Supplementary material

Table S1. Identification of S100 proteins present in HW extracts from different host species by MALDI-TOF-based proteomics. All the proteins identified match the known host origin of the corresponding extract. Peptides in boldface correspond to significant peptide scores; whenever more than one peptide is listed, peptide sets have additionally yielded significant protein scores. M represents oxidised methionine residues and C indicates cysteine residues modified by propionamide. 

	Host origin
	Apparent MW (kDa)
	MS signal m/z
	Peptide identified
	Protein 
	GeneBank accession number
	Predicted MW

(kDa)
	

	mouse
	14
	879.4
	K.LHENNPR.G
	S100A91
	CAC14292
	13
	

	
	
	1232.5
	R.GHGHSHGKGCGK.-
	
	
	
	

	
	
	1412.6
	R.QMVEAQLATFMK.K
	
	
	
	

	
	
	1681.8
	R.SITTIIDTFHQYSR.K
	
	
	
	

	mouse
	8
	2784.3
	K.ALSNLIDVYHNYSNIQGNHHALYK.N
	S100A82
	NP_038678
	9
	

	cattle
	8
	1030.6
	R.VGHFDTLNK.R
	S100A12
	DAA31757
	11
	

	
	
	1186.7
	R.VGHFDTLNKR.E
	
	
	
	

	
	
	1653.9
	K.DGAVSFEEFVVLVSR.V
	
	
	
	

	
	
	2183.1
	K.LEDHLEGIINIFHQYSVR.V
	
	
	
	

	
	
	2412.3
	M.TKLEDHLEGIINIFHQYSVR.V3
	
	
	
	

	
	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V
	
	
	
	

	pig
	8
	1059.6
	R.LGHYDTLIK.R
	S100A124
	ACG60599


	11
	

	
	
	1215.7
	R.LGHYDTLIKR.E
	
	
	
	

	
	
	1895.9
	K.IFQNLDANQDEQVSFK.E
	
	
	
	

	
	
	2183.1
	K.LEDHLEGIINIFHQYSVR.L
	
	
	
	

	
	
	2292.2
	K.EFVVLVTDVLITAHDNIHKE.-
	
	
	
	

	
	
	2412.2
	M.TKLEDHLEGIINIFHQYSVR.L3
	
	
	
	

	sheep
	8
	1201.7
	R.LGHYDTLVKR.E
	S100A125,6
	EE7683787, EE7646397, DY4869457
	11
	

	
	
	1539.8
	K.EVSFEEFVVLVSR.V
	
	
	
	

	
	
	1782.9
	K.DKEVSFEEFVVLVSR.V
	
	
	
	

	
	
	1878.9
	K.DQPSIDEIFQDLDTDK.D
	
	
	
	

	
	
	2197.1
	K.LEDHLEGIINIFHQYSIR.L
	
	
	
	

	


(1) The signals assigned to histone H4, a major component of the band in the sample subjected to MS/MS analysis (but not of the sample shown in Figure 1), were excluded for purpose of this search. 

(2) Search carried out using only the fragmentation pattern of the m/z = 2784.3 signal. 
(3) Identification of these peptides indicates that the proteins lack their initial methionine residues, consistent with all previous reports on S100A12 from several species (Dell'Angelica et al., 1994; Hitomi et al., 1996; Ilg et al., 1996; Liu & Gottsch, 1996; McMorran et al., 2007). 
(4) Manual inspection of the spectrum revealed the additional presence of a small signal at 2454.3 Da, probably corresponding to the N-terminally acetylated version of the peptide TKLEDHLEGIINIFHQYSVR.

(5)  A major signal present in the sample (m/z = 1566.8) was manually assigned, on the basis of its MS/MS spectrum, to the peptide EVNFEEFVVLVSR, i.e. point variant of peptide EVSFEEFVVLVSR, identified by Mascot search in the sample. 
(6) Manual inspection revealed the presence of the signal at 2426.3 Da, probably corresponding to the peptide TKLEDHLEGIINIFHQYSIR, indicating that the protein, like the bovine and pig orthologues, lacks the initial methionine residue. A weaker signal at 2468.3 further suggests the presence of a population of N-terminally acetylated molecules. 

(7) ESTs identified as coding for sheep S100A12 by TBLASTN using bovine S100A12 as query.

Table S2. Confirmation of presence of S100A12 in the 8 kDa apparent MW protein band present in extracts from HW samples of cattle origin, by MALDI-TOF-based proteomics. Peptides in boldface correspond to significant peptide scores, and peptide sets have additionally yielded significant protein scores. M represents oxidised methionine residues, and “ . ” indicates acetylated N-terminus. The samples listed are those shown in Fig. 2. Bovine S100A12 was similarly identified in all of four additional samples examined. In all cases the protein was found to lack the initial methionine residue. The MS signals of m/z 2412.3 and 2454.3, indicative of the acetylated and non-acetylated forms of the protein N-terminus respectively, were both found in essentially all samples tested, although with varying relative intensities. 

	Sample

anatomical site/

infl. score
	Peptide experimental mass
	Peptide identified

	lung/

 ++/-
	1653.8
	K.DGAVSFEEFVVLVSR.V

	
	2183.1
	K.LEDHLEGIINIFHQYSVR.V

	
	2454.3
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V

	liver/

 ++++/-, +++
	1653.8
	K.DGAVSFEEFVVLVSR.V

	
	2183.0
	K.LEDHLEGIINIFHQYSVR.V

	
	2412.2
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V

	liver/ 

+/-
	1653.8
	K.DGAVSFEEFVVLVSR.V

	
	2183.0
	K.LEDHLEGIINIFHQYSVR.V

	
	2412.2
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V

	lung/

 +/-
	1186.6
	R.VGHFDTLNKR.E

	
	1653.8
	K.DGAVSFEEFVVLVSR.V

	
	2183.1
	K.LEDHLEGIINIFHQYSVR.V

	
	2412.2
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2454.2
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V

	lung/

+/- , +++
	1653.8
	K.DGAVSFEEFVVLVSR.V

	
	2183.1
	K.LEDHLEGIINIFHQYSVR.V

	
	2412.3
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2454.3
	M.TKLEDHLEGIINIFHQYSVR.V

	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V


Table S3. Identification of S100 proteins in a panel of HW samples of cattle origin by LC-MS-based proteomics. Only those peptides giving scores above the homology threshold in the Mascot MS/MS ion search are listed (protein identification is based additionally on peptides yielding lower scores). Whenever the same peptide was identified more than once, in consecutive chromatographic segments and/or with different charge states, it is listed only once. C stands for a carbamidomethylated cysteine residue; N and Q stand for a deamidated asparagine or glutamine residue respectively; N and Q denote the presence of a single deamidated asparagine or glutamine residue in the peptide; “ . ” indicates acetylated N-terminus. In all cases S100A12 was found to lack its initial methionine residue. The samples are the same as those listed in Table 2. ND: not determined. 
	Sample

anatomical site/

inflammatory score
	Peptide experimental mass
	Peptide identified
	Protein

	lung/

 ++/-
	2412.9
	M.TKLEDHLEGIINIFHQYSVR.V 
	S100A12

	
	2700.1
	K.IFQDLDADKDGAVSFEEFVVLVSR.V
	

	liver/

 ++++/-, +++
	2413.1
	M.TKLEDHLEGIINIFHQYSVR.V 
	S100A12

	
	2414.1
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	liver/ 

+/-
	2413.1
	M.TKLEDHLEGIINIFHQYSVR.V 
	S100A12

	
	2414.1
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	lung/

+/- , +++
	2411.0
	M.TKLEDHLEGIINIFHQYSVR.V
	S100A12

	
	2412.9
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	
	2455.0
	M.TKLEDHLEGIINIFHQYSVR.V
	

	lung
	1068.6
	K.QLITKELPK.T
	S100A12

	
	1185.6
	R.VGHFDTLNKR.E
	

	
	2413.1
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	
	2453.2
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	
	2456.1
	M.TKLEDHLEGIINIFHQYSVR.V
	

	
	2700.2
	K.IFQDLDADKDGAVSFEEFVVLVSR.V
	

	
	1116.5
	K.QLLETECPK.F
	S100A8

	lung
	1062.5
	K.TAHIDIHKE.-
	S100A12

	
	1068.6
	K.QLITKELPK.T
	

	
	1185.7
	R.VGHFDTLNKR.E
	

	
	2411.2
	M.TKLEDHLEGIINIFHQYSVR.V
	

	
	2413.1
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	
	2454.2
	M.TKLEDHLEGIINIFHQYSVR.V
	

	
	2455.5
	M.TKLEDHLEGIINIFHQYSVR.V
	

	
	2699.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V
	

	
	2700.3
	K.IFQDLDADKDGAVSFEEFVVLVSR.V
	

	lung
	1068.5
	K.QLITKELPK.T
	S100A12

	
	1185.7
	R.VGHFDTLNKR.E
	

	
	2413.9
	M.TKLEDHLEGIINIFHQYSVR.V 
	

	
	2454.1
	M.TKLEDHLEGIINIFHQYSVR.V
	

	
	2454.2
	M.TKLEDHLEGIINIFHQYSVR.V 
	


Table S4. Non-S100 proteins identified in a panel of of hydatid wall samples of cattle origin by LC-MS-based proteomics. Proteins identified in at least four of the seven samples analysed are listed. 

	Protein
	GeneBank accession number
	Number of samples (out of 7 ) in which the protein was detected 

	cathepsin K
	NP_001029607
	7

	serum albumin
	NP_851335
	7

	cystatin C
	NP_776454
	6

	regakine-1
	NP_001029392
	5

	annexin A2
	NP_777141
	5

	immunoglobulin light chain, 
	AAI02190
	5

	galectin-1
	NP_786976
	4

	-2-HS-glycoprotein
	AAI51431
	4

	vimentin
	NP_776394
	4

	granulysin
	NP_001068611


	4


