
Byrd et al. BMC Bioinformatics 2014, 15:262
http://www.biomedcentral.com/1471-2105/15/262
METHODOLOGY ARTICLE Open Access
Clinical PathoScope: rapid alignment and filtration
for accurate pathogen identification in clinical
samples using unassembled sequencing data
Allyson L Byrd1,2†, Joseph F Perez-Rogers1,3†, Solaiappan Manimaran3, Eduardo Castro-Nallar4, Ian Toma5,
Tim McCaffrey5, Marc Siegel6, Gary Benson1,7,8, Keith A Crandall4* and William Evan Johnson1,3*
Abstract

Background: The use of sequencing technologies to investigate the microbiome of a sample can positively impact
patient healthcare by providing therapeutic targets for personalized disease treatment. However, these samples
contain genomic sequences from various sources that complicate the identification of pathogens.

Results: Here we present Clinical PathoScope, a pipeline to rapidly and accurately remove host contamination,
isolate microbial reads, and identify potential disease-causing pathogens. We have accomplished three essential tasks
in the development of Clinical PathoScope. First, we developed an optimized framework for pathogen identification
using a computational subtraction methodology in concordance with read trimming and ambiguous read
reassignment. Second, we have demonstrated the ability of our approach to identify multiple pathogens in a
single clinical sample, accurately identify pathogens at the subspecies level, and determine the nearest phylogenetic
neighbor of novel or highly mutated pathogens using real clinical sequencing data. Finally, we have shown that Clinical
PathoScope outperforms previously published pathogen identification methods with regard to computational speed,
sensitivity, and specificity.

Conclusions: Clinical PathoScope is the only pathogen identification method currently available that can identify
multiple pathogens from mixed samples and distinguish between very closely related species and strains in samples
with very few reads per pathogen. Furthermore, Clinical PathoScope does not rely on genome assembly and thus can
more rapidly complete the analysis of a clinical sample when compared with current assembly-based methods. Clinical
PathoScope is freely available at: http://sourceforge.net/projects/pathoscope/.
Background
Despite recent advances in diagnostic and preventative
medicine, infectious diseases still account for a large
proportion of the disease burden and mortality world-
wide, particularly in low-income areas and developing
countries [1]. Current clinical diagnostic tests for identi-
fying infection-causing pathogens utilize limited tech-
nologies such as polymerase chain reactions (PCR),
Sanger sequencing, or cell culture. These methods typic-
ally focus on identifying only a single pathogen at a time
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and often lack the specificity required to distinguish be-
tween closely related species or strains of the same spe-
cies. Bacterial cultures can accurately identify culturable
pathogens, but usually require 4–5 days to complete and
cannot be conducted for all pathogens [2]. Microarray
technologies, such as the Virochip [3], have been shown
to be useful in the space of pathogen identification. Mi-
croarrays, such as these, are designed to detect known
pathogens through the use of high-sensitivity probes and
isotype novel pathogens using probes that map to con-
served genomic regions. While useful for broad spectrum
screening of clinical samples, this technology is limited in
that probes must be continually designed and updated to
support the ever-growing number of genomic sequences
in public databases.
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In recent years, researchers have taken advantage of
innovations in sequencing technologies to more rapidly
identify and characterize pathogens responsible for dis-
ease outbreaks, including the West Nile Virus [4], H1N1
influenza [5-7], cholera [8], Escherichia coli [9-12], Sal-
monella [13], and antibiotic resistant Klebsiella pneumo-
niae [14]. Traditionally, sequencing a single sample has
taken as long as several days or weeks using the most
common platforms. Recent commercial efforts, however,
have reduced this time to a few hours or days, projecting
within the next few years sequencing runs of less than
an hour with a cost of under one hundred dollars [15].
Once these technologies become widely accessible, the
use of sequencing as a diagnostic tool in the clinic will
have great potential for more personalized medical
applications. The rapid and accurate analysis of next-
generation sequencing data, however, remains a chal-
lenge for many reasons. The sheer volume of data, for
example, is difficult to analyze without significant com-
putational resources (e.g., a typical sequencing run on
the Illumina HiSeq 2500 can yield 300 million reads re-
quiring 30 GB of storage capacity and significant RAM re-
quirements for processing) [16]. Furthermore, DNA from
host genomes or commensal species will often dominate
clinical samples and sequencing error can swamp out
diagnostic signal. These challenges highlight the need for
the development of highly sensitive algorithms that can
distinguish among closely related pathogenic strains in a
computationally efficient manner.
Current sequencing-based diagnostic methods [17-23]

require thousands of reads from the pathogen and in-
clude computationally intensive steps such as genome
assembly, multiple genome alignments, extensive hom-
ology searches, and/or phylogeny estimation, with some
methods taking upwards of three days to complete a sin-
gle run [17]. Additionally, these methods fail to accur-
ately identify pathogens at the strain level and will often
assign ambiguously aligned reads to higher taxonomic
levels which may lead to a nonspecific or incorrect diag-
nosis and the administration of ineffective clinical treat-
ments. Such was the case during the European outbreak
of hemorrhagic Escherichia coli, which resulted in 3,800
infections and 54 deaths across 13 countries due to a 3-
week delay in appropriate intervention [9]. The chal-
lenges encountered when diagnosing viral and bacterial
pathogens in the clinic reinforce the need for a stream-
lined sequencing protocol and a highly sensitive compu-
tational method by which strain specific identification
can be rapidly achieved. By helping clinicians to direct
treatment and avoid misdiagnoses, the identification of
viral and bacterial pathogens in clinical samples will dir-
ectly benefit patients suffering from a variety of infec-
tious diseases [24]. In particular, assigning a viral rather
than bacterial cause to an infection may help alleviate
the antibiotic overuse that is common in clinical practice
today [25]. Recent editorials and reviews express con-
cern that analysis, rather than data generation, is likely
to be the limiting factor for sequence-based clinical
pathology; thus, clearly highlighting the need for ‘clinic-
ready’ software tools and approaches [2,26-29].
Here we present Clinical PathoScope, a rapid align-

ment and filtration pipeline for accurate viral and bacterial
pathogen identification using unassembled sequencing data.
Using a variety of clinical samples and simulated scenarios,
we demonstrate our method’s ability to differentiate be-
tween pathogens, identify multiple pathogens in a sin-
gle clinical sample, and identify the closest relative to
highly mutated and novel strains. Clinical PathoScope
builds on the previous success of PathoScope v1.0 [30],
which capitalizes on a Bayesian statistical framework to
process an alignment file and provide posterior prob-
ability profiles of organisms present. While PathoScope
v1.0 showed success when used with purified samples,
it was necessary to develop a method to remove poten-
tial contaminating sequences from the host and com-
mensal microbes for host-dominated clinical samples.
Clinical PathoScope incorporates the original Patho-
Scope algorithm into a novel pipeline that allows users
to go directly from metagenomic sequencing reads to a
list of organisms present in a sample in one easy step
and in a clinically relevant timeframe. For convenience,
we provide bacterial and viral databases curated from
NCBI; however, custom databases can easily be incor-
porated as well. Taken together, these features make
Clinical PathoScope the fastest and most accurate pipeline
currently in the literature for identifying strain-specific
pathogens in clinical samples without the need for gen-
ome assembly. Clinical PathoScope (version 1.0) is freely
available at: http://sourceforge.net/projects/pathoscope/.

Methods
In order to develop the Clinical PathoScope framework,
we have accomplished the following essential tasks for
pathogen identification in clinical samples: 1) selection
of the most appropriate alignment algorithm and param-
eters for optimal performance on clinical samples, 2)
evaluation of filtering approaches to efficiently remove
reads from a clinical sample that originated from host,
non-target, or non-pathogenic genomes, and 3) the evalu-
ation and comparison of Clinical PathoScope with existing
approaches using multiple real datasets [see Additional
file 1 for Clinical PathoScope development workflow]. De-
tails regarding the specific methods evaluated, pipeline
modules, and results observed are given in the subsequent
sections. Finally, we have implemented these results into a
highly sensitive and efficient pipeline that is user-friendly
and approachable by physicians and researchers without
the requirement of advanced computational expertise.

http://sourceforge.net/projects/pathoscope/
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Clinical PathoScope pipeline development & evaluation
The Clinical PathoScope pipeline consists of three pri-
mary steps: 1) optimized read alignment, 2) host and
non-target genome filtration, and 3) ambiguous read re-
assignment. We developed the optimized Clinical Patho-
Scope algorithm using a set of simulated clinical samples
(described below) and later validated our method and
compared our results against existing approaches using
multiple clinical datasets, some of which are original to
this publication.

Reference genome library curation and processing
One of the most important steps for the accurate identi-
fication of benign and pathogenic genomes is to build a
comprehensive genome library containing all species
and strains likely to be present in the sample. This is a
critical step as Clinical PathoScope can only identify or-
ganisms or their nearest neighbors if they are present in
the library. In order to maximize the characterization of
all reads within a given clinical sample, our method
aligns reads against three broad categories of reference
genomes. The human host library consisted of two se-
quences totaling 3.2 gigabase-pairs (Gbps); the GRCh37/
hg19 build of the human genome, as well as the human
ribosomal DNA sequence [GenBank:U13369]. The ribo-
somal reference was included in order to remove several
false positive alignments to viral genomes that share se-
quence similarity with human ribosomal RNA (a list of
these viral genomes is given in Additional file 2). The
bacterial library was downloaded from NCBI (ftp://ftp.ncbi.
nlm.nih.gov/genomes/Bacteria/all.fna.tar.gz, 12/15/12) and
contained 2,402 complete reference genomes and 1,759
plasmid sequences. In all, this bacterial library consisted of
7.7 Gbps of DNA sequence. Due to restrictions enforced
by some of the aligners with regard to index size, it was ne-
cessary to split this library into two smaller segments to fa-
cilitate proper alignment. Finally, the viral library was also
obtained from NCBI (ftp://ftp.ncbi.nlm.nih.gov/genomes/
Viruses/all.fna.tar.gz, 1/10/13). For genomes in which
multiple segments were available, all segments for a given
genome were concatenated into a single contiguous se-
quence with each segment separated by a series of null
characters (N’s). In total, the viral library contained 3,738
complete genomes and 110 megabase-pairs (Mbps) of total
sequence.

Generation of simulation study datasets
We simulated two sets of five in silico clinical samples to
represent a variety of clinical scenarios including infec-
tions with two or more disease causing and benign path-
ogens, infections with a pathogen having closely related
substrains (e.g. Human adenovirus), and infections with
highly mutated pathogens. The first set of simulated sam-
ples was used to evaluate several alignment algorithms
and to optimize the architecture of the Clinical Patho-
Scope pipeline. The second set was then used to evaluate
the efficacy of Clinical PathoScope alongside existing
technologies. Importance was placed on implementing
accurate mutation rates, genome diversity, and relative
compositions. Functioning as positive controls, these
data were essential to develop a robust pipeline for
pathogen identification. Each sample was composed of
human, bacterial, and viral sequences mimicking the
microbiota found in sequencing data from nasopharyngeal
samples during a respiratory tract infection [31,32]. Specif-
ically, 10 million 100-base reads were generated for each
sample with 90% of reads originating from the host tran-
scriptome (human RNA), 9% from bacterial genomes, and
1% from viral genomes. The first set of simulated samples
contained sequencing reads from five bacterial and six
viral genomes at various depths of coverage. This was es-
sential to determine how each aligner and pipeline archi-
tecture performed with respect to the number of reads
originating from each genome. The second set of simu-
lated samples was designed as a more challenging and
realistic dataset and was used to evaluate our optimized
approach. Each sample contained sequences from six viral
genomes and twenty-five bacterial genomes. The number
of reads originating from each viral genome ranged
from ten to 63,640. To determine a realistic bacterial land-
scape for these samples, we downloaded and aligned three
anterior nares samples [SRA: SRS011105, SRS012291,
SRS013637] from the Human Microbiome Project (http://
hmpdacc.org/HMASM/) and selected 25 of the most
common bacterial strains (19 unique species) to be in-
cluded in our simulation. The number of reads originating
from each bacterial genome was determined by sampling
a Gaussian distribution such that the number of bacterial
reads per sample totaled 900,000. Reference genomes for
each of the representative species were obtained from
NCBI’s RefSeq database [33] and samples were simulated
using the next-generation read simulator, Mason [34],
employing its ‘Illumina sequencing’ error-model. Previ-
ously published species or kingdom specific mutation
rates for SNPs and indels were applied to the human [35],
bacterial [36], and viral [37] genomes to accurately capture
the variability inherent in clinical samples. The simulated
datasets are available for download on the PathoScope
software distribution site and will be useful for bench-
marking and comparing future metagenomic analysis
pipelines. The specific parameters and code used to gener-
ate this dataset as well as accession numbers of reference
genomes and actual read proportions of each genome
within each sample are given in Additional file 3.

Alignment optimization
We evaluated and compared four publicly available
alignment algorithms (Bowtie2.0.0 [38], BWA 0.6.2 [39],
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PBLAT 2.0.0 [40], SOAP2 2.21 [41]) based on three cri-
teria, namely, 1) run time, 2) sensitivity and 3) specificity
by aligning our first set of five simulated samples against
the human, bacterial, and viral reference libraries de-
scribed above [see Additional file 4 for aligner evaluation
schematic]. Run time was measured as cpu minutes
using 8 cores and a single 2.3 GHz AMD Opteron pro-
cessor on the Boston University Medical Campus LinGA
cluster. Using the resulting alignment files and the
known origin of the reads, sensitivity was measured as
the number of true positives divided by the number of
true positives plus false negatives, and specificity was
measured as the number of true negatives divided by the
number of true negatives plus false positives. Our goal
was to identify the algorithm and parameters that pro-
vided the best balance of our three evaluation criteria.
Additionally, we examined the effect of varying the
length of each read on the number of reads correctly
aligned to the reference genomes using the first 25, 50,
75, and 100 base-pairs, as well as the full-length se-
quence. Evaluating variable read lengths served multiple
purposes: 1) determining whether aligning the entire
read was necessary, or if aligning a smaller segment of
the read performed just as well, 2) identifying optimal
sequence read size for future studies, and 3) evaluating
whether aligning a smaller portion of the read can replace
the need for a computationally intensive spliced-read
alignment algorithm for reads from host/filter genomes
that contain spliced gene transcripts. The version informa-
tion, run commands, and alignment results for each algo-
rithm and all parameters evaluated are included in
Additional file 5 and Additional file 6.

Filtration optimization
We employed a computational subtraction methodology
[42] in which reads are sequentially aligned against a series
of reference genomes to determine their origin. For our
purposes, we aligned reads against libraries of reference
genomes originating from human, bacteria, or viruses.
Within our pipeline, reads that align to the target library
(e.g. viral library for virus detection) are retained while
reads that align to the host (e.g. human library) and non-
target (e.g. bacterial library) sequences are removed. The
effects of varying the order of subtraction were examined
by comparing the resulting alignment sensitivity, specifi-
city, and pipeline run time using all six permutations of
our three libraries. Additionally, we evaluated the effect of
using the PathoScope expectation maximization (EM) al-
gorithm [30] to minimize false positive mappings by reas-
signing reads with ambiguous alignments to their correct
genome of origin. A detailed diagram of the overall experi-
mental design is shown in Additional file 1. The subtrac-
tion methods evaluated for use in our pipeline as well as
the optimal method are shown in Additional file 7.
Clinical datasets
Prostate Cancer Cell Line (PCCL)
The PCCL dataset [43] has been leveraged in previous
studies as a positive control and a means for comparing
algorithm run time. This dataset is derived from a prostate
cancer cell line infected with the human papillomavirus
serotype 18. The RNA sequencing was performed using
an Illumina GA II sequencer and 26,958,682 reads (40
bases each) were publically available [SRA:SRR073726].

New World Titi Monkey Adenovirus Outbreak (TMAdv)
Sequencing reads from two New World titi monkeys
(Callicebus cupreus) infected with a highly divergent
adenovirus [44] make up the second dataset used to
evaluate Clinical PathoScope. The samples originated
from an outbreak of an unknown virus in a colony of titi
monkeys in California. Chen et al. obtained tissue sam-
ples from the lungs of two titi monkeys during necropsy
and were sequenced together using the Illumina GA IIx
for 73 cycles in both directions yielding 12,393,506 reads
(73 bases). Chen et al. identified the cause to be a new
highly divergent species of adenovirus that was subse-
quently assembled and so named Titi Monkey adenovirus
(TMAdv). We supplemented our host library with the
most closely related, fully sequenced simian species, Calli-
thrix jacchus [GenBank:PRJNA46205]. As a positive con-
trol, we included the TMAdv genome in our target library
and validated that Clinical PathoScope accurately distin-
guished the TMAdv from all other adenovirus genomes.

Tuberculosis in a Mummy
Sequencing reads from a 200 year old mummy infected
with tuberculosis were obtained from a previous study
[45] and used to evaluate Clinical PathoScope’s ability to
detect bacterial pathogens. The sample was collected
from lung tissue taken from the left side of the thorax of
a mummified body. Pulmonary tuberculosis was sus-
pected because of the cathectic state of the body and
was confirmed by PCR analyses. As further validation,
the sample was sequenced on the Illumina MiSeq instru-
ment for 300 cycles in both directions yielding 5,541,400
reads with an average length of 297 basepairs; the reads
were retrieved from Sequence Read Archive with acces-
sion number SRP018736. For analysis with Clinical
PathoScope, the reads were split into 12,261,862 reads of
approximately 100 bases in length.

16S Amplimer Sequencing (16S)
In addition to testing our approach on in silico and previ-
ously published clinical datasets, we validated our ap-
proach on data from our own clinical samples. Under GW
IRB-approved protocol #051140, unused deep endobron-
chial sputum samples acquired from three intubated sub-
jects were obtained after the samples had been used for
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standard microbiologic testing and culture as directed by
the medical team. A waiver of informed consent was used
since the samples were being used as part of the standard
of care for these subjects. Each subject was provided a
handout detailing the study and given them the option to
have their sputum samples excluded from the study. The
bacteriological staining of aspirate samples revealed the
presence of Gram-negative bacteria, and bacterial cul-
ture from aspirates identified abundant Pseudomonas
(patients F1 and G1) and Enterobacter (patient H1),
with opportunistic flora in all samples. All three pa-
tients were on an antibiotic treatment regimen prior to
the collection of samples. Patient F1 was treated with a
combination of aminoglycoside (gentamicin and tobra-
mycin) and polymyxin (colistin) antibiotics; patient G1
was on gentamicin/tobramycin regimen only, and pa-
tient H1 was treated with third generation cephalo-
sporin antibiotics (ceftazidime). In addition to clinical
samples, we collected the bacterial DNA from gram-
positive and gram-negative ATCC reference strains:
Staphylococcus aureus (ATCC No. 25923 - MSSA), En-
terococcus faecalis (ATCC No. 51299), Pseudomonas aeru-
ginosa (ATCC No. 27853), Escherichia coli (ATCC No.
25922). Total DNA from these samples was isolated by
centrifugation, and solubilization of the pellet using the
Sigma GeneElute kit combined with a lysis buffer by
mixing together the Gram + and Gram- buffers supple-
mented with lysozyme (2.115X10^6 units/mL), lysosta-
phin (200 units/mL), mutanolysin (5000 units/mL).
Nanodrop and Qubit measurement of concentrations
were used to quantify DNA. After DNA isolation, we
amplified the 16S ribosomal RNA (rRNA) gene using
the U1492R, Tm 49.44 (GGTTACCTTGTTACGACTT)
and B27F, Tm 41.67 (AGAGTTTGATCCTGGCTCAG)
universal primers using 800 ng of template. The ampli-
mers were ligated into SMRTbells and sequenced on a
Pacific Biosystems RS. The sequencing yielded an aver-
age of 4,127 reads per sample, averaging 1,178 bases
long. For analysis with Clinical PathoScope, the PacBio
reads from each sample were split into 100 base seg-
ments that were then treated as individual reads, gener-
ating on average 39,183 reads of 100 bases per sample.
To accommodate the high identity of 16S RNA se-
quences from different bacterial species and strains, the
alignment parameters for this dataset were tightened
compared to the viral samples, allowing 1 mismatch per
100 bases during alignment, and allowing for multiple
‘best’ hits per read (e.g. Bowtie2 ‘k’ set at 1,000). These
data were submitted to the NCBI Sequence Read Archive
(SRA) database under accession number SRP028704.

16S phylogenetic inference
We took all genomes from GenBank’s RefSeq database be-
longing to Pseudomonas, Enterobacter, and Acinetobacter
genera (56 taxa) and generated a BLAST database, which
we queried with a full-length 16S rRNA gene sequence
[46]. We selected one copy per species and aligned the
resulting dataset using a secondary structure aware algo-
rithm (Q-INS-i) as implemented in MAFFT [47]. We ran
10 independent Maximum Likelihood searches in RAxML
[48] (1000 bootstraps) assuming a GTR nucleotide substi-
tution model with gamma distributed rate heterogeneity.
Additionally, we obtained diagnostic characters defining
particular species using the phylogeny-aware algorithm
implemented in CAOS [49].

Clinical dataset preprocessing
The four clinical datasets were used to evaluate our Clin-
ical PathoScope pipeline and to compare our method
against previously published algorithms. A summary of
these datasets is shown in Additional file 8. Extensive qual-
ity control was performed uniformly on each of the data-
sets to remove low quality and artificial sequences using
PrinSeq [50] (−derep 123; −lc_method dust; −lc_threshold
40) and Cutadapt [51], respectively. For each read, bases
having a Phred quality score less than 20 were trimmed
from the 3′ end and reads with a median quality score
below 20 were removed. Low complexity and redundant
reads were determined using PrinSeq and removed along
with adapter and primer sequences [see Additional file 9
for a complete list of adapter and primer sequences]. A
minimum read length of 25 base pairs was strictly enforced
for trimmed reads to facilitate accurate sequence align-
ment. Reads that failed to meet the length requirement
were not considered for further analysis.

Comparison to published algorithms
Clinical PathoScope was evaluated alongside two exist-
ing pathogen identification algorithms, RINS [19] and
READSCAN [18] to emphasize the major differences in
performance between assembly-based approaches and
our implementation of computational subtraction with
varying read length and ambiguous read reassignment.
All three methods were compared based on their ability
to rapidly identify the pathogens present in the clinical
datasets described above. We also considered several
published metagenomic-like pipelines such as CloVR-
Metagenomics [52], IMSA [53], LMAT [54], and metA-
MOS [55] in the context of pathogen identification.
These methods were of limited use in this context be-
cause of their significantly longer run times (see Results).
Additionally, we tested MGmapper [56], KmerFinder
[56,57], and Tapir [58]. These approaches are webserver-
based approaches, which in some cases have stand-alone
downloadable software, however the stand-alone ver-
sions produced errors at implementation. Additionally,
these methods were not designed for metagenomic sam-
ples and therefore have no mechanism for dealing with
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host sequences, and as a result these methods were not
considered further in this study.

Results and discussion
Comparison of alignment algorithms
The internal parameters for each alignment algorithm
were evaluated and tuned to maximize alignment sen-
sitivity and specificity as well as to minimize run time
by mapping reads from our first set of simulated sam-
ples to the reference libraries [see Additional file 5 and
Additional file 6]. The average alignment results and
confidence intervals of each algorithm using optimized
parameters and read lengths are shown in Table 1.
When aligning reads to the human library, SOAP2 was
on average 30.5% faster than Bowtie2; however Bow-
tie2 had a 15.0% higher average sensitivity at 90.2%
and a more consistent run time. For alignments to the
viral library, PBLAT had the highest average sensitivity
of 99.8%. Bowtie2 also achieved a high average sensi-
tivity of 98.1% with an 80% reduction in average run-
time compared with PBLAT. For alignments to the
bacterial library, PBLAT had the highest average sensi-
tivity of 98.9%; however, it took almost 20 times longer
than Bowtie2, which had an average sensitivity of
79.8%. Overall, Bowtie2 offered the best combination
of sensitivity, specificity, and speed when aligning
reads against the human, bacterial, and viral libraries.

Impacts of read length
We evaluated the effect of varying the length of each
read used during alignment to further maximize the sen-
sitivity, specificity, and minimize run time. Temporary
read splitting and trimming allows clinical samples from
any sequencing technology to be analyzed without com-
promising the speed and accuracy of the short read
aligner or losing the alignment specificity of longer
reads. For the five simulated samples, varying read
Table 1 Simulation study alignment statistics using optimal m

Human

Time (m) Sensitivity Time (m

Specificity

Bowtie2 8.2 ± 0.0 90.2 ± 0.0 3.3 ± 0.

100.0 ± 0.0

BWA 22.8 ± 3.2 89.9 ± 0.0 6.5 ± 1.

100.0 ± 0.0

SOAP2 5.7 ± 1.6 76.7 ± 0.0 3.9 ± 0.

100.0 ± 0.0

PBLAT 61.2 ± 6.8 78.2 ± 0.0 16.7 ± 1

100.0 ± 0.0

Each aligner was used to align the first set of five simulated sequencing samples (10 m
optimal parameters. The average run time, sensitivity, and specificity as well as confide
with the bacterial library.
length had a larger impact on runtime and sensitivity
than adjusting internal parameters. Using Bowtie2 as our
primary aligner, 10 million 50 base reads were aligned
against the human library in an average 28 minutes, while
aligning 100 base reads took on average 40 minutes. De-
pending on the reference library used, increasing read
length may or may not increase sensitivity. Bowtie2
aligned 50 base reads to the human library with an average
sensitivity of 90% and 100 base reads with a decreased
average sensitivity of 75%. This trend can be explained by
the splice junctions found in human transcriptome se-
quences. With fewer bases, the odds of a read spanning a
splice junction are smaller and the read will be more likely
to align. Conversely, when aligning reads against the bac-
terial and viral libraries, the average sensitivity is 10-20%
higher using 100 base reads compared to 50 base reads
[see Additional file 6 for complete results]. To evaluate if
longer reads continue to increase sensitivity, a subset of
150 base simulated bacterial reads were tested. Results in-
dicate that splitting the 150 base reads into 100 base and
50 base segments increased sensitivity by approximately 4
percent compared to leaving the reads at the full length of
150 bases. Thus, upon initiation, Clinical PathoScope
splits all long reads into fragments with a maximum
length of 100 bases.

Library alignment and filtering order
Various filtration methods were evaluated in an effort to
minimize computation burden and maximize accuracy.
Five subtraction frameworks were evaluated: A) Naïve
Approach, B) Target Centric, C) Target Centric + Reassign-
ment, D) Host Centric + Reassignment, and E) Host
Centric [Additional file 7]. In the target centric approaches,
reads are first aligned against the target library followed by
the host and non-target libraries. Conversely, in the host
centric approaches, reads are first aligned against the host
and non-target libraries and then against the target library.
odel parameters

Virus Bacteria

) Sensitivity Time (m) Sensitivity

Specificity Specificity

6 98 .1 ± 0.6 15.8 ± 1.6 79.8 ± 0.1

99.8 ± 0.2 100.0 ± 0.0

4 76.8 ± 5.4 - -

99.8 ± 0.2 -

8 50.3 ± 5.4 23.3 ± 2.2 27.7 ± 0.0

99.9 ± 0.1 100 ± 0.0

.3 99.8 ± 0.1 306.3 ± 23.3 98.9 ± 0.0

99.6 ± 0.2 52.7 ± 0.0

illion 100 base-pair reads) against each of the three genome libraries using
nce intervals for each alignment are reported. BWA failed to run to completion
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The naïve approach, or only aligning to the target library,
took the least amount of time, but resulted in the highest
number of false positives. While both the target centric
and host centric filtration approaches yielded similar re-
sults in terms of accuracy, the target centric approaches re-
quired ten fewer minutes (~70% less total time) to run to
completion than the host centric approaches. The target
centric approaches were more efficient because a greater
number of sequences were removed by initially mapping
reads to the target library than to the host library, thus re-
ducing computational burden for subsequent alignments.
To determine the impact of the read reassignment algo-
rithm, we compared the sensitivity of both target centric
approaches by analyzing our second set of simulated sam-
ples. With viral pathogens as the target library, the target
centric approach with read reassignment achieved an aver-
age sensitivity of 97.8% for species and strain level identifi-
cations. Without the reassignment algorithm, the target
centric approach achieved an average sensitivity of 90.3%
and 78.1% at the species and strain level, respectively. Con-
currently, with bacterial pathogens as the target library, the
target centric method with reassignment achieved an aver-
age sensitivity of 77.6% and 72.8% at the species and strain
levels, respectively, compared with 52.8% and 41.7% for
species and strain specific identifications without read re-
assignment. These dramatic improvements in sensitivity
between methods with and without read reassignment
demonstrate the necessity of this algorithm within the
Clinical PathoScope pipeline. The performance difference
between viral and bacterial identification can be directly at-
tributed to the mixture of bacterial pathogens present in
these simulated samples. When two very closely related
strains of the same species are present in a given sample,
Clinical PathoScope will tend to reassign reads which
aligned to both strains to the strain with more uniquely
identifying sequences. Details regarding identification ac-
curacy of Clinical PathoScope with respect to each individ-
ual strain can be found in Additional file 3.

Optimal Clinical PathoScope pipeline
The optimized Clinical PathoScope pipeline uses three
reference genome libraries, four alignment modules and
the original PathoScope read reassignment algorithm to
identify pathogens in a given sample (Figure 1). First, all
reads from a sample are mapped against the reference
genomes of the organisms of interest (target library,
e.g. viruses) using up to the first 100 bases of each read.
This initial alignment results in the removal of the
greatest number of sequences by eliminating reads with-
out strong sequence similarity to the target genomes.
Second, reads that aligned to the target library are
aligned against the reference library of the host species
(host library) using the first 50 bases of each read. This
step allows for any residual host contamination to be
identified and removed from the set of candidate reads
originating from the target genomes. Third, reads which
did not align to the host library are aligned against
additional reference genomes (non-target library) known
to be negative targets of the analysis and which may
overlap with the candidate read set. Similar to step one,
reads are aligned using the first 100 bases of each read
to maintain high specificity. Reads which did not align
to the non-target library are realigned to the target
library allowing up to k alignments (e.g., we recommend
k = 10 for viral detection) per read and subsequently
passed to the read reassignment module in which reads
with ambiguous alignments are reassigned to their
putative correct genome of origin. In summary, any
sequencing read contributing to the identification of a
pathogenic genome must 1) align to the target genome
library, 2) remain unaligned to the host genome library,
3) remain unaligned to the non-target library, and 4)
retain its alignment to the target library. Finally, the
pipeline produces a report detailing the number and
proportion of reads originating from each genome iden-
tified in a given sample.

Software implementation and distribution
The Clinical PathoScope pipeline has been implemented
in open-source Python, and is freely available for down-
load at: http://sourceforge.net/projects/pathoscope/. The
software requires the user to supply a fastq read file
(after conducting quality control), any number of target,
host, and non-target library Bowtie2 indices. Furthermore,
the user has the option of changing the pipeline alignment
parameters using inputs in the configuration file. For con-
venience, our viral, bacterial, and human alignment indices
are freely available for download on the software distribu-
tion website. Clinical PathoScope will output two align-
ment files in SAM format, one directly from the Bowtie2
alignment, and another after read reassignment. Finally,
the pipeline will output a tab-delimited summary report
containing the genomes found in the sample as well as
read numbers and proportions assigned to each genome.

Evaluation of clinical PathoScope on clinical data
Four clinical datasets were utilized to evaluate the effi-
cacy of Clinical PathoScope across a variety of scenarios
[see Additional file 8 for summary of datasets]. In
addition, Clinical PathoScope was evaluated side by side
with two previously published pathogen identification
methods, RINS and READSCAN, on the basis of com-
putational speed and accuracy at identifying pathogens
in clinical sequencing samples.

Prostate Cancer Cell Line (PCCL)
Clinical PathoScope was able to rapidly decode the viral
composition of this dataset; identifying the Human

http://sourceforge.net/projects/pathoscope/


Figure 1 Clinical PathoScope pipeline. A computational subtraction method using varying sequence read lengths and ambiguous read
reassignment. Unassembled sequencing reads are aligned against a target library containing reference sequences of the intended target(s) of
identification (e.g. viruses). Reads aligned to the target library are then aligned to a host library. Any reads aligned to the host sequences are
removed from further analysis. Next, reads are aligned against a library of known non-target sequences. Unaligned reads are then mapped back
to the target library, allowing up to k alignments per read (e.g. k = 10). These alignments are subsequently passed to an expectation maximization
algorithm in which ambiguous alignments are reassigned to their most probable genome of origin. Upon reassignment, a report detailing the
pathogens identified and their relative abundances is produced.

Table 2 Run time comparisons of Clinical PathoScope and
existing technologies

Average Run Time (minutes)

Dataset Target Clinical PathoScope RINS READSCAN

Simulation Virus 4.5 84.1 193.58

Simulation Bacteria 13.1 1108.2

PCCL Virus 6.0 89.1 52.8

TMAdv Virus 4.4 144.0 78.6

Mummy Bacteria 25.0 1099 882
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papillomavirus type 18 in fewer than 10 minutes. RINS
and READSCAN both produced similar results; how-
ever, they required approximately four times the compu-
tational time to identify the pathogen, with run times of
89 minutes and 53 minutes, respectively (Table 2).

New World Titi Monkey Adenovirus Outbreak (TMAdv)
We examined Clinical PathoScope’s performance in two
clinical scenarios using the TMAdv dataset. First, to
evaluate our pipeline in cases where the exact strain is
missing from the target library, we excluded the TMAdv
strain from the target library. In this scenario, Clinical
PathoScope assigned reads to several adenovirus species
(Figure 2A). According to Chen et al., the Simian adeno-
virus 3, which was the top ranked virus in the Clinical
PathoScope result, is the closest phylogenetic relative to
the TMAdv, with approximately 56% sequence similarity.
Despite its highly divergent nature, Clinical PathoScope
was able to successfully identify the closest phylogenetic
neighbor of this novel species. Next, as a positive con-
trol, we included the TMAdv genome in our target li-
brary and validated that Clinical PathoScope accurately
distinguished the TMAdv from all other adenovirus ge-
nomes (Figure 2B), identifying 12,568 reads from TMAdv.
In their original analysis, Chen et al. used BLASTn [46] to
identify 16,524 reads from TMAdv. This discrepancy can
be explained by the fact that BLASTn is a much more
sensitive algorithm than Bowtie2. This moderate increase
in sensitivity, however, results in a dramatic increase in
run time, with BLASTn requiring ten times longer to
complete the alignment than Bowtie2 when TMAdv is the
only sequence in the database. Therefore, with rapid
pathogen detection as the goal, a Bowtie2-based approach
clearly provides a reasonable trade-off between speed and
sensitivity, whereas if genome assembly is the goal, a
BLAST-based approach might be preferable (at the cost of
computational efficiency). Despite aligning approximately
4,000 fewer reads than the analysis in the original publica-
tion, we were still able to obtain 22.0x coverage of the
TMAdv genome. While it is clear that Clinical Patho-
Scope aligned substantially more reads with the TMAdv
genome in the target library than in its absence, we were
still capable of generating a list of candidate relatives with
read counts proportional to their sequence similarity with
the TMAdv. Furthermore, Clinical PathoScope completed
analysis of this dataset in less than 5 minutes (Table 2).
With the TMAdv genome in the reference library,

both RINS and READSCAN were able to accurately
identify the correct viral genome in the sample. When
the TMAdv was removed from the library, RINS gener-
ated a single contiguous sequence consisting of only 156
reads which mapped to 6 different adenovirus genomes,
none of which included the nearest phylogenetic neigh-
bor. This shows that, while assembly may be possible in
a given sample, the ambiguous mapping of a contig to



Titi Monkey Adv ECC-2011
HQ913600.1

Simian Adv 3 (56.3%)
NC_006144.1

Murine Adv 2
NC_014899.1

Porcine Adv A
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Figure 2 Alignment variations with and without TMAdv in the target library. A) Without the TMAdv present in the target library, Clinical
PathoScope assigned reads to several adenovirus genomes. The identified genomes are displayed according to the proportion of total reads
aligned to all adenovirus genomes. The pairwise nucleotide identities of several adenovirus subtypes to the TMAdv genome according to Chen
et al. are given in parentheses. The Simian adenovirus 3 had the most reads aligned of all adenoviral genomes, which is consistent with its
sequence similarity to the TMAdv. Additionally, the Human adenovirus D aligned the most reads of all human adenoviruses, which is consistent
with the analysis of Chen et al. B) Inclusion of the Titi Monkey Adenovirus (TMAdv) in the target library resulted in the assignment of 12,568 reads
to the TMAdv reference genome.
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multiple genomes provides little information pertaining
to the true subspecies of origin. Additionally, RINS re-
quired 144 minutes to complete its analysis of this data-
set. READSCAN assembled several contigs of varying
lengths and read counts from 16–60 reads per contig.
However, the adenovirus strains identified and ranked by
READSCAN based on their relative genome abundance
score [18] were inconsistent with phylogenetic relation-
ships found by Clinical PathoScope and the original
study [44]. Finally, READSCAN required approximately
80 minutes to analyze this dataset.

Tuberculosis in a Mummy
To demonstrate the performance of Clinical PathoScope
with respect to bacterial pathogen identification, we ana-
lyzed a sample isolated from a mummy infected with tu-
berculosis. Using assembled contigs and comparative
genomics, Chan et al. found evidence the deceased was
infected with two Mycobacterium tuberculosis genotypes.
Using patterns of deletions and SNPs, they concluded
that both strains most closely resemble strain 7199/99,
but also share similarities with strain H37Rv. When
strain 7199/99 was included in the target database, Clin-
ical PathoScope associates 32% of the reads with strain
7199/99 and 25% of reads with H37Rv. The majority of
the remaining reads were split between additional M. tu-
berculosis strains and Nocardia species. Chan et al. also
identified Nocardia species using their assembly ap-
proach. Clinical PathoScope successfully identified the
most closely related strains and furthermore, only re-
quired 25 minutes to complete the analysis. While these
results are in agreement with the author’s nearest-
neighbor findings, we note that the number of novel M.
tuberculosis strains in the sample (two unique strains ac-
cording to Chan et al.) cannot be inferred from the Clin-
ical PathoScope output alone. To successfully conclude
the presence of two unique, novel strains in the sample,
a more complex, assembly based approach is required.
Neither RINS nor READSCAN performed well on this
dataset, requiring 1099.0 and 882.25 minutes, respect-
ively, to complete the analysis, likely due to the large
average read size of 297 bases and the complexity of the
bacterial database. RINS assembled 20,483 unique con-
tigs of varying length and reported 1,044,193 unique
alignments of these contigs to 2,293 bacterial genomes.
While vast, these results are uninformative as to the spe-
cific strains present within the clinical sample. Several
contigs were assigned to various M. tuberculosis strains
in the RINS report; however, there was a tremendous
lack of specificity with regard to the specific strains
present in the sample. With thousands of other bacterial
genomes identified and no metric for quantifying se-
quence abundance, the user is forced to interpret the re-
sults of thousands of contigs and millions of potential
alignments, many of which are redundant or uninforma-
tive. READSCAN required less time to complete its ana-
lysis of the mummy dataset than RINS; however it also
failed to generate a report detailing any of the identified
pathogens. In their original publication, the authors
demonstrate READSCAN primarily in the context of viral
pathogen identification and note its performance im-
provements over previous methods. As can be observed
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from its run time on the mummy dataset, however,
READSCAN has trouble scaling to larger bacterial data-
sets with many closely related strains of the same species.

Bacterial species identification from 16S Amplimer
Sequencing (16S)
Clinical PathoScope was also tested on eight 16S amplimer
samples (Accession: SRP028704), five originating from
ATCC bacterial species, and three from patient tissue ex-
tracted from intensive care patients with suspicion of bac-
terial infections. As shown in Table 3, Clinical PathoScope
was able to successfully identify the unique bacterial species
in each of the first four ATCC samples with high accuracy.
Furthermore, Clinical PathoScope was able to accurately
identify the correct mixture of ATCC species in the fifth
sample, assigning 30.4%, 30.2%, 21.2%, and 15.9% of the
reads to Escherichia coli, Enterococcus faecalis, Pseudo-
monas aeruginosa, and Staphylococcus aureus, respectively.
For the three patient samples, we observed that the

first sample (F1) contained a mixture of Acinetobacter
Table 3 Clinical PathoScope performance on the 16S amplime

Accession Sample type

SRR949994 S. aureus ATCC No. 25923 MSSA

SRR949995 E. faecalis ATCC No. 51299

SRR949996 P. aeruginosa ATCC No. 27853

SRR949997 E. coli ATCC No. 25922

SRR949998 Mixture of E. coli, E. faecalis, P. aeruginosa, S. aureus (

SRR950015 Clinical Sample (F1)

SRR950024 Clinical Sample (G1)

SRR950025 Clinical Sample (H1)
baumannii (57.6%) and Pseudomonas aeruginosa (40.4%),
and that the other two samples (G1 and H1) were domi-
nated by Pseudomonas aeruginosa (94.6%) and Enterobac-
ter aerogenes (84.2%), respectively. To validate these
results, we constructed a phylogenetic tree of 16S genes
from all genomes in the reference library that reside
within the three genera identified in the clinical samples
[see Additional file 10]. We then visually inspected the
read coverage pileup plots of 16S genes unique between
identified species and their positions relative to phylogen-
etic neighbors [see Additional file 11]. We observed that
read coverage is uniform across the genomes identified by
Clinical PathoScope in each sample, resulting from the
fact that they share 100% sequence similarity of their 16S
genes. In contrast, we noticed large coverage gaps in the
nearest phylogenetic neighbors, indicating that there were
sequence variants in these regions that prohibited reads
from aligning to these specific locations. This analysis fur-
ther demonstrates the highly specific and accurate frame-
work employed by Clinical PathoScope and its utility not
r dataset

Clinical PathoScope Results

Species identified Reads assigned (%)

S. aureus 3,479 (98.0)

P. aeruginosa 36 (1.0)

E. faecalis 2,351 (89.8)

S. aureus 139 (5.3)

E. hirae 44 (1.7)

P. aeruginosa 42 (1.6)

P. aeruginosa 5,661(82.3)

E. coli 1,021 (14.9)

E. coli 4,169 (94.7)

S. enterica 66 (1.6)

above) E. coli 14,280 (31.9)

E. faecalis 14,306 (31.9)

P. aeruginosa 8,771 (19.6)

S. aureus 6,594 (14.8)

A. baumannii 4,889 (59.4)

P. aeruginosa 3,177 (38.7)

P. aeruginosa 1,131 (94.5)

E. coli 45 (3.8)

E. aerogenes 587 (85.9)

P. aeruginosa 18 (2.6)

Erwinia sp. Ejp617 19 (2.8)

E. coli 18 (2.6)

S. enterica 9 (1.3)

E. asburiae 10 (1.5)

S. intermedius 8 (1.2)
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only for strain-specific pathogen identifications, but also
for 16S bacterial classification.

Comparison to metagenomic pipelines
Clinical PathoScope has been designed to facilitate a
rapid and streamlined approach to identify strain-
specific pathogens in noisy clinical sequencing samples.
We compared our method directly with two previously
published algorithms, RINS and READSCAN, which
were designed specifically for pathogen identification in
clinical samples. Additional methods, such as PathSeq
[17] and IMSA [53], were also considered. These
methods rely on several BLAT and BLAST alignments in
order to filter sequencing reads which can take several
hours to days to complete depending on the number of
reads in a given sample. To evaluate these types of ap-
proaches, we implemented a similar BLAST-based work-
flow and applied this workflow to our second set of
simulated samples with the bacterial library as the target.
This approach resulted in a substantial decrease in per-
formance with only 48.3% and 34.8% sensitivity for spe-
cies and strain-specific identifications, respectively. This
BLAST-based approach required 55 hours and 26 mi-
nutes, which is 300 times slower than Clinical Patho-
Scope. Therefore, these algorithms are not practical
methods for rapid clinical diagnostics.
We further expanded our comparisons to metage-

nomic pipelines that were not specifically designed for
the identification of pathogens in clinical samples but
whose methods or modules may be useful for the task.
We first considered the CloVR-Metagenomics pipeline
which clusters raw sequencing reads to reduce redun-
dancy followed by a simultaneous BLASTX and BLASTN
analysis against RefSeq and COG in order to annotate
each sequencing read. CLoVR-Metagenomics does not ad-
dress the issue of host contamination and thus wastes
computational time clustering and annotating sequences
originating from the host which can account for >90% of
the clinical sample. While very sensitive, BLASTN is no-
toriously slow and does not scale well to large metage-
nomic samples [54], making CLoVR-Metagenomics
impractical for rapid strain identification. Furthermore,
the redundancy reduction procedures employed by
CLoVR-Metagenomics collapse sequences with 99% nu-
cleotide similarity which could potentially remove reads
that distinguish two closely related strains of the same
species.
We also considered assembly-based metAMOS [55]

and phylogeny-based LMAT [54]. metAMOS offers a
rich suite of assembly algorithms and pathogen annota-
tion methods, however it does not incorporate any
methods to remove host or contaminating sequences. As
a result, the assembly of sequencing reads from a host-
dominated clinical sample would require an attempt to
assemble the entire host genome. This will result in a
substantial and unnecessary increase in computational
time and these contaminating reads could result in high
instances of false positive mappings. LMAT, a software
package designed for taxonomy classification, claims ac-
curacy only to the species level and does not report gen-
ome abundance information and thus cannot replicate
the detailed pathogen report produced by Clinical
PathoScope.

Conclusions
Sequence-based diagnostic tools have the potential to
revolutionize the treatment of patients in the clinic, par-
ticularly those suffering from viral and bacterial infec-
tions. As the run times and error rates of modern
sequencing technologies rapidly decline, it is essential
that software be developed to analyze these data in a
manner that is both fast and highly sensitive in order to
provide physicians with the most accurate information
possible. We have implemented a novel pipeline for
pathogen identification that overcomes many of the
challenges faced by current sequence-based methods in-
cluding clinically appropriate run time and subspecies
specific assignment of sequencing reads. We have also
demonstrated our method’s ability to identify multiple
pathogens in a single clinical sample or the nearest
phylogenetic neighbor of highly mutated or divergent
species. Furthermore, Clinical PathoScope remained ro-
bust when analyzing datasets with lower than 1x cover-
age of the target genomes. It should be noted, however,
that as coverage drops below 1x, the probability of se-
quencing a strain-specific segment of the target genome
decreases. If these uniquely identifying reads are not se-
quenced and thus not present in the sample, Clinical
PathoScope will tend to report the strain with the most
aligned reads. Given that strain-specific reads do exist
within a given sample, we expect the lower limit of
coverage required to make a strain-specific identification
to be comparable to our previously published results
[30] in which we demonstrated the efficacy of our read
reassignment algorithm with as low at 20% coverage of
the genome.
The reference genome libraries used in this analysis

contain all sequenced and assembled viral and bacterial
genomes from NCBI’s RefSeq database. By avoiding gen-
ome assembly in favor of more rapid computation, Clin-
ical PathoScope is limited in that it can only identify
pathogens that are present in these reference libraries.
While the libraries used in this study characterize the
majority of known pathogens, they do not contain draft
genomes. To broaden and extend the application of
Clinical PathoScope in future studies, we allow the user
to exchange, modify, or extend these libraries as more
data becomes available.
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By comparison with existing methods, we have dem-
onstrated that our method is the fastest strain-level
pathogen identification algorithm currently available in
the literature. As the number of sequenced pathogens
grows, the breadth of the reference libraries used with
Clinical PathoScope will increase, thus expanding the
search space required to assign sequencing reads to a
specific genome of origin. While this increase in search
space will result in a linear increase in run time, we as-
sert that our method will not lose its computational ad-
vantage over existing methods.
In addition to faster run times and more accurate results,

Clinical PathoScope offers a user-friendly implementation.
With only two dependencies, Bowtie2 and the PathoScope
reassignment algorithm, Clinical PathoScope can easily be
installed and run on a standard desktop computer, facilitat-
ing a simplified workflow for the accurate identification of
pathogens in clinical sequencing samples. While designed
for use by computational biologists and biologists, the re-
ports produced by Clinical PathoScope may prove useful
to physicians as they provide a complete picture of the mi-
crobial community of a given clinical sample which may
influence clinical diagnoses and treatment options.

Availability and requirements
Project name: Clinical PathoScope.
Project home page: http://sourceforge.net/projects/patho-

scope/.
Operating system(s): Platform independent.
Programming language: Python 2.7 or higher.
Other requirements: Bowtie 2.0 or higher.
License: GNU GPL.
Any restrictions to use by non-academics: License needed.

Availability of supporting data
Genome Reference Libraries http://www.bu.edu/jlab/wp-
assets/databases.tar.gz.
Simulated read datasets: http://sourceforge.net/projects/

pathoscope/files/simulated_sample.fastq.gz/download.
Prostate Cancer Cell Line (PCCL): SRR073726; http://

www.ncbi.nlm.nih.gov/sra/?term=SRR073726.
New World Titi Monkey Adenovirus Outbreak (TMAdv):

SRA031285; http://www.ncbi.nlm.nih.gov/sra/?term=SRA
031285.
Tuberculosis in a Mummy: SRP018736; http://www.

ncbi.nlm.nih.gov/sra/?term=SRP018736.
16S Bacterial Amplimer Sequencing (16S): SRP028704;

http://www.ncbi.nlm.nih.gov/sra/?term=SRP028704.

Additional files

Additional file 1: Workflow employed to develop the Clinical
PathoScope pipeline. Three reference genome libraries were
downloaded from NCBI. Four alignment algorithms were tested and
evaluated on five simulated clinical sequencing samples. Each aligner was
parameter tuned and optimized and Bowtie2 was selected as the choice
aligner for the Clinical PathoScope pipeline. The order with which reads are
aligned to the reference libraries was determined and the performance of
Clinical PathoScope was evaluated using four clinical datasets. Furthermore,
we compared our results against those produced by existing technologies.

Additional file 2: Viral genomes with human ribosomal RNA
contamination. GenBank accession numbers and names of viral
genomes showing sequence similarity to human rRNA sequences.

Additional file 3: Simulated data summary & code. Genome
accession numbers, read counts, mutation rates, and run commands
used to generate the simulated sequencing samples.

Additional file 4: Alignment optimization variables and methods.
The internal parameters for each of the four aligners were varied and
tuned. Additionally, the length of each read aligned was varied. For each
unique aligner-parameter-read length configuration, the sensitivity,
specificity, and run time when aligning the simulated samples against
the reference genome libraries was calculated.

Additional file 5: Commands and versions of alignment algorithms
evaluated.

Additional file 6: Results of all alignment runs.

Additional file 7: Subtraction and filtration optimization methods.
Various filtration methods were tested in an effort to minimize computational
burden and maximize accuracy. Approaches tested include A) Naïve
Approach, B) Target Centric, C) Target Centric + Reassignment, D) Host
Centric + Reassignment, and E) Host Centric. Post filtration, all reads are
aligned against the target genome library. The resulting read alignments are
reassigned to the correct genome of origin using the PathoScope
Expectation Maximization algorithm.

Additional file 8: Overview of clinical datasets used to evaluate
Clinical PathoScope.

Additional file 9: List of candidate primers and adapters used for
quality control filtering.

Additional file 10: Phylogeny of 16S genes for genera found in
clinical samples. We constructed a phylogenetic tree of 16S genes from
all species in the reference library from the genera identified in the
patient samples from the clinic. This tree was used to identify the nearest
16 s neighbor of the Clinical PathoScope diagnosis, and to check initial
mapping read coverage of 16 s genes.

Additional file 11: Read coverage for 16S genes and nearest
phylogenetic neighbors. A) F1, B) G1, and C) H1 16S clinical samples
(top frame: overall coverage, bottom frame: ‘pileup’ plot for a selected sets
of the reads). Coverage for the ‘nearest’ phylogenetic neighbor contains
large coverage gaps and some of the locations have mismatching bases for
all reads. Combined these figures indicate that Clinical PathoScope has
correctly identified the correct species in these clinical samples.
Competing interests
The authors declare that they have no competing interests.
Authors’ contributions
ALB, JFPR, GB, and WEJ conceived the study. ALB and JFPR generated the
synthetic dataset, compared aligners, developed the optimized pipeline
framework, and wrote the software. CH and SM provided analytic and
software support for the pipeline optimization and for the analysis of the
clinical datasets. IT, MS, and TM generated the 16S datasets. ECN and KAC
conducted the 16S phylogenetic analyses. ALB, JFPR, KAC, and WEJ wrote
the paper. All authors read and approved the final manuscript.
Acknowledgements
This research was conducted using the Linux Clusters for Genetic Analysis
(LinGA) computing resources at Boston University Medical Campus. This
research was supported by an NSF IGERT grant (DGE 0654108) in support of
the Boston University Bioinformatics program and the NIH (R01 HG005692).

http://sourceforge.net/projects/pathoscope/
http://sourceforge.net/projects/pathoscope/
http://www.bu.edu/jlab/wp-assets/databases.tar.gz
http://www.bu.edu/jlab/wp-assets/databases.tar.gz
http://sourceforge.net/projects/pathoscope/files/simulated_sample.fastq.gz/download
http://sourceforge.net/projects/pathoscope/files/simulated_sample.fastq.gz/download
http://www.ncbi.nlm.nih.gov/sra/?term=SRR073726
http://www.ncbi.nlm.nih.gov/sra/?term=SRR073726
http://www.ncbi.nlm.nih.gov/sra/?term=SRA031285
http://www.ncbi.nlm.nih.gov/sra/?term=SRA031285
http://www.ncbi.nlm.nih.gov/sra/?term=SRP018736
http://www.ncbi.nlm.nih.gov/sra/?term=SRP018736
http://www.ncbi.nlm.nih.gov/sra/?term=SRP028704
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S1.pdf
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S2.txt
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S3.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S4.pdf
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S5.docx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S6.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S7.pdf
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S8.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S9.txt
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S10.pdf
http://www.biomedcentral.com/content/supplementary/1471-2105-15-262-S11.pdf


Byrd et al. BMC Bioinformatics 2014, 15:262 Page 13 of 14
http://www.biomedcentral.com/1471-2105/15/262
Author details
1Department of Bioinformatics, Boston University, Boston, MA, USA. 2Genetics
and Molecular Biology Branch, National Human Genome Research Institute,
National Institutes of Health, Bethesda, MD, USA. 3Division of Computational
Biomedicine, Boston University School of Medicine, Boston, MA, USA.
4Computational Biology Institute, George Washington University, Ashburn,
VA, USA. 5Division of Genomic Medicine, George Washington University,
Washington, DC, USA. 6Division of Infectious Disease, George Washington
University, Washington, DC, USA. 7Department of Computer Science, Boston
University, Boston, MA, USA. 8Department of Biology, Boston University,
Boston, MA, USA.

Received: 7 November 2013 Accepted: 31 July 2014
Published: 4 August 2014
References
1. WHO | the global burden of disease: 2004 update. [http://www.who.int/

healthinfo/global_burden_disease/2004_report_update/en/]
2. Didelot X, Bowden R, Wilson DJ, Peto TEA, Crook DW: Transforming clinical

microbiology with bacterial genome sequencing. Nat Rev Genet 2012,
13:601–612.

3. Chen EC, Miller SA, DeRisi JL, Chiu CY: Using a pan-viral microarray assay
(Virochip) to screen clinical samples for viral pathogens. J Vis Exp JoVE
2011, 50:e2536.

4. Lanciotti RS, Roehrig JT, Deubel V, Smith J, Parker M, Steele K, Crise B, Volpe
KE, Crabtree MB, Scherret JH, Hall RA, MacKenzie JS, Cropp CB, Panigrahy B,
Ostlund E, Schmitt B, Malkinson M, Banet C, Weissman J, Komar N, Savage
HM, Stone W, McNamara T, Gubler DJ: Origin of the West Nile virus
responsible for an outbreak of encephalitis in the Northeastern United
States. Science 1999, 286:2333–2337.

5. Kuroda M, Katano H, Nakajima N, Tobiume M, Ainai A, Sekizuka T, Hasegawa
H, Tashiro M, Sasaki Y, Arakawa Y, Hata S, Watanabe M, Sata T:
Characterization of quasispecies of pandemic 2009 influenza a virus
(a/H1N1/2009) by De novo sequencing using a next-generation DNA
sequencer. PLoS ONE 2010, 5:e10256.

6. Greninger AL, Chen EC, Sittler T, Scheinerman A, Roubinian N, Yu G, Kim E,
Pillai DR, Guyard C, Mazzulli T, Isa P, Arias CF, Hackett J, Schochetman G,
Miller S, Tang P, Chiu CY: A metagenomic analysis of pandemic influenza
a (2009 H1N1) infection in patients from north america. PLoS ONE 2010,
5:e13381.

7. Deng Y-M, Caldwell N, Barr IG: Rapid detection and subtyping of human
influenza A viruses and reassortants by pyrosequencing. PLoS ONE 2011,
6:e23400.

8. Chin C-S, Sorenson J, Harris JB, Robins WP, Charles RC, Jean-Charles RR,
Bullard J, Webster DR, Kasarskis A, Peluso P, Paxinos EE, Yamaichi Y,
Calderwood SB, Mekalanos JJ, Schadt EE, Waldor MK: The origin of the
Haitian cholera outbreak strain. N Engl J Med 2011, 364:33–42.

9. Frank C, Werber D, Cramer JP, Askar M, Faber M, an der Heiden M, Bernard
H, Fruth A, Prager R, Spode A, Wadl M, Zoufaly A, Jordan S, Kemper MJ,
Follin P, Müller L, King LA, Rosner B, Buchholz U, Stark K, Krause G, HUS
Investigation Team: Epidemic profile of Shiga-toxin-producing Escherichia
coli O104:H4 outbreak in Germany. N Engl J Med 2011, 365:1771–1780.

10. Rohde H, Qin J, Cui Y, Li D, Loman NJ, Hentschke M, Chen W, Pu F, Peng Y,
Li J, Xi F, Li S, Li Y, Zhang Z, Yang X, Zhao M, Wang P, Guan Y, Cen Z, Zhao
X, Christner M, Kobbe R, Loos S, Oh J, Yang L, Danchin A, Gao GF, Song Y, Li
Y, Yang H, et al: Open-source genomic analysis of Shiga-toxin-producing
E. coli O104:H4. N Engl J Med 2011, 365:718–724.

11. Turner M: Microbe outbreak panics Europe. Nature 2011, 474:137.
12. Rasko DA, Webster DR, Sahl JW, Bashir A, Boisen N, Scheutz F, Paxinos EE,

Sebra R, Chin C-S, Iliopoulos D, Klammer A, Peluso P, Lee L, Kislyuk AO,
Bullard J, Kasarskis A, Wang S, Eid J, Rank D, Redman JC, Steyert SR, Frimodt-
Møller J, Struve C, Petersen AM, Krogfelt KA, Nataro JP, Schadt EE, Waldor
MK: Origins of the E. coli strain causing an outbreak of hemolytic-uremic
syndrome in Germany. N Engl J Med 2011, 365:709–717.

13. Lienau EK, Strain E, Wang C, Zheng J, Ottesen AR, Keys CE, Hammack TS,
Musser SM, Brown EW, Allard MW, Cao G, Meng J, Stones R: Identification
of a salmonellosis outbreak by means of molecular sequencing. N Engl J
Med 2011, 364:981–982.

14. Snitkin ES, Zelazny AM, Thomas PJ, Stock F, NISC Comparative Sequencing
Program Group, Henderson DK, Palmore TN, Segre JA: Tracking a hospital
outbreak of carbapenem-resistant Klebsiella pneumoniae with whole-
genome sequencing. Sci Transl Med 2012, 4:148ra116.

15. Rothberg JM, Hinz W, Rearick TM, Schultz J, Mileski W, Davey M, Leamon JH,
Johnson K, Milgrew MJ, Edwards M, Hoon J, Simons JF, Marran D, Myers JW,
Davidson JF, Branting A, Nobile JR, Puc BP, Light D, Clark TA, Huber M,
Branciforte JT, Stoner IB, Cawley SE, Lyons M, Fu Y, Homer N, Sedova M,
Miao X, Reed B, et al: An integrated semiconductor device enabling
non-optical genome sequencing. Nature 2011, 475:348–352.

16. Genome Sequencing & Analysis Core Resource - Platforms: Sequencing -
IGSP. [http://www.genome.duke.edu/cores/sequencing/platforms/
sequencing/]

17. Kostic AD, Ojesina AI, Pedamallu CS, Jung J, Verhaak RGW, Getz G, Meyerson
M: PathSeq: software to identify or discover microbes by deep
sequencing of human tissue. Nat Biotechnol 2011, 29:393–396.

18. Naeem R, Rashid M, Pain A: READSCAN: a fast and scalable pathogen
discovery program with accurate genome relative abundance
estimation. Bioinforma Oxf Engl 2013, 29:391–392.

19. Bhaduri A, Qu K, Lee CS, Ungewickell A, Khavari PA: Rapid identification of
non-human sequences in high-throughput sequencing datasets.
Bioinforma Oxf Engl 2012, 28:1174–1175.

20. Segata N, Waldron L, Ballarini A, Narasimhan V, Jousson O, Huttenhower C:
Metagenomic microbial community profiling using unique clade-specific
marker genes. Nat Methods 2012, 9:811–814.

21. Huson DH, Auch AF, Qi J, Schuster SC: MEGAN analysis of metagenomic
data. Genome Res 2007, 17:377–386.

22. Patil KR, Haider P, Pope PB, Turnbaugh PJ, Morrison M, Scheffer T, McHardy
AC: Taxonomic metagenome sequence assignment with structured
output models. Nat Methods 2011, 8:191–192.

23. Brady A, Salzberg SL: Phymm and PhymmBL: metagenomic phylogenetic
classification with interpolated Markov models. Nat Methods 2009,
6:673–676.

24. Bibby K: Metagenomic identification of viral pathogens. Trends Biotechnol
2013, 31:275–279.

25. Wylie KM, Mihindukulasuriya KA, Sodergren E, Weinstock GM, Storch GA:
Sequence analysis of the human virome in febrile and afebrile children.
PLoS ONE 2012, 7:e27735.

26. Walker MJ, Beatson SA: Epidemiology. Outsmarting outbreaks. Science
2012, 338:1161–1162.

27. Chan JZ-M, Pallen MJ, Oppenheim B, Constantinidou C: Genome sequencing
in clinical microbiology. Nat Biotechnol 2012, 30:1068–1071.

28. Török ME, Peacock SJ: Rapid whole-genome sequencing of bacterial
pathogens in the clinical microbiology laboratory–pipe dream or reality?
J Antimicrob Chemother 2012, 67:2307–2308.

29. Dunne WM Jr, Westblade LF, Ford B: Next-generation and whole-genome
sequencing in the diagnostic clinical microbiology laboratory. Eur J Clin
Microbiol Infect Dis Off Publ Eur Soc Clin Microbiol 2012, 31:1719–1726.

30. Francis OE, Bendall M, Manimaran S, Hong C, Clement NL, Castro-Nallar E,
Snell Q, Schaalje GB, Clement MJ, Crandall KA, Johnson WE: Pathoscope:
Species identification and strain attribution with unassembled
sequencing data. Genome Res 2013, 23:1721–1729.

31. Yang J, Yang F, Ren L, Xiong Z, Wu Z, Dong J, Sun L, Zhang T, Hu Y, Du J,
Wang J, Jin Q: Unbiased parallel detection of viral pathogens in clinical
samples by use of a metagenomic approach. J Clin Microbiol 2011,
49:3463–3469.

32. Bogaert D, Keijser B, Huse S, Rossen J, Veenhoven R, van Gils E, Bruin J,
Montijn R, Bonten M, Sanders E: Variability and diversity of
nasopharyngeal microbiota in children: a metagenomic analysis. PLoS
ONE 2011, 6:e17035.

33. Pruitt KD, Tatusova T, Brown GR, Maglott DR: NCBI Reference Sequences
(RefSeq): current status, new features and genome annotation policy.
Nucleic Acids Res 2012, 40:D130–D135.

34. Holtgrewe M: Mason: A Read Simulator for Second Generation
Sequencing Data. In Fachbereich Mathematik undInfromatik. Berlin: Freie
Universitat Berlin; 2010:1–18.

35. 1000 Genomes Project Consortium, Abecasis GR, Auton A, Brooks LD,
DePristo MA, Durbin RM, Handsaker RE, Kang HM, Marth GT, McVean GA:
An integrated map of genetic variation from 1,092 human genomes.
Nature 2012, 491:56–65.

36. Chen J-Q, Wu Y, Yang H, Bergelson J, Kreitman M, Tian D: Variation in the
ratio of nucleotide substitution and indel rates across genomes in
mammals and bacteria. Mol Biol Evol 2009, 26:1523–1531.

http://www.who.int/healthinfo/global_burden_disease/2004_report_update/en/
http://www.who.int/healthinfo/global_burden_disease/2004_report_update/en/
http://www.genome.duke.edu/cores/sequencing/platforms/sequencing/
http://www.genome.duke.edu/cores/sequencing/platforms/sequencing/


Byrd et al. BMC Bioinformatics 2014, 15:262 Page 14 of 14
http://www.biomedcentral.com/1471-2105/15/262
37. Sanjuán R, Nebot MR, Chirico N, Mansky LM, Belshaw R: Viral Mutation
Rates. J Virol 2010, 84:9733–9748.

38. Langmead B, Salzberg SL: Fast gapped-read alignment with Bowtie 2.
Nat Methods 2012, 9:357–359.

39. Li H, Durbin R: Fast and accurate short read alignment with Burrows-
Wheeler transform. Bioinforma Oxf Engl 2009, 25:1754–1760.

40. Kent WJ: BLAT–the BLAST-like alignment tool. Genome Res 2002, 12:656–664.
41. Li R, Yu C, Li Y, Lam T-W, Yiu S-M, Kristiansen K, Wang J: SOAP2: an

improved ultrafast tool for short read alignment. Bioinforma Oxf Engl
2009, 25:1966–1967.

42. Xu Y, Stange-Thomann N, Weber G, Bo R, Dodge S, David RG, Foley K,
Beheshti J, Harris NL, Birren B, Lander ES, Meyerson M: Pathogen discovery
from human tissue by sequence-based computational subtraction.
Genomics 2003, 81:329–335.

43. Prensner JR, Iyer MK, Balbin OA, Dhanasekaran SM, Cao Q, Brenner JC,
Laxman B, Asangani IA, Grasso CS, Kominsky HD, Cao X, Jing X, Wang X,
Siddiqui J, Wei JT, Robinson D, Iyer HK, Palanisamy N, Maher CA, Chinnaiyan
AM: Transcriptome sequencing across a prostate cancer cohort identifies
PCAT-1, an unannotated lincRNA implicated in disease progression. Nat
Biotechnol 2011, 29:742–749.

44. Chen EC, Yagi S, Kelly KR, Mendoza SP, Tarara RP, Canfield DR, Maninger N,
Rosenthal A, Spinner A, Bales KL, Schnurr DP, Lerche NW, Chiu CY: Cross-species
transmission of a novel adenovirus associated with a fulminant pneumonia
outbreak in a new world monkey colony. PLoS Pathog 2011, 7:e1002155.

45. Chan JZ-M, Sergeant MJ, Lee OY-C, Minnikin DE, Besra GS, Pap I, Spigelman
M, Donoghue HD, Pallen MJ: Metagenomic analysis of tuberculosis in a
mummy. N Engl J Med 2013, 369:289–290.

46. Altschul SF, Gish W, Miller W, Myers EW, Lipman DJ: Basic local alignment
search tool. J Mol Biol 1990, 215:403–410.

47. Katoh K, Kuma K, Toh H, Miyata T: MAFFT version 5: improvement in accuracy
of multiple sequence alignment. Nucleic Acids Res 2005, 33:511–518.

48. Stamatakis A: RAxML-VI-HPC: maximum likelihood-based phylogenetic
analyses with thousands of taxa and mixed models. Bioinforma Oxf Engl
2006, 22:2688–2690.

49. Sarkar IN, Planet PJ, Desalle R: caos software for use in character-based
DNA barcoding. Mol Ecol Resour 2008, 8:1256–1259.

50. Schmieder R, Edwards R: Quality control and preprocessing of
metagenomic datasets. Bioinformatics 2011, 23:863–86451.

51. Martin M: Cutadapt removes adapter sequences from high-throughput
sequencing reads. EMBnet J 2011, 17:10–12.

52. Angiuoli SV, Matalka M, Gussman A, Galens K, Vangala M, Riley DR, Arze C,
White JR, White O, Fricke WF: CloVR: A virtual machine for automated and
portable sequence analysis from the desktop using cloud computing.
BMC Bioinformatics 2011, 12:356.

53. Dimon MT, Wood HM, Rabbitts PH, Arron ST: IMSA: integrated
metagenomic sequence analysis for identification of exogenous reads in
a host genomic background. PLoS ONE 2013, 8:e64546.

54. Ames SK, Hysom DA, Gardner SN, Lloyd GS, Gokhale MB, Allen JE: Scalable
metagenomic taxonomy classification using a reference genome
database. Bioinforma Oxf Engl 2013, 29:2253–2260.

55. Treangen TJ, Koren S, Sommer DD, Liu B, Astrovskaya I, Ondov B, Darling
AE, Phillippy AM, Pop M: MetAMOS: a modular and open source
metagenomic assembly and analysis pipeline. Genome Biol 2013, 14:R2.

56. Hasman H, Saputra D, Sicheritz-Ponten T, Lund O, Svendsen CA, Frimodt-Møller
N, Aarestrup FM: MGmapper is the second improved implementation of the
method “Chainmapper” described in: Rapid whole genome sequencing for
the detection and characterization of microorganisms directly from clinical
samples. J Clin Microbiol 2013, 52:139–146.

57. Larsen MV, Cosentino S, Lukjancenko O, Saputra D, Rasmussen S, Hasman H,
Sicheritz-Pontén T, Aarestrup FM, Ussery DW, Lund O: Benchmarking of
methods for genomic taxonomy. J Clin Microbiol 2014, 52:1529–1539.

58. Gautier L, Lund O: Low-bandwidth and non-compute intensive remote
identification of microbes from raw sequencing reads. PLoS ONE 2013,
8:e83784.

doi:10.1186/1471-2105-15-262
Cite this article as: Byrd et al.: Clinical PathoScope: rapid alignment and
filtration for accurate pathogen identification in clinical samples using
unassembled sequencing data. BMC Bioinformatics 2014 15:262.
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
	Methods
	Clinical PathoScope pipeline development & evaluation
	Reference genome library curation and processing
	Generation of simulation study datasets
	Alignment optimization
	Filtration optimization

	Clinical datasets
	Prostate Cancer Cell Line (PCCL)
	New World Titi Monkey Adenovirus Outbreak (TMAdv)
	Tuberculosis in a Mummy
	16S Amplimer Sequencing (16S)

	16S phylogenetic inference
	Clinical dataset preprocessing
	Comparison to published algorithms

	Results and discussion
	Comparison of alignment algorithms
	Impacts of read length
	Library alignment and filtering order
	Optimal Clinical PathoScope pipeline
	Software implementation and distribution
	Evaluation of clinical PathoScope on clinical data
	Prostate Cancer Cell Line (PCCL)
	New World Titi Monkey Adenovirus Outbreak (TMAdv)
	Tuberculosis in a Mummy
	Bacterial species identification from 16S Amplimer Sequencing (16S)

	Comparison to metagenomic pipelines

	Conclusions
	Availability and requirements
	Availability of supporting data

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	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 0.1000
  /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


