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Construction of Af3, 4, plasmid and its binding to calmodulin
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Abstract Objective To investigate the involvement of calmodulin (CaM) in the pathogenesis of Alzheimer disease (AD) and the
mechanism by which CaM binds to amyloid-3 (AB) . Methods The hub genes expressed in AD and predicted to be the target proteins for
AD prevention and treatment were obtained using bioinformatics methods. The GST-AB, 4, recombinant plasmid was constructed through
genetic recombination and was then sequenced. The recombinant plasmids were identified using agarose gel electrophoresis, while the
extracted and purified GST-AB,_, fusion protein was confirmed using SDS-PAGE gel electrophoresis. GST pull-down assay was used to
detect the interaction between GST-AB,, protein and CaM, expressed in the plasmid. Results The top 20 hub genes in degree ranking
were obtained. The DNA sequencing results of the plasmid proved that the recombinant plasmid was successfully constructed. The agarose
gel electrophoresis results indicated that the fragment digested by the enzyme was similar to the molecular weight of the AB,., gene seg-
ments, further proving the successful construction of the recombinant plasmid. Binding of GST-AB,., protein to CaM in a concentration
dependent manner was revealed through the GST pull down experiment. Conclusion The GST-AB,,, recombinant plasmid is success-
fully constructed and is shown to bind to CaM.
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Fig.1 The hub genes expressed in AD obtained by bioinformatics methods
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Fig.2 Verification of AB,_, recombinant plasmid by DNA sequencing
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Fig.4 Pull down assay to assess binding of GST- AB,_,, to CaM
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