Certificate of Analysis

Asp-N, Sequencing Grade:
Part No. Size
V162A 21g

Description: Asp-N, Sequencing Grade (Cat.# V1621), is an endoproteinase that hydrolyzes peptide bonds on the
N-terminal side of aspartic and cysteic acid residues (1,2).

Biological Source: Pseudomonas fragi.

Form: Lyophilized.

Molecular Weight: 24.5kDa.

Storage Conditions: Store at 4°C. See the Product Information Label for expiration date.

Usage Note: Asp-N, Sequencing Grade, is lyophilized in the presence of Tris-HCI. When reconstituted in 50yl of
double-distilled water, the protease solution contains 10mM Tris-HCI (pH 8.0). Resuspended Asp-N, Sequencing Grade,
can be stored at 4°C for up to 1 week or frozen for several weeks.

Quality Control Assays

This lot passes the following Quality Control specifications:
Purity: Purity by SDS-PAGE is >98%.

Usage Information on Back

1. Ingrosso, D. (1989) Biochem. Biophys. Res. Comm. 162,1528-34.
2. Drapeau, G.R. (1980) J. Biol. Chem. 255, 839—-40.
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Promega Corporation
2800 Woods Hollow Road
Madison, W1 53711-5399  USA

Telephone 608-274-4330
Toll Free 800-356-9526
Fax 608-277-2516
Internet WWW.promega.com

PRODUCT USE LIMITATIONS, WARRANTY, DISCLAIMER

Promega manufactures products for a number of
intended uses. Please refer to the product label for the
intended use statements for specific products.
Promega products contain chemicals which may be
harmful if misused. Due care should be exercised with
all Promega products to prevent direct human contact.

Each Promega product is shipped with documentation
stating specifications and other technical information.
Promega products are warranted to meet or exceed the
stated specifications. Promega's sole obligation and the
customer's sole remedy is limited to replacement of
products free of charge in the event products fail to
perform as warranted. Promega makes no other war-
ranty of any kind whatsoever, and SPECIFICALLY DIS-
CLAIMS AND EXCLUDES ALL OTHER WARRANTIES
OF ANY KIND OR NATURE WHATSOEVER, DIRECTLY
OR INDIRECTLY, EXPRESS OR IMPLIED, INCLUDING,
WITHOUT LIMITATION, AS TO THE SUITABILITY,
PRODUCTIVITY, DURABILITY, FITNESS FOR A PAR-
TICULAR PURPOSE OR USE, MERCHANTABILITY,
CONDITION, OR ANY OTHER MATTER WITH
RESPECT TO PROMEGA PRODUCTS. In no event shall
Promega be liable for claims for any other damages,
whether direct, incidental, foreseeable, consequential,
or special (including but not limited to loss of use, rev-
enue or profit), whether based upon warranty, contract,
tort (including negligence) or strict liability arising in
connection with the sale or the failure of Promega prod-
ucts to perform in accordance with the stated specifica-
tions.

© 2010, 2012, 2013, 2016, 2018 Promega Corporation.
All Rights Reserved.

ProteaseMAX is a trademark of Promega Corporation.
SimplyBlue is a trademark of Invitrogen Corporation.

Products may be covered by pending or issued
patents or may have certain limitations. Please visit
our Web site for more information. All specifications
are subject to change without prior notice

All specifications are subject to change without prior
notice

Product claims are subject to change. Please contact
Promega Technical Services or access the Promega
online catalog for the most up-to-date information on
Promega products.
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. In-Solution Digestion Protocol

Preparation of Protein

In general, proteins require efficient solubilization, denaturation, disulphide bond
reduction and alkylation for optimal digestion. The following optional steps are
provided as a guideline to facilitate protease digestion with this product.

Solubilization/Denaturation: Dissolve protein in compatible buffer (Table 1).
Proteins that are difficult to dissolve or require denaturation for efficient digestion
can be solubilized in a minimal volume of denaturant, such as 6-8M urea or 6M
guanidine HCI, at room temperature to 37°C for up to 1 hour. Some proteins may
benefit from heating the sample to 60°C for 1 hour, or 95°C for 15-20 minutes.
ProteaseMAX™ Surfactant can be used (0.01-0.1%) in compatible buffer (pH 7.5)
in a minimal volume and does not require heating to be effective. A high
concentration of denaturants may reduce the activity of the enzyme (see Table 1).

Disulphide Reduction: Add DTT (or B-mercaptoethanol) (final concentration of
5mM). Heat to 50-60°C for 20 minutes.

Alkylation: Cool to room temperature. Add iodoacetamide to a final
concentration of 15mM. Incubate in the dark at room temperature for 15 minutes.

Adjust the reaction volume with buffer (pH 7.5) to reduce the final component
concentrations for optimal digestion (see Table 1).

Digestion: Add Asp-N, Sequencing Grade, to a final protease:protein ratio of
1:200 to 1:20. (w/w). Vortex to mix and centrifuge. Incubate 2—18 hours at 37°C.

In-Gel Digestion Protocol
also the Trypsin Gold, Mass Spectrometry Grade , Technical Bulletin, #7B309, for

another example of an in-gel digestion protocol and C18 cleanup.)

Pre
1.

10.
1.

16.
17.

paration of the Protein Sample

Resolve proteins by gel electrophoresis, then stain the gel. Wash with an
appropriate destaining solution to remove nonspecifically bound stain. In the
example below, SimplyBlue™ SafeStain was used. Other gel systems and staining
reagents can be used for in-gel digestions but should be tested to ensure
compatibility with mass spectrometry analysis.

Excise the protein band, cut into Tmm3 pieces and transfer to a 1.5ml
microcentrifuge tube. Perform the following steps at room temperature.
Wash with 200p! of double-distilled water. Vortex, and then discard the wash
solution. Repeat 2 times for a total of three washes.

Destain with 200p1 of 50% acetonitrile (methanol can be substituted). Vortex.
Incubate for 10 minutes, and then discard the wash solution.

Add 200p! of double-distilled water. Vortex, incubate 1 minute, discard wash solution.

Dehydrate the gel in 100p! of 100% acetonitrile. Vortex, incubate for 1 minute, and
then discard the solution. Dry in a speed vacuum for 5-10 minutes.

Add 100u! of 25mM DTT in 50mM Tris HCI. Vortex, and then place in 56°C water
bath. Incubate for 20 minutes, and then discard the solution.

Add 100p! of 55mM of iodoacetamide. Incubate in the dark at room temperature for
20 minutes. Discard the solution.

Wash with 200p! of double-distilled water. Vortex, and then discard the wash
solution. Repeat 2 times for a total of three washes.

Add 100pl of 50% acetonitrile. Vortex, incubate for 10 minutes, discard solution.

Add 100ul of 100% acetonitrile to the gel. Vortex, and then incubate for 1 minute.
Discard the solution. Dry in a speed vacuum for 5-10 minutes.

. Reconstitute 2ug of Asp-N with double-distilled water. Add to gel slice in ratio of

1:50 enzyme to protein, in a total volume of 100pl. Vortex, and then incubate in a
37°C incubator overnight. Centrifuge, collect and transfer the supernantant to a new
1.5ml microcentrifuge tube.

. Add 100p! of 50% acetonitrile solution. Vortex, and then incubate for 15 minutes.
. Add 100p! of 20% formic acid to the gel. Vortex, and then incubate for 25 minutes.
. Add 100plI of 100% acetonitrile solution. Vortex, and then incubate for 15 minutes.

Centrifuge and collect the supernatant. Combine with the supernatant from Step 12.
Dry the combined supernatants (Step 16) in a speed vacuum (1-3 hours).

18. Reconstitute and analyze samples. Sample cleanup prior to analysis may be
necessary using a product such as Millipore C18. The need for cleanup depends on

the method of analysis.

Table 1. Components Titrated into Reactions. Components listed were tested by titration
into an Asp-N digestion reaction containing a fluorescent substrate (Anthraniloyl-Ala-
Phe-Ala-Phe-Asp-Val-Phe-3-nitro-Tyr-Asp-OH). Inhibition results were confirmed by

HPLC analysis of Asp-N digests.

Component Congentration % Activity
3.5M 100
Urea 4.5M 80
8M 30
M 100
Guanidine HCI 2M 60
3M 16
0.028% 100
SbS 0.05% 8
ProteaseMAX™ Surfactant 0.026% 95
20% 100
L 40% 100
Acetonitrile 60% 100
80% 90
2.0mM 100
EDTA 5.6mM 80
10mM 70
Additional Information
Recommended Enzyme:Protein Ratio 1:20-200
Recommended Temperature <37°C
pH Range 4.0-9.0
Freeze-Thaw Cycles 5

Buffer Compatibility

Tris-HCI, NaPO,,
Ammonium Bicarbonate

3. Related Products

Product Size Conc. Cat.#
Arg-C, Sequencing Grade 10ug /1881
Chymotrypsin, Sequencing Grade 25ug V1061
100pg (4 x 25ug) V1062

Elastase 5mg V1891
Endo H 10,000u  500u/pl V4871
50,000u  500u/pl V4875

Glu-C, Sequencing Grade 50ug (5 x 10uq) V1651
Immobilized Trypsin 2ml V9012
4ml (2 x 2ml) V9013

Pepsin 250mg V1959
PNGase F 500u 10u/pl V4831
ProteaseMAX™ Surfactant, Trypsin Enhancer 1mg V2071
5x1mg V2072

rLys-C, Mass Spec Grade 15ug V1671
Sequencing Grade Modified Trypsin 100ug (5 x 20ug) V5111
Sequencing Grade Modified Trypsin, Frozen  100ug (5 x 20ug) V5113
Thermolysin 25mg V4001
Trypsin Gold, Mass Spectrometry Grade 100pg V5280
Trypsin/Lys-C Mix, Mass Spec Grade 20ug V5071
100ug V5072

100ug (5 x 20ug) V5073
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