Implementing a microbiological monitoring program for research animals, such as zebrafish, ensures experimental data's reliability, reproducibility, and animal welfare protection. For good surveillance, FELASA recommends monitoring fish performance, mortality, and morbidity, determining the pathogen to be detected, the frequency of sampling, and the diagnostic techniques to be used. Health monitoring performed on environmental samples is useful for detecting ubiquitous pathogens, that survive outside the host. PCR-based assays are a valid diagnostic tool for the detection of pathogens in the environment. Then, DNA extraction and purification play a crucial role, since they can influence the accuracy of the analysis. This study aimed to refine DNA extraction methods for detecting Mycobacterium marinum in zebrafish facility. Implementing environmental analysis can improve animal housing conditions and, at the same time, limit the number of sentinels sacrificed (Reduction)      
