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Abstract

Background: The genus Leishmania includes protozoan parasites that are able to infect an array of phlebotomine
and vertebrate species. Proteases are related to the capacity of these parasites to infect and survive in their hosts
and are therefore classified as virulence factors.

Findings: By analyzing protease genes annotated in the genomes of four Leishmania spp [Leishmania (Leishmania)
infantum, L. (L.) major, L. (L.) mexicana and L. (Viannia) braziliensis], these genes were found on every chromosome of
these protozoa. Four protease classes were studied: metallo-, serine, cysteine and aspartic proteases. Metalloprotease
genes predominate in the L. (V.) braziliensis genome, while in the other three species studied, cysteine protease genes
prevail. Notably, cysteine and serine protease genes were found to be very abundant, as they were found on all
chromosomes of the four studied species. In contrast, only three aspartic protease genes could be detected in these
four species. Regarding gene conservation, a higher number of conserved alleles was observed for cysteine proteases
(42 alleles), followed by metalloproteases (35 alleles) and serine proteases (15 alleles).

Conclusions: The present study highlights substantial differences in the organization of protease genes among
L. (L.) infantum, L. (L.) major, L. (L.) mexicana and L. (V.) braziliensis. We observed significant distinctions in many protease
features, such as occurrence, quantity and conservation. These data indicate a great diversity of protease genes among
Leishmania species, an aspect that may be related to their adaptations to the peculiarities of each microenvironment
they inhabit, such as the gut of phlebotomines and the immune cells of vertebrate hosts.
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Background
The World Health Organization classifies the leishmania-
ses, infections caused by parasites of the genus Leishmania,
among emerging diseases that lack effective control. Annu-
ally, an estimated 1.3 million new cases occur and 20,000
to 30,000 deaths are attributed to these diseases [1]. The
clinical forms range in severity and are classified as follows:
punctuate skin lesions to oronasal disfigurement are clas-
sified as cutaneous leishmaniasis (CL), whereas fatal sys-
temic infections are classified as visceral leishmaniasis
(VL). Leishmania spp are distributed worldwide and are
organized into subgenera and species complexes. Their
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transmission to mammalian hosts occurs during the blood
meal of infected sandflies, which in turn acquire the para-
sites when feeding on an infected host, thus maintaining
the cycle of the disease. The species grouped into the
Leishmania (Leishmania) donovani complex, including
L. (L.) infantum, are the agents of VL. As for the species
commonly associated with CL, L. (L.) major is reported in
the Old World, whereas L. (L.) mexicana and L. (Viannia)
braziliensis are the main species reported in the New
World. This latter species is also associated with the muco-
cutaneous form of the disease.
In a recent review study, we have highlighted the pivotal

roles of proteases as virulence factors for Leishmania spp
[2]. Such enzymes have been implicated in many parasitic
activities, such as tissue invasion, survival in macrophages
and host immune response modulation.
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Proteases are classified according to their physicoche-
mical features as: optimal pH for activity, kind of catalytic
activity, nature of catalytic site and homology with refe-
rence structure [3]. According to the enzymatic nomen-
clature committee, the Joint Commission on Biochemical
Nomenclature (JCBN), peptidases are allocated into the
Enzyme Class (EC) 3 (hydrolases) and subclass 3.4 (pepti-
dases). They can be subdivided into exopeptidases (EC
4.11 - EC.4.19) and endopeptidases (EC 3.4.21 - 3.4.25),
and the latter are organized according to the amino acids
related to catalysis and the nature of catalytic site [4]. In
addition, endopeptidases are further divided into classes
according to the main catalytic mechanism involved in
their hydrolytic activities, e.g., serine, threonine, aspartate,
metallo- and cysteine proteases [4].
The aim of the present study is to analyse the genomic

organization of proteases in four Leishmania species
known to cause disease in humans: L. (V.) braziliensis,
L. (L.) major, L. (L.) mexicana and L. (L.) infantum, and,
concomitantly, to evaluate their diversity among these
species. Due to the importance of these enzymes in the life
cycle of these parasites, the genomic data gathered here
would be very useful as a basis for further studies correla-
ting infection characteristics of each of the studied species
with their protease richness. Understanding how these
enzymes are organized and conserved (or diverged) in the
different Leishmania subgenera and species is very useful
in helping to identify new targets with the most potential
for chemotherapy or vaccination strategies.

Findings and discussion
We performed a comparative genomic analysis on the
organization of protease genes in four species, a method-
ology we applied to identify species-specific features that
may account for phenotypic or virulence differences
among the studied species. Gene divergence, acquisition,
loss, and rearrangement within and between syntenic re-
gions have shaped the genomes of the trypanosomatids
[5] and can explain the organization and diversity of the
degradome (the complete set of protease genes encoded
by the genome of a certain organism) of Leishmania spp
[6]. Initially, we performed a survey of the predicted prote-
ase sequences present in the annotated genomes of L. (V.)
braziliensis, L. (L.) major, L. (L.) mexicana and L. (L.)
infantum in the GeneDB genome database [7]. This sur-
vey was conducted using the following keywords: protease,
peptidase, proteinase, aspartic protease, cysteine protease,
serine protease and metalloprotease.
In an initial analysis of the data retrieved by the me-

thodology above, the abundance of protease genes in the
genomes of each of the studied species was defined.
While protease genes account for 2.18% of the total
genes in L. (V.) braziliensis, these genes account for
smaller percentages in the other species: 1.61% in L. (L.)
infantum, 1.52% in L. (L.) mexicana and 1.41% in L. (L.)
major.
Metalloprotease genes predominate in L. (V.) braziliensis,

while in the other species the cysteine protease genes pre-
vail. Our analysis showed that 52% of the protease genes in
L. (V.) braziliensis are metalloproteases and this same class
accounts for 40% of protease genes in L. (L.) infantum and
35% in L. (L.) major and L. (L.) mexicana. The percentages
of cysteine and serine protease gene are close among the
studied species: cysteine protease genes represent 36 to
47% of the total protease genes, whereas serine protease
genes represent 10 to 16%. Very few aspartic protease
genes were identified, amounting to only three in each of
the four species (Figure 1).
A very interesting finding we observed is that protease

genes are present in every chromosome of the studied
Leishmania spp, but occur in different frequencies
(Figure 1). This discovery is consistent with the previously
reported importance of proteases for these parasitic
organisms, as it reveals that genes encoding these enzymes
are abundantly scattered among the Leishmania spp
genomes, and is, complementarily, an indication of the
distinct pattern evolution has impinged over the different
species.
Other studies regarding gene organization in Leishmania

spp have been conducted before and related the structural
configuration of the genes with important functional fea-
tures. The organization of genes in tandem repeats allows
parasites to quickly generate a high number of transcripts
that may be needed in large amounts [8]. Other authors
hypothesise that Leishmania spp. might have a strategy to
increase mRNA levels by duplicating genes on disomic
chromosomes or by forming supernumerary chromo-
somes [9].
Of the chromosomes that we identified as containing

metalloprotease genes, 18 are common for all studied spe-
cies. Notably, the presence of metalloprotease genes on
chromosomes 8 and 30 is exclusive to L. (L.) mexicana.
Similar exclusiveness for the presence of metalloprotease
genes was observed for chromosome 22 in L. (L.) infan-
tum and chromosome 20 in L. (V.) braziliensis. Cysteine
protease genes are present in 22 chromosomes common
to all four species studied. Cysteine protease genes are also
present on chromosome 7 exclusively in L. (L.) mexicana,
on chromosome 28 in L. (V.) braziliensis and on chromo-
some 35 in L. (L.) infantum and L. (L.) major. Serine pro-
tease genes are present in 9 chromosomes common to all
four species studied and the number of these genes does
not exceed three per chromosome. The presence of genes
for this protease class on chromosome 29 is exclusive to
L. (L.) major and on chromosome 20 to L. (V.) braziliensis.
The protease class found to have the fewest coding genes
was aspartic proteases: only three genes for this class were
observed, but the chromosomes on which they are present



Figure 1 Annotated gene sequences of proteases in the genome of Leishmania spp. (A) Number of protease gene in Leishmania spp.
(B) Frequency of chromosome in different classes of proteases in Leishmania spp. LbrM - L. (V.) braziliensis, LinJ - L. (L.) infantum, LmjF - L. (L.)
major, LmxM - L. (L.) mexicana.
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are common to all studied species. These genes are lo-
cated on chromosomes 1, 15 and 29 (Figure 1).
Regarding genes for different protease classes that

occur on the same chromosome, most of the studied
chromosomes were found to contain genes for multiple
protease classes. The exceptions were chromosomes 3
and 6, which were found to contain only serine protease
genes and chromosomes 5, 11 and 22, which were found
to contain only metalloprotease genes.
Due to fusion events that occurred in Leishmania

chromosomes, we observed an interesting pattern of
organization of protease genes where the same arrange-
ment of alleles is maintained across different species but
is located on different chromosomes. Graphical repre-
sentations of such fusion events were developed using
the Artemis and ACT software [10] (Additional file 1:
Figure S1 to S8).
Nevertheless, there is a trend of conservation of some

alleles in the same chromosomes across the studied
Leishmania species. We observed 42 conserved alleles of
cysteine proteases, 35 of metalloproteases and 15 of
serine proteases (Figure 2). The conserved alleles are
predominantly grouped on chromosome 10 for cysteine
proteases, chromosome 30 for metalloproteases and
chromosome 28 for serine proteases.
Among all the analysed protease genes, only two al-
leles were found to be conserved on the same chromo-
some for all four species: alleles of cysteine protease
genes coding for ubiquitin carboxyl-terminal hydrolases
(Clan CA, family C12) located on chromosomes 24 and
25 (alleles 0420 and 0190, respectively) of all species.
Notably, L. (L.) major and L. (L.) mexicana were found

to show more synteny than the other species, containing
23, 15 and 13 conserved alleles for cysteine, metallo-
and serine proteases, respectively. Conversely, L. (V.)
braziliensis was not found to show synteny for serine
protease genes of any other species. Although this ab-
sence of synteny was observed in the only species in our
analysis classified into a different subgenus, it has been
proposed by Peacock et al. [11] that such absence would
not necessarily indicate a lineage-specific diversity in
Leishmania spp.
One of the first comparative genomic studies of Leish-

mania showed that despite phenotypic variations among
species, only a few genes are truly species-specific [11].
In agreement with such reports, we also observed few
genes that do not show similarity to any others. They
show sequence identities lower than 80% to other genes
(Additional file 2: Table S1). This is an important fin-
ding, as these exclusive genes can help explain why these



Figure 2 Analysis of conserved alleles in the genome of Leishmania spp. Radar charts indicate the conserved alleles on the periphery and
the chromosome number on the y axis, while in the Venn diagrams the number of conserved alleles in Leishmania spp is informed. LbrM - L. (V.)
braziliensis, LinJ - L. (L.) infantum, LmjF - L. (L.) major, LmxM - L. (L.) mexicana.
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species cause different forms of diseases and are present
in specific vectors and hosts. Previously, it was reported
that more than 99% of genes are conserved between
L. (V.) braziliensis, L. (L.) infantum and L. (L.) major, re-
vealing a high degree of synteny for genomes of different
Leishmania species [11]. Our data indicates that, when
analysing strictly protease genes, this same scenario
holds up, as we also observed high synteny between the
studied species.
When contemplating the usefulness of parasite pro-
teases as new targets for chemotherapies, it is very
important to consider the hypothesis that these
enzymes are unique to the Leishmania species and
quite different from corresponding enzymes in their
mammalian hosts, such as humans and dogs. Thus,
to verify this hypothesis, we conducted a BLAST
(Basic Local Alignment Search Tool) analysis to com-
pare the genes that show synteny among the greater
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number of the four species (represented in the inter-
section of the Venn diagram – Figure 2) with mam-
malian protease genes (taxid:40674). The genes
05.0960 and 11.0630 of L. (L.) major, L. (L.) mexicana, L.
(L.) major show the highest degree of relational similar-
ity with mammalian genes, with approximately 69%
Figure 3 Clans and families of Leishmania spp. proteases. Classification
MEROPS database (December 20013, release 9.10 - http://merops.sanger.ac
gene in each family for each species, as number in rectangle corresponds
LinJ - L. (L.) infantum, LmjF - L. (L.) major, LmxM - L. (L.) mexicana.
sequence identity and a query coverage of up to 39%.
However, in general, the query coverage was very low,
with a mean value of 2%. In addition, to perform a simi-
lar study with other proteases that did not show synteny
among all the studied species, we used a different
approach.
of proteases sequence researched. Nomenclature is based on the
.uk/). Numbers in squares represent the estimated number of protease
to the same number of protease per specie. LbrM - L. (V.) braziliensis,

http://merops.sanger.ac.uk/
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Initially, a multiple alignment analysis was carried out
on the sequences of protease genes of the four species
(software CD-HIT [12]), using a cutoff of 80% sequence
identity to cluster them. As result, we were able to es-
tablish 28 clusters of metalloprotease genes, 27 of cys-
teine protease genes, 11 of serine protease genes and 1
of aspartic protease genes.
The consensus sequences (Additional file 2: Table S2)

of each cluster were then used in the BLAST analysis to
find similarity with mammalian genes. We identified
sequences of O-sialoglycoprotein endopeptidase genes of
hamster, dog, wolf and mice with 69% sequence identity
to a consensus sequence of Leishmania metalloprotease
genes LbrM.31.0100, LinJ.31.0110, LmjF.31.0100 and
LmxM.31.0100. Sequences of 26S subunit ATPase genes
of a lagomorph Ochotona princeps and of mice showed
65% sequence identity to a consensus sequence of serine
protease genes LbrM.03.0450, LinJ.03.0520, LmjF.03.0540
and LmxM.03.0540. Additionally, we could not find any
similarity among sequences of cysteine and aspartic pro-
tease genes of mammals and Leishmania spp.
As proteases can be grouped into different families

and clans depending on intrinsic evolutionary relation-
ships, we classified and organized the protease genes
surveyed in this study applying criteria from MEROPS
[13] (up to December 2013) (Figure 3). This classifica-
tion is based on structural and functional similarities be-
tween these proteolytic enzymes. Clans contain enzymes
with related structures and families contain enzymes
with related sequences [4]. This classification is highly
relevant to understanding the organization of these para-
sites’ degradomes.
Cysteine proteases and metalloproteases are the major

representative classes of proteases in this study, corre-
sponding to 43% and 42%, respectively of the protease
genes in the studied Leishmania spp. In this survey,
three clans of cysteine proteases were observed in the
studied species: clan CA, CD and CF. These cysteine
proteases are distributed among 11 families from which
C1, C2 and C19 have more members. The MPs observed
in the study belong to the clans MA, MC, ME, MF, MG,
MH and MP and are further distributed among 14 fam-
ilies (Figure 3). The diversity of protease genes observed
in the analysis reinforces the idea that this class of en-
zyme is crucial to the parasite lifecycle, although until
now the role of most of these proteases can only be
predicted based on current knowledge of homologous
enzymes, therefore pointing to the necessity of more
studies characterising proteases [14].
The high number of metalloprotease genes in L. (V.)

braziliensis relates to the 36 distinct genes of the zinc
metalloprotease gp63. This metalloprotease is a very well-
characterised virulence factor for L. (L.) braziliensis and
has several reported functions in the interactions of this
parasite with its hosts [15]. In L. (L.) major, L. (L.) mexi-
cana and L. (L.) infantum, the diversity of gp63 genes is
much lower: only 6, 7 and 8 genes, respectively, of this
protease could be found (Figure 3). The organization of
metalloprotease genes in species of the subgenus Viannia
is rather different than that of species of the subgenus
Leishmania [16]. The predominance of metalloprotease
genes in L. (V.) braziliensis, a peculiarity also observed in
L. (V.) guyanensis [17], has a biological significance not
completely understood [8,18]. Amplification of genes is a
common phenomenon in Leishmania [19-21] and is a
likely source of the differences between the two subgenera.
Such interesting variation might have fundamental impli-
cations for the way each species interacts with its hosts.
Our study highlights the informative potential of ana-

lysing genome databases for understanding the gene
organization of parasites. However, one should be aware
that not all annotated proteases have described roles in
the Leishmania life cycle. Thus, the picture observed
here is not yet complete.
It is still unclear how the current organization of

Leishmania spp genomes evolved, but the set of results
gathered here emphasises the capacity of Leishmania
species to use the plasticity of their genomes to modu-
late their phenotypes and increase their odds of survival
within hosts, among other biological processes. The di-
versity of protease genes described by our present study
points to their potential importance as survival and
adaptation tools and, consequently, as important targets
in vaccination and therapy strategies.
Additional files

Additional file 1: Figure S1. Representation of fusion events between
chromosomes 29 and 8 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S2. Representation of allelic transpositions between
chromosomes 30 and 29 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S3. Representation of allelic transpositions between
chromosomes 31 and 30 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S4. Representation of allelic transpositions between
chromosomes 32 and 31 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S5. Representation of allelic transpositions between
chromosomes 33 and 32 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S6. Representation of allelic transpositions between
chromosomes 34 and 33 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S7. Representation of allelic transpositions between
chromosomes 35 and 34 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively. Figure S8. Representation of fusion events between
chromosomes 36 and 20 of L. (L.) major (LmjF) and L. (L.) mexicana (LmxM),
respectively.

Additional file 2: Table S1. Protease genes exclusive to each
Leishmania sp. amongst the four studied species. Table S2. Cluster
of genes.
Competing interests
The authors declare that they have no competing interests.

http://www.biomedcentral.com/content/supplementary/1756-3305-7-387-S1.pdf
http://www.biomedcentral.com/content/supplementary/1756-3305-7-387-S2.docx


Silva-Almeida et al. Parasites & Vectors 2014, 7:387 Page 7 of 7
http://www.parasitesandvectors.com/content/7/1/387
Authors’ contributions
MSA, FSS and CRA formulated the idea and wrote the manuscript; MSA, FSS,
and MFM performed the analysis processes. MSA, FSS, CRA, BASP, provided
critical comments to the methods and the discussion. All authors approved
the final version of this manuscript.
Acknowledgements
We thank FAPERJ (E-26/102.413/2010, E-26/110.592/2012) and CAPES
(23038.007057-98) for partial financial support of this research. Mariana
Silva-Almeida and Franklin Souza-Silva are doctoral students of Fiocruz
institution; Dr. Bernardo A. S. Pereira and Dr Michelle Lopes Ribeiro-Guimarães
are postdoctoral researcher’s fellow of CAPES/FAPERJ; and Dr. Carlos R. Alves is
fellow researcher of CNPq institution.

Received: 7 May 2014 Accepted: 14 August 2014
Published: 20 August 2014
References
1. WHO: Fact sheet n° 375. 2014. updated January 2014 [http://www.who.int/

mediacentre/factsheets/fs375/en/]
2. Silva-Almeida M, Pereira BA, Ribeiro-Guimarães ML, Alves CR: Proteinases as

virulence factors in Leishmania spp. infection in mammals. Parasit Vectors
2012, 7(5):160.

3. Barrett AJ: Classification of peptidases. Methods Enzymol 1994, 244:1–15.
4. Rawlings ND, Waller M, Barrett AJ, Bateman A: MEROPS: the database of

proteolytic enzymes, their substrates and inhibitors. Nucleic Acids Res
2014, 42(Database issue):D503–509.

5. El-Sayed NM, Myler PJ, Blandin G, Berriman M, Crabtree J, Aggarwal G, Caler E,
Renauld H, Worthey EA, Hertz-Fowler C, Ghedin E, Peacock C, Bartholomeu DC,
Haas BJ, Tran AN, Wortman JR, Alsmark UC, Angiuoli S, Anupama A, Badger J,
Bringaud F, Cadag E, Carlton JM, Cerqueira GC, Creasy T, Delcher AL,
Djikeng A, Embley TM, Hauser C, Ivens AC, et al: Comparative genomics
of trypanosomatid parasitic protozoa. Science 2005, 309:404–409.

6. López-Otín C, Overall CM: Protease degradomics: a new challenge for
proteomics. Nat Rev Mol Cell Biol 2002, 3(7):509–519.

7. GeneDB. [www.genedb.org]
8. Victoir K, Dujardin JC: How to succeed in parasitic life without sex? Asking

Leishmania. Trends Parasitol 2002, 18(2):81–85.
9. Rogers MB, Hilley JD, Dickens NJ, Wilkes J, Bates PA, Depledge DP, Harris D,

Her Y, Herzyk P, Imamura H, Otto TD, Sanders M, Seeger K, Dujardin JC,
Berriman M, Smith DF, Hertz-Fowler C, Mottram JC: Chromosome and gene
copy number variation allow major structural change between species
and strains of Leishmania. Genome Res 2011, 21(12):2129–42.

10. Carver T, Berriman M, Tivey A, Patel C, Bohme U, Barrell BG, Parkhill J,
Rajandream MA: Artemis and ACT: viewing, annotating and comparing
sequences stored in a relational database. Bioinformatics 2008,
24:2672–2676.

11. Peacock CS, Seeger K, Harris D, Murphy L, Ruiz JC, Quail MA, Peters N,
Adlem E, Tivey A, Aslett M, Kerhornou A, Ivens A, Fraser A, Rajandream MA,
Carver T, Norbertczak H, Chillingworth T, Hance Z, Jagels K, Moule S,
Ormond D, Rutter S, Squares R, Whitehead S, Rabbinowitsch E, Arrowsmith
C, White B, Thurston S, Bringaud F, Baldauf SL, et al: Comparative genomic
analysis of three Leishmania species that cause diverse human disease.
Nat Genet 2007, 7:839–847.

12. Li W, Jaroszewski L, Godzik A: Clustering of highly homologous sequences
to reduce the size of large protein databases. Bioinformatics 2001,
17(3):282–283.

13. MEROPS. [http://merops.sanger.ac.uk/]
14. Mottram JC, Coombs GH, Alexander J: Cysteine peptidases as virulence

factors of Leishmania. Curr Opin Microbiol 2004, 7:375–381.
15. Olivier M, Atayde VD, Isnard A, Hassani K, Shio MT: Leishmania virulence

factors: focus on the metalloprotease GP63. Microbes Infect 2012,
14(15):1377–1389.

16. Voth BR, Kelly BL, Joshi PB, Ivens AC, McMaster WR: Differentially expressed
Leishmania major gp63 genes encode cell surface leishmanolysin with
distinct signals for glycosylphosphatidylinositol attachment. Mol Biochem
Parasitol 1998, 93(1):31–41.

17. Steinkraus HB, Greer JM, Stephenson DC, Langer PJ: Sequence
heterogeneity and polymorphic gene arrangements of the Leishmania
guyanensis gp63 genes. Mol Bioch Parasitol 1993, 62:173–185.
18. Victoir K, Arevalo J, De Doncker S, Barker DC, Laurent T, Godfroid E, Bollen A,
Le Ray D, Dujardin JC: Complexity of the major surface protease (msp)
gene organization in Leishmania (Viannia) braziliensis: evolutionary and
functional implications. Parasitology 2005, 131:207–214.

19. Iovannisci DM, Beverley SM: Structural alterations of chromosome 2 in
Leishmania major as evidence for diploidy, including spontaneous
amplification of the mini-exon array. Mol Bioch Parasitol 1989, 34:177–188.

20. Inga R, De Doncker S, Gomez J, Lopez M, Garcia R, Le Ray D, Arevalo J,
Dujardin JC: Relation between variation in copy number of ribosomal
RNA encoding genes and size of harbouring chromosomes in
Leishmania of subgenus Viannia. Mol Bioch Parasitol 1998, 92:219–228.

21. Kebede A, De Doncker S, Arevalo J, Le Ray D, Dujardin JC: Size-polymorphism
of mini-exon gene-bearing chromosomes among natural populations of
Leishmania, subgenus Viannia. Int J Parasitol 1999, 29:549–557.

doi:10.1186/1756-3305-7-387
Cite this article as: Silva-Almeida et al.: Overview of the organization of
protease genes in the genome of Leishmania spp. Parasites & Vectors
2014 7:387.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://www.who.int/mediacentre/factsheets/fs375/en/
http://www.who.int/mediacentre/factsheets/fs375/en/
http://www.genedb.org/
http://merops.sanger.ac.uk/

	Abstract
	Background
	Findings
	Conclusions

	Background
	Findings and discussion
	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


