(90 x 210mm Size)

Code No. 125-05061 (5% 20 p g)

Lysyl Endopeptidase®,
Mass Spectrometry Grade
VLT FRTFT—ER,
HESWHI7L—F

Wako

Lysyl Endopeptidase, originally isolated from the soil bacterium
by Masaki et 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 for at least 2 years at 4C,
when dissolved in Tris buffer at pH
5 - 12. Stable at 30 C in the range of
pH 6 - 11, but unstable over 50C.

Optimal pH : 9.0 ~ 9.5 (Amidase activity)

:69~7.0

Substrate specificity :
Hydrolysable substrate- - - - Tos-Lys-OMe, Bz-Lys-NH,,
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/L 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/LL. HC], and
then add water to bring the volume up to 200 mL.

B. 2.5 mmol/LL 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 HCI, 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] K

A. 0.2 mol/L AMP i, pH 9.5
27 )2 AFINA3- TN AL 42g %
K150 mL CTHMAE I 7-#%. 1mol/L ¥ C pH
9.5 ICTHEEL . KAEIMZ 200 mL 127 %,

B. 2.5 mmol/L EE AR
Ne-XVU A )-DL-U v v-p-=+a7 =Y FRA
KFEMENE 22.6 mg % 7K 20 mL ICIBES /%,

C. 2 mmol/L Tris-HCl #&f##. pH 8.0
2-7 3 /-2-L FEaFY AF)V-13- T/ I —
N0.24g % K900mL ICHEM S ¥ 72, 0.1
mol/L ¥l T pH 8.0 ICFi& L. K&z 1LIC
T 5,

D. BRI
Aih lvial ICE£BEE Ry FEHVWTCHRK 1mL %
MRS B,

E. ItFIET
7K 55 mL & EEEg 45 mL ZiRE %,

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 0.1mL —
C — 0.1 mL
Immediately mix, and incubate 30C for exactly 25 minutes
E 1.0mL 1.0 mL
Immediately, measure the absorbance at 405 nm of wavelength
with water as the control.
"
EHIT, HR 405 nm I B0 ABHE & KA X Rk & L CTHES %,
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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 = “o= X 50" X 01

a : Absorbance in test
b : Absorbance in blank

[Trans "
3. HUDEH
pH9.5, 30CT14MIC1pmol D p-= T =YV
R T HEEFEY 1AU L9 5,

Gt %

. _ab . 1 4.0
AUMial = “o= X g 60 X 47

a: ARBROWNE
b ZEABROWE

[(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 #L 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 L of 10
mmol/L Dithiothreitol (DTT) in 100 mmol/L Ammonium
Bicarbonate and incubate for 1 hour at 56C.

8. After cooling to room temperature, replace the DTT solution
with the same volume of 50 mM Iodoacetamide in 100
mmol/L. 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 zL of 100
mmol/L. Ammonium Bicarbonate.

- 3/6 —

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 L
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-
HCl, 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.If 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]"

(FILARMiE7O ba—)L)

EREROF 2 —7RERy ME, vV avbls EEERE

MELIcbDEHERT S, Ptaid, HEREMSF v b

(Fi¥ta— F No. 299-58901) oM F ¢ 77 )L Yett MS

Fo b FEa—F No. 293-57701) ZOEESHTHO

REAFHT 5,

1. 2V 7BV T IVEBRKENC LD 5T 5,

2. T B VNTENVFETEDHL, B ICHA
THEELTF 2 —TICANS,

3. IV ERET S, (Bitud, BESTHORES Y

FMCEENABEREEHS 5,.)

4. 7 FZFUIV300 L Z Nz T30 5 FH—T
IR L. Bk %,

5. 7 FZ P U IVEBTUHERLT 2 — 7 OH% /S

FT7 4 IVALTED,

6. /ST T 4 VAL TRET /Db, 15 HEEZE
s B,

7. 100 gL ® 10 mmol/L DTT % %2 100 mmol/L H fR
M7 /E= Y ATH6C, 1RHETT %,
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8. FRICHRL L-BICDTT Ik % C T, [M&ED 50
mmol/L I —F 7t F7 3 Fa%EL 100 mmol/L HEfR
W7 /B2 NCE &% . 45 75 FIREAT CTIRF < 58
T 5,

9. 7% 100 L @ 100 mmol/L FEREET /& =7 A
T 10 R L T3 5,

10. 72 F = F UL 300 pL T 15 iR L <, WK
%o

11.100 pL @ 100 mmol/L EKFET /&= AT 15 45[H
BEL T, ZHsE 5,

128072 F = | UL 300 oL C 15 5E%E L C. ik
5,

13. @ x T T, 15 HIEEES 5,

14.0k EC, BRI 100 wL Z 02, 45 5RIEE L. 2
M9 %,

K UVIL Y FRTF XL, KRED 10 pg/mL
L 7% % 512 50 mmol/L Tris-HCI, pH 8.5 T fi#
T 5,

15. B F W & B & 10 xL @ 50 mmol/L Tris-HCI, pH 8.5
R L) #Ma2 T, 3TCHREBRA VFaX—FT5,

16.20 mmol/L ERE 7 /&= A 50 pL %Nz . 20 55 fH
IRE L. WREEI T 5,

17.5%F M / 50% 72+ =+ V)L 50 pL &z, 20 55[H
REL., WIREEINT S (3EERDET),

18. EITJE U T Speed-Vac 72 K12 L 0 ki 9%,

19. Zip-Tip® 7z & THi¥E 4 %,

20. LETH NI, 55 VEET2 L BE £ TR %,

21, MU v 7 A LR CHEESHTT 5,

Notice
Originally, the source of this product was indicated as
“Achromobacter lyticus” based on the physiological and mor-
phological properties of the bacteria. However, we con-
firmed that the 16S rDNA sequence was highly homologous
to that of Lysobacter.

[Trans|"
RIS OWT, MO OEBYY - MR E
5. HKiZAchromobacter Iyticus & 3R ST/ 72
WTED E L7z, 16S rDNADHE ARSI % g\ 72
LEL/ET A, Lysobacter@ b B\ TRED U —75R
HohNE LI,

[Storage] Store at —20C in the dark.

[(Package] 20 pg X 5 vials
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* : is the Japanese translation.

Lysyl Endopeptidase® is registered trademark of Wako Pure
Chemical Industries, Ltd.

ZipTip® is registered trademark of Millipore.

Wako Pure Chemical Industries, Ltd.

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

Facsimile +81-6-6201-5964

http://www.wako-chem.co.jp

Wako Chemicals USA, Inc.
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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