
HYT 3, COREESER)EL MEREAEHEFIC
I—-FILEMATEEZI00MICT B, ZDRICDE
420nmiC BB FE ZBITE 5 (0D test)o
ERIIRISERDE20C T20MEMERE, H-S0.
BRD)EMATRIMU, RO CEER S RT.OMEINZ
THHET 3, CORICOEEERERRICI—TILME %
T TR E % BITE § 5 (0ODblank),

5.5t HE
__ AOD (OD test—0D blank)x & R fs%
U/mé = 0.117X1(me)
= AODX8.547 X FIRfE=R

U/mg =U/mX1/C
0.117 : 1mg% Purpurogallin T — 7 JLi&&D
420nmic & T BIEHE
C | BEREFDOEEFRIRE (C mg/me)
(3¥)1PurpurogallinBi{i 13 13.5E R Bz (o-dianisidine
EEEEL, 25 CORICEMET)ICHEYE TS,
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