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Abstract

Background: The activity of degradative nucleases responsible for genomic DNA digestion has been observed in
all kingdoms of life. It is believed that the main function of DNA degradation occurring during plant programmed
cell death is redistribution of nucleic acid derived products such as nitrogen, phosphorus and nucleotide bases.
Plant degradative nucleases that have been studied so far belong mainly to the S1-type family and were identified
in cellular compartments containing nucleic acids or in the organelles where they are stored before final
application. However, the explanation of how degraded DNA components are exported from the dying cells for
further reutilization remains open.

Results: Bioinformatic and experimental data presented in this paper indicate that two Arabidopsis
staphylococcal-like nucleases, named CAN1 and CAN2, are anchored to the cell membrane via N-terminal
myristoylation and palmitoylation modifications. Both proteins possess a unique hybrid structure in their catalytic
domain consisting of staphylococcal nuclease-like and tRNA synthetase anticodon binding-like motifs. They are
neutral, Ca2+-dependent nucleaces showing a different specificity toward the ssDNA, dsDNA and RNA substrates.
A study of microarray experiments and endogenous nuclease activity revealed that expression of CAN1 gene
correlates with different forms of programmed cell death, while the CAN2 gene is constitutively expressed.

Conclusions: In this paper we present evidence showing that two plant staphylococcal-like nucleases belong to a
new, as yet unidentified class of eukaryotic nucleases, characterized by unique plasma membrane localization. The
identification of this class of nucleases indicates that plant cells possess additional, so far uncharacterized,
mechanisms responsible for DNA and RNA degradation. The potential functions of these nucleases in relation to
their unique intracellular location are discussed.

Keywords: Staphylococcal-like nuclease, Programmed cell death, Plasma-membrane protein, Senescence,
Myristoylation/palmitylation motif, ABC transporter, tRNA synthetase
Background
Deoxyribonucleases are a large group of enzymes char-
acterized by considerable structural and functional diver-
sity. In eukaryotic cells they are involved in a range of
cellular functions, including DNA repair, recombination
and genome degradation. The degradation of nuclear
DNA, a hallmark of programmed cell death (PCD), is a
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process that occurs both in animals and in plants. How-
ever, despite the many functional similarities between
plant and animal PCD, degradation of nuclear DNA in
representatives of these two kingdoms seems to serve
fundamentally different purposes. DNA is an immuno-
genic molecule for animals and if the DNA of apoptotic
cells is left undigested it can cause inflammatory
responses and auto-immune diseases [1]. In plants,
where these processes do not occur, degradation of
DNA as well as RNA is most likely involved in nutrient
remobilization, since nucleic acids are a rich source of
nitrogen and phosphorus, which belong to the major
limiting nutrients for plant growth [2,3].
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The known degradative nucleases involved in plant PCD
belong mainly to the S1 family, identified as sharing a se-
quence similarity with the S1 nuclease from Aspergillus
oryzae [4]. One of the best characterized members of this
family, BFN1 endonuclease, is induced during senescence
and developmental PCD of Arabidopsis [5,6]. Direct evi-
dence of nuclease function in PCD has been reported for
another member of this family, ZEN1, which is respon-
sible for DNA degradation during xylogenesis [7]. More-
over, the expression of other S1 type nucleases has been
identified in various tissues undergoing PCD [8,9].
The expression, activity and cellular location of de-

gradative nucleases are strictly controlled due to their po-
tential toxicity to host cells. In animals apoptotic DNA
degradation occurs in two systems. In first, DNA endonu-
cleolytical hydrolysis is carried out by caspase-activated
DNase (CAD), which in non-apoptotic cells resides in the
nucleus as an inactive enzyme bound with an inhibitor
protein (DFF45). The caspase-dependent apoptotic path-
way releases CAD nuclease, which is further activated by
specific chromosomal proteins [1]. Moreover, mito-
chondrial caspase-independent endonuclease G, seems
to be also involved in apoptotic DNA cleavage [10]. In
the next stage, the fragmented DNA is digested by lyso-
somal DNaseII after the dying cells are phagocytosed.
It has been proposed that in plants the degradative

nucleases, as well as other hydrolytic enzymes involved
in PCD, accumulate in the vacuole of maturing cells.
Then, during the final stage of PCD, tonoplast rupture
releases them into the cytoplasm resulting in autolysis of
the cell contents [11]. Although such a mechanism has
been observed during tracheary element programmed
cell death [12], Farage-Barhom et al. [13] reported that
the senescence-associated BFN1 nuclease is initially
deposited in filamentous structures spread throughout
the cytoplasm but in late senescent cells, it was loca-
lized in fragmented nuclei vesicles. It should be noted
that, although the endonucleolytic cleavage of nuclear
DNA in plant cells undergoing PCD has been well-
documented, the explanation of how degraded DNA
components are exported from the dying cells for fur-
ther reutilization remains open.
Degradative nucleases are also used by some bacteria

to utilize exogenous DNA molecules as a nutrient
source [14]. Although most of these enzymes are
secretory proteins, the membrane-associated nucleases
that have been identified in various mycoplasma species
are particularly interesting in the context of this paper.
Mycoplasma is an intracellular bacterium which is de-
void of enzymes involved in the biosynthesis of nucleo-
tides. However, mycoplasmas are able to acquire
nucleotides from host nucleic acids. It has been shown
that some mycoplasma nucleases can be considered
pathogenic determinants because of their ability to induce
the apoptotic changes characterized by the internucleoso-
mal fragmentation of host chromatin [15]. Furthermore,
other observations have revealed that some mycoplasma
membrane-associated nucleases are components of an
ABC transport system involved in the import of nucleo-
tides released from host DNA [16]. These mycoplasma
nucleases are processed for attachment to the cell mem-
brane through the addition of a lipid moiety. Amino acid
sequence analysis revealed that known mycoplasma
membrane-associated nucleases possess one of the two
types of catalytic domains, i.e. DNaseI-like motif in the
case of mnuA nuclease of M. pulmonis [17] or
staphylococcal-like SNc domain in mph379 [16] and
MG_186 [18].
The staphylococcal nuclease (SNc) domain was first

described for the Nuc thermonuclease of Staphylococcus
aureus, in which this protein is secreted to degrade exogen-
ous nucleic acids. Characterized bacterial SNase domain
containing proteins are small, heat stable, Ca2+-dependent
nucleases, digesting single-stranded DNA and/or double
stranded DNA [19]. Proteins containing staphylococcal
nuclease domain(s) have also been identified in other
kingdoms of life. The Tudor staphylococcal nucleases
(TSNs), the best characterized multifunctional eukaryotic
proteins of this class, are composed of tandem repeats of
staphylococcal nuclease-like domains [20]. The next
group of plant proteins showing similarity to staphylo-
coccal nuclease is characterized by the presence of a sin-
gle SNase domain. In the Arabidopsis genome, this
small family consists of two genes, i.e. At3g56170 and
At2g40410. The literature concerning this protein family
is very limited. Isono et al. [21] and Guo et al. [22]
reported that the bacterially expressed protein products
of Arabidopsis staphylococcal-like genes, named the
CAN proteins (Calcium dependent nuclease), reveal
DNase activity. Moreover, Gu et al. [23] observed that
the expression of the cucumber homologue of the
Arabidopsis CAN nuclease, designated CsCaN, is ethyl-
ene inducible and is probably involved in the primordial
anther-specific DNA damage of developing female cu-
cumber flowers.
In this paper we present experimental evidence show-

ing that two plant staphylococcal-like nucleases belong
to a new, as yet unidentified class of eukaryotic
nucleases, characterized by unique plasma membrane
localization. Despite their sequence similarity, both of
these enzymes show different catalytic properties and
expression profiles, suggesting that they might exert dif-
ferent biological functions. Since one of them is specific-
ally expressed in tissues undergoing various types of
PCD we suspect that it is involved in plant geno-
mic degradation. We discuss the potential functions of
these nucleases in relation to their unique intracellular
location.
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Results
CAN nucleases are predicted to be N-myristoylated and
palmitoylated proteins with modified SNase domains
A BLAST search of the NCBI protein database revealed
that in plants two classes of proteins possess domains
homologous to active sites of staphylococcal nucleases.
One of them comprises two genes, AT5G61780 and
AT5G07350, containing four tandem repeats of staphylo-
coccal nuclease-like domains followed by a tudor and C-
terminal SNc domain. The second class comprises two
genes, At3g56170 and At2g40410, encoding proteins
designated in this paper as CAN1 and CAN2, respectively.
In contrast to Tudor motive containing proteins, the
CAN1 and CAN2 possess single SNase domains. Detailed
analyses of both CAN amino acid sequences revealed that
these proteins exhibit complex primary structures consist-
ing of various motifs conserved throughout the different
classes of proteins.
One of the most intriguing features of both CAN pro-

teins is the unique structure of their catalytic domains
located near their carboxyl terminal ends. This domain
contains all conserved amino acid residues considered
to be functionally critical for the enzymatic activity of
the staphylococcal nuclease (Figure 1). However, our
analysis revealed that this domain is divided by a short
sequence, including ca. 55 amino acids, that does not
exhibit any homology to known SNase domains. This
insertion separates a highly conserved N-end part of
SNc domain (N-SNc), containing one of the Ca2+ bind-
ing aspartate residues, from the C-end part of this
domain (C-SNc), containing a second Ca2+ binding as-
partate and three amino acid residues putatively dir-
ectly involved in enzyme catalysis, i.e. two arginines
and one glutamate (Figure 1). Both parts of CAN1 and
CAN2 SNc domains show a most significant similarity
to the catalytic domain of bacterial parB nuclease; how-
ever, their similarity to well defined staphylococcal
nucleases [19] is also significant. The sequence analysis
of the amino acid fragment that divides two parts of
SNc domain, unexpectedly revealed that this region
shares homology with some bacterial cysteinyl-tRNA
synthetases (Figure 1). What we find particularly inter-
esting is that this CAN nucleases motive almost exactly
corresponds to the tRNA synthetases domain respon-
sible for the recognition of the tRNA anticodon loop
[24]. Furthermore, the five out of the six residues
which in tRNA synthetases either directly interact
with anticodon nucleotides or are critical for the sta-
bility of the binding cavity are strictly or highly con-
served in CAN proteins. It should be noted that this
insertion is conserved among all plant CAN homolo-
gues including those from evolutionarily ancient
plants like Physcomitrella and Selaginella (data not
shown).
We also examined a potential post-translational modi-
fication of CAN nucleases. Using the Myristoylator pro-
gram we identified the N-terminal myristoylation
consensus motifs in both Arabidopsis CAN nucleases.
The glycine residue at position 2, which in myristoylated
proteins serves as an acceptor site for myristate [25], is
also present in all other plant CAN homologues. Both
CAN nucleases have been classified by Boisson et al. [26]
to the list of 437 putatively myristoylated Arabidopsis
proteins (N-myristoylome), determined on the basis of
combined experimental and bioinformatic approaches.
Myristoylation can influence the ability of a protein to
interact with membrane, but the presence of myristoyl
moiety is not sufficient for stable membrane attachment.
It is believed that protein membrane anchorage, induced
by myristoylation, is followed by palmitoylation of cyst-
eine residue(s) [25]. Application of CSS-Palm software,
designed for palmitoylation prediction [27], showed the
presence of a putative palmitoylation site directly down-
stream of the myristoylation motive in CAN1 and CAN2
(Figure 1). Since such an arrangement of myristoylation
and palmitoylation sites at the N terminus has been iden-
tified in a number of membrane proteins this suggests
that this region of CAN proteins may also be involved in
membrane attachment.
The CAN protein region, located between N-terminal

myristoylation/palmitoylation motifs and the SNc cata-
lytic domain does not exhibit similarities to any defined
domain, neither does it reveal significant homology to
any other plant or animal protein sequences. However, a
BLAST search of this amino acid sequence within the
protein databases showed its highest homology to some
periplasmic components of bacterial ABC-type transpor-
ters [28]. Although the low sequence similarity existing
between CAN nucleases and ABC transporters does not
allow any definite conclusions to be drawn about their
potentially analogous functions, it might indicate their
putative phylogenetic relationships.

CAN1 and CAN2 nucleases transiently expressed in
protoplasts vary in their catalytic activities
The nucleotide sequences deposited in public databases
have been used to design PCR primers for amplifica-
tion of full length cDNAs encoding both Arabidopsis
staphylococcal-like nucleases. The microarray data, dis-
cussed later in this article, suggest that CAN1 expres-
sion can be induced by developmental and stress cues,
including age dependent senescence, and that the activ-
ity of the CAN2 gene is essentially constitutive. Conse-
quently, we used reverse transcribed mRNA purified from
early senescent leaves as a template for PCR amplification
of both genes. The RT-PCR amplified products were cloned
into plant expression vectors, which allowed us to obtain
transient expression of recombinant native as well as



Figure 1 Domain organization and sequence alignments of Arabidopsis CAN1 and CAN2 proteins. The amino acid sequence alignment of
two Arabidopsis CAN nucleases with conserved motifs of five bacterial proteins. The alignment contains the full-length sequences of CAN1 and
CAN2 proteins and parts of the bacterial proteins showing the highest similarity to the corresponding regions of the CAN1 and CAN2 sequences
(brackets above and below the sequences). AtCAN1 – CAN1 nuclease of A. thaliana [TAIR:At3g56170]. AtCAN2 – CAN2 nuclease of A. thaliana
[TAIR:At2g40410]. SgABCt - putative periplasmic component of an ABC-type transporter of Syntrophobotulus glycolicus [NCBI:YP_004267097].
EcCtRS - cysteinyl-tRNA synthetase of Escherichia coli [GenBank:EGW73615]. AtCtRS – putative cysteinyl-tRNA synthetase of Anaerolinea
thermophila [NCBI:YP_004174706]. CtParB - parB-like nuclease of Cronobacter turicensis [NCBI:YP_003212717]. SaNuc1 - thermonuclease of
Staphylococcus aureus [GenBank:EGS91983]. Identical and highly conserved amino acids are boxed in black and gray, respectively. Black square (■) - the
N-terminal glycine in the putative N-myristoylation motif. Open square (□) - cysteine residues in the putative palmitoylation motif. Plus sign
(+) – residues, which in cysteinyl-tRNA synthetases interact with anticodon-loop bases of bacterial tRNACys. Hash sign (#) – residues affecting
anticodon binding stability. Black dots (●) - residues involved in binding of Ca2+ ions. Open dots (○) - residues within the active site of the SNase
domain. N-SNc and C-SNc – N-terminal and C-terminal parts of a putative SNase catalytic domain, respectively.
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C-terminal HA- and fluorescent protein-tagged fusion
proteins.
The published report concerning plant staphylococcal-

like nucleases demonstrated the Ca2+-dependent activity
of bacterially expressed proteins [21,22]. However, since
the activity of plant enzymes may be affected by various
post-translation modifications, we decided to examine
both members of this family after transient over-
expression in Arabidopsis protoplasts. In our study we
transformed the protoplasts prepared from root cell cul-
tures and from leaf mesophile and obtained similar
results.
To estimate the efficiency of protein synthesis, the pro-
tein extracts from transformed protoplasts were subjected
to Western blot analysis using an antibody against the
HA-domain tagged at the C-terminus of the transgenes.
As shown in Figure 2A, both transgenes were efficiently
expressed in protoplasts prepared from Arabidopsis sus-
pension cells. The molecular mass of the recombinant
CAN1 and CAN2 proteins, estimated using Western
blot analysis, was approximately 36 kDa and 39 kDa,
roughly the same as predicted from the deduced
amino acid sequences: 36.1 kDa and 37.3 kDa,
respectively.
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To identify the DNase activity of CAN proteins over-
expressed in protoplasts, we used an in-gel nuclease activity
assay. Application of this assay in combination with single
stranded DNA used as a substrate and in the presence of
calcium ions allowed us to detect clear bands representing
nucleolytic activity at the position corresponding to the
molecular mass of CAN1 and CAN2 (Figure 2B). All
Figure 2 (See legend on next page.)
repeated experiments revealed that, despite the comparable
efficiency of expression of both nucleases, the yield of nu-
clease activity was significantly higher for CAN2. Analo-
gous experiments performed with undenatured DNA
demonstrated that both nucleases also digest double
stranded DNA, but in this case the activity of both
nucleases is comparable. An adjustment of the reaction



(See figure on previous page.)
Figure 2 Detection of transiently expressed CAN1 and CAN2 nuclease activity. The protein extract from protoplasts transformed with
empty vectors (pSAT6A-ECFP-N1) was used as a negative control (contr.). (A) Western blot analysis of HA-tagged CAN1 and CAN2 nucleases with
anti-HA antibody. Molecular mass deduced from gel electrophoresis as indicated by the arrowheads. (B) Detection of CAN1 and CAN2 DNase
activities using the in-gel nuclease activity assay. Type of DNA substrate (ssDNA, dsDNA), ions and EDTA added to the reaction buffers, as
indicated. (C) RNase activities of CAN1 wild type and CAN2 wild type (wt) and its mutant lacking anti-codon binding-like domain (Acod) are
shown. (D) Western blot analysis of wild type (wt) and ECFP-tagged (C-ECFP) CAN1 and CAN2 proteins with anti-GFP antibody. (E) Detection of
wild type (wt) and C-terminal ECFP-tagged (C-ECFP) CAN1 and CAN2 DNase activity using in-gel nuclease activity assay. (F) The deletion mutants
of CAN2 lacking the conserved regions of domains described in the text. (Myr/pal.) - myristoylation and palmitoylation motif. (ABC t.) - ABC
transporter-like sequence. (N-SNc) - N-terminal part of SNc domain. (C-SNc) - C-terminal part of SNc domain. (Acod.b.) - anti-codon binding-like
domain. Numbers in the brackets below the domain name abbreviations indicate the ranges of amino acids removed from each mutant. (G)
Western blot analysis of CAN2 mutants with an anti-GFP antibody. The abbreviations of the mutated domains as above (Figure 2F). (H) Detection
of the nuclease activity of CAN2 mutants. The abbreviations of mutated domains as above (Figure 2F).
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conditions allowed us to estimate that the maximum activ-
ity of both proteins was at pH 8.0 and a Ca2+ concentration
of about 5 mM with a range of 1 to 10 mM (data not
shown). Moreover, we found that in the presence of EDTA
both nucleases did not reveal any activity. A pronounced
inhibition effect was also observed with Zn2+. Moreover, we
found that heat denaturation in the presence of 2-
mercaptoethanol prior to electrophoresis does not inhibit
the activities of either enzyme, suggesting a lack of the
functionally important disulphide bonds in their native
structure. In gel RNase assay, conducted with plant total
RNA as a substrate (Figure 2C) revealed that both
nucleases also have ability to degrade RNA which demon-
strate that they can be defined as the sugar-nonspecific
nucleases. Such a diverse substrate specificity suggests that
the function of CAN nucleases is associated with degrada-
tive processes.
In the present studies we also used CAN recombinant

nucleases fused with ECFP, GFP and RFP. Since the sta-
bility of recombinant proteins with a C-end or N-end
attached fluorescent marker protein can be altered post-
translationally by proteolytic processing we also analyzed
them via western blot and in-gel nuclease activity assay.
As shown in Figure 2D and E, the electrophoretic mobi-
lities of both nucleases with C-tagged ECFP were
retarded as compared with co-electrophoresed untagged
proteins, corresponding to their enhanced molecular
weight. Furthermore, the nuclease activity of CAN2-ECFP
seems to be unaltered in comparison to untagged CAN2
and is significantly stronger than CAN1-ECFP.
Bioinformatic analysis revealed that plant CAN

nucleases, in addition to SNc domains, also contain some
conserved domains of unknown function. In order to
understand their relevance for nucleolytic activity, the
CAN2 deletion mutants were constructed to remove
regions, comprising conserved residues of each domain
(Figure 2F). Because we intended to use these constructs to
study CAN2 nucleolytic activity as well as its cellular loca-
tion, deletion mutants of untagged CAN2 and CFP-tagged
CAN2 were prepared. Despite the identical condition of
transformation in all repeated experiments we observed a
decreased amount of CAN2 mutant with the deleted myr-
istoylation and palmitoylation motifs, which suggests that
this region can be involved in protein stability (Figure 2G).
The analysis of the nuclease activity of untagged and CFP-
fused CAN2 revealed that mutants lacking the N-SNc, C-
SNc domains and ABC protein-like motifs, are completely
inactive (Figure 2H). Instead, deletion of the amino acid se-
quence showing a similarity to the anti-codon binding do-
main decreases but does not eliminate CAN2 DNase
activity. This is particularly interesting, given the fact that
this region is located inside the catalytic domain, but ap-
parently is not crucial for CAN1/2 DNase and RNase activ-
ities (Figure 2C).

The expression of CAN1 nuclease is induced during
xylogenesis and leaf senescence and correlates with
host-pathogen interactions, whereas the expression of
CAN2 is generally constitutive
In order to establish gene expression profiles for both
CAN nucleases we analyzed microarray experiments
reported by Genevestigator [29]. This Database has col-
lected results of 419 microarray experiments (7137 sam-
ples) performed by authors exploring various aspects of
Arabidopsis biology. Since in many cases the same deter-
minant of gene expression was analyzed independently by
several research groups, in our opinion their results pro-
vide an opportunity to obtain verifiable and objective in-
formation about the expression patterns of selected genes.
We began our studies by examining CAN1 [TAIR:

At3g56170] and CAN2 [TAIR:At2g40410] genes expres-
sion during different developmental processes. In principle
all microarray experiments conducted to compare the
Arabidopsis tissue specific transcription profiles clearly in-
dicate that CAN1 nuclease is preferentially expressed in
stems and roots (Figure 3A-C, Additional file 1). On the
other hand, low expression of CAN1 mRNA was observed
in seeds, seedling, young leaves and flowers. In contrast to
CAN1, the organ specific variability of CAN2 expression
was relatively small. The analysis of other microarrays
revealed that transcription of CAN1 is low in the upper
part of the stem but significantly increased in the lower



Figure 3 Microarray-based expression analysis of CAN1 and CAN2 genes at different developmental stages of Arabidopsis thaliana.
Microarray expression data were retrieved from the Genevestigator database and processed as described in the Methods section. Numbers in
brackets refer to the experiment ID from Genevestigator. Expression levels of genes encoding CAN1 [TAIR:At3g56170] and CAN2 [TAIR:At2g40410]
proteins are displayed as signal values (y-axis) calculated for both genes in a given experiment. The x-axis indicates treatment conditions as
described in the text and below. Light gray bars – controls, dark gray bars – expression in response to treatments within a given experiment.
(A-C) Three examples of experiments demonstrating predominant expression of the CAN1 gene in Arabidopsis stem. (D-E) Two experiments
showing the dependence of CAN1 expression on the stem growth phase. The abbreviations shown on the x-axis indicate the parts of stem:
(tip) – stem tip, (up.mi.) - upper middle part of stem, (lo.mi.)- lower middle part of stem, (base) - stem base. (cov) - A. thaliana cov mutant
affecting the vascular tissue development. (F-G) Correlation of CAN1 expression with xylem development in the root vascular bundle (F) and in
cells induced to differentiate into tracheary elements (G). The abbreviations (2d-10d) indicate the number of days after culture induction. (H-I)
correlation of CAN1 expression level with age-dependent (H) and sugar treatment induced senescence (I). The abbreviations (low/high N) and
(gluc +/−) indicate the nitrogen and glucose concentration, respectively, in the culture medium. Expression profiles of senescence-associated
BFN1 nuclease are also shown.
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part (Figure 3D, E). Since these parts of the stem differ
mainly in the degree of xylem development, this suggests
that CAN1 nuclease can be involved in this process. This
assumption has been confirmed by experiments conducted
to identify the genes involved in development of different
parts of the vascular bundle, i.e. xylem, phloem, cortex,



Figure 4 Microarray-based expression analysis of CAN1 and CAN2 genes in response to various stimuli associated with pathogenesis.
Microarray expression data were retrieved from the Genevestigator database and processed as described in the Methods section. Numbers in
brackets refer to the experiment ID from Genevestigator. Expression levels of genes encoding CAN1 [TAIR:At3g56170] and CAN2 [TAIR:At2g40410]
proteins are displayed as signal values (y-axis) calculated for both genes in a given experiment. The x-axis indicates treatment conditions as
described in the text and below. Light gray bars – controls, dark gray bars – expression in response to treatments within a given experiment.
Detailed references to individual experiments are given in Additional file 2. (A) Microarray study showing specific activation of CAN1 expression in
response to bacterial infection. Plant responses to the following microbial and insect pathogens are presented: leaf bacterium (Pseudomonas
syringae pv. tomato), pathogenic leaf fungus (Alternaria brassicicola), tissue-chewing caterpillars (Pieris rapae), cell-content-feeding thrips
(Frankliniella occidentalis) and phloem-feeding aphids (Myzus persicae). (B-D) Three experiments showing the effect of P. syringae (B-C) and DNA
virus (cabbage leaf curl virus-CaLCuV) (D) on CAN1 gene expression. (E) Influence of different P. syringae strains on CAN1 expression. (F) Influence
of different pathogen-derived elicitors on CAN1 gene expression. (HrpZ) - Harpin elicitor, (NPP1) - necrosis-inducing Phytophthora protein 1,
(Flg22) – flagellin, (LPS) – lipopolysaccharide. (G) Expression of CAN1 gene in plants treated with Syringolin A (SylA) alone and with a
combination of Syringolin A and Erysiphe cichoracearum infection.
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(Figure 3F), as well as genes activated in cells in-
duced to transdifferentiate into xylem tracheary elements
(Figure 3G).
The level of CAN1 expression in young and mature

leaves is low but it increases with leaf aging. This effect was
observed in developmental leaf senescence (Figure 3H) as
well as in leaves that have been induced to senesce by
nitrogen deficiency (Figure 3I). Figure 3H-I shows that
the expression pattern of CAN1 nuclease in senescent
leaves is analogous to the AT1G11190 gene encoding
the well defined BFN1 nuclease involved in leaf
senescence [5,6]. Both genes, AT1G11190 (BFN1) and
At3g56170 (CAN1), have also been included in the list
of about 800 genes showing at least a 3 fold up regu-
lation during leaf senescence, identified by Buchanan-
Wollaston et al. [30].
Numerous microarray studies have demonstrated upre-

gulation of CAN1 expression during environmental stres-
ses. Similar to developmental processes, external stimuli
significantly modulate expression of CAN1 (At3g56170)
but weakly affect expression of CAN2 gene (At2g40410).
We observed that among all the tested factors those that
are related with pathogenesis have the strongest influence
on CAN1 expression. The analysis of the experiments
presented in Figure 4A-D and Additional file 2 clearly
indicates that upregulation of this gene is stimulated by
some bacteria and viruses, while fungi, nematodes and
insects do not exert such an effect. Among the ten experi-
ments conducted to study various aspects of Pseudomonas
sp. infection, nine revealed an elevated level of CAN1
mRNA in relation to controls in tissues attacked by this
pathogen (Figure 4A-C, Additional file 2). The transcrip-
tion of the CAN1 gene was also stimulated by E.coli
(Additional file 2, AT-00202) and dsDNA virus, CaLCuV
(Figure 4D). Other experiments have shown that activa-
tion of CAN1 does not depend on the virulence of the
Pseudomonas strain (vir/avir) (Figure 4E) and also occurs
after elicitor treatment. Three of four available experi-
ments investigating the influence of flagellin on gene ex-
pression have shown that this elicitor can activate CAN1
transcription (Figure 4F, Additional file 2). The particu-
larly strong upregulation of the CAN1 gene was observed
in two experiments studying the influence of syringolin A,
the virulence factor secreted by P.syringae (Figure 4G,
Additional file 2).
To verify the data obtained from the microarray

experiments we examined whether suggested mRNA ex-
pression profiles of CAN1 and CAN2 genes correspond
to any endogenous nucleolytic activity. We analyzed nu-
clease activity profiles of developing stem and senescing
leaves. The development of xylem begins in the lower
part of the stem and this zone successively moves to-
wards the upper part of the growing stem. According to
the scheme presented by Brown et al. [31] we analyzed
the protein extracts isolated from different parts of
stems obtained from plants aged from 4 to 8 weeks. As
shown in Figure 5A, in-gel nuclease activity assay
revealed that the samples prepared from stems contain
two nucleases migrating to the same position as over-
expressed CAN1 and CAN2 used as a control. The ac-
tivity of endogenous nucleases corresponding to CAN2
was essentially constant, which agrees with the observa-
tion derived from the microarray data. In contrast, the
activity of the endogenous nuclease migrating in an
identical fashion as CAN1 is much more variable, i.e. it
is invisible or weak in the upper part of stems and
increases towards the stem base.
To identify the nucleases associated with senescence

we analyzed protein extracts obtained from the individ-
ual rosette leaves of 7 and 8 week old plants. As pre-
sented in Figure 5B and C, endogenous nuclease activity
corresponding to CAN1 appears for the first time in
older leaves of a 7 week old rosette and becomes more
common in the 8 week old rosette leaves. Thus, this re-
sult supports the role of CAN1 nuclease in age-
dependent development. The activity profile of CAN2
nuclease identified in 7 and 8 week old leaves as well as
in the leaves of younger plants (data not shown) was
much more constant, which supports the hypothesis
that this nuclease is characterized by a constitutive
expression.
The assumption that observed endogenous nuclease

activities refer to CAN1 and CAN2 proteins stems from
the facts that corresponding proteins possess exactly the
same electrophoretic mobility, catalytic requirements,
and unusual resistance to heat denaturation, detergents
and 2-mercaptoethanol. Resistance to a reducing agent
provides an opportunity to distinguish endogenous plant
staphylococcal-like nucleases from plant S1 type
nucleases, which possess disulphide bonds and in our
experience are inhibited by 2-mercapthoethanol (data
not shown). This allows us to conclude that microarray
mRNA expression data, confirmed by our protein activ-
ity assays, together suggest that expression of CAN1 nu-
clease is associated with different forms of PCD, such as
xylem development or senescence, while CAN2 expres-
sion is generally constitutive.

The CAN1 and CAN2 nucleases are anchored to the
plasma membrane, probably via N-terminal
myristoylation and palmitoylation
In order to determine the cellular distribution of CAN
nucleases, the translational fusion constructs, CAN1-
ECFP and CAN2-ECFP, were transiently expressed in
Arabidopsis root protoplasts. As a negative control, an
empty vector plasmid, pSAT4A-ECFP (expressing ECFP
alone), was used. As demonstrated in Figure 6A, ECFP
alone, used as a control, is typically distributed



Figure 5 Endogenous CAN1 and CAN2 activity. (A) Changes in endogenous CAN1 and CAN2 activity during stem development. DNase
activity of protein extracts from the 4–8 week old stems were analyzed. The abbreviations for the gel tracks refer to the part of stem: (T) – stem
tip, (Tm) - upper middle part of stem, (Bm) - lower middle part of stem, (B) - stem base. CAN1 (C1) and CAN2 (C1) nucleases transiently expressed
in protoplasts were used as positive controls. (B-C) The endogenous CAN1 and CAN2 nuclease activity of individual leaves of 7 week old (B) and
8 week old (C) rosettes. Consecutive leaf extracts are arranged from the youngest (1) to oldest (10) leaf of rosettes. The CAN1 (C1) and CAN2 (C1)
controls as above (Figure 5A).
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throughout the cytoplasm and nucleus. In turn, intensive
and sharp fluorescent rings were visible around the pro-
toplasts with over-expressed CAN1 and CAN2 nucleases
fused to ECFP (Figure 6B, C). The same subcellular loca-
tion of both proteins we observed in transformed leaf
protoplasts (Additional file 3). Protoplasts transfected
with the same constructs but analyzed via fluorescence
microscopy displayed uniform fluorescence of the proto-
plast surfaces (Additional file 4). These fluorescence
images suggest that both nucleases are associated with
plasma membrane. To ensure that this unusual location
of proteins possessing nuclease activity is not the artifi-
cial result of the protoplast preparation procedure we
also analyzed the location of both nucleases in plant cells
transformed via Agrobacterium tumefaciens. As shown in
Figure 7A and D, the fluorescence of CAN1-RFP and
CAN2-GFP fusion proteins appeared as sharp lines along
the edges of transformed epidermal cells. Magnifications
of selected areas showed that the fluorescence signal
forms two parallel lines indicating plasma membranes of
two neighboring cells (Figure 7B, C). Moreover, as
presented in Figure 7E, drought induced plasmolysis
caused displacement of the fluorescence signal towards
the cell center, which further proves the association of
CAN nucleases with the plasma membrane.
The bioinformatic analysis of CAN nucleases amino

acid sequences did not reveal any pronounced hydropho-
bic regions that could represent transmembrane domains.
To identify the segments potentially interacting with the
plasma membrane we applied deletion mutants of the
CAN2 nuclease (Figure 2F) for transfection experiments.
As shown in Figure 8B-E, the deletion mutations created
in the ABC-like domain, the anticodon binding-like do-
main and both fragments of SNc domains did not affect
the plasma membrane localization of CAN2. Insted, dele-
tion of the N-end fragment containing the myristoylation/
palmitylation motifs significantly affected subcellular
localization of this nuclease (Figure 8A). The removal of
the myristoylation/palmitylation motifs from the CAN1
nuclease resulted in the same effect (Figure 8F). Since it is
known that N-terminus myristoylation is required for
membrane targeting and that palmitoylation of proximal



Figure 6 Plasma membrane localization of CAN1 and CAN2 nucleases in protoplasts. ECFP alone and ECFP-fusion proteins were transiently
expressed in Arabidopsis root cell protoplasts. Localization was analyzed by confocal laser scanning microscopy (right half of each panel). The
corresponding bright-field images are shown on the left halves of panels. (A) Protoplast transformed with empty vector (pSAT6A-ECFP) as a
control shows characteristic cytoplasmatic and nuclear localization (B) Expression of the CAN1-ECFP fusion construct. (C) Expression of the CAN2-
ECFP fusion construct. Clear plasma membrane localization of both nucleases is seen. The length of the white scale bar at the right bottom of
each panel corresponds to 10 μm.
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cysteine residue greatly stabilizes membrane association,
we concluded that CAN nucleases are most probably
anchored to the plasma membrane via these posttransla-
tional modifications.
We took into account that CAN nucleases could

change their location in response to various cellular and
exogenous factors related to PCD. To verify such a pos-
sibility the protoplasts containing over-expressed CAN1-
ECFP and CAN2-ECFP were then subjected to
treatment with the following factors, in the ranges given
in brackets: H2O2 (0.1-1mM), heat stress (36-55°C), salt
stress (NaCl 0.1-1M), flg22 peptide (0.1-1mM), E. coli
strain DH5α (OD 0.01) and A.tumefaciens strain
GV3101 (OD 0.01). Moreover, we compared the cellular
location of CAN nucleases over-expressed in protoplast
prepared from the cells of young (6 week old), mature
(8 week old) and early senescent (12 week old) rosette
leaves. However, we did not observe any influence of the



Figure 7 Plasma membrane localization of CAN1-RFP and CAN2-GFP nucleases transiently expressed in Arabidopsis leaf epidermal
cells. Confocal images were taken two days after A. tumefaciens infiltration. (A) An epidermal cell expressing CAN1-RFP fusion protein. (B) Higher
magnification image of the box in (A). White arrowheads indicate plasma membranes of adjacent cells. (C-E) Epidermal cells expressing the
CAN2-GFP fusion protein. (C and E) Higher magnification images of the box in (D) show plasma membranes of adjacent cells before (C) and after
(D) plasmolysis. (F) Epidermal cells transformed with empty vector pSITE-2NB-GFP as a control. Strong signal around the nucleus (n) and
numerous cytoplasmic strands show characteristic cytoplasmatic localization of GFP protein. The length of the white scale bar at the right bottom
of each panel corresponds to 10 μm.
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above treatment on CAN subcellular location (data not
shown). Moreover, we did not detect over-expressed pro-
teins in the protoplast medium which suggests that under
the tested conditions they are not secreted from the cell
(data not shown). These results show that CAN nucleases
probably do not change their cellular localization under
stress conditions that could trigger PCD or plant defense
response.

Discussion
Despite the significant sequence similarity, eukaryotic
proteins possessing SNase domains appear to fulfill dif-
ferent biochemical and biological functions. For ex-
ample, the Tudor staphylococcal nuclease (Tudor-SN)
possessing both DNase and RNase activities, specifically
interacts with and promotes the cleavage of dsRNA sub-
strates. Since this protein is a component of the RISC
complex, it is expected that it contributes to the RNA
degradation observed in RNAi [32]. The other eukaryotic
homologue of staphylococcal nuclease, the parB, acquired
a novel function during evolution, acting as a redox en-
zyme [33]. Our attempt to detect the potential nuclease
activity of the Arabidopsis parB-like protein [TAIR:
AT1G31170] which we performed in parallel to the study
described in this paper also did not reveal any nuclease ac-
tivity of this protein (data not shown).
In this paper, we examined the molecular activity and

biological function of enzymes belonging to the Arabidopsis
two member protein family characterized by the presence
of a single SNase domain. Transient expression assay
using protoplasts, together with biochemical approaches,
enabled us to show that CAN1 and CAN2 exhibit
calcium dependent deoxyribonuclease activities similar to
that of the bacterial SNases. We found that, despite the
presence of conserved calcium binding and catalytic
amino acid residues in CAN SNase domains, they also
contain an additional, conserved motif showing strong
homology to the anticodon binding domain of some



Figure 8 Subcellular localization of CAN nucleases deletion mutants. ECFP-fusion proteins were transiently expressed in Arabidopsis root cell
protoplasts. The bright-field images are shown in the left part of each panel and corresponding confocal laser scanning images are on the right. The
images show the cellular location of the ECFP fused proteins lacking the following consensus sequences: (A) CAN2 mutant lacking N-myristoylation
and palmitoylation consensus sequences. (B) CAN2 mutant lacking the ABC transporter-like sequence. (C) CAN2 mutant lacking the N-SNc domain.
(D) CAN2 mutant lacking the anticodon binding-like sequence (E) CAN2 mutant lacking the C-SNc domain. (F) CAN1 mutant lacking N-myristoylation
and palmitoylation consensus sequences. The abbreviations of mutated domains as in Figure 2F The length of the white scale bar at the right bottom
of each panel corresponds to 10 μm.
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bacterial tRNA synthetases. Although both of these
domains appear to be of bacterial origin, they do not
occur together in such an arrangement in any known
prokaryotic protein. How the putative RNA binding
motif affects DNase activity of plant nucleases remains
unknown. However, because the deletion of this motif
decreases, but does not eliminate DNase and RNase ac-
tivities, it could be speculated that the anticodon-binding
like domain contributes to the enhancement of the CAN
nucleases catalytic activity.
Despite their amino acid sequence similarity, CAN1

and CAN2 exhibit some significant differences. We
demonstrate that, while CAN1 nuclease digests the sin-
gle stranded and double stranded DNA with comparable
efficiency, CAN2 strongly prefers single-stranded DNA
as its substrate. Moreover, the genes encoding both
nucleases exhibited fundamentally different expression
profiles which may suggest that, despite having the same
subcellular distribution, they do not cooperate in a com-
mon biological process.
It seems that the most remarkable feature of both

CAN nucleases is their unusual cellular localization.
Nucleases that have been studied so far were identified
in cellular compartments containing nucleic acids, such
as the nucleus [1], plastids and mitochondria [34] or in
the organelles where they are stored before final applica-
tion, for example, vacuole [12], lysosome [1] and other
intracellular membrane vesicles [6]. To our knowledge,
the CAN enzymes described in this paper are the only
eukaryotic nucleases associated with the plasma
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membrane. Considering the potential function of CAN
nucleases in the context of their unusual location, it
might be tempting to speculate that plasma membrane
nucleases could be involved in defense response against
pathogen invading plant cells. This assumption could be
supported by our finding that expression of CAN1 cor-
relates well with bacterial and viral infection. However,
overall analysis of CAN1 expression patterns displayed
that activation of its gene is also associated with devel-
opmental processes unrelated to the pathogenic re-
sponse, such as xylem formation and leaf senescence.
Thus, it seems that the CAN1 nuclease is not involved
in the pathogen’s genetic material degradation, unless it
has more than one function. Similarly, it cannot cur-
rently be excluded that a second member of this family,
constitutively expressed CAN2 nuclease, is involved in
some, as yet uncharacterized mechanism of pathogen
DNA processing at the cell surface or in the endosomes.
Detailed analysis of the CAN1 expression profile

revealed that its gene is specifically up-regulated in two
developmental processes leading to controlled cell death,
i.e. xylogenesis and senescence. Induction of CAN1 ex-
pression in response to bacterial and viral attack may
also be related to cell death, because recognition of
avirulent pathogens can trigger resistance-associated
PCD, a hypersensitive response, which also involves
DNA degradation. It should be noted that some HR
induced tobacco deoxyribonucleases [35], whose coding
sequences have not yet been identified, possess catalytic
properties similar to those of CAN1 and CAN2 as pre-
sented in this paper. The assumption that CAN
nucleases can be involved in PCD was also proposed by
Gu et al. [23], who observed the correlation of increased
expression of their cucumber homologue, CsCaN, with
primordial anther-specific DNA damage. Moreover, it is
worth noting that ability of CAN nucleases to efficient
and nonspecific degradation of DNA as well as RNA is
also characteristic for PCD associated degradation
processes.
It is believed that one of the main function of the deg-

radation processes occurring during some types of plant
PCD, mainly in the case of senescence, is redistribution of
nutrients from dying cells to the expanding or sink tissues.
Since nitrogen deficiency is the major nutritional factor
limiting plant growth, most research has focused on
understanding the reutilization of reduced nitrogen
released from proteins, especially from Rubisco, which is
the most abundant protein in plants. Available evidence
shows that this is a multistage process characterized by
intra- or intercellular compartmentalization [36]. Degrad-
ation of Rubisco initiated by plastidial and vacuolar endo-
peptidases is continued into single amino acids and then
to ammonium, which is finally reassimilated into glutam-
ate, glutamine and aspartate. Since the concentrations of
these amino acids in phloem sap increase during late sen-
escence, it is believed that they are the major forms of
long-distance translocatable products of protein degrad-
ation [37]. Although the initial proteolysis occurs in the
senescent mesophill cells, subsequent steps, catalyzed by
glutamate dehydrogenase (GDH) or glutamine synthetase
(GS), occur in cells adjacent to vascular bundles, such as
vascular parenchyma or companion cells [38].
The catabolic pathways responsible for the recycling

of nucleic acid-derived nutrients are much less under-
stood than those concerning proteins. Nucleotides are
the second main source of cellular nitrogen as well as
an important reservoir of phosphorus. However, it is
still unknown to what extent nucleic acids are degraded
during PCD, and how these degradation products are
processed for long-distance transport via the phloem.
Nucleic acid degradation seems to be initiated by
S1-type enzymes, such as BFN1, Zen1, Ben1, whose ex-
pression correlates with different types of plant PCD.
The nature of the reaction products generated by these
nucleases is still not clear but, since these enzymes
possess endonucleolytic activity, they probably produce
DNA fragments of various sizes. However, the study of
phloem sap content during senescence did not reveal
any DNA fragments or single deoxynucleotides. In-
stead, pronounced expression of some nucleobase and
phosphorus transporters was demonstrated in phloem
vessels [39,40] suggesting that some additional reaction
(s) must lead to further degradation of the S1 type
nuclease derived DNA fragments and subsequent
nucleotide catabolism. Moreover, assuming that nucleo-
tides, similar to amino acids, are catabolized in cells
associated with vascular bundles, some mechanism re-
sponsible for intercellular transfer of DNA degradation
products from dying cells should also be considered.
This, as yet hypothetical, process would be in analogy
with those, that enable the mycoplasma to acquire
nucleic acid precursors. Since the CAN1 nuclease
presented here seems to be associated with PCD and
its properties resemble the mycoplasma membrane
nucleases, in the future we intend to verify the hypoth-
esis that this enzyme combines DNA degradation with
transfer of degradation products between the dying
cells and the cells that are responsible for further
nucleotide catabolic processes.
The current state of knowledge does not allow us to

clearly explain at what stage of above described pro-
cesses the CAN nucleases may be involved and various
hypotheses concerning their function(s) require further
studies. However, the identification of a novel class of
nucleases characterized by their plasma membrane loca-
tion indicates that plant cells possess additional, so
far uncharacterized, mechanisms responsible for DNA
degradation.
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Conclusions
One of the main function of plasma membrane is to
provide a highly selective transport of molecules import-
ant to cell growth. An intensive export of nutrients
released from degraded macromolecules is observed in
plant tissues undergoing PCD. Although nucleic acids
are a rich source of nitrogen, phosphorus and nucleotide
bases little is known about the export of DNA and RNA
degraded products from dying cells. Nucleases respon-
sible for genomic DNA degradation during PCD were
identified in cellular compartments containing nucleic
acids or in the organelles where they are stored before
final application. In this paper we present evidence
showing that two plant staphylococcal-like nucleases be-
long to a new, as yet unidentified class of eukaryotic
nucleases, characterized by unique plasma membrane
localization. The identification of this class of nucleases
indicates that plant cells possess additional, so far
uncharacterized, mechanisms responsible for nucleic
acid degradation.
Table 1 Primers used for PCR and RT-PCR amplification of
Arabidopsis CAN1 and CAN2 cDNAs

primer name sequence

CAN1For 5’AAATGGGTAACGCGATTAGG3’

CAN1Rev 5’CATTAATTGCCTCCACGTTTG3’

CAN2For 5’TGGGTGAAAGATGGGTAACG3’

CAN2Rev 5’CCCTCAACAATCACAAATCTCA3’

CAN1Sal 5’ACCGTCGACATGGGTAACGCGATTAGGTTA3’

CAN1Bgl 5’GGGAGATCTGATTGCCTCCACGTTTGTTCT3’

CAN2Sal 5’GTTGTCGACATGGGTAACGCTCTTACGTTT3’

CAN2Bgl 5’CCCAGATCTGTTCCCGCCTATTATTCTTTC3’
Methods
Bioinformatic analysis
The cDNA sequences encoding Arabidopsis CAN1
[TAIR:At3g56170], CAN2 [TAIR:At2g40410] and bacter-
ial proteins presented in Figure 1 [NCBI:YP_004267097,
YP_004174706, YP_004267097; GenBank: EGW73615,
EGW73615) were obtained from NCBI (http://www.
ncbi.nlm.nih.gov). For the alignment of the amino acid
sequences, the BLASTP (http://blast.ncbi.nlm.nih.gov/
Blast.cgi) and CLUSTALW (http://www.ebi.ac.uk/Tools/
clustalw2) programs were employed. Conserved protein
domains and domain architecture were identified using
online tools (http://www.ncbi.nlm.nih.gov/Structure/cdd/
wrpsb.cgi).
The Myristoylator (http://www.expasy.ch/tools/myr-

istoylator/) program and CSS-Palm software (http://
csspalm.biocuckoo.org/index.php) were used to predict
N- terminal myristoylation and palmitoylation sites, re-
spectively. Prediction of transmembrane regions was
performed using the TMHMM (http://www.cbs.dtu.dk/
services/TMHMM-2.0), SOSUI (http://bp.nuap.nagoya-
u.ac.jp/sosui/sosui_submit.html) and PSORT programs
(http://www.psort.org/).
In silico analyses of gene expression patterns were per-

formed with publicly available microarray expression
data provided by Genevestigator [29] (https://www.gene-
vestigator.ethz.ch/at). The Meta-profile-Stimulus tool of
the Genevestigator software was used to estimate the
levels of gene expression in response to different exter-
nal stimuli. The signal values of individual arrays were
obtained from the Meta-profile Northern tool plots and
transferred to a Microsoft Excel spreadsheet for the
calculation of the standard error values and to create
charts.

cDNA cloning and expression
Total RNA was isolated from 30-day-old Arabidopsis
thaliana rosette leaves using TRIzol reagent (Invitrogen)
according to the manufacturer's instructions. The
mRNA was reverse-transcribed into single-stranded
cDNA using an oligo (dT) primer and MMLV reverse
transcriptase (Promega) according to the protocol sup-
plied along with the enzyme. The nested PCR was used
to amplify cDNA encoding CAN1 and CAN2 proteins.
The first round of amplification was performed with spe-
cific pairs of primers designed for both cDNAs using the
Primer3 program (http://biotools.umassmed.edu/bioapps/
primer3_www.cgi). The PCR products were used as a tem-
plate for the second PCR reaction performed with primers
that contained artificial SalI and BglII restriction endo-
nuclease sites at their 5' and 3’ ends, respectively. The pri-
mers used for RT-PCR amplification are listed in Table 1.
An expression vector designed to express HA-tagged fu-
sion proteins was prepared by ligation of two annealed,
complementary oligonucleotides encoding the HA-tag do-
main with pSAT6A vector [41]. The PCR products encod-
ing CAN1 and CAN2 proteins with stop codons were
digested with SalI and BglII restriction endonucleases and
ligated into pSAT6A vector. The PCR products lacking
the stop codon were digested with the same pair of restric-
tion enzymes and ligated in frame with 5’end of HA do-
main or ECFP reporter gene of pSAT6A-HA and
pSAT6A-ECFP-N1 vectors, respectively. The resulting
constructs were confirmed by sequencing.
To transform Arabidopsis leaf epidermal cells, vectors

from the pSITE series [42] were used. PCR products en-
coding CAN1 and CAN2 amino acid sequences lacking
their native stop codons and flanked by attB1 and attB2
sites were cloned into pDONR donor vectors according
to the manufacturer's protocols (Invitrogen). Then, the
CAN1 and CAN2 coding sequences were transferred by
Gateway recombination reactions into the pSITE-4NB
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(RFP) and pSITE-2NB (GFP), respectively. The destin-
ation vectors were transformed into Agrobacterium
tumefaciens GV3101 by the conventional freezing-and-
melting method.

SDS-PAGE and the Western blot
SDS-PAGE was performed according to standard proto-
cols with the Hoefer Mighty Small II gel system. Pro-
teins were transferred to Amersham Hybond-P PVDV
membrane with the Biometra Fastblot B43 semi-dry
transfer system (0.8 mA/cm2, 1 h). The membrane was
blocked and washed according to the manufacturer’s
instructions. The primary anti-HA antibody (Santa Cruz
Biotechnology) and secondary anti-rat HRP-conjugated
antibody (Sigma) were diluted 1:200 and 1:5000, respect-
ively. Immunological detection of proteins was per-
formed with the GE Healthcare ECL Plus Western
Blotting Detection System.

Transient gene expression in Arabidopsis thaliana leaves
and protoplasts
Protoplasts from Arabidopsis root cells (kindly provided
by prof. Elizabeth Jamet) and from leaf mesophyll were
prepared as described by He et al. [43] and Yoo et al.
[44], respectively. Twelve hours after PEG-mediated
transformation, the protoplasts were either prepared for
microscopic analysis or harvested and used to prepare
the protein extracts for in vitro assays. Protein extracts
were prepared by direct protoplast lysis in protein sam-
ple buffer (30% glycerol (v/v), 160 mM Tris-Cl pH 6.8,
6% SDS) supplemented with 5 mM EDTA and 4% (vol/
vol) 2-mercaptoethanol. An aliquot of each extract was
taken to measure the protein concentration using Brad-
ford reagent (Pierce). The remainder of the extracts was
then frozen rapidly at −20°C.
For transient expression in Arabidopsis leaves, the

Agrobacterium strains harboring the destination vectors
were diluted in transformation buffer (10mM Mes, pH
5.8; 10mM MgCl2; 0.15mM acetosyringone) to an OD600

of 0.05 and applied with a syringe to the underside of
the leaves of 4–6 week-old plants.

In-gel nuclease activity assay
The detection of DNase activities was performed as
described previously [9] with the following modifica-
tions. The stacking gel was enriched with 1 mM EDTA
to remove the residual ions present in protein extracts.
The resolving minigel contained sonicated calf thymus
DNA (0.008 mg/ml). For single-stranded DNase activity,
DNA was boiled for 5 min prior to pouring the gel. To
identify both the activity of transiently expressed
nucleases and endogenous nuclease activity 1μg and
10μg of protein extracts were used, respectively. Protein
extracts were incubated for 5 min at 100°C in standard
sample buffer enriched with 2-mercaptoethanol. Electro-
phoresis was performed at +4°C applying 10 V/cm. After
electrophoresis, the resolving gels were soaked twice for
20 min at room temperature in 20% (v/v) isopropanol.
Subsequently, the gels were washed twice for 15 min
and incubated for 48 hours in renaturation buffer con-
taining 1% (v/v) Triton X100 and 20 mM Tris-Cl (pH
8.0). To test the influence of low pH on nuclease activ-
ity, 25 mM sodium acetate (pH 5.5) was used instead of
Tris-Cl. Depending on the experiment, the renaturation
buffers were supplemented with either 1-10mM CaCl2,
0.2 mM ZnCl2 or 5mM EDTA. After incubation, the gels
were washed and then stained in ice cold buffer contain-
ing 10 mM Tris, 1mM EDTA and 0.01 mg/ml ethidium
bromide to reveal the position of nucleases.
Preparation of protein extracts from Arabidopsis stems
and leaves
Arabidopsis thaliana plants (Columbia ecotype) were
grown in sterile soil pots (50 ml) in the phytotron (16 h
light, 8 h dark). Day and night temperatures were set at
22°C and 18°C, respectively. Plants were watered and
fertilized daily with MS mineral solution. Selected organs
were harvested at various stages of growth as indicated
in the Results section and used directly to prepare pro-
tein extracts. The plant pieces were placed into liquid ni-
trogen for 5 min. After thawing, 0.05-0.2ml sample
buffer (30% glycerol (v/v), 160 mM Tris-Cl pH 6.8, 6%
SDS) supplemented with 5 mM EDTA and 4% (vol/vol)
2-mercaptoethanol was poured over the samples which
were then shaken (1400 rpm) for 5 min. at 99°C. Finally,
following centrifugation at 3000×g for 5 min, the protein
extracts were assayed for protein concentration and
stored at −20°C.
Confocal Microscopy Analysis
Confocal laser scanning microscopy was performed
using a NIKON A1Rsi inverted confocal microscope.
To image fluorescent protein fusions in Arabidopsis
thaliana protoplasts a PL APO100X OI (NA = 1.4) ob-
jective was used. ECFP fluorescence was excited by the
457 nm argon laser and detected using a custom 482/35
nm band-pass emission filter. To visualize protein
fusions in leaf epidermis a CFI LWD APO 40X WI (NA
= 1.15) objective was used. eGFP fluorescence was
excited using the 488 nm argon laser and detected using
a custom 525/50 nm band-pass emission filter. mRFP
fluorescence was excited using a 561nm helium-neon
laser and detected using a custom 595/50 nm band-pass
emission filter. Data were collected as single optical sec-
tions or as a series of Z-stacks and processed using Ima-
geJ software.
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Additional files

Additional file 1: Microarray experiments extracted from the
Genevestigator website, examining Arabidopsis thaliana
developmental gene expression.

Additional file 2: Microarray experiments extracted from the
Genevestigator website, examining expression of Arabidopsis
thaliana genes in response to various pathogen infections and
elicitor treatments.

Additional file 3: Plasma membrane localization of CAN1 and CAN2
nucleases in leaf protoplasts.

Additional file 4: The plasma membrane localization of CAN
nucleases by fluorescence microscopy.

Abbreviations
CAN: Calcium dependent nuclease; PCD: Programmed cell death;
SNc: Staphylococcal nuclease.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
KL made a substantial contribution to the conception and design of
research, carried out all molecular biology experiments, and drafted the
manuscript. EP has made contribution to the conception of the study,
interpretation of data and participated in drafting the manuscript. MS: carried
out all microscopic analysis. NW and SS helped in plant protein extract
preparation and evaluation. PW: participated in the coordination of the
overall study. All authors read and approved the final manuscript.

Acknowledgement
We would like to thank Elizabeth Jamet from CNRS-Université for providing
us with Arabidopsis root cells and Angelika Chudzik and Agnieszka Błasińska
for technical assistance. This work was supported by a Polish National
Science Centre grants: NN301 034740 to KL, NN303 813140 to EP, NN303
813540 to MS.

Author details
1Department of Molecular and Cellular Biology, Institute of Molecular Biology
and Biotechnology, Adam Mickiewicz University, Poznań, 89 Umultowska St,
Poznan 61-614, Poland. 2Department of Molecular Virology, Institute of
Experimental Biology, Adam Mickiewicz University, Poznań, 89 Umultowska
St, Poznan 61-614, Poland.

Received: 20 August 2012 Accepted: 22 October 2012
Published: 26 October 2012

References
1. Nagata S, Nagase H, Kawane K, Mukae N, Fukuyama H: Degradation of

chromosomal DNA during apoptosis. Cell Death Differ 2003, 10:108–16.
2. Thomas H, Ougham HJ, Wagstaff C, Stead AD: Defining senescence and

death. J Exp Bot 2003, 54:1127–32.
3. Guo Y, Cai Z, Gan S: Transcriptome of Arabidopsis leaf senescence.

Plant Cell Environ 2004, 27:521–549.
4. Aoyagi S, Sugiyama M, Fukuda H: BEN1 and ZEN1 cDNAs encoding

S1-type DNases that are associated with programmed cell death in
plants. FEBS Lett 1998, 429:134–8.

5. Pérez-Amador MA, Abler ML, De Rocher EJ, Thompson DM, van Hoof A,
LeBrasseur ND, Lers A, Green PJ: Identification of BFN1, a bifunctional
nuclease induced during leaf and stem senescence in Arabidopsis.
Plant Physiol 2000, 122:169–80.

6. Farage-Barhom S, Burd S, Sonego L, Perl-Treves R, Lers A: Expression
analysis of the BFN1 nuclease gene promoter during senescence,
abscission, and programmed cell death-related processes. J Exp Bot 2008,
59:3247–58.

7. Ito J, Fukuda H: ZEN1 is a key enzyme in the degradation of nuclear DNA
during programmed cell death of tracheary elements. Plant Cell 2002,
14:3201–11.
8. Panavas T, Pikula A, Reid PD, Rubinstein B, Walker EL: Identification of
senescence-associated genes from daylily petals. Plant Mol Biol 1999,
40:237–48.

9. Leśniewicz K, Pieńkowska J, Poręba E: Characterization of nucleases
involved in seedling development of cauliflower. J Plant Physiol 2010,
167:1093–100.

10. Li LY, Luo X, Wang X: Endonuclease G is an apoptotic DNase when
released from mitochondria. Nature 2001, 412:95–9.

11. Hara-Nishimura I, Hatsugai N: The role of vacuole in plant cell death.
Cell Death Differ 2011, 18:1298–1304.

12. Obara K, Kuriyama H, Fukuda H: Direct evidence of active and rapid
nuclear degradation triggered by vacuole rupture during programmed
cell death in Zinnia. Plant Physiol 2001, 125:615–26.

13. Farage-Barhom S, Burd S, Sonego L, Mett A, Belausov E, Gidoni D, Lers A:
Localization of the Arabidopsis senescence- and cell death-associated
BFN1 nuclease: from the ER to fragmented nuclei. Mol Plant 2011,
4:1062–73.

14. Mulcahy H, Charron-Mazenod L, Lewenza S: Pseudomonas aeruginosa
produces an extracellular deoxyribonuclease that is required for
utilization of DNA as a nutrient source. Environ Microbiol 2010, 12:1621–9.

15. Paddenberg R, Weber A, Wulf S, Mannherz HG: Mycoplasma nucleases
able to induce internucleosomal DNA degradation in cultured cells
possess many characteristics of eukaryotic apoptotic nucleases.
Cell Death Differ 1998, 5:517–28.

16. Schmidt JA, Browning GF, Markham PF: Mycoplasma hyopneumoniae
mhp379 is a Ca2+−dependent, sugar-nonspecific exonuclease exposed
on the cell surface. J Bacteriol 2007, 189:3414–24.

17. Jarvill-Taylor KJ, VanDyk C, Minion FC: Cloning of mnuA, a membrane
nuclease gene of Mycoplasma pulmonis, and analysis of its expression in
Escherichia coli. J Bacteriol 1999, 181:1853–60.

18. Li L, Krishnan M, Baseman JB, Kannan TR: Molecular cloning, expression,
and characterization of a Ca2+-dependent, membrane-associated
nuclease of Mycoplasma genitalium. J Bacteriol 2010, 192:4876–84.

19. Tang J, Zhou R, Shi X, Kang M, Wang H, Chen H: Two thermostable
nucleases coexisted in Staphylococcus aureus, evidence from
mutagenesis and in vitro expression. FEMS Microbiol Lett 2008,
284:176–83.

20. Sundström JF, Vaculova A, Smertenko AP, Savenkov EI, Golovko A, Minina E,
Tiwari BS, Rodriguez-Nieto S, Zamyatnin AA Jr, Välineva T, Saarikettu J,
Frilander MJ, Suarez MF, Zavialov A, Ståhl U, Hussey PJ, Silvennoinen O,
Sundberg E, Zhivotovsky B, Bozhkov PV: Tudor staphylococcal nuclease is
an evolutionarily conserved component of the programmed cell death
degradome. Nat Cell Biol 2009, 11:1347–54.

21. Isono K, Satoh K, Kobayashi H: Molecular cloning of a cDNA encoding a
novel Ca2+−dependent nuclease of Arabidopsis that is similar to
staphylococcal nuclease. Biochim Biophys Acta 2000, 1491:267–72.

22. Guo K, Liu S, Takano T, Zhang X: Molecular cloning, expression, and
characterization of a Ca2+−dependent nuclease of Arabidopsis thaliana.
Protein Expr Purif 2012, 83:70–4.

23. Gu HT, Wang DH, Li X, He CX, Xu ZH, Bai SN: Characterization of an
ethylene-inducible, calcium-dependent nuclease that is differentially
expressed in cucumber flower development. New Phytol 2011,
192:590–600.

24. Hauenstein S, Zhang CM, Hou YM, Perona JJ: Shape-selective RNA
recognition by cysteinyl-tRNA synthetase. Nat Struct Mol Biol 2004,
11:1134–41.

25. Aicart-Ramos C, Valero RA, Rodriguez-Crespo I: Protein palmitoylation and
subcellular trafficking. Biochim Biophys Acta 2011, 1808:2981–94.

26. Boisson B, Giglione C, Meinnel T: Unexpected protein families including
cell defense components feature in the N-myristoylome of a higher
eukaryote. J Biol Chem 2003, 278:43418–29.

27. Ren J, Wen L, Gao X, Jin C, Xue Y, Yao X: CSS-Palm 20: an updated
software for palmitoylation sites prediction. Protein Eng Des Sel 2008,
21:639–44.

28. Lee SJ, Böhm A, Krug M, Boos W: The ABC of binding-protein-dependent
transport in Archaea. Trends Microbiol 2007, 15:389–97.

29. Zimmermann P, Hirsch-Hoffmann M, Hennig L, Gruissem W:
GENEVESTIGATOR Arabidopsis microarray database and analysis toolbox.
Plant Physiol 2004, 136:2621–2632.

30. Buchanan-Wollaston V, Page T, Harrison E, Breeze E, Lim PO, Nam HG, Lin
JF, Wu SH, Swidzinski J, Ishizaki K, Leaver CJ: Comparative transcriptome

http://www.biomedcentral.com/content/supplementary/1471-2229-12-195-S1.pdf
http://www.biomedcentral.com/content/supplementary/1471-2229-12-195-S2.pdf
http://www.biomedcentral.com/content/supplementary/1471-2229-12-195-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2229-12-195-S4.pdf


Leśniewicz et al. BMC Plant Biology 2012, 12:195 Page 18 of 18
http://www.biomedcentral.com/1471-2229/12/195
analysis reveals significant differences in gene expression and signalling
pathways between developmental and dark/starvation-induced
senescence in Arabidopsis. Plant J 2005, 42:567–85.

31. Brown DM, Zeef LA, Ellis J, Goodacre R, Turner SR: Identification of novel
genes in Arabidopsis involved in secondary cell wall formation using
expression profiling and reverse genetics. Plant Cell 2005, 17:2281–95.

32. Caudy AA, Ketting RF, Hammond SM, Denli AM, Bathoorn AM, Tops BB,
Silva JM, Myers MM, Hannon GJ, Plasterk RH: A micrococcal nuclease
homologue in RNAi effector complexes. Nature 2003, 425:411–4.

33. Basu MK, Koonin EV: Evolution of eukaryotic cysteine sulfinic acid
reductase, sulfiredoxin Srx, from bacterial chromosome partitioning
protein ParB. Cell Cycle 2005, 4:947–52.

34. Tang LY, Sakamoto W: Tissue-specific organelle DNA degradation
mediated by DPD1 exonuclease. Plant Signal Behav 2011, 6:1391–1393.

35. Mittler R, Lam E: Identification, characterization, and purification of a
tobacco endonuclease activity induced upon hypersensitive response
cell death. Plant Cell 1995, 7:1951–62.

36. Gregersen PL, Holm PB, Krupinska K: Leaf senescence and nutrient
remobilisation in barley and wheat. Plant Biol (Stuttg) 2008,
10(Suppl 1):37–49.

37. Leegood RC: Roles of the bundle sheath cells in leaves of C3 plants.
J Exp Bot 2008, 59:1663–73.

38. Tercé-Laforgue T, Dubois F, Ferrario-Méry S, de Crecenzo MA, Sangwan R,
Hirel B: Glutamate dehydrogenase of tobacco is mainly induced in the
cytosol of phloem companion cells when ammonia is provided either
externally or released during photorespiration. Plant Physiol 2004,
136:4308–17.

39. Möhlmann T, Bernard C, Hach S, Ekkehard Neuhaus H: Nucleoside
transport and associated metabolism. Plant Biol 2010, 12:26–34.

40. Chapin LJ, Jones ML: Ethylene regulates phosphorus remobilization and
expression of a phosphate transporter PhPT1 during petunia corolla
senescence. J Exp Bot 2009, 60:2179–90.

41. Tzfira T, Tian GW, Lacroix B, Vyas S, Li J, Leitner-Dagan Y, Krichevsky A, Taylor
T, Vainstein A, Citovsky V: pSAT vectors: a modular series of plasmids for
autofluorescent protein tagging and expression of multiple genes in
plants. Plant Mol Biol 2005, 57:503–16.

42. Chakrabarty R, Banerjee R, Chung SM, Farman M, Citovsky V, Hogenhout SA,
Tzfira T, Goodin M: PSITE vectors for stable integration or transient
expression of autofluorescent protein fusions in plants: probing
Nicotiana benthamiana-virus interactions. Mol Plant Microbe Interact 2007,
20:740–50.

43. He P, Shan L, Sheen J: The use of protoplasts to study innate immune
responses. Methods Mol Biol 2007, 354:1–9.

44. Yoo SD, Cho YH, Sheen J: Arabidopsis mesophyll protoplasts: a versatile
cell system for transient gene expression analysis. Nat Protoc 2007,
2:1565–72.

doi:10.1186/1471-2229-12-195
Cite this article as: Leśniewicz et al.: Plant plasma membrane-bound
staphylococcal-like DNases as a novel class of eukaryotic nucleases. BMC
Plant Biology 2012 12:195.
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


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	CAN nucleases are predicted to be N-myristoylated and palmitoylated proteins with modified SNase domains
	CAN1 and CAN2 nucleases transiently expressed in protoplasts vary in their catalytic activities
	The expression of CAN1 nuclease is induced during xylogenesis and leaf senescence and correlates with host-pathogen interactions, whereas the expression of CAN2 is generally constitutive
	The CAN1 and CAN2 nucleases are anchored to the plasma membrane, probably via N-terminal myristoylation and palmitoylation

	Discussion
	Conclusions
	Methods
	Bioinformatic analysis
	cDNA cloning and expression
	SDS-PAGE and the Western blot
	Transient gene expression in Arabidopsis thaliana leaves and protoplasts
	In-gel nuclease activity assay
	Preparation of protein extracts from Arabidopsis stems and leaves
	Confocal Microscopy Analysis

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgement
	Author details
	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 0.0000
  /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


