		
		Supplementary Material
Supplementary Material







Supplementary Table 1: Oligonucleotide sequences for the Fluidigm reaction-set (96 assay-sets) for detection of 92 pneumococcal serotypes, 15 other bacterial and one fungal species including the use of Dual Priming Oligonucleotides (DPO; n=2), Locked Nucleic Acid probes (LNA; n=3) and internally quenched probes (n=8)
	Assay-set name
	Forward primer (5' to 3')
	Reverse primer (5' to 3')
	Probe (5' to 3')
	Gene Target
	Reference

	1 †
	CGTGCGGTAATTGAAGCTATGA
	TGTGGCCCCAGCAACTCT
	FAM-TGCTTGCCCTTGTATAGGGT-NFQ
	wchD
	Azzari et al. 2010 [1]

	2 ‡
	TTATGGACTGGCTGATGGTTCTC
	AAATCCTGACCCAATAATAGCCTTT
	56-FAM-AGGTCAACG/ZEN/TATTGGAAC
TCTTAGAAATTGGGAAA-IABkFQ
	wzy
	Pholwat et al. 2016 [2]

	3 †
	GGTCAGCAGAAAGTATGCATTGG
	TCGTTTATCCAGGGTCTGATGA
	VIC-TATTGGATGTGGT
TTATCGTGAAGA-NFQ 
	tnp
	Azzari et al. 2010 [1]

	4 †
	TGGGATGACATTTCTACGCACTA
	CCGTCGCTGATGCTTTATCA
	FAM-TCCTATTGGATG
GTTAGTTGGTGA-NFQ
	wzy
	Azzari et al. 2010 [1]

	5 †
	TTACGGGAGTATCTTATGTCTTTAATGG
	CAGCATTCCAGTAGCCTAAAACTAGA
	VIC-TTGTCTCAGCAACT
CTATTTGGCTGTGGG-NFQ
	wzy
	Azzari et al. 2010 [1]

	6A/B/C/D
(F/G/H)  †
	AAGTTTGCACTAGAGTATGGGAAGGT
	ACATTATGTCCRTGTCTTCGATACAAG
	VIC-GTTCTGCCCTGAGCAACTGG-NFQ
	wciP
	Azzari et al. 2010 [1]

	6A/C ‡
	CATTGCTAGAGATGGTTCCTTC
AGTTGATATTGATAAAGATTCG
GGAGACATGTCCAAACTGGC
	CGATACAAGACCAGTTGC
	56-FAM-GTTTGCACT/ZEN/AGAGTA
TGGGAAGGTGTTGT-IABkFQ
	wciPα
	Downs et al. 2021 [3]

	6C/D †
	TTGGGATGATTGGTCGTATTAG
	CTCTTCAATTAGTTCTTCAGTTCG
	FAM-CCACGCAATTCGCCATC-NFQ
	wciNβ
	Azzari et al. 2010 [1]

	7A/F †
	GATGGCATGTGGCAAACCA
	TTTGCCCTCCTTAATCATTTCAC
	FAM-TTGGCTATCGGCATGGTGGT-NFQ
	wcwH
	Azzari et al. 2010 [1]

	7B/C/40 ‡
	TCCAGATATAGTCATTCCCAATCAG
	AAAGAAGGTAAATCCCATGATGAATT
	56-FAM-TCCCTCATTATCGATTA
CTGACCCACCA-BHQ1
	wcxU
	Pholwat et al. 2016 [2]

	8 †
	CCACTCATCAGTTTCCCATATGTTT
	TCAATAATTGAAGAAGCGAACGTT
	FAM-TGATGGCAGAT
GGGTTGGGACGAG-NFQ
	wzx
	Azzari et al. 2010 [1]

	9A/L/N/V ‡
	TGGAATGGGCAAAGGGTAGTA
	TCGGTTCCCCAAGATTTTCTC
	56-FAM-TTAATCATGCTAACGG
CTCATCGA-BHQ1
	mnaA
	Olwagen et al. 2017 [4]

	9A/V‡
	AGGTATCCTATATACTGCTTTAGG
	CGAATCTGCCAATATCTGAAAG
	56-FAM-ACACATTGA
CAACCGCTACA-BHQ1
	wzx
	Pholwat et al. 2016 [2]

	9L/N ‡
	CGTGGAATTTTCTATACTGCAATAGG
	CTACTGCTACGATACCATATTCTACAG
	56-FAM-CAATTCTTAG
CCGGATTCTCTC-BHQ1
	wzx
	Pholwat et al. 2016 [2]

	10A/B †
	CCTCTCCTATCAACTAT
TACTCATTATACTACCT
	AATAACCATAAGTCC
CTAGATCATTCAAAG
	VIC-TCATTACAACTCCCTA
TGTGACACGGGTCTTTT-NFQ 
	wcrD
	Azzari et al. 2010 [1]

	10B †
	AAATATGAGATTGGT
AAGGAATATTCTGG
	GTCTTTTCACTTAAACGAATTCCATTC
	FAM-AACGGATTCCAATGC
ACTCGGTAACT-NFQ
	wcrD
	Pholwat et al. 2016 [2]

	10C/F †
	CGAGTTATGGATGTTCTTATTGGC
	CCCAACCCCACTCTGTATTG
	FAM-ACAGGGCAAGACTGT
GAATATTGTTCCA-NFQ
	wcjG
	Sakai et al. 2017 [5]

	11A/B/C/
D/F/(E) †
	ACCGCATTTCTTATCGCACTATATT
	TCTCCTTACCATCAAACATGTTAATCA
	FAM-TGAATCAGTCTGACCGTTT-NFQ
	wzx
	Olwagen et al. 2017 [4]

	11A/D †
	CGGCCCAGCTACATTTATGG
	TGATCATTCACATGCTCACCAA
	FAM-AAATACCAATAGTTGT
TCCGAGATTAAAGAAGT-NFQ
	wchK
	Pholwat et al. 2016 [2]

	11B/C †
	TCAAATTTGGCGTATTGCTTATCA
	TGATTATGAGCATAGTTGATCCCC
	FAM-TCCGTGGCAAGATTCT
GGTGCTAAG-NFQ
	wzy
	Sakai et al. 2017 [5]

	11F †
	TGGTCCAGCTACTTTTATGGC
	TGATCATTCACATGCTCCCC
	VIC-ACTCCAATAGTTGTTC
CGAGGCAAAAGA-NFQ 
	wchK
	Pholwat et al. 2016 [2]

	12A/B/F/44/
46 †
	GATTATTCGCTTGCCTCTTCATG
	ATAGCCGAAATAAGCTTTCCAGAA
	FAM-ATTTGTAAGCG
GACGTGCGATT-NFQ
	mnaB
	Azzari et al. 2010 [1]

	12B †
	GGTTGCTGATCAAAAGGTCTATG
	AGGTTCAAAGTAAGATTTTTAGCAA
	FAM-AGATAAAAATCTTTCC
AAATCATCAAAGTGA-NFQ
	wzx
	Pholwat et al. 2016 [2]

	13 †
	TCGGATTTAGTAGTAACCCCATTGA
	TTCTTGATTGAGGATGCATTTCC
	VIC-AGTAGTAAGAG
ATCATATTCAAG-NFQ 
	wzy
	Olwagen et al. 2017 [4]

	14 †
	CGACTGAAATGTCACTAGGAGAAGAT
	AATACAGTCCATCAA
TTACTGCAATACTC
	VIC-TGTCATTCGTTTGCCA
ATACTTGATGGTCTC-NFQ 
	wchL
	Azzari et al. 2010 [1]

	15A/B/C/F ‡
	TTGAATCAGGTAGATTGATTTCTGCTA
	CTCTAGGAATCAAAT
ACTGAGTCCTAATGA
	56-FAM-CTCCGGCTTT
TGTCTTCTCTGT-BHQ1
	wzx
	Azzari et al. 2010 [1]

	15A/F ‡
	CGTTATTTAGTGAATTGCTATACTC
	TCCCTGCAGAATAAGAATCTAC
	56-FAM-TACtGCtGCtGCcAACA-BHQ1
	wzy
	Messaoudi et al. 2016 [6]

	15B/C ‡
	TTTGCTACAGGTTTTAGTATTGAG
	AAAGCAATATAAGAGGTATAGTTGG
	56-FAM-CGCtACaATcATcCGCT-BHQ1
	wzy
	Messaoudi et al. 2016 [6]

	16A †
	GCTAGCAGGAACTTTTCTAGGG
	TCCCTGTCCAAATCCGAAAC
	FAM-CCCACGGGATGAATC
CATTATGGCG-NFQ
	wcxR
	Sakai et al. 2017 [5]

	16F †
	GCAACTGGTATTTTTGATATTGGAGAA
	CAAAGGAATGCCATGCCATA
	FAM-AAAATGCTAAC
TTCGTTGGAGG-NFQ
	wzy
	Olwagen et al. 2017 [4]

	17A †
	TGATTATGTCATTCGATTGCTTGG
	AAATCCTAAAATTCCTGTTTGAAAAGC
	FAM-ATTATGGGCGTG
GGTTACCGTAGG-NFQ
	wzy
	Sakai et al. 2017 [5]

	17F †
	GTAAAGATTTCATGT
CCTATAAGGGAGAA
	AGGCGTCCCTGTTTATGAGAAG
	FAM-TTGTACATGGTCTGGATTT-NFQ
	Wzx
	Olwagen et al. 2017 [4]

	18A/B/C/F ‡
	CCTGTTGTTATTCACGCCTTACG
	TTGCACTTCTCGAATAGCCTTACTC
	56-FAM-AACCGTTGGC
CCTTGTGGTGGA-BHQ1
	wzy
	Azzari et al. 2010 [1]

	18B/C/F ‡
	CAGGATTTCTAACTCTGATTGAA
	AGCAAAATCTAACGTCCAGAG
	FAM-CTTGTATGCTTATGG
TCTTTTCGATTA-BHQ1
	wciXBCF
	Downs et al. 2021 [3]

	18C/F ‡
	CCAAATTGGAGTGTTTTACAA
AGTATTAGCTCGATTTGCTGT
ACACGTCGACGCTTCAATTTCAGG
	TCTTTCAAATACAACT
CTTAGATTTCCTTGTG
	56-FAM-TGagtTTATTGATAATttcC-BHQ1
	wciXCF
	Downs et al. 2021 [3]

	18F: 
16F/18F/28AF ‡
	TGGTTTCGGACTCTTTCGTGG
	CTAAGATAGAAACTCCTTGTCCAATG
	56-FAM-GGTTGTACGTGGAAT
CGGATTTGGTC-BHQ1
	wcxM
	Downs et al. 2021 [3]

	19A †
	TTCGACGACGTATCAGCTTCA
	TCATTGAGAGCCTTAACCTCTTCA
	VIC-ACCCAAAACGGTTG
ACGCATTATACT-NFQ
	wzy
	Azzari et al. 2010 [1]

	19B/F †
	GGTCATGCGAGATACGACAGAA
	TCCTCATCAGTCCCAACCAATT
	VIC-ACCTGAAGGAGTAG
CTGCTGGAACGTTG-NFQ
	wzy
	Azzari et al. 2010 [1]

	19F †
	CAGGTTCGGGAAATTGCAA
	ATCTCTGCGCCATAAGCAATG
	VIC-AGAAGTGGCAGATGATT-NFQ
	[bookmark: _Hlk108630043]wzh
	This study

	20 †
	AAAGATACTGGCTGAGGAGCTATCTATT
	AGTCAAAAGTACTCAA
CCATTCTGATATATTC
	VIC-AGGATAAGGTCTACT
TTGTGGGAGTTC-NFQ
	wciL
	Azzari et al. 2010 [1]

	21 †
	CCATTTGAAGGACCAGTTGTTG
	AAAAAGCCACTATCAGGAATACCAA
	FAM-AATGGCATTGCTTCGTAAA-NFQ
	wzy
	Olwagen et al. 2017 [4]

	22A/F †
	TCTATTAAATAACCC
ATTGGAATTGAAACG
	TCGCAATTGAAGACCACATAAACTG
	FAM-TCCGTAATTCGCTTA
TGGGCACATTCTCCA-NFQ
	wcwV
	Azzari et al. 2010 [1]

	22F ‡
	GAAGATTGTCCACCTTATATCC
	TCGGCACAATCAAAATATC
	56-FAM-CGGTTATTT/ZEN/
CACAAAAGACACGGTTGG-IABkFQ
	wcwAF
	Downs et al. 2021 [3]

	23A/B/F †
	GGTGGACTTTCCGATGCAA
	CACTGTCAACAAAAATGAGGTAATCTC
	FAM-AAATGTCGGTATAGATAAAG-NFQ
	wchV
	Olwagen et al. 2017 [4]

	23B †
	TTGAAGAAATTGCTCCAGAAACAT
	CCAAAAGACTAGCCTCAACCACTAA
	FAM-TAGAGCTATTTATCTTT
CGTGGTTTT-NFQ
	wzx
	Pholwat et al. 2016 [2]

	23F †
	TGCTATTTGCGATCCTGTTCAT
	AGAGCCTCCGTTGTTTCGTAAA
	FAM-TTTCTCCGGCA
TCAAACGTTAAG-NFQ
	wzy
	Azzari et al. 2010 [1]

	24A †
	CTTGGAGTTGCTAATTATGGGAAG
	ATCTCTTACACGTGCACACTC
	FAM-CACAGCATATCGTAA
AATACCCGCA-NFQ
	wzx
	Pholwat et al. 2016 [2]

	24B/F ‡
	TCTGAAAGTAATTAG
TAAGATTAACGGAAG
	TCCATCTACTTTTAAAATAGCTCCAAC
	56-FAM-CCACAGTCCCAAAAT
TGTCAGCAACC-BHQ1
	wzy
	Sakai et al. 2017 [5]

	25A/F †
	ATACCAACTAGAATCAGCAGGAC
	AAATGGAATATCTTT
TGATAATTTACTCGC
	VIC-CCGCTGGACTTACTGCAATA-NFQ
	wcyE
	Pholwat et al. 2016 [2]

	25A/F/38 †
	GTCTTACGTAGAACCTCTCTGGATGA
	TGGTCCTACAAGCGACATGTG
	FAM-TTGCCACAGATTTGG
AATATTTTGGTCGG-NFQ
	wciI
	Olwagen et al. 2017 [4]

	27 †
	AGCGATTTAGCGACTGATATCC
	TCTCAAAATCGATCTCGCGTG
	FAM-TGTGGAAGGCGT
TTGAAGGTGACT-NFQ
	whaK
	Pholwat et al. 2016 [2]

	28A/F †
	CAACTACAGGTATTTTTGATATCGGAG
	GTTTACTACGTTTGTGAAGCGC
	FAM-AGAAAATAGTAGGTT
GATTGGCGGTGCT-NFQ
	wcxP
	Sakai et al. 2017 [5]

	29 †
	TTCGAGTTGTGCCGTTTTTACA
	GGCGTACCCACCTCTAAAATTTT
	VIC-TGAATCCTAGTCTTTTCTCTGCG-NFQ
	wcrJ
	Pholwat et al. 2016 [2]

	31 †
	GCAGAAGTTTTAAGTCACGGAC
	AGCATTACAGATGTCACTAAGGG
	FAM-CCCCCACGTAAAACCGCAAGG-NFQ
	wzy
	Pholwat et al. 2016 [2]

	32A/F †
	GTACTTCCTGTTCTAGGCTTGG
	CCCAGAGGAAAATAGCGTCTC
	FAM-TTGTTCAAACC
CAACCACTGCTCC-NFQ
	wzy
	Sakai et al. 2017 [5]

	33A/F/37 †
	GGAACTGGTTCAGCAACTATACG
	GGTTCTAAGACCGTCTGAAATACC
	FAM-TAGGACTTTTCTGCCATGCC-NFQ
	wzy
	Pholwat et al. 2016 [2]

	33B/C †
	CCTGTTAGTGCACCTGTATTTAAC
	GCATTCAAAACTCCTTCATCTCC
	FAM-TTCGTTGTTCACGCCATTTA-NFQ
	wciN
	Pholwat et al. 2016 [2]

	33C †
	CAGAGACAGTTTCAGCAAATCTTAG
	AGCCTACACCTCTTATAAACGTTG
	FAM-CCGTGTCCTATCCAC
AAACTTGTCTTCC-NFQ
	Wzy
	Sakai et al. 2017 [5]

	33D ‡
	CGTATAGTCTTGCGACATTTCA
	TTCCACATGCGTTACCTCAC
	56-FAM-CACAACTAG/ZEN/TTTTTTA
TCAAAAAGACCTTGGC-IABkFQ
	wciN
	Pholwat et al. 2016 [2]

	34/37/17A †
	GGATACTATGTACGAACAGATGGACTTG
	CTCACTAACTCGCCCGAATAAAC
	FAM-CCGACTATACTCCATTTGA-NFQ
	wciB
	Olwagen et al. 2017 [4]

	34 †
	CGGTGGAGTAGGTCAAGATG
	GTCTGTTCTCCCCAATATACTGAG
	FAM-ACGGAGCGCCAATG
TACTTGAATAGTT-NFQ
	Wzy
	Pholwat et al. 2016 [2]

	35A/C/42 †
	TGTTTCAAGCTTCCCCTTTAGA
	AAATGAAATCAAAGTATCACGTATCG
	FAM-TTCAAAATACCCAG
GACACCCGTTCA-NFQ
	wcrK
	Pholwat et al. 2016 [2]

	35B †
	GCATGGAGGTGGAGCATACA
	TGTAAAGACTGCACAACTCGATATAAAA
	FAM-CAATTTAAACAATATTAG
TAAAGCGCAGGTCAAGCAAA-NFQ
	wcrJ
	Azzari et al. 2010 [1]

	35F/47F †
	GTGGTCGTATATACT
TGATGAATAAATCG
	ACATACAAATTATCA
ACATACAGATAGGTC
	FAM-TTCAACTGGTCGTCCGAATA-NFQ
	Wzy
	Pholwat et al. 2016 [2]

	36 †
	CTTGTCTATTCAGCCCTTCTGG
	CGCGATTATATTGTAAATTGGGAACT
	VIC-AGAATGCCCGCTACAATGAG-NFQ
	Wzy
	Pholwat et al. 2016 [2]

	39 †
	CAAAAAAATGAACTA
ACTCAAATAGTAACG
	ATACTGTAATTTTCTTGTTTATTTGCGG
	FAM-AAGTCAGGCGTATTC
TTCACAAGGGAAA-NFQ 
	wcrG
	Pholwat et al. 2016 [2]

	41A †
	GCAAATAGATGTATCCCAGTTAACAC
	GGTAGCTCTTTTGGTTTAATGTCC
	FAM-CGACCGAATAGTCT
AGCTTCAAAGG-NFQ 
	wciB
	Pholwat et al. 2016 [2]

	41F †
	TTTTTGGGAGGAAGTGCTTTT
	AACCGCTTTCTCATGATTCATAACT
	FAM-CTTCTGTGCTA
ACAGTGGAGAT-NFQ
	Wzx
	Pholwat et al. 2016 [2]

	43 †
	AGAGGCTACATCAAATAGTTGGC
	GAATCACACCGTAACTTCCAAAG
	FAM-TCCAATAGTACTCA
CCCCTACCGAGC-NFQ 
	Wzx
	Pholwat et al. 2016 [2]

	45 †
	TCTAGCTACTTGACTA
AAATATTTGAACTG
	GACGAGTCGATTTCGCTGTAT
	VIC-CTTTTAGTGACCTCGCTCCC-NFQ 
	Wzy
	Pholwat et al. 2016 [2]

	46 †
	CGAAGTTTTTATATCTCTATTGGTTTG
	TATCCCAGGAACTGGACGAA
	FAM-TCATTCTTTCTTCAAT
TCCTTTCTGA-NFQ
	Wzy
	Sakai et al.2015 [7]

	47A/F †
	AGGAATTGGTAGAGAGTTTGTGG
	GAAAGTTGAACCATCATCCGTC
	FAM-CACTTGATGGA
ATGCCTGCTGCC-NFQ
	whaI
	Pholwat et al. 2016 [2]

	48 †
	CAGGTTTTGCTTCATATGGGAG
	ATCGGCCAAAAGTTATCATTAGC
	FAM-CGCTGCTTATGTGTA
TTACTCTCCCCTG-NFQ
	Wzy
	Sakai et al. 2017 [5]

	Acintobacter baumanii †
	TTTAGCTCGTCGTATTGGACT
	CCTCTTGCTGAGGAGTAATTTT
	FAM-TGGCAATGCAG
ATATCGGTACCCA-NFQ
	blaOXA
-51-like
	Gadsby et al., 2015 [8]

	[bookmark: _Hlk108619428]Bordetella 
holmesii †
	GGCGACAGCGAGACAGAATC
	GCCGCCTTGGCTCACTT
	FAM-CGTGCAGATAGGCTT
TTAGCTTGAGCGC-NFQ
	hIS1001
	Tatti et al., 2011  [9]

	[bookmark: _Hlk108619520]B. parapertussis †
	TCGAACGCGTGGAATGG
	GGCCGTTGGCTTCAAATAGA
	FAM-AGACCCAGGGCGCACGCTGTC-NFQ
	pIS1001
	Tatti et al., 2011  [9]

	[bookmark: _Hlk108619538]B. pertussis/
Holmesii †
	CAAGGCCGAACGCTTCAT
	GAGTTCTGGTAGGTGTGAGCGTAA
	FAM-CAGTCGGCCTT
GCGTGAGTGGG-NFQ
	IS481

	Tatti et al., 2011  [9]

	B. pertussis/
bronchiseptica/ parapertussis †
	CGCCAGCTCGTACTTC
	GATACGGCCGGCATT
	FAM-AATACGTCGAC
ACTTATGGCGA-NFQ
	ptxS1
	Tatti et al., 2011  [9]

	[bookmark: _Hlk108619581]Escherichia coli †
	GTCCAAAGCGGCGATTTG
	CAGGCCAGAAGTTCTTTTTCCA
	FAM-ACGGCAGAGAAGGTA-NFQ
	uidA
	Lee et al., 2006 [10]

	Haemophilus influenza †
	CTCAGTTTCGTTTTATTACCA
	CCAGTAACAACAAGGCTA
	FAM-CGCATTCTTCTTCGTC
CATAACCTTC-NFQ
	BexB
	This Study

	H. influenza †
	CTGAATTRGGYGATTATCTTTATGA
	ACAATCAAAYTCAACHGAAAGHGA
	FAM-AGGGATGAAA
GCYCGRCTTGCAT-NFQ
	BexA
	Maaroufi et al,. 2007 [11]

	H. influenza †
	CAAAATTGCCAAGATTAAATGCTT
	TGCTCGCCATACTGCACAA
	FAM-CCTGCGGTTAAACC-NFQ
	IgA1
	Olwagen et al. 2017 [4]

	H. influenzae, 
type b †
	TGTTCGCCATAACTTCATCTTAGC
	CTTACGCTTCTATCTCGGTGATTAATAA
	FAM-CACAAAACTTCTCAT
TCTTCGAGCCTA-NFQ
	Bcs3`
	Maaroufi et al., 2007 [11]

	Klebsiella pneumoniae ‡
	AGGCCGAATATGACGAAT
	GGTGATCTGCTCATGAA
	56-FAM-ACTACCGT
CACCCGCCACA-BHQ1
	gltA
	Gadsby et al., 2015 [8]

	Morexella catarrhalis †
	CCGCTTTTACAACCACTGCTT
	TGTATCGCCTGCCAAGACAA
	FAM-CAGCTGTTAGCCAGCC-NFQ
	tonB
	Olwagen et al. 2017 [4]

	Neiserria
 Lactamica †
	TTGCCCGAGAACCATTGTATC
	GCGGTTCTTATCACGTTCTATATTTG
	FAM-TATTGGAGCGGACTAAA-NFQ
	lacZ
	Olwagen et al. 2017 [4]

	Neiserria meningitides †
	GCACACTTAGGTGATTTACCTGCAT
	CCACCCGTGTGGATCATAATAGA
	FAM-CATGATGGCACAGCA
ACAAATCCTGTTT-NFQ
	SodC
	Dolan Thomas et al., 2011 [12]

	Pneumocystis jiroveci ‡
	CCATCACATCTACGATTAC
	GAACGAAATAACCATTGC
	56-FAM-ACTCACATC
AACGAGGCGGT BHQ1
	Msg-A1
	Jensen, 2002 (Modified) [13]

	Staphylooccus aureus †
	GCTCAGCAAATGCATCACAAA
	CACTATATACTGTTGGATCTTCAGAACCA
	FAM-AGATAACGGCGTAAATA-NFQ
	Tfp
	Olwagen et al. 2017 [4]

	Streptococcus pneumoniae ‡
	TCTTACGCAATCTAGCAGATGAAGC
	GTTGTTTGGTTGGTTATTCGTGC
	56-FAM-TTTGCCGAAAACG
CTTGATACAGGG- BHQ1
	LytA
	McAvin et al., 2001 [14]

	S. pneumoniae ‡
	AGCAGGTGACTGGTAGGTAAC
	CTCCTAATGCTGCTCC
	56-FAM-CAGTTGCTT/ZEN/GCG
GTGCACTTG-IABkFQ
	Xisco
	This Study

	S. pneumoniae †
	AGCGATAGCTTTCTCCAAGTGG
	CTTAGCCAACAAATCGTTTACCG
	FAM-ACCCCAGCAAT
TCAAGTGTTCGCG-NFQ
	Ply
	Greiner et al.2001 [15]

	S. pneumoniae ‡
	CATTGGTGGCTTAGTAAGTGCAA
	TACTAACACAAGTTC
CTGATAAGGCAAGT
	56-FAM-TGTAAGCGG/ZEN/AAAAG
CAGGCCTTACCC-IABkFQ
	PiaB
	Brown et al.2001 [16]

	S. pyogenes †
	GCACTCGCTACTATTTCTTACCTCAA
	GTCACAATGTCTTGGAAACCAGTAAT
	FAM-CCGCAACTCATCAAG
GATTTCTGTTACCA-NFQ
	Spy
	CDC 2008; Kodani, 2011 [17]

	[bookmark: _Hlk108619629]S. algalactidae †
	GAACTCTAGTGGCTGGTGCATTG
	GGAGTTGTCACTTGATCAGCATGT
	FAM-ATTTTCACCAGCTGTATTAG-NFQ
	Cfb
	CDC [18]

	S. oralis ‡
	ACCAGCAGATACGAAAGAAGCAT
	AGGTTCGGGCAAGCGATCTTTCT
	56-FAM-AAGGCTGCT/ZEN/GTT
GCTGAAGAAGT-IABkFQ
	gtfR
	Alvarez, 2013 [19]

	Bacterial 16S ribosomal RNA gene ‡
	TCCTACGGGAGGCAGCAGT
	GGACTACCAGGGTATCTAATCCTGTT
	56-FAM-CGTATTACC/ZEN/GCG
GCTGCTGGCAC-IABkFQ
	16S
	Nadkarni et al., 2002 [20]



Note:  † Ordered from Thermofisher; ‡ ordered from Integrated DNA Technologies; NFQ is Nonfluorescent quencher; IABkFQ is an Iowa Black Fluorescent Quencher; BHQ1 is Black Hole Quencher 1.











Supplementary Table 2: External synthetic calibrator (gBlock) properties.
	gBlock™ name
	Assay-Set Targets †
	Length (bp)
	Amount 
(ng/µl) ‡
	Gene equivalents (Copy number)

	A1: Pool A gBlock, no. 1
	1, 4, 5, 6A/B/C/D, 33D, LytA, 19F (Atypical), 7A/F, 8, 9A/L/N/V
	1088
	8,09
	1,36 x 1010

	A2: Pool A gBlock, no. 2 
	10C/F, 11A/D, 14, 20, Hib, 16F, 22F, 15B/C, 18A/B/C, 19B/F
	1147
	6,73
	1,07 x 1010

	A3: Pool A gBlock, no. 3 
	 11F, 24A, 28A/F, 17A, 35F/47F, 41F, 12A/B/F/44/46, 23A/B/F, Eco, Sag, hIS1001, Nme
	1225
	8,53
	1,27 x 1010

	B1: Pool B gBlock, no. 1
	 3, 6A/C, 7B/C/40, 9A/V, 10B, 11A/B/C/E/F, 12B, 13, 15A/B/C/F, 16A, 34/37/17A, 18B/C/F, 19C
	1474
	3,82
	4,73 x 109


	B2: Pool B gBlock, no. 2
	19F, 22A/F, 23F, 25A/F, 33C, 35B, 46, 47A/F, Xis
	1023
	7,71
	1,38 x 1010

	B3: Pool B gBlock, no. 3
	BexA, Nla, Mca, Spy, Sau, 16S, PiaB, PtxS1, plS1001, IS481, Sor
	1122
	5,13
	8,34 x 109

	C1: Pool C gBlock, no. 1
	15A/F, Ply, 11B/C, 16F/18F/28A/F, 17F, 19A, 21, 23B, 24B/F, 25A/F/38, 27, 29
	1284
	7,04
	1,00 x 1010

	C2: Pool C gBlock no. 2
	 31, 32A/F, 33A/F/37, 33B, 34, 35A/C/42, 45, 48, 2, 10A, 9L/N
	1252
	5,28
	7,70 x 109

	C3: Pool C gBlock no 3
	 Aba, Kpn, 23A, BexB, IgA1, Pji, 36, 39, 41A, 43, 6C/D.
	1160
	4,11
	6,47 x 109


† Listed in order of position on gBlock; ‡ Average value of 3 successive Q-bit measurements






Supplementary Table 3: External synthetic calibrator (gBlock) sequences
	gBlock name
	gBlock sequence

	A1
	TACCAGACGATGCTTATCAATGACCCCTATATGTGTGATATCGTGCGGTAATTGAAGCTATGAGTTGTGCTTGCCCTTGTATAGGGTCTCCAGAGTTGCTGGGGCCACATCACCGCAGGTATCCCGTCGCCGGTTGGGATGACATTTCTACGCACTATCTTTCCTATTGGATGGTTAGTTGGTGATAGTTGATAAAGCATCAGCGACGGGGGTTGCTCTGGGTGCCATGAACTATTACGGGAGTATCTTATGTCTTTAATGGTTTGTCTCAGCAACTCTATTTGGCTGTGGGAATTCTAGTTTTAGGCTACTGGAATGCTGGCAGCGACGACCACCACACACACATGCAAGTTTGCACTAGAGTATGGGAAGGTGTTGTTCTGCCCTGAGCAACTGGTGCTACTTGTATCGAAGACATGGACATAATGTTAACCTATGAACTCGATCAGAGAACGTATAGTCTTGCGACATTTCATCCACAACTAGTTTTTTATCAAAAAGACCTTGGCGAGGTGAGGTAACGCATGTGGAACATACCAAGCATCTCCATCTAAGTTCTTACGCAATCTAGCAGATGAAGCTATTTGCCGAAAACGCTTGATACAGGGTATGCACGAATAACCAACCAAACAACTATTAATATGGTATATTTATGTCGCGTCCTTAGTTCTGGTTATTCGGGAATCCAGTTATGAAGGTGAGCTAACAGTGCGACACTTCGATTCGGTTCCTCATCCGCCCTACCGACAGTGGTACTAGAGGCGATGGCATGTGGCAAACCATAGTTGGCTATCGGCATGGTGGTGTTGTGAAATGATTAAGGAGGGCAAAAACGGTCTCCTAGCCACTCCAGCTATTCCCACTCATCAGTTTCCCATATGTTTCATTCTGATGGCAGATGGGTTGGGACGAGTAACGTTCGCTTCTTCAATTATTGATTGCCCACGCAATGGGGATGCTGGAATGGGCAAAGGGTAGTAAGTTAATCATGCTAACGGCTCATCGACGAGAAAATCTTGGGGAACCGATGGAGAGCCCGAGTTAAGGTGGAGCTCAAGTAAATGGTCTACCGACACTACTCTCAGAAG

	A2 
	TTCCACGGCTCAAGTAAATGGTCTTGATTAGTAAGGCAGGATGCATAAACCAGGAGGTACCGAGTTATGGATGTTCTTATTGGCTTGTGGAACAATATTCACAGTCTTGCCCTGTTCACAATACAGAGTGGGGTTGGGAGGGTAGATGTTATCATACACATGGCGGCCCAGCTACATTTATGGCAGTTATTGCTAAAGGAAAAATACCAATAGTTGTTCCGAGATTAAAGAAGTATTGGTGAGCATGTGAATGATCATCAGATGGATTGATACAACCCATGGCGACTGAAATGTCACTAGGAGAAGATATGTCATTCGTTTGCCAATACTTGATGGTCTCAGAGTATTGCAGTAATTGATGGACTGTATTATACCATGTGCCATCCACAGTTCGTAAAAGATACTGGCTGAGGAGCTATCTATTCAGGATAAGGTCTACTTTGTGGGAGTTCAGTCGAATATATCAGAATGGTTGAGTACTTTTGACTCCGTCTGCTGATGATTGCGCATGGGTACATCTGTTCGCCATAACTTCATCTTAGCACCACAAAACTTCTCATTCTTCGAGCCTAATTATTAATCACCGAGATAGAAGCGTAAGGGGGTACTAGAGTAGATCGACAATGGACATTTTCCAAATGAAGATGTCCACCTTATATCCAACAGAACGGTAGATATTTTGATTGTGCCGAAAGGTTTAGGAATAGCTGCATTAGAGCAACTGGTATTTTTGATATTGGAGAACAAAATGCTAACTTCGTTGGAGGTGTATGGCATGGCATTCCTTTGGGATTCTTGTTACCGTTAATTAGTTTGCTACAGGTTTTAGTATTGAGAAAGCGGATGATTGTAGCGATCCAACTATACCTCTTATATTGCTTTATGAATACTATTACTGGAACGCCTGTTGTTATTCACGCCTTACGTAACCGTTGGCCCTTGTGGTGGATGGAGTAAGGCTATTCGAGAAGTGCAACTTGAAGATGAAGCCTGTGGTCATGCGAGATACGACAGAAAGACCTGAAGGAGTAGCTGCTGGAACGTTGAAATTGGTTGGGACTGATGAGGAGACTAAATCACTCACAAAGAAAATTTAACGCTTGATGTGATGACCCCATAGTGTTCGAGGTCATTCCGAGTTATCCAG

	A3 
	GATGACCTTCGTGGCGTGCTAGTATGCATAGTGTTCGAGATGACCTGCTTCATGCCATGTGGTCCAGCTACTTTTATGGCTACTCCAATAGTTGTTCCGAGGCAAAAGAATGGGGAGCATGTGAATGATCATCTTGGAGTTGCTAATTATGGGAAGTCTGCGGGTATTTTACGATATGCTGTGCAGAGTGTGCACGTGTAAGAGATGATGAGGCATGCATATTAGTCAATGCAACTACAGGTATTTTTGATATCGGAGTAGAAAATAGTAGGTTGATTGGCGGTGCTCAGCGCTTCACAAACGTAGTAAACTAGTGAGTACGGGGTCTAGGCATCTGATTATGTCATTCGATTGCTTGGAACCTACGGTAACCCACGCCCATAATGAGCTTTTCAAACAGGAATTTTAGGATTTGCATATTGTTGGATATAGGTGGTCGTATATACTTGATGAATAAATCGGATTATTCGGACGACCAGTTGAACAGACCTATCTGTATGTTGATAATTTGTATGTCTCGCTCTAGGAATAATGCTCCTAGTTTTTGGGAGGAAGTGCTTTTACTTCTGTGCTAACAGTGGAGATATAGTTATGAATCATGAGAAAGCGGTTGCATTGATACGAAGAGAAGCATCGAAGATTATTCGCTTGCCTCTTCATGGATTTGTAAGCGGACGTGCGATTGTTCTGGAAAGCTTATTTCGGCTATTAAGGGTCTCCAGAGGTATTGTAGGTGGACTTTCCGATGCAAGAAATGTCGGTATAGATAAAGCGGAGATTACCTCATTTTTGTTGACAGTGTCATGAACGGTTGGTTATGTCCAAAGCGGCGATTTGGACGGCAGAGAAGGTACTGGAAAAAGAACTTCTGGCCTGGCAGGAGACTGCATCAGCTATCCTGGAACTCTAGTGGCTGGTGCATTGTATTTTCACCAGCTGTATTAGGTACATGCTGATCAAGTGACAACTCCAGGGCCCTCGATGCTGGGAGCCGGTGGCGACAGCGAGACAGAATCCCGTGCAGATAGGCTTTTAGCTTGAGCGCGAAGTGAGCCAAGGCGGCCACATGGTTACCCATGGCGATGATGCACACTTAGGTGATTTACCTGCATTCATGATGGCACAGCAACAAATCCTGTTTTCTCTATTATGATCCACACGGGTGGCACGATTATGCTAGTCATCACCGAATACGGTGTGGATACGTTAGCGTATGCGGCCTGCA

	B1
	TTAACTTTAAGCTTGATGTGATGACCTTTTGCCATAGTGTTCGAGGTCATTGGTCAGCAGAAAGTATGCATTGGTTATTGGATGTGGTTTATCGTGAAGACCATCATCAGACCCTGGATAAACGAGCTGCACCTTAATCTTATCCGGTGCATTGCTAGAGATGGTTCCTTCAGTTGATATTGATAAAGATTATTTATATATAGAAAAACTGGCAGTTTGCACTAGAGTATGGGAAGGTGTTGTTGAGCAACTGGTCTTGTATCGAAGACATGGACATAATGTAACAACTAGTCATCATCCAGATATAGTCATTCCCAATCAGGGGTTGGTGGGTCAGTAATCGATAATGAGGGAAAAATTCATCATGGGATTTACCTTCTTTTAAGAGCGTTGTACTTGCAGAGGTTGAAGGTATCCTATATACTGCTTTAGGTATGTAGCGGTTGTCAATGTGTTTCTTTCAGATATTGGCAGATTCGGGAATAGGACCTGCAATAAAATATGAGATTGGTAAGGAATATTCTGGTCAACGGATTCCAATGCACTCGGTAACTTATGAATGGAATTCGTTTAAGTGAAAAGACATGTTGACATTCAGTAGTATGGAGATACCGCATTTCTTATCGCACTATATTTTGAATCAGTCTGACCGTTTGATGATTAACATGTTTGATGGTAAGGAGAAATTAGCTATATATAGTCTAGCTGGTTGCTGATCAAAAGGTCTATGTTTCACTTTGATGATTTGGAAAGATTTTTATCTAATTGCTAAAAATCTTACTTTGAACCTAGGATATGCTGAACGATATGGATCGGATTTAGTAGTAACCCCATTGAGAGTAGTAAGAGATCATATTCAAGGTGGAAATGCATCCTCAATCAAGAATGCCATTATAGGGGAGAGATCTTGAATCAGGTAGATTGATTTCTGCTATGTCTCCGGCTTTTGTCTTCTCTGTATTAGGAAATATCATTAGGACTCAGTATTTGATTCCTAGAGGATGTTAGAACTATGTGGGATGCTAGCAGGAACTTTTCTAGGGGCTATACGCCATAATGGATTCATCCCGTGGGACGTTTCGGATTTGGACAGGGAGACAGATCGAGATGATTATCGTGGCTTCTGGATACTATGTACGAACAGATGGACTTGACCGACTATACTCCATTTGAGACGTTTATTCGGGCGAGTTAGTGAGTTGTTGTACGCCTTATGTACATGGCATTTGCAGGATTTCTAACTCTGATTGAATACTTGTATGCTTATGGTCTTTTCGATTAACAACTCTGGACGTTAGATTTTGCTGTCAGCGACGTATTTACTATGAGTAAATGGTTTTCAGATTACTTGATAGCTCTGAGTTCATTATGTGGGGGCAGGAACAAATCTTGACCACTCTCATAAGGAACGTAATGAGACATGGACTTACTATAAGACTTGACAGTAGAAGGAAAAGTCAAATCTGTCTCTTAG

	B2
	ATCTTCCTACAGGAAGGACGAAGCCAATATACAACCTTGTACGTCTTAGTAATGGATATACAGGTTCGGGAAATTGCAACAAGAAGTGGCAGATGATTTATCATTGCTTATGGCGCAGAGATGACGTATCTGGGGTGGATTGTATAGTCTATTAAATAACCCATTGGAATTGAAACGGCTTGGAGAATGTGCCCATAAGCGAATTACGGAACAGTTTATGTGGTCTTCAATTGCGAGGAGATTTGATTGAGGCAGACATTGCTATTTGCGATCCTGTTCATTCTTTCTCCGGCATCAAACGTTAAGGTTTACGAAACAACGGAGGCTCTATGTGAGATGTTTTATCACCGCTTATTTATGATACCAACTAGAATCAGCAGGACACCCGCTGGACTTACTGCAATACTGCGAGTAAATTATCAAAAGATATTCCATTTTTGAGGTGCGCTATTCCCTGTCACAGTCAGAGACAGTTTCAGCAAATCTTAGATGGAAGACAAGTTTGTGGATAGGACACGGTCCAACGTTTATAAGAGGTGTAGGCTATGCTCAGGGAGGATTATTTCTATTTCTAATCAAGGCATGGAGGTGGAGCATACAAGACAATTTAAACAATATTAGTAAAGCGCAGGTCAAGCAAATATTTTATATCGAGTTGTGCAGTCTTTACAAAGGTGCCTGGTTTGGCAAGTCGAAGTTTTTATATCTCTATTGGTTTGTAATCATTCTTTCTTCAATTCCTTTCTGAGCTTCGTCCAGTTCCTGGGATATTAGTAGCGATGCTGTGAATTATAGTAAAGAGGAATTGGTAGAGAGTTTGTGGATCCACTTGATGGAATGCCTGCTGCCCCGACGGATGATGGTTCAACTTTCTCAGTTTAATAGTTTAGTAAAGCAGGTGACTGGTAGGTAACACAGCAGTTGCTTGCGGTGCACTTGTAGGAGCAGCATTAGGAGCCACTGGTCTCTTAGGAACTGTAACTTTGACAAATATGGAGCAAATGATATTTTACCTGGTTTAAC

	B3
	ACTGTGAAGAAATACTCTTCGTATGATGTTGATCCAGACTATGTGACTCGACAGAATTTTCTGAATTAGGTGATTATCTTTATGAACAGGGATGAAAGCTCGGCTTGCATTTCTCTTTCTGTTGAATTTGATTGTCGCCAACAAACTATTGACAACTTCTGTTATTTTGCCCGAGAACCATTGTATCGTATTGGAGCGGACTAAAGCAAATATAGAACGTGATAAGAACCGCCAAGCCTCATGAGGCGCTGACGGCGGTGAGTGCCGCTTTTACAACCACTGCTTTTGCAGCTGTTAGCCAGCCTGTTGTCTTGGCAGGCGATACAGTGGTCAGTGATCGCCGCACTCGCTACTATTTCTTACCTCAAATCCGCAACTCATCAAGGATTTCTGTTACCAACTATTACTGGTTTCCAAGACATTGTGACCGGGCAATACGCAGCTACTAGTAGCTCAGCAAATGCATCACAAACAGATAATGGCGTAAATAGGTGGTTCTGAAGATCCAACAGTATATAGTGCTGAGAGGATGGGACACGGTCCCTCCTACGGGAGGCAGCAGTTGTGCCAGCAGCCGCGGTAATACGGCAAACAGTAGATACCCTGGTAGTCCCATCAAGCATAAGCCATATAAGTTTTGCAATCATTGGTGGCTTAGTAAGTGCAAGCTGTAAGCGGAAAAGCACTTGCCTTATCAGGAACTTGTGTTAGTATGTAAGGTACCTCATAACTGCCGCCAGCTCGTACTTCGACAATACGTCGACACTTATGGCGATAAATGCCGGCCGTATCGGATCTTTACCTTGCGATGCGTAACTGCCGTTTCGAACGCGTGGAATGGCGAAGACCCAGGGCGCACGCTGTCCGTTCTATTTGAAGCCAACGGCCTGCAATCATCCGATGTACGTGGCCAAGGCCGAACGCTTCATAGTTACGCTCACACCTACCAGAACTCAACAGTCGGCCTTGCGTGAGTGGGATGCTCAAGAGCCTGCTAAACCAGCAGATACGAAAGAAGCATCAAAGGCTGCTGTTGCTAGAAAGATCGCTTGGAACCTTTTAAGCACGCCGTAAACGACAATCAATACCATATTCCTTATTTAGAAGCCAGTATTGAGGCTC

	C1
	GATATGATAGTTGATGGAGACAGGTGACATATGACTACACTGTATCAAGTTGTTCATATATTCGTTATTTAGTGAATTGCTATACTCCGATGTTGGCAGCAGCAGTAATGTAGATTCTTATTCTGCAGGGAGAGCTCACATTAGTTTAATGCTCAGCGATAGCTTTCTCCAAGTGGAAGACCCCAGCAATTCAAGTGTTCGCGGAGCGGTAAACGATTTGTTGGCTAAGTGGCATCAAGAAATGGCCGCTATCAAATTTGGCGTATTGCTTATCACTTCCGTGGCAAGATTCTGGTGCTAAGATGGGGATCAACTATGCTCATAATCAGCATGCCAGATGTACCTTTGTCGTATTGGTTTCGGACTCTTTCGTGGATGGTTGTACGTGGAATCGGATTTGGTCCGCATTGGACAAGGAGTTTCTATCTTAGCAAAGCGTAAATTATTTGTTGGCAACTAGTAAAGATTTCATGTCCTATAAGGGAGAAGTTTGTACATGGTCTGGATTTATGATTGCTTCTCATAAACAGGGACGCCTAGTTAGTATCATCACCAGATATCTTTCGACGACGTATCAGCTTCACCACCCAAAACGGTTGACGCATTATACTTATGAAGAGGTTAAGGCTCTCAATGACAATTAGCAATAGATAATGGAGTTGATATGCCATTTGAAGGACCAGTTGTTGAAATGGCATTGCTTCGTAAAGTTGGTATTCCTGATAGTGGCTTTTTTATTGTAATTGGTATCGTCTCTTTTAGTGTTGAAGAAATTGCTCCAGAAACATATAGAGCTATTTATCTTTCGTGGTTTTTGTTAGTGGTTGAGGCTAGTCTTTTGGTTTATATTAATTCCATTTCTGAAAGTAATTAGTAAGATTAACGGAAGATTGGTTGCTGACAATTTTGGGACTGTGGATGTTGGAGCTATTTTAAAAGTAGATGGAAGCAAGTCTTACGTAGAACCTCTCTGGATGAATTGCCACAGATTTGGAATATTTTGGTCGGTCACATGTCGCTTGTAGGACCAATAATAGGTAGAGGAAGTGATTCATTAGCGATTTAGCGACTGATATCCTATGTGGAAGGCGTTTGAAGGTGACTATCACGCGAGATCGATTTTGAGAGACTATTCGAGCAATTGGACGACTTCGAGTTGTGCCGTTTTTACAAACGCAGAGAAAAGACTAGGATTCAGAAAAATTTTAGAGGTGGGTACGCCTTGGAAGATTCGCATGAGAAATGACGTCCTCATCAGAGAGGGATAGCAAGTTATTGTCGGCG

	C2
	TGATTCAACTGTTCTAATTACCGCTCCAAGAGCATTTACAAACATAGGTCGGTCATTTTATTAGCAGAAGTTTTAAGTCACGGACATCCTTGCGGTTTTACGTGGGGGGACCCTTAGTGACATCTGTAATGCTGAGAAGGCTCTCGGAGGATTGTGTACTTCCTGTTCTAGGCTTGGTGGAGCAGTGGTTGGGTTTGAACAAGAGAGACGCTATTTTCCTCTGGGAAGTGGTTTTGCTACATCTGGAACTGGTTCAGCAACTATACGCTGGCATGGCAGAAAAGTCCTAAGGTATTTCAGACGGTCTTAGAACCTGTCCAATGAAGAGCAAGACTTGACAGTCCTGTTAGTGCACCTGTATTTAACGATAAATGGCGTGAACAACGAATAGGAGATGAAGGAGTTTTGAATGCTGTTCTGGAAGGACATGTCTTGATTGTCCGGTGGAGTAGGTCAAGATGGGAACTATTCAAGTACATTGGCGCTCCGTTACTCAGTATATTGGGGAGAACAGACACCCTAGCTATGGGATGAACCTGTGTTTCAAGCTTCCCCTTTAGACTTTCAAAATACCCAGGACACCCGTTCAACGATACGTGATACTTTGATTTCATTTTTTGTTATGGGTGGGGAGATGAGATATTGATCTAGCTACTTGACTAAAATATTTGAACTGCTAGGGAGCGAGGTCACTAAAAGTCATACAGCGAAATCGACTCGTCTACCAAGATAGGGAGAGCAGCATTAGGGGCAGGTTTTGCTTCATATGGGAGCAACGCTGCTTATGTGTATTACTCTCCCCTGTAGCTAATGATAACTTTTGGCCGATTTTTGAGCAGTTGCTCCTCTATTTGTACCAACGGGGCGTGCGTTATGGACTGGCTGATGGTTCTCTAGGTCAACGTATTGGAACTCTTAGAAATTGGGAAAATAAAGGCTATTATTGGGTCAGGATTTATGCACAGTTTGGTGGTTCTATATCCTCTCCTATCAACTATTACTCATTATACTACCTATCATTACAACTCCCTATGTGACACGGGTCTTTTCTTTGAATGATCTAGGGACTTATGGTTATTCTGATGTTCATGGCTATTATGAAGCGTGGAATTTTCTATACTGCAATAGGGCAATTCTTAGCCGGATTCTCTCACCTGTAGAATATGGTATCGTAGCAGTAGGATTCAATGTACAAGTGGTATCATTATAGTGGGGGTGTTATACGGCGAAACTATTTATGTTAGTTTTCCGC

	C3
	GAGCTCATGTCTAAGTGAAGTGGTCGATGGTGGGTCCTGTTCCGCTATTCCATCAAGATTTAGCTCGTCGTATTGGACTTTGGCAATGCAGATATCGGTACCCAGAAAATTACTCCTCAGCAAGAGGCACAGTTTGCTCCATTACAACCCAGGCCGAATATGACGAATTAACTACCGTCACCCGCCACAGATTCATGAGCAGATCACCCGTCTGTTCCACGCGTTAGTGCGTTAAGTACTCCCCTCCATTACCCATTTGGTATGGGAGTAGGGAGTGTGGGAGAGGTTCACAAACAGCACTTTCTTCAGAGGAGGAATTGGAATGATAATTGCAACACTCAGTTTCGTTTTATTACCAAGCGCATTCTTCTTCGTCCATAACCTTCTCTAGCCTTGTTGTTACTGGAAACTGATCATAATGCGAAATTTGCTCGCCATACTGCACAATTGGTTTAACCGCAGGCAAAGCATTTAATCTTGGCAATTTTGGGGTTACACAGACATCGACACACACGAGTACATCTACCATCACATCTACGATTACATACTCACATCAACGAGGCGGTGTAGCAATGGTTATTTCGTTCTTTGCTAATCAGGCAGACTGGCCTTGTCTATTCAGCCCTTCTGGTCTCATTGTAGCGGGCATTCTTGAGTTCCCAATTTACAATATAATCGCGAAGGAGAACATAACTATGGAGGACAAAAAAATGAACTAACTCAAATAGTAACGTAAGTCAGGCGTATTCTTCACAAGGGAAATACCGCAAATAAACAAGAAAATTACAGTATGTATCTCTTAAGGTTGAATAGAAAGTTTTGAGCAAATAGATGTATCCCAGTTAACACTACCTTTGAAGCTAGACTATTCGGTCGTGGGACATTAAACCAAAAGAGCTACCGAAGTTGAACTGCGAATATTTAAAGTTGAAAGAGGCTACATCAAATAGTTGGCGAGCTCGGTAGGGGTGAGTACTATTGGAGTGCTTTGGAAGTTACGGTGTGATTCAGTAGTAATTAGTATGGGACAGTTGGGATGATTGGTCGTATTAGTAGATGGCGAATTGCGTGGATCGAACTGAAGAACTAATTGAAGAGGTACATTACGCCAGACCGCCATGGCATACAGTGGTTACTTACGAAAGTATAGGCTTTTTGGT



Supplementary Table 4: Assay-set pools for specific target amplification/Pre-Amplification (Pre-Amp)
	Pool A (n=32)
	Pool B (n=32)
	Pool C (n=34)

	1
	3
	2

	4
	6A/C
	6C/D

	5
	7B/C, 40
	9L/N

	6A/B/C/D(F/G/H)
	9A/V
	10A

	7A/F
	10B
	11B/C

	8
	11A/B/C/D/F/(E)
	15A/F

	9A/L/N/V
	12B
	16F, 18F, 28A/F

	10C/F
	13
	17F

	11A/D
	15A/B/C/F
	19A

	11F
	16A
	21

	12A/B/F, 44, 46
	34, 37, 17A
	23A

	14
	18B/C/F
	23B

	16F
	19F
	24B/F

	15B/C
	22A/F
	25A/F, 38

	18A/B/C
	23F
	27

	19B/F
	25A/F
	29

	20
	33C
	31

	22F
	35B
	32A/F

	23A/B/F
	46
	33A/F, 37

	24A
	47A/F
	33B

	28A/F
	PiaB
	34

	33D
	BexA
	35A/C, 42

	17A
	IS481
	36

	35F, 47F
	PtxS1
	39

	41F
	pIS1001
	41A

	Eco
	Mca
	43

	LytA
	Nla
	45

	Sag
	Sau
	48

	Hin-b
	Spy
	IgA1

	hIS1001
	Xisco
	Ply

	Nme
	16S
	BexB

	-
	Sor
	Pji

	-
	-
	Aba

	-
	-
	Kpn





B: Flex Six12.12 Gene Expression (GE) IFC
A: 96.96 Gene Expression (GE) Dynamic Array IFC

[image: ]
Supplementary Figure 1: Schematic of the Standard BioTools™, formerly Fluidigm® integrated fluidic circuit (IFC) adapted from Fluidigm quick reference guide PN68000130E1 and PN100-7251C1 available at https://www.standardbio.com/. Panel A is the 96.96 Gene Expression (GE) Dynamic Array™ and panel B is the Flex Six™ 12.12 GE array. The indicated accumulator is where the control line fluid is aspirated prior to priming the plate in the Fluidigm IFC Controller HX. The indicated assay and sample inlets are where the assay-mix and sample-mix are aspirated respectively after the plate is primed and before the reaction set and samples are loaded into the plate in the IFC controller. 

[image: Figure 3] 
[bookmark: _Hlk72867856]Supplementary Figure 2: Flow diagram of the Specific Target Amplification (STA) within single 0.6ml PCR tubes in the Bio-Rad T100 Thermal Cycler and the nano-fluidic high throughput real-time PCR within the 96.96 Gene Expression (GE) Dynamic Array Integrated Fluidic Circuit (IFC) carried out in the IFC Controller HX and the BioMark HD (Fluidigm).
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Combine the STA product from each pool (n=3) for each
sample (SpL each) with 10pL of molecular grade H,0

f Sample pre-mix: Combine 3pL of 2x GE Tag, 0.3uL sample
loading reagent and 2.7uL STA product per sample

Prime IFC: Inject supplied Control Line Fluid into the accumulator

valves of the 96.96 IFC and place the IFC in the Fluidigm IFC
Controller HX instrument and run the ‘Prime Script’ program.

Aspirate SpL per well Assay-set loading pre-mix into assay
inlet panel of the IFC (n=96)

Aspirate each sample pre-mix into sample inlet panel of

the IFC (n=96)

Load Mix: Place the IFC back in the Fluidigm IFC Controller HX
instrument and run the ‘Load Mix" Script.

Run real-time PCR: Load the IFCinto the Fluidigm BioMark HD
instrument and run the GE Standard 96.96 protocol.
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B: Flex-SIX 12.12 Gene Expression (GE) IFC™

A: 96.96 Gene Expression (GE) Dynamic Array IFC’

Accumulator

Accumulator

Accumulator

)
6,

28l

(LEEEEORANEHEERE
10/0/0/6/0/6]0/6/0/6/0/0/5/0/0]

Accumulator

(LEEAXWEONEYEEREM)
LEHEEWEEEEYEEEE®®|
LEHEEREHNEE O]

EEEEEEEEEEEEEREE)

|

Sample inlets

Assay inlets

Sample inlets

A

Assay inlets




