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Overview LC Conditions

Size Exclusion Chromatography (SEC) is a technique Column: Biozen™ 1.8 um dSEC-2, 200 A
focused on separating biomolecules based on their size Dimensions: 150 x 4.6 mm

in solution and is particularly useful for quantitating size Part No.: 00F-4787-E0

variants and high molecular weight aggregates. Flow Mobile Phase: 50 mM Sodium Phosphate + 300 mM
rate is a common method parameter for most NaCl, pH 6.8

adsorptive LC methods. However, SEC is a unique Flow Rate: As Indicated

separation modality in that lower flow rates often yield Injection Volume: 10 plL

improvements in separation. Temperature: 25 °C

Detection: UV @ 280 nm

The use of sub-2 um particles allows the method Sample: Cetuximab, 2 mg/mL

developer some flexibility in increasing flow rate while
still maintaining acceptable chromatographic
performance. Typically, a resolution from monomer
and aggregates greater than 1.8 is desirable. If
fragment is present in the sample, then maintaining
resolution to allow for auto-integration is often
preferred. Figure 1 compares SEC chromatograms
when running a flow rate of 0.35 mL/min, a standard
linear velocity, and a flow rate of 0.6 mL/min.
Acceptable resolution is obtained and a nominal change
in percent purity is observed.

In summary, the use of sub-2 um particles for SEC methods
may be a practical way to slightly increase throughput for
applications that demand it. However, optimal
chromatography for SEC methods is typically using at or
below standard linear velocities.

Figure 1. SEC chromatogram overlays for Cetuximab run at varying flow rates.

— 0.6 mL/min (385 bar)
— 0.35 mL/min (252 bar)

Table 1. Summary of chromatographic results with modulating flow rate

Flow Rate (mL/min) Rs 1,2 (HMW, Monomer) % Purity Monomer

0.35 2.20 98.4

AU

App ID 26624

0.6 2.15 98.8

page 1 of 2 Have questions or want more details on implementing this method? We would love to help! 9

Visit www.phenomenex.com/Chat to get in touch with one of our Technical Specialists




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
B E = H A P PYA 45 days to try our products. If you
are not happy, we'll make it right.
www.phenomenex.com/behappy

GUARANTEE
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