Analysis of mAb using a pH Gradient on

— Proteomix® SCX NP5 4.6 x 250 mm

lon Exchange Chromatography is frequently used
for antibody analysis. Antibodies and antibody
fragments can all be separated on cation
exchange columns based on their charge states.

Sepax’s Proteomix® SCX is a complementary
option to the Antibodix™ WCX phase for the high
resolution, high efficiency and high recovery
analysis of antibodies and their variants.

Highlighted FACTS:

>»> Proteomix® SCX NP5 4.6 x 250 mm can
successfully separate monoclonal antibody
variants using a pH gradient.

>»> Monoclonal antibody purity, heterogeneity
and stability can be monitored using
Proteomix® SCX NP5.

>»> The 5 um particle size in Proteomix® SCX NP5
offers superior resolution.

>»> High stability packing material allows for
analyses in wide pH and temperature ranges.

Optimization of pH Gradient for mAb Analysis on Proteomix® SCX
Column: Proteomix® SCX NP5 (5 um, 4.6 x 250 mm)

Flow rate: 0.8 mL/min, Detector: UV 280 nm, Column temperature: 25 °C

Sample: 10 uL mAb 321 (5.0 mg/mL)
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Analysis of mAb on Proteomix® SCX Compared to Competitor’s SCX
Columns: Proteomix® SCX NP5 (4.6 x 250 mm) and Competitor’s SCX (5 pm, 4.0 x 250 mm)
Mobile phase: A: 2.4 mM Tris + 1.5 mM Imidazole + 11.6 mM piperazine pH 6.0 and B:
A at pH 10.5; Flow rate: 0.8 mL/min, Detector: UV 280 nm, Column temp: 25 °C,
Sample: 10 uL mAb 321 (5 mg/mL)
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Analysis of mAb 321 on Proteomix® SCX NP5 Analysis of mAb 321 on Proteomix® SCX NP5
Lot to Lot Comparison to show Reproducibility Reproducibility between batches of Mobile Phase
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Column: Proteomix® SCX NP5 (4.6 x 250 mm), Mobile phase: A: 2.4 mM Tris + 1.5 mM Imidazole + 11.6 mM piperazine pH 6.0 and B: A at pH 10.5; Flow rate:
0.8 mL/min, Detector: UV 280 nm, Column temperature: 25 °C, Sample: 10 uL mAb 321 (5 mg/mL)
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Three Different mAbs on Proteomix® SCX using the same pH Gradient
Column: Proteomix® SCX NP5 (5 um, 4.6 x 250 mm)

. :,® Flow rate: 0.8 mL/min, Detector: UV 280 nm, Column temperature: 25 °C, Sample: 10 pL
What is Proteomix® SCX NP5 mAb 321 (5.0 mg/mL), 50 uL mAb 202 (1.0 mg/mL), 10 uL mAb 016 (5.9 mg/mL)

Proteomix® SCX NP5 (Strong Cation Exchange): MAU | Mobile phase: A: 2.4 mM Tris + 1.5 mM Imidazole + 11.6 mM piperazine pH 6.0 Time (min) | %8
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in a high capacity ion-exchange layer. Loading Test for mAb 321 on Proteomix® SCX using a pH gradient
Column: Proteomix® SCX NP5 (5 um, 4.6 x 250 mm), Mobile phase: A: 2.4 mM Tris + 1.5
mM Imidazole + 11.6 mM piperazine pH 6.0 and B: A at pH 10.5; Flow rate: 0.8 mL/min,
. . . Detector: UV 280 nm, Column temperature: 25 °C, Sample: mAb 321
Technical Specifications: 0
25 ug | Time (min) | %8
. 250 | S0He . 0 0
Phase Proteomix® SCX NP5 100 pg i 2 30
13048 32 70
Material Sulfonate strong 200 1 37 100
cation exchange ol )
groups bonded to a 150 1 -
hydrophilic film '
grafted on PS/DVB 100 | .
Particle size (um) 5 \ I
o 1 r.l N ..I A
Pore size (A) Non-porous %0 = | = -'qu-. WA
'7 A oAb A ]
pH stability 2-12 P ————— S Bt e
Backpressure (psi) ~ 3,500 15 0 3 0 3 40 min
Maximum backpressure  ~ ¢ oo Faster mAb Analysis on Proteomix® SCX with a Higher Flow Rate
. Column: Proteomix® SCX NP5 (5 um, 4.6 x 250 mm), Mobile phase: A: 2.4 mM Tris + 1.5
Maximum temperature  ~ 80 °C mM Imidazole + 11.6 mM piperazine pH 6.0 and B: A at pH 10.5; Flow rate: specified,
Mobile phase Aqueous or a mixture Detector: UV 280 nm, Column temperature: 25 °C, Sample: 10 uL mAb 321 (5.0 mg/mL)
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