AN OVERVIEW OF ANALYTICAL
ULTRACENTRIFUGATION (AUC)
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What is an analytical ultracentrifuge?

An analytical ultracentrifuge is similar to a high-speed preparative centrifuge, except that the particles in the sample being spun are
monitored in real time by an integrated optical detection system. These optical systems (UV-Vis absorbance and Rayleigh interference)
enable precise observation of the solution behavior of molecules as they undergo sedimentation. Using state-of-the-art software, data
can be used for a comprehensive analysis of molecules in the sample being studied.

Analytical ultracentrifugation (AUC) is the most versatile, rigorous and accurate technology available for determining the molecular
weight, hydrodynamic and thermodynamic properties of a protein or other macromolecule.

Although its history dates back nearly a century, AUC is:

« A stand-alone, first-principle technique performed in a matrix-free environment that does not require standards.
* Unsurpassed by other techniques at providing the same range of information with a comparable level of precision and accuracy:.’
*  The gold-standard method for in-solution protein molecular weight determination.?

AUC 101: providing insights based on velocity and equilibrium

In contrast to other methods used to analyze macromolecules, analytical
ultracentrifugation (AUC) enables characterization of samples in their
native state under biologically relevant solution conditions. AUC can be
used to investigate nearly any type of molecule or particle over a wide
range of concentrations and in a diverse variety of solvents. For many
research questions, there is no satisfactory analytical substitute for AUC!

AUC gives researchers two complementary views of solution behavior.
Sedimentation velocity provides first-principle, hydrodynamic information
about the size and shape of molecules. Sedimentation equilibrium 0
provides the same type of information about the solution molar masses,

stoichiometries, association constants and solution nonideality.

Sedimentation velocity (SV)

SV is a time-dependent technique in which particles of interest sediment throughout the duration of the experiment, ultimately
pelleting to the bottom of the cell. SV is generally considered the primary method of choice for most current applications of AUC,
including the study of protein self- and hetero-association, the study of membrane proteins, and applications in biotechnology.
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The basic measurements provided by AUC are radial concentration distributions, or scans, acquired at intervals ranging from seconds
(for velocity sedimentation) to hours (for equilibrium sedimentation). As the rotor spins, scans are generated when the cell passes
through an optical detector’s path. See Optic Systems visual below.

Optical systems currently used for AUC include: Optic Systems
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In one experiment, AUC technology can provide more answers to critical questions than any other comparable technique:

Shape How spherical is my protein?
Diameter What's the size of my particle?
Peptides Polymers
Mass What's the molecular weight of my protein or complex in solution?
Stoichiometry How many subunits comprise my protein?
Purity Are there other particles in my sample?
Formulation How does my protein behave in this buffer? S
Heterogeneity Is my protein bound to other molecules, and what’s the

configuration of the complex?

Aggregation Is my protein still in a usable form? Should | expect an immune v *

response with my drug formulation?
Association Does my protein associate and/or dissociate with other proteins? Gold NPs Micelles Liposomes
Conformation Does the conformation of my protein change upon binding

to a ligand?

More questions? More answers. Info.beckmancoulter.com/OptimaAUC

'Cole JL, Lary JW, Moody T, et al. Analytical Ultracentrifugation: Sedimentation Velocity and Sedimentation Equilibrium. Methods Cell
Biol 2008;84:143-79.

’Berkowitz S, Philo J. Characterizing Biopharmaceuticals using Analytical Ultracentrifugation. In: Houde D, Berkowitz S, editors.

Biophysical Characterization of Proteins in Developing Biopharmaceuticals. Amsterdam: Elsevier; 2015. p. 211-260.

’~' © 2017 Beckman Coulter, Inc. All rights reserved. Beckman Coulter, the stylized logo, and the Beckman Coulter

BECKMAN product and service marks mentioned herein are trademarks or registered trademarks of Beckman Coulter, Inc. in

For Beckman Coulter’s worldwide office locations and phone numbers, please visit “Contact Us” at beckman.com

Life Sciences CENT-2188STE12.16

the United States and other countries. Products are for research use only.




