FUJIFILM

Code No. 160-28911( 25 mg)
166-28913 (100 mg)
164-28914 (500 mg)
160-28916( 1g )

Proteinase K, recombinant
7071+ F7—t K, Higzk

Source : Pichia pastoris expressed Parengyodontium album
(Tritirachium album) proteinase K

Appearance : White crystalline powder

Activity : Indicated on the label.

Measurement of enzyme activity :

1. Principle

Hemoglobin is reacted with proteinase K to hydrolyze. The
obtained peptides are colored with a Phenol reagent.

[Trans]*

1. JsE

ANEZOE IcTaT 4 F—C K 2 ATk mL., &
L7eRTF 2T/ —VRETEALIE L,

2. Reagents

A. 0.3 mol/L Trichloroacetic acid solution
Dissolve 4.9 g of trichloroacetic acid in distilled water for the
final volume of 100 mL.

B. Phosphate buffer (pH 7.5)
(Containing 6 mol/L urea and 5 mmol/L sodium chloride)
Dissolve 0.680 g of potassium dihydrogen phosphate in
distilled water for a volume of 50 mL. Add 36.04 g of urea
and 0.03 g of sodium chloride, adjust pH to 7.5 with 1 mol/L
sodium hydroxide solution, and dilute with distilled water to
bring the volume up to 100 mL.

C. Hemoglobin solution
Dissolve 500 mg of hemoglobin from bovine blood in solution
B for the final volume of 25 mL.

D. 0.02 mol/L Calcium chloride solution
Dissolve 0.55 g of calcium chloride in distilled water for the
final volume of 250 mL.

E. Enzyme solution
Measure 4 mg of Proteinase K, recombinant exactly and
dissolve in solution D for the final volume of 200 mL.

F. Sodium carbonate solution
Dissolve 6 g of sodium carbonate in distilled water for the
final volume of 100 mL.

G. L-Tyrosine standard solution
Measure 10 mg of L-tyrosine exactly and dissolve in 0.2
mol/L hydrochloric acid for the final volume of 100 mL. (100
ug tyrosine/mL)
1) G, solution

Pipet 5 mL of this solution and dilute with distilled water
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to bring the volume up to 50 mL. (10 ug tyrosine/mL)
2) G, solution
Pipet 15 mL of this solution and dilute with distilled water
to bring the volume up to 100 mL. (15 ug tyrosine/mL)
3) G, solution
Pipet 5 mL of this solution and dilute with distilled water
to bring the volume up to 25 mL. (20 ug tyrosine/mL)
4) G, solution
Pipet 5 mL of this solution and dilute with distilled water
to bring the volume up to 20 mL. (25 ug tyrosine/mL)
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2. Wk
A.03mol/L MY 7 v FEERE R
MY 2 o a R 4.9g % KICEM LT 100mL & F 5,
B. Y AR (pH 7.5)
(6mol/L J®#%. 5Smmol/L ¥iftF bV v A% &)
0 AR ) 7 A 0680g & AKICHEM LT 50mL &3 %,
& 5 IZIRF% 36.04g. 3ILF Y 7 24 003g WA, 1mol/L /K
B b NV 7 AT pH 75 IR L. K%z T 100mL
L35,
C. NEZ UV VHE
ANEZOVY Y, 7 YIEH K 500mg & B iRIZEF L C 25mL
L35,
D. 0.02mol/L At/ v > 77 AR
WAL A v A 055g & IKICHEME L C 250mL &3 5%,
E. BEREW
AKihdmg #1E L < FEE L. D WIS L € 200mL &3 %,
F. jkBEF MY 7 AT
BEET N A 6g FIARICHEM LT 100mL &3 %,
G. L- 13 v
L- 783 ¥ 10mg % IEREICHAEE L. 0.2mol/L MEER IR L C
100mL &3 % (100ug 519 ¥ /mL)o
1) G, i’
COBEWSML & D, KEMAZTS50mL &35 (10ug 7
7Y /mL)o
2) Gy i
COWW 16mL 2 & ), KEIMZT100mL &35 (15ug
'}U“/‘//mL)o
3) Gyl
COBEWSML & D, KEMAT2mL &35 (20 ug 7
7Y /mL)o
4) G,
COBEWSML & D, KEMAT20mL &35 (25ug F
7Y /mL)o

3. Procedure

1) Test
Reagent Test Blank
C 5 mL -
D 0.8 mL 0.8 mL
- Keep at 37C. -
E 0.2 mL 0.2 mL
A - 10 mL
_ Incull)gte at 37C for Shake.
minutes.
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C - 5 mL
A 10 mL -
Incubate at 37°C for 30 minutes.
Filtration.
Filtrate 2 mL 2 mL
F 5 mL 5 mL
Phenol reagent (1+2) 1 mL 1mL

Incubate at 37°C for 20 minutes.
Measure the absorbance at 660 nm with water as a reference
using a 10 mm cell.
:
IV 10mm 2 H v, 9% 660nm (2B 5 WG % K % &
e LTMET %,
E, : Absorbance of test, E, : Absorbance of blank

2) Calibration curve

10ug 15ug 20ug 25ug
Tyr/mL | Tyr/mL | Tyr/mL | Tyr/mL

Water |G, solution|G, solution|G; solution|G, solution
2 mL 2 mL 2 mL 2 mL 2mL
F 5 mL 5 mL 5 mL 5 mL 5 mL

Phenol
reagent (1+2)

Reagent Blank

1 mL 1 mL 1 mL 1 mL 1 mL

Incubate at 37C for 20 minutes.

Measure the absorbance at 660 nm with water as a reference
using a 10 mm cell, and prepare the calibration curve.

:

IV 10mm 2 F v, 9% 660nm (2B 5 WG 2 K % &
e LCllE L. Mz ER T %,

4. Unit Definition

One unit is defined as the enzyme amount that generates peptides
equivalent to 1 umol tyrosine as the coloring substance reacted
with a Folin reagent at 37°C for one minute under the above
conditions.
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HAT D EFR

Bt T, 37C, 1 0MiIc7+ ) Y EE LT 1 umol ®
Fa Y MY THERTF P2 BT AEER% lunit &5 5,

(Calculation)
. B 4,1
A=Tgo1ox002x02 <1675 10

A : Activity (units/mg)

B : Amount of tyrosine that was calculated with calibration
curve and (E,—E,) (ug/mL)

S : Amount of sample (mg)

181.19 : Molecular weight of tyrosine

0.02 : Sample concentration of Enzyme solution (Reagent E)

(mg/mL)
0.2 : Volume of Enzyme solution (Reagent E) (mL)
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16 : Total volume of reaction solution (mL)
10 : Incubation time (minutes)

)
G50

_ B 4.1
A= Tgo19x002x02 “1*5* 70

A 35 (units/mg)

B: (E,—E) »bMEiz ko7 v o (gg/mL)
S:mYH - 7-AMOERE (mg)

18119 : Fu ¥ ¥ D41

0.02 : BERIEH P ORGOMEE (mg/mL)

0.2 : BERBEW oM (mL)

16 : RSV O R (mL)

10 : BUGHKER] (43)

[Storage]

-20C

[Packages]
Code No. Packaging
160-28911 25 mg
166-28913 100 mg
164-28914 500 mg
160-28916 lg

% : Trans is the Japanese translation.
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