Rapid Sterility Testing by NAT Method Targeting RNA Instead of DNA
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LOD for Bacteroides fragilis and Cutibacterium acnes included in EP
2.6.27 were 36 and 99 CFU/mL, respectively. The results remained
consistent even In cell suspension sample preparations.

A: The sample preparation method and an overview of the tests comparing RiboNAT™ and compendial methods are
shown. Tests with N=3 were conducted for each prepared concentration. The tests were performed using the strains
listed in USP <71>.

B: This table summarizes the detection results for RiboNAT™ including the corresponding Cq values for 3-hour and
16-hour incubation periods. For the conventional method, the table shows whether detection was achieved and the
number of days required for detection.

w=  Bacteria: FAM === Internal Control: HEX RiboNAT™ .3 hours incubation-

B - All 6 strains were detected at 9 CFU/mL.

- Two strains were detected at 2.25 CFU/mL.
RiboNAT™ -16 hours incubation-

- Detected all 6 strains at 2.25 CFU/mL
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Real-time PCR is a promising detection method for rapid
sterility testing due to its fast turn around time. However,
challenges such as decreased sensitivity and false
positives caused by DNA contamination from environmental
sources and dead microorganisms remain. To address these
iIssues, we developed a novel method targeting transcribed
rRNA instead of conventional genomic DNA.
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Internal controls were successfully detected, and no amplification was
observed at the bacterial and fungal detection wavelengths.
No cross-reactivity was observed.
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