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FabRICATOR-HPLC Column

Content and Storage
The FabRICATOR-HPLC column is packed with FabRICATOR enzyme immobilized on an HPLC
compatible resin in 10 mM sodium phosphate, 140 mM NaCl, pH 7.4 with 0.02% sodium azide.
Packed column (2.1 mmD/50 mmL) with sealing end caps.
The FabRICATOR-HPLC column is shipped cold and should be stored at +4-8°C.
Store the column at +4-8°C in 10 mM sodium phosphate, 140 mM NaCl, pH 7.4 when not in use.
Store the column with the endcaps in place, carefully sealed to prevent drying.
For long-term storage of the column 0.02% (w/v) sodium azide can be added as a preservative.

Product Description
FabRICATOR (IdeS) is an enzyme that digests IgG at one specific site just below the hinge region,
resulting in F(ab’)2 and Fc fragments with no risk of over-digestion.
FabRICATOR digests all subclasses of human, monkey, rabbit and sheep IgG but has limited activity
on mouse IgG2a and mouse IgG3. FabRICATOR digests IgG under physiological reaction conditions,
thus preserving the immunoreactivity. FabRICATOR is active in most buffers at neutral pH and is
irreversibly inactivated at pH < 5. The FabRICATOR enzyme is produced recombinantly in E. coli.
FabRICATOR-HPLC columns are packed with POROS™* resin, cross-linked poly(styrenedivenylbenzene) beads with FabRICATOR enzyme covalently immobilized to its surface.
The column has the dimensions 2.1 mmD/50 mmL.
The FabRICATOR-HPLC column is designed to be an analytical tool for rapid on-column digestion in
workflows for characterization of antibodies and Fc-fusion proteins. After digestion, the fragments can
be analysed using reversed phase HPLC, mass spectrometry or other analytical method.
FabRICATOR-HPLC is for R&D use only.

Additional Materials Required
20 mM DTT for activation of the column.
Digestion buffer at neutral pH, for example PBS.

General considerations
Different antibodies and Fc-fusion proteins are digested at different rates. To enhance the digestion
efficiency, it is recommended to use a column temperature of 37°C and decrease the flow rate. As a
guidance, flow rates over the column of 25 to 50 µl/min at a temperature of 37°C usually give a good
digestion. Injections with DTT before adding the antibody sample is important to activate the column,
and could be beneficial if a decrease in digestion efficiency is observed over time.
*This product is provided under an intellectual property license from Life Technologies Corporation, see following page.
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Performance
The performance of the FabRICATOR-HPLC column at 37°C is typically >200 injections with a digestion
efficiency of >95% for 10 µg human IgG1 (1 mg/ml) sample in PBS, pH 7.4.

Protocol
Preparation of IgG
Dilute the IgG in the digestion buffer used to equilibrate the column to a concentration appropriate for
the specific application.
Antibody Subunit Generation
1. Initial column equilibration is achieved by washing with 10 column volumes of the digestion
buffer of choice at a flow rate of 100 µl/min.
2. Activate the column with three 20 µl injections of 20 mM DTT at a flow rate of 50 µl/min.
3. Equilibrate the column with digestion buffer at a flow rate of 100 µl/min for at least 60 min.
4. Inject the antibody sample at a flow rate of 25 to 50 µl/min and elute the antibody from the
column with 2- 3 column volumes.
5. Collect the processed material from the column for subsequent analysis.
6. Continue washing with 3-4 column volumes of digestion buffer.
7. Inject a new sample, repeat from step 4.
The digestion efficiency of the antibody can be controlled by adjusting the flow rate. A residence time of
less than five minutes on the column is usually sufficient for digestion.
After digestion, the fragments can be analyzed using reversed-phase HPLC, mass spectrometry, or
other analytical method.
When all samples have been processed, wash the column with digestion buffer and store it, as described
in section Content and Storage.
FabRICATOR®
Limited Use Label License: Research Use Only
_______________________________________________________________________________________________________
FabRICATOR® Limited Use Label License: Research Use Only The purchase of the IdeS enzyme from Streptococcus pyogenes (sold under the
trade name FabRICATOR®) conveys to the purchaser the limited, non-transferable right to use the purchased amount of IdeS only to perform internal
research for the sole benefit of the purchaser. No right to resell this product or any of its components is conveyed expressly, by implication, or by
estoppel. Purchaser agrees to be bound by the following terms and restrictions: 1) A right is granted purchaser only for internal research purposes
using IdeS for digesting an IgG and is not for use in commercial services of any kind, including, without limitation, reporting the result of purchaser’s
activities for a fee or other form of consideration. 2) IdeS will not be made available by purchaser to any third parties in any form, separately or in
combination, for any monetary or other consideration or at no charge, except that IdeS may be made available to third parties who agree to be
bound by all the terms and restrictions of this right for purposes of evaluation only. 3) IdeS and the digested IgG will not be used in vivo in humans.
4) Purchaser will not make commercial use of the IdeS unless it first secures a Sublicense Agreement from Genovis AB for such commercial use.
All rights reserved. For information on obtaining additional rights, please contact: licensing@genovis.com Genovis AB holds an exclusive world wide
license to all patents derived from international publication WO03051914, including granted US Patent No US 7,666,582 regarding IdeS from
Streptococcus pyogenes for biotechnical industrial applications which are neither therapeutic nor diagnostic, other than the following exception which
is included within the license: digesting IgG in vitro in clinical samples for diagnostic purposes. This license is defined in the intellectual property
license agreement between Hansa Medical AB and Genovis AB. The trademark FabRICATOR® is the property of Genovis AB. FabRICATOR® is
duly registered in Australia, China, EU, Japan, South Korea, USA and Canada. For research use only. Not intended for any animal or human
therapeutic or diagnostic use. All goods and services are sold subject to Genovis’ General Terms and Conditions of Sale.
POROS™
This product is provided under an intellectual property license from Life Technologies Corporation. The transfer of this product is conditioned on the
buyer using the purchased product solely in research or for analytical testing during manufacturing, all conducted by the buyer, excluding contract
research or any fee for service research, and the buyer must not (1) use this product or its components for (a) diagnostic, therapeutic or prophylactic
purposes; (b) testing, analysis or screening services, or information in return for compensation on a per-test basis; or (c) sell or transfer this products
or its components for resale, whether or not resold for use in research. For information on purchasing a license to this product for purposes other
than as described above, contact Life Technologies Corporation, 5791 Van Allen Way, Carlsbad, CA 92008 USA or outlicensing@thermofisher.com.
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