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Recombinant monoclonal antibodies (mAbs) and antibody Column: Proteomix® RP-1000 (5 um, 1000 A, 4.6 x 100 mm); Column: Proteomix® RP-1000 (5 um, 1000 A, 4.6 x 100 mm);
drug conjugates (ADC) have become two very important Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN; Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN;
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segments of protein drug therapeutics. There are several De’:\e/ctor' UV 21O/nn;]. FDlgtVZcrta;re- UVOZTO/?;
analytica.l methods .to char.acterize the protein Column temperature: 80 °C; Column temperature: 80 °C;
therapeutics such as size exclusion chromatography for Sample: Herceptin and ADCs 1 mg/mL diluted in water; Sample: Cysteine ADC 1 1 mg/mL diluted in water;
size variant study, ion exchange chromatography for Injection volume: 10 pL Injection volume: 8 pL
charge variants separation. Reversed phase mAU _ . mAU |
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However there are many challenges to analyze the intact 325 260
mAb and ADC proteins based on their hydrophobicity by 300 | Cysteine ADC 2 J \”} 240
reversed phase chromatography, due to the high 275 | ” non-cleavable linker i / 290, |
molecular weight of mAbs/ADCs and secondary 250 ° Cysteine ADC 1 N UM | o JJ\) \/\J
interaction with the reversed phase column resins. 225 200 LT
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Here we present mAb and ADC intact protein separation 200 freep™h _ 180 —
using a polymer based reversed phase chromatography 175 77" s 75 10 125 15 175 20 22.5min 25 5 75 10 125 15 175 20 225
(Proteomix® reversed phase). Proteomix®RP resins are
based on highly cross-linked polystyrene/ divinylbenzene MAB/ADC FRAGMENTS: REDUCED MAB MAB FRAGMENT: FAB/FC SEPARATION
(PS/DVB) resins with very narrow particle size and pore HERCEPTIN AND CYSTEINE ADC 1 WITH 40 °C AND 80 °C
size d'Str!bUt'O”S- _W'th the_ high cross-linking structure, Column: Proteomix® RP-1000 (5 um, 1000 A, 4.6 x 100 mm); Column: Proteomix® RP-1000 (5 um, 1000 A, 4.6 x 100 mm):
Proteomix®RP resins provide excellent chemical and Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN; Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN;
physical stability, as well as high rigidity to tolerate high Flow rate: 1.0 mL/min; Detector: UV 210 nm; Flow rate: 1.0 mL/min;
temperature. Its large pore size up to 1000 A allows for Column temperature: 80 °C; Detector: UV 210 nm;
the high resolution and maximizing the separation Sample: Herceptin and ADC1 2 mg/mL reduced with 20 mM DTT, Column temperature: 40, 80 'C;
efficiency of intact mAb and ADC. MAb Herceptin and its incubated at 65 °C for 20 minute; Injection volume: Reduced Sample: mAb (digested by papain), 1 mg/mL diluted in 0.1% TFA;
corresponding ADCs are succes_;‘,fully separated on the herceptin 2 uL, Reduced herceptin ADC 15 uL Injection volume: 20 pL
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Columns: Proteomix® RP-1000 (5 um, 2.1 x 50 mm) REDUCED HERCEPTIN AND LYSINE ADC

Proteomix® RP-1000 (5 um, 4.6 x 100 mm) HERCEPTIN AND ITS LYSINE ADC SEPARATION SEPARATION ON PROTEOMIX® RP-1000
Samples: monoclonal antibody (mAb), antibody drug Column: Proteomix® RP-1000 (5 um, 1000 A, 4.6 x 100 mm); Column: Proteomix® RP-1000 (5 wm, 1000 A, 4.6 x 100 mm);
conjugates (ADC), reduced mAb, reduced ADC Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN; Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN;
Running condition: see detail result section Flow rate: 1.0 mL/min; Flow rate: 1.0 mL/min; Detector: UV 210 nm;
Detector: UV 210 nm; Column temperature: 80 °C; Sample: Herceptin and lysine ADC 2
Column temperature: 80 °C; mg/mL reduced with 20 mM DTT, incubated at 65 °C for 20
CONCLUSION Sample: Herceptin and lysine ADC 1 mg/mL diluted in 0.1% TFA; minute; Injection volume: Reduced herceptin 2 uL, Reduced lysine
Injection volume: 10 plL ADC 5 pulL
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TEMPERATURE EFFECT: MAB SEPARATION WITH

HERCEPTIN/ADC1/ADC2 SEPARATION-SMALL SIZE TEMPERATURE EFFECT: HERCEPTIN CYSTEINE

40°C / 80°C ADC 2 SEPARATION
Column: Proteomix® RP-1000 (5 um, 1000 A, 2.1 x 50 mm) Column: Proteomix® RP-1000 (5 pm, 1000 A, 4.6 x 100 mm); Column: Proteomix® RP-1000 (5 pm, 1000 A, 4.6 x 100 mm);
Mobile phase: A: 0.1% TFA in water; Mobile phase: A: 0.1% TFA in water; Mobile phase: A: 0.1% TFA in water; B: 0.1% TFA in 100% ACN;
B:0.1% TFA in 100% ACN; B:0.1% TFA in 100% ACN Flow rate: 1.0 mL/min;

Flow rate: 0.6 mL/min; Detector: UV 210 nm; Flow rate: 1.0 mL/min; Detector: UV 210 nm;
Column temperature: 80 "C; Column pressure: 70 bar; Detector: UV 210 nm; Column temperature: 25, 80 °C;
Sample: Herceptin, ADC 1 and ADC 2 diluted in water; Sample: mAb 1Img/mL; Sample: Herceptin Cysteine ADC 2 1 mg/mL diluted in 0.1% TFA;
Injection volume: 0.5 pL for Herceptin, 1 mL for ADC 1 and ADC 2 Injection volume: 20 pL Injection volume: 20 pL
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