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(57) Abstract: This disclosure provides methods for scalable and high-purity cell-free synthesis of DNA vectors, particularly closed-
ended DNA vectors (e.g., ceDNA vectors) having linear and continuous structure for delivery and expression of a transgene. The cell-
free synthesis includes digesting a double -stranded DNA construct with at least one restriction endonuclease that is capable of cleaving
the construct at cleavage sites, which are distinct from the recognition sites, to release an insert having unique overhangs that regulate
the high specificity of the subsequent ligation reaction. The insert is then ligated with inverted terminal repeat (ITR) oligonucleotides
to form the closed-ended DNA vector. Corresponding DNA vectors prepared by these methods and related products as well other base
and intermediate vectors and constructs associated with the methods are also provided in this disclosure.
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