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Supplementary Figure 1. Relative positions of the amplicon target genes in bacterial specific target genes of bloodstream infection.  (A: S. aureus; B: K. peneumoniae; C: P. aeruginosa; D: H. influenzae).
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Supplementary Figure 2. Structure diagram of the detection device. This device consists of top cover (1) and bottom container. Bottom pad (2), reaction chamber (3) and inspection window (4) constituted the bottom container. Number 5 and 6 represent the left channel and the right channel respectively.
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Supplementary Figure 3. Primer screening for basic RPA. Several sets of forward and reverse primer screens were conducted according to the manufacturer’s instructions to obtain best amplification efficacy of four bacteria. (A: S. aureus; B: K. peneumoniae; C: P. aeruginosa; D: H. influenzae).
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Supplementary Figure 4. Sensitivity of the real-time PCR assays. A, B, C, D and E represent the results of S. aureus, K. peneumoniae, P. aeruginosa, and H. influenza real-time PCR sensitivity assays, respectively. The sensitivity of the real-time PCR assays based on the quantity of genomic DNA of above four bacteria was tested by real-time PCR at 95°C for 2 min, followed by 40 cycles of 95°C for 15 seconds and 60°C for 1 min. NC: negative control.

Supplementary Table 1 Samples for specificity assays

	Target bacteria
	Non-target bacteria

	
	Staphylococcus haemolyticus

	
	Staphylococcus cohnii

	
	Staphylococcus hominis

	Staphylococcus aureus
	Staphylococcus caprea

	
	Staphylococcus epidermidis

	
	Enterococcus faecalis

	
	Enterococcus faecium

	
	Klebsiella oxytoca

	
	Escherichia coli

	
	Acinetobacter baumannii

	Klebsiella peneumoniae
	Pseudomonas aeruginosa

	
	Proteus mirabilis

	
	Enterobacter cloacae

	
	Enterobacter aerogenes

	
	Proteus mirabilis

	
	Burkholder cepacia

	
	Pseudomonas putida

	Pseudomonas aeruginosa
	Enterobacter cloacae

	
	Klebsiella pneumoniae

	
	Escherichia coli

	
	Acinetobacter baumannii

	
	Haemophilus parahaemolyticus

	
	Haemophilus parainfluenzae

	
	Escherichia coli

	Haemophilus influenzae
	Acinetobacter baumannii

	
	Klebsiella pneumoniae

	
	Pseudomonas aeruginosa
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	Stenotrophomonas maltophilia




Supplementary Table 2 Primers and probes of Real-Time PCR.
	Target bacteria
	Target region
	Oligonucleotide
	Origin

	

S. aureus
	

Nuc
	Forward:AGCATCCTAAAAAAGGTGTAGAGA
Reverse:CTTCAATTTTMTTTGCATTTTCTACCA
Probe:TEX-TTTTCGTAAATGCACTTGCTTCAGGACCA-BHQ1
	(1)

	

K. peneumoniae
	

CelB
	Forward:TTGCCGCCAGCTATCTTCAC
Reverse:GGCAATACGCCAATGACCGT
Probe:FAM-AACCGATGGCTTATGGCGTGCCGCT-BHQ1
	This publishment

	

P. aeruginosa
	

Eta
	Forward:ACAACGCCCTCAGCATCAC Reverse:AGTTCAGCGACCAACTGCC
Probe:FAM-TCGAAGGTGGCGTCGAGCCGAACAA-BHQ1
	This publishment

	

H. influenzae
	

Fuck
	Forward:ATGGCGGGAACATCAATGA
Reverse:ACGCATAGGAGGGAAATGGTT Probe:FAM-CGGTAATTGGGATCCAT-MGB
	(1)



Reference
1. Gadsby NJ, McHugh MP, Russell CD, Mark H, Conway Morris A, Laurenson IF, et al. Development of two real-time multiplex PCR assays for the detection and quantification of eight key bacterial pathogens in lower respiratory tract infections. Clin Microbiol Infect 2015;21(8):788.e1-788.e13. doi: 10.1016/j.cmi.2015.05.004.
image1.png
1

130 150

450

I
—_—
410 Q60 510 560 610

RI
R
R’

B

F3
o R ——
s w000 s so e
I
w
L R3

s
I
" ———
T s TSR R





image2.png




image3.png
¢ Reverse
Forward Sereen
Forward Reverse B Sereen

Screen Sereen

<

§5§8

sonep
00
S0 soobp 300bp
Soobp. so0bp 1000 2006
3000y Jooby Sooby e
300ty 3000p, 200 oo
2000y 200bp oo 105
150bp. 150bp 100bp o
100bp. 100bp S0bp
S0bp. 50bp
Reverse
) Reverse Forvard Sereen
Farwar e Sereen
Screen S D o
C — Sz ok 22 &
ST 55558 g8&8
sfzes 558
SFFL8

S00bp|
4000p i
3000p |
20000 8

150bp 4
100bp =
Sobp

S00bp
4006y
3000p
2000
150bp,
100bp,
Sobp.





image4.png
A 00 B 00 -
3000 3000
o
s 2000 E 2000
1000 10’ 1000,
o e o
0 10 20 30 40
Cycle
€ D 00
3000
2000
Z 1000 z
1000-
o 0
0 10 20 30 40 o 10 20 30 40

Cycle Cycle




