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mixture. The method comprises contacting a double-stranded target nucleic acid

3%0 with one or more nicking agents to produce overlapping nucleic acid fragments
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{ — (/ \ ¥ 5 ble-stranded first adapter with at least one of the nucleic acid fragments in the
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fragments using a DNA ligase via 3' branch ligation. The first adapter comprises
(i) a double-stranded blunt end having a 5' terminus and a 3' terminus and (ii) a

i single-stranded region comprising a barcode.
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