	Species
	Gene ID
	Protein ID

	Clostridium acetobutylicum ATCC 824
	U15277
	AAB03723

	Clostridium beijerincki NCIMB 8052
	CP000721
	ABR36220

	Clostridium difficile QCD-32g58
	NZ_AAML04000014
	ZP_01802842

	Clostridium diolis
	AY652732
	AAU88255

	Clostridium pasteurianum ATCC 6013
	M81737
	AAA23248

	Clostridium perfringens NCTC8237
	AB016775
	BAA74726

	Clostridium roseum
	AY652733
	AAU88256

	Clostridium saccharobutylicum P262
	U09760
	AAA85785

	Clostridium thermocellum ATCC 27405
	AF148212
	AAD33071


TABLE S1. Fe-hydrogenase gene and protein sequences used for primer design
TABLE S2. Three degenerate primers designed for the Fe-hydrogenase gene of Clostridium


	Name
	Sequence (5’-3’)
	Length of product
	Use

	HydA-S1
	GGD GCW GAT ATG ACD ATW ATG GAR GA
	Primer pair HydA-S1 and HydA-A1: about 695bp;

Primer pair HydA-S2 and HydA-A1: about 200bp, a part of the product of primer pair HydA-S1 and HydA-A1.
	Primer pair HydA-S1 and HydA-A1: for clone library construction; 

Primer pair HydA-S2 and HydA-A1: for quantitative PCR and DGGE analysis.

	HydA-S2
	GGW GCH ACH GGH GGV GTT AT
	
	

	HydA-A1
	CCD KGR CAD GCC ATT AYT TC
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FIG. S1. Agarose gel images showing the Fe-hydrogenase gene fragments amplified from the genomic DNAs of six different clostridia species (C. acetobutylicum, C. beijerinckii, C. butyricum, C. diolis, C. perfringens, and Clostridium sp. 3–9) using the primer pairs HydA-S1/HydA-A1 (A) and HydA-S2/HydA-A1 (B).

