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column contain dye solution prior to SEC and the center column contain the samples post SEC and the right most column are water blank samples. (B). Trypsin digestion workflow
Sample Cell Supernatant 1000 S 100 for the immunoglobulin after treating with 4 M GnHCL, DTT and IAA followed by SEC to desalt prior to trypsin/LysC digestion. Three peptides were monitored by Thermo LC-MS/MS
Wash 1 1X PBS, 500mM N aCl 500 1 100 using 0.5 M GnHCl treated as control sample and post-SEC samples. The total peak area counts were higher or similar to the control samples, which indicates that trypsin digestion
Wash 2 1X PBS 500 1 100 was effective using post SEC samples (C). Eight post-SEC human IgG samples were trypsin/LysC treated and analyzed by UPLC-ESI-gTOF MS. The overlaid chromatograms and
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Elution Sodium Acetate, pH 3.5 400 1 100 monitoring several critical quality attributes indicate that the results are highly consistent for all of the samples (D)
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Spin  IMCStips Spin  IMCStips Affinity enrichment of various target analytes is a routine process that is implemented throughout the early to late research

phases. The work shown here are based on automation and high throughput purification, but still providing room for
utilized 100 x g RCF for 5 minutes and flow through samples were re-applied to the column either 3x or 5x, similar to the tip format. Spin format consistency yielded less mAb than tip flexibi lity to adj ust the process for varied number of sam ples, Va ryi ng affinities and cou pli ng mu |ti ple workflow processes

Figure 2. Purification of a single lot of CHO cell fermentation using MabSelect SuRe LX resin (50 uL resin bed) by centrifugation (spin) and IMCStips™. For consistency, the spin method

based format, as indicated by both UV-Vis measurements (Abs@ 280 nm) and by SDS-PAGE. such as buffer exchange after affinity purification. The high consistency and flexibility are key points when implementing
these workflows for purification of tagged proteins with Ni-IMAC, immunoglobulins from cell media using Protein A
Purified mAbs on RP-HPLC IEX column for analyzing acidic variants and truncations immobilized resin, pulling down biotinylated targets with streptavidin beads or automating the buffer exchange process
with size exclusion chromatography. Ultimately, IMCStips coupled to the Hamilton microlab Star automated liquid handling
» —Spin Column —IMCStips B . i - MAD e o system has multiple modalities that can provide flexibility, consistency and evolutionary compatibility as the needs of the

scientist change over time.
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Figure 3. Acidic variants and truncations of the purified antibody were analyzed on ion exchange resin, and reverse phase HPLC was used for detection of IgG isoform integrity © 2018 IMCS, LLC. All rights reserved. IMCSzyme is a registered trademark of Integrated Micro-Chromatography Systems, LLC.




