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Overview

Size Exclusion Chromatography (SEC) is a technique for
the separation of large molecules such as proteins and
polymers based on their size in solution. SEC methods
are commonly used for the quantitation of aggregates
in a biotherapeutic sample. Consequently, any non-
specific adsorption to the column media or hardware
could compromise data, as peak areas may be
underreported.

As a failsafe for aggregate and sample adsorption to the

column, column “priming” is often included in an
analytical method sequence. This includes several
injections of a protein; commonly an inert protein like
bovine serum albumin (BSA) or reference standard.
This helps minimize the chance for sample adsorption
to occur.

In this application, we demonstrate a priming protocol,
wherein 10 subsequent injections of BSA are injected
onto a freshly packed 150 x 4.6 mm ID column with
sub-2 um particles. Table 1 shows a summary of total
peak areas for monomer and dimer. Figure 1 shows a
chromatographic overlay.

Table 1. Retention Times for Protein Standards

m Peak Area, Monomer Peak Area, Dimer

1 10757707 462531
2 10774224 474567

3 10780383 475693

4 10775497 478940

5 10773430 480767 3
6 10779073 480131 w
7 10785349 481109

8 10785780 480578

9 10782926 481759

10 10771993 482644

average 10776636.2 477871.9
%CV 0.1% 1.3%
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LC Conditions

Biozen™ 1.8 um dSEC-2, 200 A
00F-4787-E0

150 x 4.6 mm

200 mM Potassium Phosphate + 250
mM KCI, pH 6.2

0.35 mL/min

10 puL

25 °C

UV @ 280 nm

Bovine serum albumin (10 mg/mL)

Column:

Part No.:
Dimensions:
Mobile Phase:

Flow Rate:
Injection Volume:
Temperature:
Detection:
Sample:

Upon initial injection, peak areas for both monomer
and dimer show almost complete recovery.
Additionally, as shown in the inset for Figure 1, only
slight shifts in retention time for monomer and dimer
are observed. This indicates that the extent of priming
necessary for the Biozen dSEC-2 chemistry is nominal.

In summary, although the practice of column priming is
typically performed, column selection may minimize
the need for extensive priming.

Figure 1. Chromatographic Overlays for BSA

EEEEBEai s

App ID 26643

Have questions or want more details on implementing this method? We would love to help!
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
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