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Effect of Decreasing Particle Size
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technique for monitoring aggregate formation for antibody Corp.) to 1Img/mL using a 1X solution of phosphate buffered saline (PBS) as the | COLUMN C COLUMN E
and other protein solutions in the pharmaceutical and diluent. Samples were mixed well and kept refrigerated (4°C) when not in use. 5 um, 200A Flow rate = 1mL/min fs‘(l;;zvl:ssorgﬁﬂ
biotechnology industries. The increased use of various | 300X8.0mm -
HPLC and uHPLC systems designed for narrow dispersion Mobile Phase . A A | - — . I 3
and rapid throughput has led to increased interest in faster Analyses were run isocratically using 100mM sodium phosphate buffer at pH=7.0 g

with 200mM sodium chloride. All columns were equilibrated with a minimum of 10 || '
column volumes of mobile phase prior to 15t injection.

SEC analyses using smaller stationary phase particle sizes.
This investigation looks at the effects on resolution and

speed of separation for various combinations of particle Instrument Parameters

physical attributes coupled with variations in column HPLC System: Jasco X-LC

geometries (Iength and inner diameter). Flow rate: 1 mL/min, unless it is noted in chromatogram
Column Temperature: 25°C
Detection A: 215 nm
Injection Volume: 5L for columns with 8.0mm 1.D.

1.5pL for columns with 4.6mm 1.D.

Effect of Pore Size (5um particle)
300A versus 200A in 8x300 mm configuration
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Conclusions

Larger pore size improved resolution for aggregate and mAb.
For Avastin, 300A slightly outperformed 200A at normal flow rates
(1mlI/min) for aggregate and higher order aggregate separation from

monomer.
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I HNMMENT  dRie T a m i ] a o 1

0 DM LR T n £ [t " "o owmou 1 2. All columns are silica based bonded with 1,2-dihydroxypropane.
100K denginatos protntyse 3. For additional information on non-prototype columns visit
[ — www.ymcamerica.com

www.ymcamerica.com


http://www.ymcamerica.com/

	Slide Number 1

