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(57) Abstract: Provided are a rolling circle amplification method, a method for preparing a sequencing library, and a DNA nanosphere
prepared therefrom. The rolling circle amplification method comprises sequentially denaturing and annealing double-stranded DNA
and a mediating sequence in the same system, such that the mediating sequence is complementary paired with both ends of the denatured
single-stranded DNA; simultaneously introducing ligase and polymerase into the system, such that the two ends of the single-stranded
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DNA are linked under the action of ligase; and performing a rolling circle amplification reaction using the mediating sequence as a
primer and the single-stranded DNA as a template under the action of the polymerase to obtain DNA nanosphere.
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