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Introduction

Biolayer Interferometry (BLI)

Capillary Electrophoresis (CE)

Size Exclusion Chromatography-
Multi Angle Light Scattering (SEC-MALS)
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Table 1. Acceptance criteria of
different capsid titer recovery ranges.

Conclusion

In summary, we observed that the AAV2 titers compared to the ELISA data
were underestimated by three out of four orthogonal methods (Figure 5). It
is generally known, that aggregation can have an influence on
immunoassays and probably on biophysical methods as well. Since AAV2

*CVs were calculated of eight measurements per serotype

BLI, performed on the Gator®Pro device, measures the change in wavelength of the
reflected beam due to capsid binding in comparison to a standard. PROGEN’s empty
capsid standards have been used as standard material for these experiments. The
analysis by BLI resulted in an acceptable correlation with the titers determined by
ELISA, except for AAV5 (Table 2).

*CVs were calculated of eight measurements per serotype

For CE, performed on the Simple Western Jess® device, standards provided by a
third party were used for calibration curves for all 4 serotypes to analyze the titers
of the unknown samples. Additionally, capsid protein ratio (VP1:VP2:VP3) can be
determined by this method. The recovery of the AAV9 capsid titer determined by CE
showed an acceptable correlation with the ELISA data. In contrast, the CE data
obtained with AAV8, AAV2 and AAV5 was over-/ underestimated (Table 3).

*CVs were calculated of five measurements per serotype

SEC-MALS was performed on a system equipped with a DAWN™ MALS detector and
an Optilab™ differential refractive index detector. It does not require any standard
material. The sample is separated by size followed by multiple detectors to measure
several AAV quality attributes simultaneously, e.g. capsid titer, empty/full ratio, and
aggregation. While the analysis by SEC-MALS showed an acceptable correlation with
the ELISA data in case of AAV8, AAV2 and AAV9 were underestimated. The AAV5
titer was slightly overestimated by SEC-MALS (Table 4).
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Thus, reliable standards and their use in orthogonal methods and
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performing SEC-MALS and DLS, Gator Bio for
BLI, and Bio-techne for CE analyses.
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