Supplementary Information

Figure S1. Long term stability study of the MCM determining the copy number

of N. meningitidis (a) and S. pneumoniae (b). The figures show the mean of the bacterial

copy number with SEM during storage of the sample.
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Figure S2. Gel electrophoresis on a flash gel (Lonza) showing gDNA integrity; M = Marker,

MRSA =

Methicillin-resistant S. aureus, MSSA

Methicillin-sensitive S. aureus,

Sp n= S. pneumoniae, Spy = S. pyogenes, Sag = S. agalactiae, Ef = E. faecalis,

Pa = P

aeruginosa,

Kp =

and Nm = N. meningitides.
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Figure S3. Variable region 1 and 2. Sequences in square indicate primer positions.
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Figure S4. Phylogenetic tree of the mis-annotated SILVA 16S rRNA sequences shown
in Table S5 with example representative taxa for their SILVA annotations and the relevant
MCM species 16S rRNA sequences. 1000 bootstraps were performed and are shown next
to the nodes. The tree clearly shows that the SILVA sequences from Table S5 are in fact
the MCM species that hit them rather than the taxa as listed in their SILVA annotations.
The green highlight shows that those sequences which the MCM K. preuomniae 16S
rRNA sequence aligns against are in fact K. pneumoniae rather than Stenotrophomonas,
Rhodococcus, Achromobacter or Flavobacterium as suggested by their SILVA
classifications. The red highlight shows SILVA sequence JQ315432.1.1486 branching
with Pseudomonas aeruginosa rather than Acinetobacter. Finally the blue highlight
demonstrates SILVA sequence CACX01001585.64.1585 is closer to Escherichia coli than
Strongyloides ratti as annotated.

0.1
P
60 Achromobacter ruhlandii (AB010840.1.1318)
M Stenotrophomonas maltophilia (AB008509.1.1467)
"Acinetobacter" (JQ315432.1.1486)
511100

Pseudomonas aeruginosa (NC_002516.2)

Acinetobacter johnsonii (AB099655.1.1533)

1 "Strongyloides ratt’" (CACX01001585.64.1585)
9%

Escherichia coli (NC_004431.1)

"Rhodococcus" (HQ204295.1.1454)
99 94
Klebsiella pneumoniae (NC_009648.1)

100||"Flavobacterium" (AB680060.1.1465)

55
"Stenotrophomonas"(HQ204284.1.1501)
92

"Achromobacter'(HQ204286.1.1501)

Flavobacterium columnare (AB010951.1.1478)

Rhodococcus jostii (AB046357.1.1493)

Strongyloides ratti (AB453329.1.1236)

S3



Figure S5. Amplification curves of specific target assay regarding its target bacteria
and negative control (human genomic DNA). Amplification plots of specific-target
assays obtained from Biomark 48.770 dPCR. Red lines indicate positive amplification and
black lines correspond to no amplification. Negative control contains human genomic
DNA instead of bacterial DNA. Panel 28: coA-S. aureus, Panel 06: coA-Human gDNA,
Panel 05: uidA-E. coli, Panel 30: uidA-Human gDNA, Panel 13: lytA-S. prneumoniae,
Panel 41: lytA-Human gDNA, Panel 45: ompA-A4. baumannii, Panel 48: ompA-Human
gDNA, Panel 34: Khe-K. pneumoniae, Panel 12: Khe-Human gDNA, Panel 37:
cstR-S. pyogenes, Panel 18: csrR-Human gDNA, Panel 21: sip-S. agalactiae, Panel 24:
sip-Human gDNA, Panel 08: groES-E. faecalis, Panel 36: groES-Human gDNA, Panel 17:
regA-P. aeruginosa, Panel 42: regA-Human gDNA, Panel 01: ctrA-N. meningitidis, and
Panel 29: ctrA-Human gDNA.

ompA- A. baumannii ompA- Human gDNA uidA- E.coli uidA-Human gDNA
040
080 4 080 - 080 -
030 -
- 060 - 060 -| - = 060 -
[ g 020
< 040 S 040 £ S 040
i) o 010 - 020 -
1
b 000 000 + o
1 L I 1 oA a4 1 L T T
Cycle Cycle Cycle
CcoA- S.aureus coA- Human gDNA sip- S. agalactiae sip-Human gDNA
012
080 080 080
009
z ] 0560 - 060 -
g 0.06 - g
S 040- E 040 E S 040
003 -
020 - 0204 020
000 -
000 - : ‘ 000 o 000 -
1 " 2 3 4 1 1" 2 3 4 1 " 2 3 4
GES Cycle Cycle
regA- P. aeruginosa o
groES- E. faecalis groES- Human gDNA _ regA- Human gDNA
065
CXh 080 o 080
J J 060
L 020~ oy z 0% z
= S 040 0% S 040
L 020 013 - 020
0.00 - 0.00 0.00 {~————— 0.00
] T J 1 1 ] /
i 1" 2 3 4 1 1 2 3 ] 1 1" 201\’0‘e 3 41
Cycle Cycle
ctrA- N.meningitidis ctrA- Human gDNA IytA- S.pneumoniae IytA- Human gDNA
080 - il
080 4 080 - 080
E 060 - 060 - E 060 -
=
< 040 4 5 040 - < 040
020 020 - 020 -
000 000 - 000
1 1 / 1 1 2 k]l a1
1 1 21 3 il 1 1 2 3 /
Cycle Cycle Cycle
- i Khe- Human gDNA
csrR- S. pyogenes csrR- Human gDNA Khe- K. pneumoniae o
0301 050 W 008 -
060
L 020 060 z z 006 -
= 4 < 040 4 < 004 -
D < 040 L
07 020 il
020 - I
000 i 000 - 000 -
J T 1 1 1 1 4 1 1 4
1 1 2 3 41 1 1 2 A [l ‘éycb . ?yde i

Cycle Cycle

S4



