Endoproteinase Asp-N

Code No.7329 Size: 2 ug

Supplied Reagent (5X) :

250 mM Sodium phosphate, pH8.0 1 ml

Description :

Endoproteinase Asp-N is a metalloprotease which specifically cleaves the
peptide bonds at the amino side of aspartic acid or cysteic acid residues
of proteins and peptides.

Source: Pseudomonas fragi mutant

Form: Lyophilized
(containing the equivalent to 50 | of 10 mM Tris-HCl, pH 7.5)
Reconstitute lyophilized Endoproteiase Asp-N in 50 u 1 of
distilled water.

Storage: below 4°C (under dry condition)

Quality Control Data:
Please see the Certificate of Analysis (CoA) for each lot. You can download
the CoA on Takara Bio website.

Definition of Activity :
One azocoll unit is defined as the activity that will set free as much azo
dyestuff which yields an absorbance of 0.001 at 520 nm per minute at
37°C,pH 7.5.
Specific Activity : =20U/ug
Properties :
OptimumpH: 7.0-8.0
Optimum temp : 37°C
Inhibitors : 2-phenanthroline, EDTA
Tolerance to denaturants :
Stable against = 1 M urea
= 1 M guanidine-HCl
= 0.01% SDS
= 10% (v/v) acetonitrile

References:

1) Noreau J and Drapeau G R.J Bacteriol. (1979) 140:911-916.
2) Drapeau G R.J Biol Chem. (1980) 255: 839-840.

3) Geuss U, et al.J Protein Chem.(1990) 9: 299-300.

Application:
Cleavage of reduced soluble lysozyme by Endoproteinase Asp-N

Reaction Condition
Substrate :
Enzyme:

1 nmol

0.25 u g (approximately 10 pmol)
Reaction buffer: 50 mM sodium phosphate, pH 8.0
Reaction volume: 100 ul

Reaction temperature: 37°C

Reactiontime: 4 hours

Results:
Results are shown in Figure 1 and 2. Non-specific cleavage at sites other than
-X-Asp- was not observed.
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Figure 1. HPLC of digests of reduced soluble lysozyme by
Endoproteinase Asp-N

Column: Nucleosil 5Cis-AR (4.6 @ x 150 mm)
SolventA:  0.05% TFA/H,0
SolventB:  0.05% TFA/CH3CN
Elution: 0—15%B/0 — 15min

15— 27.5%B/15 = 65 min

27.5 = 42.5%B/65 — 80 min
Flowrate:  0.5ml/min
Detection: 215nm
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Figure 2. Amino acid sequence of cleaved peptide fragments

Peptide fragments produced from cleavage by Endoproteinase Asp-N
are shown. The numbers under the line correspond to the peaks in HPLC
(Figure 1).

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6973 or from our website at www.takara-bio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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