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The CRISPR/Cas9 sgRNA library screening has been a powerful method for
exploring molecular mechanisms in biology, particularly useful for studying cancer cell
proliferation and aiding drug development. Challenges arise when the screening targets biochemical
reactions unrelated to cell growth, requiring stable experimental setups to reduce false positive
hits. Implementing these methods in live animals, especially mice, has been difficult. To establish
the in vivo genome-wide screening system, this study applied a repeated library reconstruction
technique, called revival screening, to mouse testes. By utilizing this novel in vivo screening
system to analyze biochemical reactions in mature sperm, we successfully identified crucial factors
affecting sperm quality during spermatogenesis.
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