Supplementary Material 2
Multiplex PCR
[bookmark: _Hlk525740061]The multiplex PCR protocol of van Asten et al. [1] was used to screen for the presence of cpa, cpb, iA, etx, cpe and cpb2. Each 50 μl reaction contained 1 μl DNA template (prepared by suspending colonies in distilled water, heating at 95 °C for 10 minutes and centrifuging at 17,000 xg-1), 7.5 μl 10 nM primer mix (Table 2), 10 μl 5x Taq Master Mix (New England Biolabs), 31.5 μl ultra-pure water. Thermal cycling consisted of initial denaturation at 94 °C for 1 minute followed by 34 cycles of denaturation at 94 °C for 20 seconds, annealing at 53 °C for 1 minute, extension at 68 °C for 1 minute, followed by final extension at 68 °C for 1 minute. 
Table 2. C. perfringens toxin gene multiplex PCR primers.  
	Primer
	Gene
	Sequence (5’-3’)
	Product length (bp)

	AlphaF
	cpa
	GCTAATGTTACTGCCGTTGA
	324

	AlphaR
	
	CCTCTGATACATCGTGTAAG
	

	BetaF
	cpb
	GCGAATATGCTGAATCATCTA
	195

	BetaR
	
	GCAGGAACATTAGTATATCTTC
	

	Beta2F
	cpb2
	AGATTTTAAATATGATCCTAAC
	548

	Beta2R
	
	CCAATACCCTTCACCAAATACTC
	

	EnterotoxinF
	cpe
	GGAGATGGTTGGATATTAGG
	485

	EnterotoxinR
	
	GGACCAGCAGTTGTAGATA
	

	EpsilonF
	etx
	GCGGTGATATCCATCTATTC
	376

	EpsilonR
	
	CCACTTACTTGTCCTACTAAC
	

	IotaF
	iA
	ACTACTCTCAGACAAGACAG
	272

	IotaR
	
	CTTTCCTTCTATTACTATACG
	



Primer pairs used in the multiplex PCR to target six toxin genes, the oligonucleotide sequence of the primers, and expected product size [1].

Duplex PCR
[bookmark: _Hlk525740075]A duplex PCR was carried out to screen for BEC genes becA and becB as in Yonogi et al [2]. Each 25 μl reaction contained 1 μl DNA template, 0.5 μl of each primer (Table 3), 5 μl 5x Taq Master Mix (New England Biolabs) and 17 μl ultra-pure water. Thermal cycling consisted of initial denaturation at 94 °C for 3 minutes followed by 34 cycles of denaturation at 94 °C for 30 seconds, annealing at 53 °C for 30 seconds, extension at 68 °C for 1 minute, followed by final extension at 68 °C for 5 minutes. 

Table 3. BEC gene duplex primers.
	Primer
	Gene
	Sequence (5’-3’)
	Product length (bp)

	becA F
	becA
	CAATGGGGCGAAGAAAATTA
	324

	becA R
	
	AACCATGATCAATTAAAACCTCA
	

	becB F
	becB
	TGCAAATGACCCTTACACTGA
	195

	becB R
	
	AGATTGGAGCAGAGCCAGAA
	



Primer pairs used in the duplex PCR to target becA/B toxin genes, the oligonucleotide sequence of the primers, and expected product size [2]

Single PCR 
[bookmark: _Hlk525740090]Single PCRs were carried out for netB, pfoA, and colA genes using the primers shown in table 4. The following PCR reaction mix was used: 0.5 µl of each primer (Table 4), 5 µl 5x Taq Master Mix (New England Biolabs, UK), 1 µl template DNA and 18 µl of ultra-pure water. Thermal cycling settings for netB consisted of initial denaturation at 94 °C for 3 minutes followed by 34 cycles of denaturation at 94 °C for 30 seconds, annealing at 55 °C for 30 seconds, extension at 68 °C for 1 minute, followed by final extension at 68 °C for 5 minutes. Thermal cycling settings for pfoA and colA consisted of initial denaturation at 94 °C for 2 minutes followed by 34 cycles of denaturation at 94 °C for 30 seconds, annealing at 55 °C for 1 minute, extension at 68 °C for 1 minute, followed by final extension at 68 °C for 8 minutes. 
Table 4. Single PCR primers for netB, pfoA and colA. 
	Primer
	Gene
	Sequence (5’-3’)
	Product length (bp)

	netB F
	netB
	CGCTTCACATAAAGGTTGGAAGGC
	316

	netB R
	
	TCCAGCACCAGCAGTTTTTCCT
	

	pfoA F
	pfoA
	CAAGTATTGCAATGGCTTTATGTCTG
	866

	pfoA R
	
	CTTTATAAGAGCTTTGAAAGCAGCTTG
	

	colA F
	colA
	ATTAGAAAGTTTATGTACAATAGGTG
	816

	colA R
	
	AAGACATTCTATTATTTCTATCGTAAGC
	



Primer pairs used in individual PCRs to target netB [3], pfoA [4] and colA [4] toxin genes, the oligonucleotide sequence of the primers, and expected product size.

PCR Controls
[bookmark: _GoBack]Positive and negative PCR controls were run using typed strains with known presence of toxin genes. For the cpa, pfoA and colA genes the ATCC 13124 strain was used and for the cpb, etx and cpb2 genes the ATCC 3626 strain was used. For the other genes ATCC controls were sought but were not available, hence strains sequenced within the lab and known to contain the appropriate toxin genes were used. 

Gel electrophoresis 
Multiplex PCR products were visualised on a 2.5% agarose gel, and all other PCR products visualised on 1.5% agarose gels stained with ethidium bromide, using 10 µl of reaction mix and 2 µl of 5x blue loading buffer. The loading mix was run at 125 V, 400 mA for 60 minutes alongside a 50 bp ladder and the gel visualised using a Chemidoc Gel Imager (Bio-Rad) and analyzed by Image Lab software (Bio-Rad).
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