Additional files

Additional file 1: Primers used for NcROP40 sequencing among three N. caninum isolates of different origins (Nc-Liv, Nc-Spain7 and Nc-Spain1H).


	Primer
	Sequences
	Reference

	Fw-chrV_ROP40
	5’-TAAGAACGCATGGCTGACTG-3’
	This study

	Rv-chrV_ROP40
	5’-CTGACAACGGCTCCTCTTTC-3’
	This study

	Fw-ROP40
	5’-CGAGCTCATGGTGAAATCCCTGCACAAG-3’
	Regidor-Cerrillo et al., 2012

	Rv-ROP40
	5’-CCTTAATTAATCACCCCACCACTGAACGC-3’
	Regidor-Cerrillo et al., 2012

	Rv-ROP40-int
	5’-CTTCTGGCTTTTGCTGCTCC-3’
	This study

	Fw-ROP40-int
	5’-ACGCACTCTCTTTGGCTTGT-3’
	This study







Additional file 2: Primers used for NcROP40, NcROP2Fam-1, NcSAG1 and NcTUBα cloning.


	Protein
	ToxoDB
accession number
	Primer sequences
	Reference
	Length

	NcROP40
	NCLIV_012920
	Fw-SacI-CGAGCTCATGGTGAAATCCCTGCACAAG
Rv-PacI-CCTTAATTAATCACCCCACCACTGAACGC
	Regidor-Cerrillo et al., 2012
	1176 bp.
1-392 aa.

	NcROP2Fam-1
	NCLIV_001970
	Fw-SacI-GAGCTCTTGTGGCGTAATCAGAAGCAC
Rv-HindIII-AAGCTTTTATAGCCTCGTGTCCTCCGT
	Pastor-Fernández et al., 2015
	1076 bp.
236-595 aa.

	NcSAG1
	NCLIV_033230
	Fw-CACTGGTGGCGTTCTTTGAC
Rv-GCTATCGAGCCTACGAGTCC
	This study
	889 bp.
56-944 aa.

	NcTUBα
	NCLIV_058890
	Fw-GGTAACGCCTGCTGGGAG
Rv-CTTCCTCTTCACCTTCGCCC
	Alaeddine et al., 2013
	1294 bp.
49-1342 aa.










Additional file 3: The NcROP40-long gene model was corroborated by reverse transcription PCR. mRNA was obtained from tachyzoites at 24 and 56 hours post-infection as described in the methods section (Evaluation of NcROP40 and NcROP2Fam-1 mRNA expression levels). The whole NcROP40-long ORF was amplified from cDNA with the following primers: Fw-NcROP40-long (5’-ATGAGACACTCCTTGTGCTTTTC-3’) and Rv-NcROP40-long (5’-TCACCCCACCACTGAACG-3’). In addition, the same forward primer was used with the reverse internal primer employed for the q-PCR assays (5’-TGGTGACTGCGACCAACTTA-3’, from Table 1). In all the cases, PCR amplification yielded a single fragment with the expected molecular weight (see figure below).
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[bookmark: _GoBack]Additional file 4: Sequence alignment of the coding region for the NcROP40 protein and its up and down-stream regions within the chromosome V of the Nc-Liv genome. NCLIV_chrV (662772-665947 position), NcROP40 and NcROP40-long are displayed as templates and were obtained from the ToxoDB source as described in methods section. Consensus sequences among Nc-Liv, Nc-Spain1H and Nc-Spain7 isolates were obtained by DNA sequencing and aligned based on the template sequences. Predicted aminoacidic sequence of the NcROP40-long protein is also displayed. 



See attachaed PDF










[image: ]Additional file 5: Determination of NcROP40 and NcROP2Fam-1 secretion by evacuole assays. These experiments were carried out as described previously by Dunn et al., (2008), by incubating cytochalasin D-treated tachyzoites with human foreskin fibroblasts (HFFs) for 1 h prior to fixation. Evacuoles were detected by confocal laser-scanning microscopy using the affinity purified PAbs α-NcROP40 (red, left) and α-NcROP2Fam-1 (red, right). The MAb α-NcSAG1 (green) was employed as a surface marker. Only NcROP2Fam-1 was detected in evacuoles, whilst NcROP40 release was not observed. Images represent three merged stacks of 1 µm each. Bars represent 1 µm.























Additional file 6: Effect of A23187, ethanol and DTT on secretion of NcROP40 and NcROP2Fam-1 proteins as shown by Western-blot using respective antibodies. The same protein samples were also probed by immunoblotting with α-NcMIC2 and α-TUBα antibodies to (i) confirm induced secretion and (ii) exclude inadvertent tachyzoite lysis, respectively. Rhoptry discharge was not observed in culture supernatants upon any of these treatments, whilst NcMIC2 secretion was evident after A23187, ethanol and DTT supplementation. Tachyzoite lysis was not detected. All the antibodies specifically reacted against their respective protein on tachyzoite extracts. 
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