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(57) Abstract: Provided are a method for preparing a nested multiplex PCR high-throughput sequencing library and a kit, wherein the
method for preparing the nested multiplex PCR high-throughput sequencing library comprises: amplifying a target region by using a
forward primer and a reverse primer, wherein the forward primer is a forward specific sequence, and the reverse primer comprises a 3'
end reverse specific sequence and a 5' end first universal sequencing sequence; purifying a product of a first round of PCR amplification;
amplifying the purified product by using a nested primer, a first label primer and a second universal primer, wherein the nested primer
is located downstream of the forward primer, the nested primer comprises a 5' end second universal sequencing sequence and a 3' end
specific sequence, the 3' end sequence of the first label primer is the same as part or all of the 5' end sequence of the reverse primer,
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and the first label primer further comprises a first label sequence, the 3' end sequence of a second universal primer is the same as part
or all of 5' end sequence of the nested primer. The method for preparing the nested multiplex PCR high-throughput sequencing library
can effectively avoid dimers generated in the multiplex PCR amplification process, and the nested amplification method can greatly
increase the specificity of PCR amplification.
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