For life science research only. Not for use in
diagnostic procedures. FOR /N VITRO USE ONLY.

Endoproteinase Lys-C

Sequencing Grade
From Lysobacter enzymogenes

Cat. No. 11 420 429 001
Cat. No. 11 047 825 001

9 pg
3x5ung

Version July 2007

Store at at +2 to +8°C

1. What this Product Does

Contents

Lyophilizate

@ A film of humidity occasionally occuring in the lyophilization vials
might be caused due to the strong hygroscopic nature of the lyo-
philizate. Stability and function of the enzyme are not influenced.
Endoproteinase Lys-C sequencing grade is isolated from Lyso-
bacter enzymogenes as a highly purified and specific protease. The
protease is suitable to digest proteins in solution, in gels or on
blotting membranes.

Storage and Stability

The lyophilizate is stable at +2 to +8°C until the expiration date printed
on the label. A solution in double dist. water may be used for 1-2 days
at maximum, if stored at +2 to +8°C.

@ The content of one vial may be used for several simultaneous
digests. In order to repeat the digest a new vial should be used.
Therefore, the utmost reproducibility can be guaranteed and prob-
able contamination or autolysis will be avoided.

Product Characteristics

Specificity Serine protease that specifically cleaves peptide
bonds C-terminally at lysine in Tris-HCI buffer, pH
7.0-9.0.

Purity The enzyme is free of impurities, which might inter-
fere in the separation range of peptides in reversed
phase HPLC (at highly sensitive detection at 206-
230 nm). Function control by HPLC and purity con-
trol by SDS gel electrophoresis and silver staining
ensure a constant quality with each lot.

Inhibitors DFP, TLCK, Apratinin, Leupeptin

Molecular 33 kD (reduced)

weight 30 kD (not-reduced)

Application

For protein-structure and sequence analysis. Suited for the digestion
of proteins in polyacrylamide gels.

2. How to Use this Product

Procedure

Lyophilized endoproteinase Lys-C Sequencing Grade is reconstituted
in 50 pl double dist. water. This results in a buffer conc. of 50 mM
Hepes, pH 8.0, 10 mM EDTA and 5 mg/ml raffinose. In order to avoid
autolysis, the incubation temperature should not exceed 37°C. The
proteins to be sequenced are dissolved in digestion buffer (25 mM Tris
HCI, pH 8.5; 1 mM EDTA). In the case of proteins which are hard to
solubilize, urea, SDS or guanidine hydrochloride should be added to
the digestion buffer prior to solubilization of the protein. On application
of urea it is recommended to also add 20 mM methylamine. In order to
achieve a suitable concentration of the denaturing agent in the digest,
the protein solution has to be correspondingly diluted with buffer
(table). The recommended amount of enzyme is 1/100 to 1/20 of the
protein by weight.

Endoproteinase Lys-C can also be used for the “in gel“ digestion of
proteins (1,2,3). The reconstituted protease solution is further diluted
with digestion buffer to 1-5 pg endoproteinase Lys C in 100 pl. As
much volume is given to the gel as every piece is just covered or
shrinked pieces are reswollen.

The incubation time should be chosen between 2 and 18 hours at
37°C depending on the amount of enzyme.

Sequence of endoproteinase Lys-C

1 GVSGSCNIDVVCPEGNGHRDVIRSVAAYSK
31 QGTMWCTGSLVNNSANDKKMYFLTANHCGM
61 TTAAIASSMVVYWNYQNSTCRAPGSSSSGA
91 NGDGSLAQSQTGAVVRATNAASDFTLLELN
121 TAANPAYNLFWAGWDRRDQNFAGATAIHHP
151 NVAEKRISHSTVATEISGYNGATGTSHLHV
181 FWQASGGVTEPGSSGSPIYSPEKRVLGQLH
211 GGPSSCSATGADRSDYYGRVFTSWTGGGTS
241 ATRLSDWLDAAGTGAQFIDGLDSTGTPPV

Denaturing agent Concentration Enzyme activity
in %
without addition (control) - 100
sodium dodecyl sulfate 0.001% (w/v) 113
(SDS)* 0.01% (w/v) 136
0.1% (w/v) 109
urea* 0.1 M 122
05M 106
1.0M 90
40M 86
guanidine hydrochloride* 0.1 M 60
05M 27
1.0M 12
acetonitrile 1% (V/V) 122
5% (v/v) 157
10% (v/v) 161

Table: Incubation of endoproteinase Lys-C sequencing grade 200 jLg/ml, with denaturing
agents for 6 h at 25° C in 25 mM Tris-HCI buffer, pH 8.5; 1 mM EDTA. Activity determina-
tion of endoproteinase Lys-C sequencing grade with Chromozym PL as substrate in the
presence of stated concentrations of denaturing agents.

Quality Control

The specificity of endoproteinase Lys-C sequencing grade is verified
with melittin as substrate. High concentrations of endoproteinase Lys-
C sequencing grade (1 part by weight enzyme with 10 parts by weight
melittin) are incubated to detect traces of impurities e.g. contaminat-
ing proteases (see Fig.).
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Figure: Specificity of endoproteinase Lys-C sequencing grade in reversed
phase HPLC.

Digest: 100 mg melittin + 10 mg endoproteinase Lys-C sequencing grade in 25 mM Tris-
HCI buffer, pH 8.5; 1 mM EDTA; 18 h at 37°C chromatography: 10 ml digest diluted with
Tris-HCI/EDTA buffer to 20 ml; column: Nucleosil C18 100A, 5 m; solvent A: TFA, 0.1% (v/v)
in water; solvent B: TFA, 0.1% (v/v) in water; acetonitrile, 70% (v/v); gradient: 30 min linearly
0-90% B; flow rate: 0.5 ml/min; wave length: 215 nm.

Fragments:
1.78 min Arg(22)-Lys(23) and Arg(24)-GIn(26)
16.81 min Gly(1)-Lys(7),
28.26 min Val(8)-Lys(21).
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3. Supplementary Information

Changes to Previous Version
Editorial changes.
New layout

Text Conventions
To make information consistent and understandable, the following text
conventions are used in this Instruction Manual:

Text Convention Use

Numbered instructions Steps in a procedure that must be performed
labeled @, @, etc. in the order listed.

Asterisk *

Denotes a product available from Roche
Applied Science.

Symbols

Symbols are used in this Instruction Manual to highlight important
information:

Symbol Description

® Information Note:
Additional information about the current topic or procedure.
A Important Note:

Information critical to the success of the procedure or use of
the product.

Ordering Information

For a complete overview of related procucts, please visit and book-
mark our Gene Expression & Functional Genomics and Proteomics
Special Interest Sites at http://www.roche-applied-science.com and
the Rapid Translation System website: www.proteinexpression.com.

Trademarks
Chromozym is a trademark of Pentapharm AG, Basle, Switzerland

Contact and Support

To ask questions, solve problems, suggest enhancements or report new
applications, please visit our Online Technical Support Site at:

www.roche-applied-science.com/support

To call, write, fax, or email us, visit the Roche Applied Science home page,
www.roche-applied-science.com, and select your home country. Country-
specific contact information will be displayed. Use the Product Search func-
tion to find Pack Inserts and Material Safety Data Sheets.

Diagnostics

Roche Diagnostics GmbH
Roche Applied Science
68298 Mannheim
Germany




