Supplementary 1，Protocol for NTS Assay
1. Coxiella burnetii targeted gene regions
· CP032542.1:1319118-1319223
· CP032542.1:866115-866241
· CP035112.1:130603-130713
· CP107247.1:1603048-1603185
· CP040059.1:1195075-1195250

2. Sample Processing and Nucleic Acid Extraction
Shake the sample gently to mix and aspirate 300 μL of whole blood into a wall-breaking grinding tube. The wall-breaking tube was mixed by shaking for 10 minutes using a vortex oscillator, or by grinding at high speed for 1 minute using a wall-breaker and centrifuging instantaneously. Nucleic acid extraction was performed using a fully automated Nucleic Acid Extraction and Purification Instrument and a Nucleic Acid Extraction Kit (MD EasyDiagnosis, Wuhan, China). Tear off the sealing film of the pre-filled 96-well plate, do not aspirate the glass beads, and take 200 μL of the supernatant after grinding to columns 1 and 7. After the extraction on the machine is completed, use the spectrophotometer to detect the purity, OD260/OD280 should be in the range of 1.6 to 2.0. The concentration was detected using a nucleic acid quantifier, and the nucleic acid concentration was ≥1 ng/μL.

3. Library Preparation
Amplicon libraries were created for nanopore sequencing using the Bloodstream Infection Pathogen Nucleic Acid Detection Kit (MD EasyDiagnosis, Wuhan, China). This involved ultra-multiplex PCR amplification (Table 1) of pathogen-specific target genes using 10 μL of extracted DNA, followed by purification with magnetic beads. The resulting supernatant was used in another PCR reaction (Table 2) to introduce sample-specific indexes. The library concentration was measured with Qubit after PCR amplification and bead purification. The purified library, now incorporating individual-specific indexes, was then incubated for 10 min at 25 °C with the ligation buffer and sequencing adapter (Oxford Nanopore Technologies).
Table 1 PCR Reaction Procedure of ultra-multiplex
	Temperature
	Time
	Cycle

	95℃
	3 min
	1

	98℃
	15 s
	13

	60℃
	5min
	

	10℃
	Hold
	1



Table 2 PCR Reaction Procedure of Barcode Connection Reaction
	Temperature
	Time
	Cycle

	95℃
	2 min
	1

	98℃
	15 s
	18

	60℃
	30 s
	

	72℃
	3 min
	1

	10℃
	Hold
	1



4. Sequencing and Bioinformatics
Equilibrate the sequencing chip at room temperature for more than 30 minutes for sequencing chip QC. After finishing, take 30μL of rinse enhancement solution and add it to the whole tube of rinse buffer, and prepare the rinse solution by blowing and mixing with a 1mL pipette. Slide down and open the inlet hole A for air venting operation, adjust the 1 ml pipette to 200 μL, align the tip vertically with the inlet hole A, and slowly adjust the pipette range to about 220 μL to vent the air in the chip. Take 800μL of rinse solution and add it into the sequencing chip vertically, slowly and uniformly from the inlet well A. Equilibrate the sequencing chip at room temperature for 5 minutes. Uncover sample well B, take 200µL of rinse solution with a 1mL pipette, and add it into the sequencing chip vertically, slowly and uniformly from the inlet well A. Pay attention to the change of the liquid level of sample well B during the operation. Mix 37.6 μL of the prepared sequencing system by flicking and blowing with a pipette, and then drop it into the sample well B. Close the inlet well A and sample well B, and use a 1 mL pipette to aspirate the waste liquid from the waste liquid well C. Select Start Sequencing and click Start to begin sequencing on the MinION Mk1C instrument (Oxford Nanopore Technologies).
The sequencer outputs a fastq.gz file for every 4000 reads. Nanopore sequencing results were processed using Guppy software, which automatically categorized the results into ‘pass’ and ‘fail’ folders. Reads in the ‘pass’ folder showed an average q-value above a specific threshold (Q8), while reads shorter than 200 base pairs were excluded. The remaining Reads were aligned to the internal reference database using Minimap2 with the map-ont parameter. Reads with less than 90% similarity to the target region were discarded. Finally, pathogens were classified and interpreted for reporting using the pathogenic microbial sequencing data analysis software EDlseq version 1.0 (MD EasyDiagnosis, Wuhan, China).
