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Overview LC Conditions

Size Exclusion Chromatography (SEC) is a technique for Column: Biozen™ 1.8 um dSEC-2, 200 A

the separation of biomolecules based on their size in Dimensions: 150 x 4.6 mm

solution and is particularly useful for quantitating size Part No.: 00F-4787-EQ

variants and high molecular weight aggregates. One Mobile Phase: 50 mM Sodium Phosphate + 300 mM
challenging aspect of SEC is column lifetime, with the Sodium Chloride, pH 6.8

main failure mode being peak broadening and/or loss Flow Rate: 0.35 mL/min

of efficiency due to column bed collapse. Injection Volume: 5 pL

Temperature: 25 °C
Detection: UV @ 280 nm
Sample: Myoglobin, 10 mg/mL

In this application note, we demonstrate the robustness
of a sub-2 pum SEC column. Over 300 injections of a
protein sample (Myoglobin) were performed. Peak
symmetry was assessed to ensure consistent column Some limitations in this methodology should be
performance. considered. The myoglobin samples were filtered
standards, which may not be representative of all
samples. Additionally, the method was run
continuously; further assessment of column bed
stability would include method shut down, and start up,
as well as column storage. All these method parameters
could potentially disrupt the SEC column packed bed.

Results are shown in Table 1. There was approximately
4 % decrease in peak symmetry, with percent purity
(i.e. % area of main peak) remaining consistent
throughout the method sequence. This strongly
indicates little to no disruption of the column packing
bed.

Figure 1. SEC Chromatogram Overlays of Myoglobin
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Table 1. Summary of Myoglobin Chromatographic Results

Symmetr

4 866 3298.1 383.1 96.802 0.716
55 4.862 3308.4 342.8 96.839 0.725
302 4.860 3372.5 318.2 96.488 0.688
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Need a different column size or sample preparation format?

No problem! We have a majority of our available dimensions up on www.phenomenex.com, but if you can’t find what you need right away,
our super helpful Technical Specialists can guide you to the solution via our online chat portal www.phenomenex.com/LiveChat.
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Your happiness is our mission. Take
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are not happy, we'll make it right.
www.phenomenex.com/behappy
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