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INTRODUCTION KEY TAKEAWAYS

Efficient, simultaneous delivery of multiple classes of nucleic acids presents unique challenges for engineered cell

therapies. The Flowfect® non-viral cell engineering technology offers increased payload capacities required for delivering - Leveraging the Flowfect Discover™ 96-well platform, rapid identification and optimization of parameters driving
multiple transgenes, limited in the viral context, but critical to advancing the advanced cell therapies. Flowfect™ platforms efficient and simultaneous co-delivery (>60%) of mCherry mRNA and GFP pDNA in primary activated T cells were
offer a seamless, scalable continuous flow transfection process, from small volumes (50-100 uL), geared towards achieved.

discovery and optimization experiments on the Flowfect Discover™ 96-well platform to manufacturing volumes (1 mL- >L)

for processing up to billions of cells on the Flowfect Tx™ platform. « Optimal parameters identified on the Flowfect Discover™ 96-well platform seamlessly transitioned to large-scale
Here, we highlight the utility of 1) small-scale, rapid and systematic optimization for efficient co-delivery of mRNA and volumes on th.e. FlO,erCt Ix= GMP Elatform with no further Opt'm'zat'(?”' ?(?h'ev'.”g h'gh. simultaneous co
plasmid DNA and 2) direct scale-up of co-delivery with the Flowfect Tx™ platform in primary human T cells. Initial transfection efficiencies greater than 60% for both mRNA and pDNA while maintaining high viability.

experiments using the Flowfect Discover™ 96-well platform identified optimal parameters for co-delivery of mCherry mRNA . . . . . . |

and GFP pDNA in primary activated T cells. These conditions were transferred to the large-scale Flowfect Tx™ platform, * Supporting the immunotherapeutic relevance, we partnered with Bio-techne, and merging their TcBuster™
achieving comparable results without the need for additional optimization. transposon system with the Flowfect Discover™ platform achieved up 50% transposition efficiency of a large 5.1 kb

multi-gene TcBuster™ Transposon CD19CAR-DHFR-eGFP with >85% viability in primary activated T cells.

To showcase the performance of Flowfect™ platforms in an immunotherapeutic context, we partnered with Bio-techne, a
leading provider of cell and gene therapy reagents. Using Bio-techne's TcBuster™ non-viral transposon system, we
demonstrate exceptional efficiencies in transposase mediated insertion of a large 5.Tkb multi-gene TcBuster™ Transposon
CD19CAR-DHFR-eGFP into primary T cells on both Flowfect™ platforms.

TECHNOLOGY

 Scaling towards therapeutic requirements, using the Flowfect GMP Tx™ platform, again with Bio-techne's TcBuster™
Transposon CDT9CAR-DHFR-eGFP, we achieved up to 55% transposition and >70% cell viability.
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CONCLUSIONS

« Harnessing the Flowfect® continuous flow transfection technology drives efficient, simultaneous, co-delivery of multiple nucleic acids. Integrating Bio-techne's TcBuster™ non-viral transposon

system, we were able to showcase highly efficient CAR-T engineering while maintaining exceptionally high-viabilities.

« Kytopen's Flowfect® continuous flow transfection technology provides best-in-class performances for both small-scale research utility as well as large-scale manufacturing capability.

« The seamless transition between Kytopen's two Flowfect™ platforms eliminates traditional scale-up bottlenecks while maintaining critical performance attributes, providing a foundation for

streamlining cell therapy manufacturing from early development through clinical production.
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