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Potency assay — Expression of transgene (short RNA)

The transgene is a short RNA that will not be translated into protein but utilized to “sponge” up a miRNA of Sca Ie_u p
interest. This product is intended for use as a “pipeline in a product” and will be leveraged for multiple indications

that are impacted by this mechanism of action. Alcyone’s platform strategy is to use an expression assay for early
phase and a functional assay, showing the mechanism of action of the vector, at later phases. The expression
assay as described in the flow diagram below determines RNA amounts by RT-ddPCR normalized to a
housekeeping gene.

Background

Development of a robust and scalable manufacturing process early in a product’s lifecycle is critical since gene
therapy trials are often accelerated. However, establishing such a process often requires a significant amount of
time and investment. Although several upstream processes are available for AAV production, optimizing the
one with most productivity, scalability and best cost-of-goods for commercial production remains a challenge.
With the choice between the basic processes of suspension and adherent, a variety of other factors like
scalability, yield, use of animal-derived components, quality target product profile and even licensing

requirements need to be considered to minimize the target timing to get to the clinic.
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The suspension process was transferred into a 50L stir tank bioreactor (ThermoFisher Hyperforma) using the
baseline, unoptimized conditions used in shake flasks. Data indicate that this process is scalable and produces
comparable titers.
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and non-scalable. Development of late-stage processes therefore require comparability studies that can be time consuming
and regulatorily challenging. To overcome these challenges and allow for flexibility between early and late-stage processes,
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%S can be transfected under adherent conditions and show appreciable dose response curves (increased productivity with

** THERAPEUTICS increase in total plasmid DNA). Additional optimization is ongoing to scale these conditions.



