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B. Effect on downstream IEX elution
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purification Multi-D method runs show high purification reproducibility. G and D, percentage recovery from a single run calculated
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. contaminants or buffer effects (for example, imidazole absorption at 280 nm). A, ., (=); A,q: (—).
Sample volume, elution volume Sample volume Fig. 3. ENrich Q AEX Column pH and %B scouting. A buffer blending module was inserted into the NGC Chromatography 280 o

generated by the buffer blending module for the duration of the entire method. Tighter GFPsf binding is demonstrated by increasing
amounts of salt required to elute the protein as pH increases further from the theoretical protein pl of 6.8. B, using pH 8.0 from the
previous scouting, the linear gradient %B endpoint was scouted in increments of 10%B. A GFPsf peak shift to the linear gradient

begins at 50% and reaches completion by 70%B. 495 nm wavelength was used to account only for the GFPsf signal and not = Optimized methods for each step are vital to the construction of Multi-D methods to maximize
contaminants or buffer effects (for example, imidazole absorption at 280 nm). A,g, (—); A,gs (—); conductivity (—). reproducibility and recovery

= Automated Multi-D methods enable consistent and reproducible hands-free protein purification

= Multi-D methods can be constructed using the Tandem/2-D templates in ChromLab Software following the
standard equilibration, sample application, column wash, and elution process of a single-column method
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