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(57) Abstract: Disclosed is a method of detecting one or more cancer-associated alterations and/or determining site of origin of a
cancer-associated alteration using nucleic acid from a biological sample. The method comprises (a) extracting nucleic acid from the
biological sample; (b) performing multiplexed PCR reactions on the nucleic acid using: a plurality of target capture primer pairs specific
to a plurality of target genes comprising one or more cancer-associated alteration, wherein each target capture primer pair comprises a
forward primer and a reverse primer, each comprising a target-specific sequence at its 3' end, a barcode sequence linker, and an adapter-
specific sequence at its 5' end; (c) sequencing the plurality of amplicons from (b) to obtain a plurality of sequencing reads; and (d)
comparing the plurality of sequencing reads with one or more pre-determined reference profile to compute one or more likelihood
score, which indicates the probability of a cancer-associated alteration originating from a specific site of origin. Also disclosed is a
kit for said method.
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