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Additional file 1: Table S1  Nucleotide sequences of primers used in nested PCR. 
	Organism (reference)
	Primers
	Sequence (5' to 3')
	Amplification
	Target gene (nested/semi-nested amplification product size)

	Rickettsia (1)
	17kD1_F 
	GCTCTTGCAACTTCTATGTT
	Primary
	17-kDa protein gene 
(232 bp)

	
	17kD2_R 
	CATTGTTCGTCAGGTTGGCG
	Primary
	

	
	17kN1_F 
	CATTACTTGGTTCTCAATTCGGT
	Nested
	

	
	17kN2_R 
	GTTTTATTAGTGGTTACGTAA
	Nested
	

	Rickettsia (2, 3)
	190.70p 
	ATGGCGAATATTTCTCCAAAA
	Primary 
	ompA 
(532 bp)

	
	190.701n 
	GTTCCGTTAATGGCAGCATCT
	Primary
	

	
	190.70p
	ATGGCGAATATTTCTCCAAAA
	Semi-nested
	

	
	190.602n
	AGTGCAGCATTCGCTCCCCCT
	Semi-nested
	

	Rickettsia (3, 4)
	RpCS.877p
	GGGGGCCTGCTCACGGCGG
	Primary
	gltA
(338 bp)

	
	RpCS1258n
	ATTGCAAAAAGTACAGTGAACA
	Primary
	

	
	RpCS896p
	GGCTAATGAAGCAGTGATAA
	Nested
	

	
	RpCS1233n
	GCGACGGTATACCCATAGC
	Nested
	

	Ehrlichia sp. (Panola 
	Ehr3CS-185F
	GCCACCGCAGATAGTTAGGGA
	Primary
	gltA gene 
(400 bp)

	Mountain) (5)
	Ehr3CS-777R
	TTCGTGCTCGTGGATCATAGTTTT
	Primary
	

	
	Ehr3CS-214F
	CATTTCCACAGCATTCTCATC
	Nested
	

	
	Ehr3CS-619R
	TGAGCTGGTCCCCACAAAGTT
	Nested
	

	E. chaffeensis (6)
	FB5A
	GTGACATCTTAGTTTAATAGAAC
	Primary
	Antigen expressing gene containing a variable number of tandem repeats 
(391-841 bp)

	
	FB3A
	AAGACTGAAACGTTATAGAG
	Primary
	

	
	FB5C
	GTTGATCATGTACCTGTGTG
	Nested
	

	
	FB3
	GCCTAATTCAGATAAACTAAC
	Nested
	

	E. ewingii (7)
	EC12A
	TGATCCTGGCTCAGAACGAACG
	Primary
	16S rRNA gene 
(403 bp)

	
	EC11I
	GGACTACIAGGGTATCTAAT
	Primary
	

	
	EWF1
	TCGAACGAACAATTCCTAAA
	Nested
	

	
	HE3
	TATAGGTACCGTCATTATCTTCCCTAT
	Nested
	

	A. phagocytophilum (8)
	HS1a
	AITGGGCTGGTAITGAAAT
	Primary
	Heat shock operon (groESL) (1297 bp)

	
	HS6a
	CCICCIGGIACIAIACCTTC
	Primary
	

	
	HS43
	AT[A/T]GC[A/T]AA[G/A]GAAGCATAGTC
	Nested
	

	
	HSVR
	CTCAACAGCAGCTCTAGTAGC
	Nested
	




Table S2  Nucleotide sequences of primers and probes used in the PCR-RLB hybridization assay
	Organism(s)a
	Primers
	Probes
	Sequence (5' to 3')
	Reference

	Rickettsia 
	RCK/23-5-F
	
	GATAGGTCRGRTGTGGAAGCAC
	9

	
	RCK/23-5-R
	
	TCGGGAYGGGATCGTGTGTTTC
	9

	Rickettsia
	
	GP-RICK
	TAGCTCGATTGRTTTACTTTG
	9

	SFG (Spotted Fever Group)
	
	GP-SFG
	ACTCACAARGTTATCAGGT
	9

	R. amblyommii
	
	P-AMB
	GATATTAAGAACTTTTGTGAGTTG
	This study

	R. bellii
	
	P-BELL
	GTGTTTATTCTATAATATGTCAG
	9

	R. canadensis
	
	P-CAN
	CMACAATATTTTCTATCTTTTG
	This study

	R. conorii
	
	P-CON
	GTTATATACTGTAGCCCTG
	9

	R. massiliae, R. montanensis
	
	P-MAS/MON
	ATATGATGTTAAGAATTTTTT
	This study

	R. massiliae, R. rhipicephali
	
	P-MAS/RHIPI
	TTATTGCATCACTAATGTTA
	This study

	R. montanensis
	
	P-MON3
	TTACATATGTATATAGTGT
	This study

	R. amblyommii, R. montanensis, R. rickettsii
	
	P-MON4
	GATATCCAGCGAAAATTATT
	This study

	R. canadensis, R. conorii, R. parkeri
	
	P-PAR
	GCTGAGTATCGTATAAAAGTTA
	This study

	R. rhipicephali
	
	P-RHIPI
	GTTAAGATATAATGTTAAG
	This study

	R. rickettsii, R. sibirica
	
	P-RI/SI
	GTTATACTGTAGTCCTGCAA
	9

	R. rickettsii
	
	P-RIC
	CATTAACAGTAGACTATAATAC
	This study

	TG (Typhus Group)
	
	GP-TG
	GTTATTCTATCGTTTTATGTYACG
	9

	R. typhi
	
	P-TYPHI
	ATGTCACGATTTGACCGTAAGATC
	9


aSpecificity was determined based on hybridization with control DNAs representing 10 Rickettsia species.
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