Automated Antibody Subunit Generation
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FabRICATOR-HPLC

FabRICATOR-HPLC contains FabRICATOR (IdeS)
enzyme immobilized on an HPLC compatible
resin, generating F(ab’)2 and Fc fragments
without risk of over-digestion. In-house testing
(see page 3 for details) highlights the stability
and reproducibility with the column delivering
consistent digestion for 14 days at 37°C. More
than 450 injections of mAb were made during
testing and no carry-over was observed.
FabRICATOR-HPLC can be used in a standard
LC-MS setup for routine analysis. But more
advanced configurations are possible, for
example with 2D-LC. Ultimately a bioreactor
can be connected directly to the MS in an auto-
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mated online middle-level workflow (Fig. 1).
This would significantly reduce operator time,
sample handling errors and increase throughput.

Key Characteristics

P FabRICATOR-HPLC column enables
automated subunit generation

P Complete digestion of 10 pg IgG in
less than 5 minutes

P No carry-over observed in testing
P Reduce manual sample handling errors

P Increase throughput of subunit analysis

Y Human 1gG1-4, IgG from monkey,
rat IgG2b, rabbit and sheep

= N @ Over 95% digestion of 10 pg IgG
ey | (e . in less than 5 minutes

Figure 1. Potential set-up for online
monitoring of a bioreactor in a middle-
level workflow using FabRICATOR-HPLC.
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Bioreactor 2D-HPLC

FabRICATOR digests IgGs to F(ab’)2
and Fc, which is well suited for high
resolution MS analysis.

Mass spectrometry



Robust On-column Performance

Digestion efficiency is maintained by
FabRICATOR-HPLC during continuous
operation at 37°C for 14 days. In our tests,

10 pg trastuzumab samples were injected every
40 minutes under native conditions in PBS at

a flow rate of 25 pl/min. The resulting antibody
fragments were collected, reduced and ana-
lyzed by RP-HPLC (Fig. 2a). Digestion of the
antibody was complete until around day 10,
where some residual intact heavy chain became
detectable. However, even in the samples from
day 14, digestion exceeded 90% (Fig. 2b).
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Figure 2. a) Comparison between digestion of trastuzumab
using standard in-solution FabRICATOR protocol (top) and
digestion using FabRICATOR-HPLC (bottom). UV traces from
20 samples taken on 10 different days over 14 days overlaid.
b) Quantification of digestion performance over a period of
14 days.

Reproducible Glycan Analysis

The performance and operational stability of the
FabRICATOR-HPLC column is demonstrated here
with trastuzumab Fc glycosylation. Ten samples
taken on different days over a 14-day period of
continuous operation were analyzed by LC-MS
(Fig. 3a). The resulting glycosylation profiles
were very reproducible with standard deviations
of less than one percent. Comparison between
samples digested by FabRICATOR- HPLC with
samples prepared with the standard in-solution
FabRICATOR protocol showed no significant
differences in the glycosylation profiles (Fig. 3b).

Product Overview

Column dimensions: 2.1 mmD x 50 mmL
Support resin: POROS™
Typical flow rate: 0.025-0.05 mL/min

Maximum Pressure: 100 bar
Operating pH: 6.5 - 8.0

* Depending on specific application
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Figure 3. a) Deconvoluted mass spectra of the trastuzumab Fc/2
fragment from in-solution FabRICATOR digestion (black), or

FabRICATOR-HPLC (orange) on days 1, 7 and 14. b) Glycosylati-
on profiles of trastuzumab generated by in-solution FabRICATOR
digestion (black, n=6) or FabRICATOR-HPLC (orange, n=20).

Operating temperature: 37°C

Storage conditions: +4-8°C (Do not freeze!)
Number of days of continuous operation: >10*
Injections per column: >200*

Start material: Human IgG1-4, Fc-fusion proteins

FabRICATOR-HPLC

Product ID Description EUR UsD

A0-FRC-050 FabRICATOR-HPLC 1,750 1,980

All rights reserved. Aspects of FabRICATOR® technology are encompassed by pending patent applications in the name of Genovis AB.

The trademark FabRICATOR® is the property of Genovis AB. 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 ser-
vices, 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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US & Canada

Genovis Inc.

245 First Street, Suite 1800
Cambridge, MA 02142
USA

Customer service: 001 (617)-444-8421
Order phone (toll free): 001 (855)-782-0084
Order fax: 001 (858)-524-3006

Email: orders.us@genovis.com

EMEA & Asia

Genovis AB
Box 790
SE-220 07 Lund
Sweden

Customer service: 0046 (0)46 10 12 30
Order phone: 0046 (0)46 10 12 30
Order fax: 0046 (0)46 12 80 20

Email: order@genovis.com
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