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(57) Abstract: The application describes methods for synthetic synthesis and cell-free synthesis of DNA vectors, particularly closed-
ended DN A vectors (e.g., ceDNA vectors) having linear and continuous structure for delivery and expression of a transgene. The present
invention relates to an in vitro process for production of closed-ended DNA vectors, corresponding DNA vector products produced
by the methods and uses thereof, and oligonucleotides and kits useful in the process of the invention. DNA vectors produced using
the methods described herein are free from unwanted side effects due to contaminants introduced during production in cell lines, for
example, bacterial or insect cell lines. Further provided herein are methods and cell lines for reliable gene expression in vitro, ex vivo
and in vivo using the ceDNA vectors synthesized using the methods herein.
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