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ABSTRACT Objective: To design primers and probes for Aspergillus transcript spacer ITS1, and to use Real-time fluorescent re-
combinase polymerase amplification (Real-time RPA) technology to establish a rapid, accurate, and economical method for detection and
identification of common clinical Aspergillus. Methods: The established Real-time fluorescent recombinase polymerase amplification
system was used to amplify the DNA extracted from standard strains and clinical specimens to verify the performance of the method.
Results: In this study, we designed primers and probes for the Aspergillus transcript spacer ITS1 using RPA kit (fluorescent type) to es-
tablish a Real-time RPA amplification system, and detected four clinically common Aspergillus species within 15 minutes; The specific
test results show that the reaction system only has specific amplification for Aspergillus fumigatus, Aspergillus flavus, Aspergillus ter-
restris and Aspergillus niger, while there was no amplification for other bacteria and fungi; The sensitivity test showed that the detection
limit was 10° ng/pL. 12 samples of Aspergillus in clinical validation test had high amplification effect. Conclusion: The Real-time RPA
method established in this study can detect Aspergillus fumigatus, Aspergillus flavus, Aspergillus terreus, Aspergillus niger and other
common clinical aspergillus quickly, specifically and sensitively. It provides a new idea for rapid and field detection of Aspergillus.
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Fig.1 Real time RPA amplification specific results

Note: 1~4 was Aspergillus fumigatus, Aspergillus flavus, Aspergillus terreus, Aspergillus niger.
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Fig.2 Real time RPA amplification sensitivity results

Note: 1~8 was 10> ng/pL, 10" ng/pL, 10°ng/uL, 10" ng/uL, 102 ng/pL, 10° ng/pL, 10* ng/pL, 10° ng/pL.
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Fig.3 Clinical validation results
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