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Objective Comparisons of Retention and Selectivity for Small Molecule and Protein Mixtures Acidic Stability of Diphenyl Bonded Phase
* The current work focuses on the characterization of a new Diphenyl bonded phase
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Shimadzu Nexera UHPLC system with LC-30 components including SPD-M30A PDA detector and 180uL mixer. 28-43%B ACN/nProp + TFA * The Diphenyl bonded phase is noted to be highly stable and resistant to low pH catalyzed high
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were generous gifts of highly purified biotherapeutic grade products, and monoclonal antibody NISTmAb was Effect of Temperature Effect of Mobile Phase Modifiers 29-33% B in 29 min minute. To further resolve these hich resolution protein separations. Thus. a strategy for varvine bonded phase. temperature and
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HPLC Samples: QC Small molecule concentrations ranged from 60 — 360 pg/mL. Protein Mixture concentrations Chromatogram A Chromatogram B High Resolution Separation of Intact IgG1 . . . . _
were 0.22, 0.11, 0.11, and 0.48 mg/mL in H,0 + 0.1% TFA for Ribonuclease A, lysozyme, a-lactalbumin, and A standard gradient separation of trastuzumab (IgG1) was run over multiple ACN was compared to a 50/50 ACN/nProp eluent mixture. nProp 60°C, MP A- H,0+0.1% DFA, MP B- 50/50 ACN/nProp+ 0.1% DFA Acknowledgements: Tim Langlois, Conner McHale, and Bob Moran for advice and technical assistance.
enolase, respectively. Monoclonal antibody concentration for every sample was 2.0 mg/mL in H,0 + 0.1% TFA. temperatures to assess the effect on selectivity of the minor variant peaks has previously been shown to alter biomolecule selectivity. - 8 8 n . .
eluting after the main peak. Comparisons of acidic modifiers 0.1% TFA and 0.1% DFA are shown This work was supported in part by National Institute of General Medical Sciences, [GM116224 to BEB].

HPLC Column Dimensions: 2.1 x 50 mm used in acidic stability testing, all other columns were 2.1 x 150 mm. Selectivity modifications of an intact IgG1 separation were achieved through the use

using the 50/50 ACN/nProp organic eluent.

HPLC Column Flow Rate: All columns run at 0.40 mL/min unless specified otherwise. UV Absorbance: All The separation at 60°C displayed favorable separation of the minor variants The combination of ACN/nProp and DFA yielded the preferred of changes in method conditions. These conditions combined with the Diphenyl The content is solely the responsibility of the authors and does not necessarily represent the official
rotein and antibody chromatograms used 280 nm absorbance with 350 nm reference, all small molecule from the main IgG peak, thus this temperature was selected for study of ti the mi iants. . . . ; - ;
P Y & mobile phase modifiers, separation of the minor variants bonded phase created a high resolution separation of the IgG1. views of the National Institutes of Health.

chromatograms used 254 nm. Inj Volume = 2yl for protein and antibodies, 0.2 uL for small molecules.



