Anhydrotrypsin Agarose

Code No.7302 Size: 1mlwetgel

Form:
Gel suspension in 50 mM sodium acetate buffer, pH 5.0, containing 20 mM
CaCl and 0.02% NaNs3

Description : Anhydrotrypsin Agarose is an affinity chromatography
adsorbent that selectively adsorbs peptides with Arg, Lys, or AECys
(S-aminoethyl cysteine) at the C-termini under mildly acidic conditions.

It does not bind free amino acids, or peptides which have Arg, Lys, or
AECys at sites other than the C-termini.

By use of this specific adsorbent, it is possible to isolate C-terminal peptide
fragments from a protease digest of proteins.

Storage: 4°C
Do not keep the gel in elution buffer (such as HCl or formic acid solutions,
pH 2.5) for extended periods.

Binding Capacity:
Soybean trypsin inhibitor binding capacity:

approx. 80 nmol/ml wet gel
Bz-Gly- Arg binding capacity:

approx. 60 nmol/ml wet gel

Note:

This product contains sodium azide as a preservative. Sodium azide reacts
with many heavy metals to form explosive compounds. It is critical that a
large amount of water be used when disposing.
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General Method:
1. Preparation of Sample Prior to Chromatography
+ A protein sample is digested by trypsin (or by chymotrypsin). The
reaction is terminated by adding DFP (diisopropyl fluorophosphate,
final conc. T mM), and the pH of the digest is adjusted to 5.0 .
No need to add 0.02 M CaCl
+ The sample is kept to a smaller volume than the gel volume.
-+ The amount of protease digest to be applied to the agarose column
should be determined by refering to the Bz-Gly-Arg binding capacity.
+ Samples containing 2 - 4 M urea could be directly applied to the
agarose column after adjusting to pH 5.0.

2. Method for chromatography
The following procedures should be done at 4°C.

1. The gel is put into a column, washed with 0.05 M sodium acetate
buffer, pH 5.0, containing 0.02 M CaCl (starting buffer). Washing
volume should be over 20 - fold gel bed volume.

2. The sample is applied onto this column.

3. The column is washed with starting buffer (20 - fold of gel bed
volume)at flow rate of about 17 ml/hr/cm?2. Peptides with Arg, Lys,
or AECys C-terminal residues are adsorbed. Peptides with Arg-Pro
or Lys-Pro at C-termini are not adsorbed though trypsin does not
cleave such peptide bonds.

4. Peptides bound to the gel can be eluted by 5 mM HCl (approx. pH 2.5)
or 0.1 M HCOOH (approx. pH 2.5). Sufficient recovery is achieved by
elution with HCl or HCOOH at volumes of 10 - fold that of the gel.

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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