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This study aimed to explore unidentified febrile diseases for which the responsible microorganisms
remain unrevealed by nucleic acid amplification or culture techniques commonly used in clinical
laboratories. Nucleic acid is extracted from blood, urine, spinal fluid, and tissue specimens
obtained from the patients after obtaining their consent following consultation with the attending
physician. Further, the presence of amplification products derived from bacteria or fungi is
confirmed using primers common to 16S ribosomal RNA, 18S lysosomal RNA, and other
housekeeping genes in the bacteria or fungi. If the presence of the amplified product is verified,
sequencing is performed using a nanopore sequencer or the Sanger method; subsequently, the
obtained sequence is investigated using Basic Local Alignment Search Tool (BLAST) or other
techniques to identify the pathogenic microorganisms in the sterile specimen. In this fiscal year,
processes for sending the necessary specimens and settings for conducting the polymerase chain
reaction test were primarily improved.

A general bacterial smear and culture as well as an acid-fast bacillus culture were performed on a
puncture fluid specimen obtained from a patient with suspected abscess, but the results were
negative. Therefore, in collaboration with the main department and the department of infection
control, the amplification product of 16S ribosomal RNA was confirmed to have a therapeutic
application. Notably, the results revealed no amplification products. A brain abscess specimen
obtained from another patient revealed gram-positive bacillus on Gram staining, but no bacterial
growth was seen on the culture; hence, the specimen was further examined to identify medical
causes. Direct nucleic acid extraction was performed from the obtained material; subsequently,
16S ribosomal RNA was amplified, examined, and sequenced. A gram-negative bacillus,
Porphyromonas gingivalis, was identified after extensive research using BLAST and other
techniques. Further, the amplified product was re-examined with primers designed for gram-
positive bacilli because the results of the above-mentioned tests were different from those for the
target bacteria, but no amplification was noted.

Although only two cases were examined this year, we hope to examine more cases in the
upcoming years. Moreover, we hope to develop a test that can help improve medical treatment by
identifying more applicable diseases, target regions, and sequencing techniques.
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Clinical Sequencing Practices for Identification of Pathogenic Microorganisms in Unidentified Fever
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This study aimed to explore unidentified febrile diseases for which the responsible microorganisms remain unrevealed by nucleic acid
amplification or culture techniques commonly used in clinical laboratories. Nucleic acid is extracted from blood, urine, spinal fluid, and
tissue specimens obtained from the patients after obtaining their consent following consultation with the attending physician. Further,
the presence of amplification products derived from bacteria or fungi is confirmed using primers common to 16S ribosomal RNA, 18S
lysosomal RNA, and other housekeeping genes in the bacteria or fungi. If the presence of the amplified product is verified, sequencing
is performed using a nanopore sequencer or the Sanger method; subsequently, the obtained sequence is investigated using Basic
Local Alignment Search Tool (BLAST) or other techniques to identify the pathogenic microorganisms in the sterile specimen. In this
fiscal year, processes for sending the necessary specimens and settings for conducting the polymerase chain reaction test were
primarily improved.
A general bacterial smear and culture as well as an acid—fast bacillus culture were performed on a puncture fluid specimen obtained
from a patient with suspected abscess, but the results were negative. Therefore, in collaboration with the main department and the
department of infection control, the amplification product of 16S ribosomal RNA was confirmed to have a therapeutic application.
Notably, the results revealed no amplification products. A brain abscess specimen obtained from another patient revealed gram—
positive bacillus on Gram staining, but no bacterial growth was seen on the culture; hence, the specimen was further examined to
identify medical causes. Direct nucleic acid extraction was performed from the obtained material; subsequently, 16S ribosomal RNA
was amplified, examined, and sequenced. A gram—negative bacillus, Porphyromonas gingivalis, was identified after extensive research
using BLAST and other techniques. Further, the amplified product was re—examined with primers designed for gram—positive bacilli
because the results of the above—mentioned tests were different from those for the target bacteria, but no amplification was noted.
Although only two cases were examined this year, we hope to examine more cases in the upcoming years. Moreover, we hope to
develop a test that can help improve medical treatment by identifying more applicable diseases, target regions, and sequencing
techniques.
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