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Development of a high-throughput functional evaluation system focusing on the
stability of missense variants
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Proof of Concept

In this study, we established a high-throughput screening analysis system to
assess missense variants impacting protein stability by expressing a GFP fusion protein. Upon
creating 104 clones of GFP fusion random mutants and conducting fluorescence evaluation and
sequencing on 24 of them, we observed that fluorescence intensity remained consistent even in clones
harboring 7 variants with high pathological prediction scores. This underscores the notion that in
silico pathological prediction scores serve merely as reference points, emphasizing the crucial role
of functional evaluation.
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