FUJIFILM M

Code No. 121-05063 (20 pg)
125-05061 (20 ug X 5)

Lysyl Endopeptidase®,
Mass Spectrometry Grade
VLT PRTF5—ER,
HESWRI7L—F

Lysyl Endopeptidase, originally isolated from the soil bacterium
by Masaki ef al., cleaves specifically the peptides on the carboxy-
terminal side of Lysine residues. This enzyme is very useful
both in protein sequence analysis and in enzymatic synthesis of
Lys-X compounds.

Source : Bacteria (See Notice.)
Appearance : Lyophilized form containing

2 mmol/L Tris-HCI buffer, pH 8.0

Activity : Indicated on the label

Molecular Weight : 27,000 (Gel fitration), 30,000 (SDS-
PAGE)

Solubility : Soluble in water or buffer solutions.

Stability : Stable at 4C for at least 24 hours,
when dissolved in Tris buffer at pH
4-119.
Stable at 30 C in the range of pH 6 -
11, but unstable over 50 C.

Optimal pH : 9.0 ~ 9.5 (Amidase activity)

:6.9~70
Substrate specificity :
Hydrolysable substrate- - - - Tos-Lys-OMe, Bz-Lys-NHj,
Bz-Lys-pNA, Lys-pNA
Unhydrolysable substrate- - - -Bz-Arg-NH,, Bz-Arg-
pNA, Arg-pNA
Inhibitors

Isoelectric point

: DFP, PMSF, TLCK

Assay method
1. Reagents
A. 0.2 mol/LL AMP buffer, pH 9.5
Dissolve 4.2 g of 2-Amino-2-methyl-1,3-propanediol in
150 mL of water, adjust to pH 9.5 with 1 mol/L. HCI, and
then add water to bring the volume up to 200 mL.

B. 2.5 mmol/L Substrate solution
Dissolve 22.6 mg of N“-Benzoyl-DL-lysine-p-nitroanilide
Hydrobromide in 20 mL of water.
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C. 2 mmol/L Tris-HCI buffer, pH 8.0
Dissolve 0.24 g of 2-Amino-2-hydroxymethyl-1,3-
propanediol in 900 mL of water, adjust to pH 8.0 with 0.1
mol/L HCl, and then add water to bring the volume up to
1L.

D. Enzyme solution
Dissolve 1vial of Lysyl Endopeptidase in 1 mL of Rea-
gent C added directly into the vial.

E. Stop Solution
Mix 55 mL of water and 45 mL of Acetic acid

[ Trans|*
1. 8 X

A. 0.2 mol/L AMP #&fi#%. pH 9.5
2-7 X/ 2-AFW-13-TaNR VI F—)42g %
K150 mL THEM S ¥ 7-#%. 1mol/L ¥k T pH
9.5 ICHEE L, KEMZ 200 mL IZ¢ %,

B. 2.5 mmol/L LB AR
Ne«-XU/ Y A )U-DL-U v /p-= a7 =1y FRAL
KFEEEE 22.6 mg 7K 20 mL ICIEfRS 4 5,

C. 2 mmol/L Tris-HCI #&fE7#. pH 8.0
2-7 3 /2. FaFy AF)L-1,3-7 /8 U —
L0.24g%K900mLICHA MRS 724, 0.1
mol/L & CpH 8.0 ICFHEEL . KEMz 1LIC
T 5,

D. BFRIT
A lvial iC2E&EERy FEHVWTCK 1mL %
M2 BRI 5,

E. tE 1L
K 55 mL & EEfE 45 mL #{EE %,

2. Procedure

Reagent Test Blank
A 2.6 mL 2.6 mL
B 0.3mL 0.3mL
Pre-incubate at 30°C for 5 minutes.
D 0.1 mL —
C 0.1 mL
Immediately mix, and incubate 30C for exactly 25 minutes
E 1.0 mL 1.0 mL
Immediately, measure the absorbance at 405 nm of wavelength
with water as the control.
"
EHIC, K 405 nm 1251 AW A KA RIK & L THE S 5,
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3. Unit definition
One amidase unit (AU) is the amount of enzyme, which will
produce 1 gmol of p-nitroaniline per minute at 30°C, pH 9.5.

(Calculation)

. _ab 1 4.0
AUNal = “5" X 500" X 01

a : Absorbance in test
b : Absorbance in blank

[ Trans |*
3. BMIDEHE
pH 9.5, 30CT14MIC 1 mol D p-= FO7 =Yy
AR HREE R Y 1AU &3 5,

Gt &

.. _ ab 1 4.0
AUMial = 5= X 50" X 01

a: KRBROWICE
1 ERBROBE

[Protocols for In-Gel Digestion]

Use a siliconized microcentrifuge tube and Pipette-Tip to pre-

vent trapping any proteins. Use a gel staining kits for Mass

Spectrometry, such as Wako’s Silver Stain MS Kit (Code No.

299-58901) and Negative Gel Stain MS Kit (Code No. 293-

57701).

1. Separate protein samples by electrophoresis.

2. Cut the protein bands from the gel and slice them into a
microcentrifuge tube.

3. Destain the gel. (Use Destaining solution which is included in
the gel staining kit for Mass Spectrometry)

4. Add 300 xL Acetonitrile(ACN) to the tube. Shake the gel
pieces for 30 minutes with a mixer (Dehydration).

5. Remove the ACN and cover the microcentrifuge tube with
Parafilm.

6. Make some hole on the parafilm and vacuum dry for 15
minutes.

7. Reduce the proteins of the gel pieces with 100 xL of 10
mmol/L Dithiothreitol (DTT) in 100 mmol/L. Ammonium
Bicarbonate and incubate for 1 hour at 56 C.

8. After cooling to room temperature, replace the DTT solution
with the same volume of 50 mmol/L Iodoacetamide in 100
mmol/. Ammonium Bicarbonate and incubate the gel pieces
for 45 minutes in the dark with occasional vortexing.

9. Wash the gel pieces for 10 minutes with 100 xL of 100
mmol/LL. Ammonium Bicarbonate.
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10. Dehydrate the gel pieces for 15 minutes with 300 L. ACN.

11.Swell the gel pieces for 15 minutes with 100 zL of 100
mmol/L. Ammonium Bicarbonate.

12. Dehydrate again the gel pieces for 15 minutes with 300 pL
ACN.

13.Remove the liquid phase, and vacuum dry the gel pieces for
15 minutes.

14.Swell the gel pieces for 45 minutes with 100 L Lysyl En-
dopeptidase solution™ in an ice-cold bath.
X Dilute the Lysyl Endopeptidase in 50 mmol/L. Tris-HCI,

pH 8.5 to 10 pg/mL.

15.Remove the Lysyl Endopeptidase solution, and incubate the
gel pieces overnight at 37°C with 10 L of 50 mmol/L Tris-
HCI, pH 8.5.

16. Shake the gel pieces for 20 minutes with 50 xL of 20 mmol/L
Ammonium Bicarbonate and extract the peptides.

17.Shake the gel pieces three times for 20 minutes with 5%
Formic acid in 50% ACN and extract the peptides.

18.1If necessary, concentrate the peptides with Speed Vac.

19. Desalt and purify the peptides with ZipTip®

20.1If necessary, concentrate the peptides to 2 pL with weak
vacuum.

21. Add the matrix and analyze it by mass spectroscopy.

[ Trans|*

(FLREE7 o0 ba—)L)

WEERLF 2 —T Ry ME, VU av bk EERE

WL 72d DORBERT 5, Fetald, RPEMSF v I

(R 21— F No. 299-58901) 077 ¢ 77 )Lt MS

Fv b FT—F No. 293-57701) 0BRSS HHO

RIEEFHT 5,

1. 2V EY IV EBRKEIC XD 5 5,

2. T B R /IINTBENV P RGO L, BRICHA
THEREROF 2 —TICAN D,

3. FvkiEBtd 5, (k. BESHAOREFE
FMCEENLHERTEHT %,)

4. TEFZFUIL300pL M2 T30 5M I+ —T
REL. BiKT 5,

5, 7 M P U EETHERLT 2 —7 OO %N
ST 4IVATED,

6. /8T T 4 IVAICET TR EBT /20H, 15 5 HEZE
Mg 5,

7. 100 L @ 10 mmol/L DTT % & ¢ 100 mmol/L R
M7 /= AT56C, 1ERETT %,
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8. FRICHR L72HRIC DTT Bk A5 T T, MED 50
mmol/L I —F 7+ F7 3 F&4&% 100 mmol/L ER
BE7 /B2 LCE &M 2, 45 5 TR i~ IR
T 5,

9. ZILF % 100 uL @ 100 mmol/L EREE 7 /€= A
T 10 FEHRE L T8 9 %,

10. 74 k= R YL 300 pL T 15 HRRE L T, Bk
%o

11.100 L @ 100 mmol/L EREET /€ =7 1T 15 5[H]
BEL T, &%,

122072 F = F U300 4L T 15 5IRE L T, Bk
T 5,

13 WA CC, 15 HRIEREGER T 5,

140k EC, BEREH 100 pL Z N2, 45 5EEHEL . 2
M35,

M UVIVIY FRTF X —Vd, KYPEES 10 pg/mL
L7 % X912 50 mmol/L Tris-HCl, pH 8.5 THfi#
T 5,

15. BE R % 4 & 10 pL © 50 mmol/L Tris-HCI, pH 8.5
(BFERL) 22T, JTCHREA VF 2= 9 5,

16.20 mmol/L ERE 7 /€= A 50 pL %&h0 2, 20 5[H
IREL . B EIR T %,

17.5% X/ / 50% 7 2 b = F UL 50 uL &Iz, 20 55
REL . WA EINRT % (3EEDIET),

18. EIZJEH U T Speed-Vac 7z K12 & 0 9 %,

19. Zip-Tip® 7z ¥ THitE 4 %,

20. LETH UL, §5\VEEET 2 pL BRI & TR 5,

21X Py 7 ZAERML THEES T 5,

Notice
The source of this product had been indicated as ““Achromo-
bacter lyticus’’, based on the physiological and morphological
properties of the bacteria. However, by recent bacterial tax-
onomy, the bacteria were identified as Lysobacter enzymo-
genes.

[ Trans]”
LRI OWT, B RMURE QAT - RSN
BORMBEN S, HkiTAchromobacter Iyticus & FFmR S
TV NTED T LA, IEFEOME S HEY¥IC
FEOWIHFEEDOFER. kL Lysobacter enzymo-
genes TH 5 LfEam 2L E L7,

[Storage] Store at —207C in the dark.
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(Package)

Code No. Packaging
121-05063 20 pg
125-05061 20 pg X 5
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* ¢ is the Japanese translation.

Lysyl Endopeptidase® is registered trademark of FUJIFILM
Wako Pure Chemical Corporation.

ZipTip® is registered trademark of Millipore.

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.fuijifilm.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

US.A. 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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