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Abstract
PCR-ribotyping has been adopted in many laboratories as the method of choice for C. diffi-
cile typing and surveillance. However, issues with the conventional agarose gel-based tech-

nique, including inter-laboratory variation and interpretation of banding patterns have

impeded progress. The method has recently been adapted to incorporate high-resolution

capillary gel-based electrophoresis (CE-ribotyping), so improving discrimination, accuracy

and reproducibility. However, reports to date have all represented single-centre studies and

inter-laboratory variability has not been formally measured or assessed. Here, we achieved

in a multi-centre setting a high level of reproducibility, accuracy and portability associated

with a consensus CE-ribotyping protocol. Local databases were built at four participating

laboratories using a distributed set of 70 known PCR-ribotypes. A panel of 50 isolates and

60 electronic profiles (blinded and randomized) were distributed to each testing centre for

PCR-ribotype identification based on local databases generated using the standard set of

70 PCR-ribotypes, and the performance of the consensus protocol assessed. A maximum

standard deviation of only ±3.8bp was recorded in individual fragment sizes, and PCR-

ribotypes from 98.2% of anonymised strains were successfully discriminated across four

ribotyping centres spanning Europe and North America (98.8% after analysing discrepan-

cies). Consensus CE-ribotyping increases comparability of typing data between centres

and thereby facilitates the rapid and accurate transfer of standardized typing data to support

future national and international C. difficile surveillance programs.
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Introduction
Clostridium difficile infection (CDI) is a major nosocomial disease, placing a considerable bur-
den on healthcare resources. A recent European report estimated the associated per-case cost
of CDI at £4577–£8843 [1]. C. difficile has commonly been associated with hospital outbreaks,
and most notably the epidemic spread of NAP1/BI/PCR ribotype 027 [2, 3]. Studies of C. diffi-
cile epidemiology from diverse geographical locations have described different locally or na-
tionally prevalent strains [4, 5, 6], some of which were associated with increased severity and/
or reduced antimicrobial susceptibility [2, 5]. DNA typing systems have been crucial in track-
ing the emergence and spread of C. difficile strains. Notably, individual surveillance programs
have seen significant changes in the prevalence and epidemiology of NAP1/BI/PCR ribotype
027 [7, 8]. This highlights the important role that DNA typing systems play in epidemiological
surveillance and in targeting informing infection control interventions.

Most epidemiological studies of C. difficile are local or national in scope, and as such have
used different typing techniques. Pulsed-field gel electrophoresis (PFGE) [9], restriction en-
zyme analysis (REA) [8], PCR-Ribotyping [7], toxinotyping [10], arbitrary-primed PCR (AP-
PCR) [11], random amplification of polymorphic DNA (RAPD) [12] and REP-PCR [13] have
all been used routinely for C. difficile typing; thus, it is not uncommon for isolates to be referred
to by multiple typing designations (eg: NAP1/BI/027; PFGE/REA/PCR-ribotyping). This can
be problematic when trying to compare studies or conduct large scale epidemiological analyses.
A multi-centre, international study assessed seven typing techniques, and drew attention to the
lack of a consensus technique with proven inter-laboratory reproducibility [14]. PCR ribotyp-
ing has gained acceptance in Europe as the typing method of choice, with a common nomen-
clature adopted across most countries (although some local systems have emerged) and
different primers can be employed [15, 16, 17]. Agarose gel-based methods offer relatively high
sensitivity, specificity and reproducibility relative to other PCR-based techniques, but inter-
laboratory variation in banding patterns and interpretation mean that data are difficult to com-
pare between typing centres [14].

The advent of high-resolution, capillary gel electrophoresis-based fragment analysis ad-
dressed many of these issues. Reduced PCR cycling and electrophoresis times combined with
the ability to increase batch sizes (using multiple fluorescent detection dyes) represents a rela-
tively rapid, high-throughput and low cost means of epidemiological C. difficile investigation
[18, 19, 20]. However, CE-ribotyping has yet to gain widespread acceptance, and is hampered
by a lack of multi-centre evaluations demonstrating its reliability and the portability of data.
Indra et al. proposed and established a web-based repository of electronic C. difficile PCR ribo-
typing data (WebRibo) [18]. Unfortunately, the lack of protocol standardization and conse-
quent limited capacity to accurately categorize submitted patterns using internationally
recognised PCR-ribotype nomenclature has to date diminished the effectiveness of this ap-
proach [21]. We describe here the first multi-centre development, validation and evaluation of
a standardised protocol for high-resolution PCR-ribotyping using capillary gel electrophoresis.

Materials and Methods

Isolates
A panel of well characterised C. difficile isolates representing 70 distinct PCR-ribotypes was
used in this study [22]. The panel comprised PCR-ribotypes known to be associated with
human CDI in Europe. This collection was assembled using type strains previously shared be-
tween two established PCR-ribotyping laboratories (Clostridium difficile Network for England
and Northern Ireland (CDRN), and National Reference Laboratory for Clostridium difficile at
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University Medical Centre, Leiden). All PCR-ribotypes were originally assigned in association
with the Anaerobic Reference Laboratory at Cardiff (ARL) using agarose gel-based PCR-ribo-
typing technique (Table 1). Data on isolates in the panel have been made available on-line in a
National Center for Biotechnology Information BioProject database (NCBI) (http://www.ncbi.
nlm.nih.gov/bioproject/248340). In addition, a subset (European Centre for Disease Prevention
and Control (ECDC)-Brazier collection) is available to all reference laboratories in Europe who
participate in the European C. difficile infection study network (ECDIS-NET) [23].

Development of consensus capillary gel electrophoresis-based PCR-
ribotyping
Protocols from each of the four participating laboratories were initially compared. Reagents,
PCR conditions, sequencer model, polymer, array length and separation parameters were re-
corded. A consensus protocol was developed by comparing and contrasting the four internal
protocols and was tested internally against the panel of reference strains to evaluate perfor-
mance. Following refinements, a consensus protocol was distributed to the four participating
national laboratories for feedback, testing and validation. Individual internal protocols and the
final consensus protocol are summarised in Table 2.

DNA extraction
DNA was extracted from C. difficile cultures using Chelex-100 resin. Briefly, several colonies of
test organism, taken from fresh 24 h cultures on a non-selective solid medium, were fully resus-
pended in 100μL 5% w/v Chelex-100 resin (Bio-Rad, Hertfordshire, UK) in molecular grade
H2O. The bacterial suspension was heated at 100°C for 10 min and the resultant lysate was cen-
trifuged for 2 min at 13,000 rpm. The supernatant was collected and DNA concentration was
adjusted to 100ng/μL and used immediately for PCR.

Amplification of 16S-23S intergenic spacer region
PCR primers 5’-GTGCGGCTGGATCACCTCCT-3’ (16S) and 5’-CCCTGCACCCTT-AAT
AACTTGACC-3’) (23S) were used for amplification [17]. The 16S primer was labelled at the
5’ end with either 6-carboxyfluorescein (6-FAM) or 5-tetrachlorofluorescein (TET). Individual
PCR reactions comprised 2 μL prepared bacterial DNA, 0.2 uM each primer and 12.5 uL Hot-
StarTaq mastermix (Qiagen, Manchester, UK). Reactions were made up to 25 μL with molecu-
lar grade water. Conventional thermal cycling was as follows: initial polymerase activation at
95°C for 15 min, followed by 24cycles at 95°C for 1 min, 57°C for 1 min and 72°C for 1 min,
with a final completion stage at 72°C for 30 min.

Capillary gel electrophoresis
PCR products were analysed on either an ABI 3100 or 3130xl genetic analyser using a 16 capil-
lary 36 cm array with either POP-4 or POP-7 separation matrix (all Life Technologies, Paisley,
UK). Genetic analysers were calibrated for the G5 dyeset. GeneScan 1200 LIZ standard was
used as internal sizing reference (Life Technologies, Paisley, UK). Fragment analysis samples
contained 1 μL amplified DNA, 0.5 μL 1200 LIZ standard and 8.5 μL Hi-Di formamide (Life
Technologies, Paisley, UK). Samples were injected at 5 kV for 5 sec and resolved using a separa-
tion voltage of 6.5 kV for 103 min. Major peaks in fluorescent signal were imported into Bio-
Numerics v.5.1 software (Applied Maths, Sint-Martens-Latem) to complete the method
validation. Fragments were initially sized using either PeakScanner v.1.0 or GeneMapper v.4.0
software (both Life Technologies, Paisley, UK), or were imported into BioNumerics directly.
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Table 1. PCR-ribotypes represented in the study and identification performance of the testing laboratories at subsequent validation stages of
the CE-ribotyping protocol.

PCR-ribotypes
involved in the study

VALIDATION STAGE 1 Training set
PCR-ribotypes represented

VALIDATION STAGE 2 Challenge set
(isolates)

VALIDATION STAGE 3 Challenge set
(electronic data)

PCR-ribotype
represented

Identification
score1

PCR-ribotype
represented

Identification
score1

001 001 001 (x2)2 4/4; 4/4 001 4/4

002 002 002 4/4 002 4/4

003 003 003 4/4 003 4/4

004 004 004 4/4 004 4/4

005 005 005 4/4 005 4/4

006 006 not included - 006 4/4

007 007 007 4/4 007 4/4

009 009 not included - 009 4/4

010 010 010 4/4 010 3/4

011 011 011 4/4 011 4/4

012 012 012 4/4 012 3/4

014 not included 014 4/4 Unrecognised
profile*

not included -

015 015 015 4/4 015 4/4

016 016 016 4/4 016 4/4

017 017 017 4/4 017 4/4

018 018 018 4/4 not included -

019 019 019 4/4 019 4/4

020 020 not included - 020 4/4

023 023 023 4/4 023 4/4

025 025 025 4/4 025 4/4

026 026 026 4/4 026 4/4

027 027 027 4/4 027 4/4

029 029 029 3/4 029 4/4

031 031 not included - 031 4/4

033 033 033 4/4 033 4/4

035 035 035 3/4 035 4/4

037 037 037 4/4 037 4/4

040 040 not included - 040 4/4

042 042 042 4/4 042 4/4

043 043 043 4/4 043 4/4

045 045 not included - 045 4/4

046 046 046 4/4 046 4/4

047 047 not included - 047 4/4

050 050 not included - 050 4/4

051 051 051 4/4 051 4/4

052 052 not included - not included -

053 053 053 4/4 053 4/4

054 054 054 4/4 054 4/4

055 055 055 4/4 055 4/4

056 056 not included - 056 4/4

057 057 not included - 057 4/4

058 058 058 3/4 058 4/4

(Continued)
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All signals with a height<10% that of the highest peak in the individual profile were excluded
(as these were considered background rather than evidence of a major DNA fragment). For
peaks<1.5bp different in size, the lower intensity peak was also excluded [18].

Consensus method validation
Multi-centre validation of the proposed consensus method is outlined in Fig. 1. Briefly, valida-
tion was performed in three stages:

Table 1. (Continued)

PCR-ribotypes
involved in the study

VALIDATION STAGE 1 Training set
PCR-ribotypes represented

VALIDATION STAGE 2 Challenge set
(isolates)

VALIDATION STAGE 3 Challenge set
(electronic data)

PCR-ribotype
represented

Identification
score1

PCR-ribotype
represented

Identification
score1

060 060 060 4/4 060 4/4

062 062 062 4/4 062 4/4

063 063 063 4/4 063 3/4

064 064 not included - 064 4/4

066 066 066 4/4 066 4/4

067 067 067 4/4 067 4/4

068 068 068 4/4 not included -

070 070 070 4/4 070 4/4

072 072 not included - not included -

075 075 075 4/4 075 4/4

076 076 not included - 076 4/4

077 077 not included - not included -

078 078 078 4/4 078 4/4

079 079 not included - 079 4/4

081 081 081 4/4 081 4/4

083 083 083 4/4 not included -

084 084 not included - 084 4/4

085 085 not included - 085 4/4

087 087 087 4/4 087 4/4

095 095 not included - not included -

106 106 106 4/4 106 4/4

118 118 118 3/4 not included -

122 122 122 4/4 122 4/4

126 126 not included - 126 4/4

131 131 131 4/4 not included -

153 153 not included - not included -

169 169 not included - 169 4/4

174 174 174 4/4 174 4/4

198 198 036 3/4 Unrecognised
profile*

198 4/4

1 Number of laboratories that identified the correct PCR-ribotype (or correctly stated that the profile generated was not a recognisable PCR-ribotype

present in the training set)
2 two individual PCR-ribotype 001 isolates were present in the challenge (isolates) set

*Correctly identified that the profile was not present in the training set

doi:10.1371/journal.pone.0118150.t001
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VALIDATION STAGE 1: To examine inter-laboratory variation and reproducibility,
and establish local reference databases. The panel of 70 known distinct PCR-ribotypes was
distributed centrally (from the Netherlands laboratory) to all other participating national sur-
veillance laboratories (training set). CE-ribotyping was performed at each centre, using the
proposed consensus method, and data were held locally in BioNumerics. These training data
were used for all subsequent PCR-ribotype identifications throughout the validation process,
and also returned to the UK laboratory for analysis and use in validation stage 3.

VALIDATION STAGE 2: To examine accuracy of PCR-ribotype identification from lo-
cally generated data. A panel of 50 isolates were anonymised and distributed centrally from
the Netherlands laboratory (isolate challenge set). CE-ribotyping was performed at each centre
using the proposed consensus method. A PCR-ribotype was assigned to each isolate after DNA
profile comparison with the data generated using the training set of isolates in validation stage
1 (BioNumerics). PCR-ribotype assignments from each centre were returned to the UK labora-
tory for analysis. PCR-ribotype identities for the 50 isolates were then circulated by the
Netherlands laboratory.

VALIDATION STAGE 3: To examine portability of data and accuracy of PCR-ribotype
identification from centrally generated electronic data. A dataset of sized fragments for 60
PCR-ribotypes was extracted from data returned to the UK laboratory in validation stage 1 (15
from each participating centre). Data files were anonymised and distributed by email to all

Table 2. Comparison of internal protocols from the four participating laboratories and the proposed consensus protocol.

Centre Primer
set

Polymerase Thermal cycling conditions Electrophoresis Size marker

STUBBS1 5m @95°C

HotStarTaq Plus
Mastermix

[60s@92°C, 60s@55°C, 90s@72°C]x26 3130 instrument GeneScan 600/1200 LIZ
(LIZ)

A (Qiagen) 60s@95°C 36cm array
length

(Applied Biosystems)

45s@55°C POP 7 polymer [20–600/1200bp]

5m@72°C

BIDET2 HotStarTaq 15m @ 95°C 3130 instrument Geneflo 625 (ROX)

B (Qiagen) [60s@95°C, 60s@57°C, 60s@72°C)]
x35

36cm array
length

Chimerx

5m @ 72°C POP 7 polymer [50–625bp]

BIDET2 AccuPrime High Fidelity 5m @95°C 3130xl instrument GeneScan 1200 LIZ (LIZ)

C (Invitrogen) [60s@95°C, 60s@57°C, 60s@72°C]x35 36cm array
length

(Applied Biosystems)

30m@72°C POP 7 polymer [20–1200bp]

BIDET2 HotStarTaq Plus
Mastermix

5m @95°C 3100instrument MapMarker 1000 (ROX)

D (Qiagen) [60s@95°C, 60s@57°C, 60s@72°C]x17 36cm array
length

(BioVentures)

30m@72°C POP 4 polymer [50–1000bp]

PROPOSED BIDET2 HotStarTaqMastermix 5m @95°C 3130xl instrument GeneScan 1200 LIZ (LIZ)

CONSENSUS (Qiagen) [60s@95°C, 60s@57°C, 60s@72°C]x26 36cm array
length

(Applied Biosystems)

PROTOCOL 30m@72°C POP 7 polymer [20–1200bp]

1Stubbs et al., 1999 (16)
2Bidet et al., 1999 (17)

doi:10.1371/journal.pone.0118150.t002
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other participating laboratories (data challenge set). A PCR-ribotype was assigned to each data
file after DNA profile comparison with the data generated using the training set of isolates in
validation stage 1 (BioNumerics). PCR-ribotype assignments from each centre were returned
to the UK laboratory for analysis.

Results

VALIDATION STAGE ONE—training set
The consensus CE-ribotyping method was applied to the panel of 70 well characterised ribo-
types at all four participating centres. Each laboratory generated between 5 and 11 fragments
per ribotype, ranging in size from 223–667 bp. A high level of profile similarity was observed
between several ribotypes in the panel (Fig. 2). A high level of reproducibility was observed; the
standard deviations (SDs) for fragment sizes reported from all four laboratories on each indi-
vidual fragment ranged from 0.14–3.8 bp (mean 1.25, median 1.17). The maximum reported
difference in individual fragment size ranged from 0.3–8.4 bp (mean 2.6 bp, median 2.5 bp)
(Table 3). The magnitude of inter-laboratory variation was clearly associated with increasing

Fig 1. Process for multi-centre consensusmethod validation. STAGE 1: 70 well characterised ribotypes
disseminated from Netherlands to each laboratory for ribotyping (data (i) held locally for future comparsion/
ribotype assignment, (ii) sent to UK laboratory); STAGE 2: 50 anonymised isolates disseminated from
Netherlands to each laboratory for ribotype identification (assignments sent to UK laboratory for analysis);
STAGE 3: 60 anonymised data files disseminated from UK to each laboratory for ribotype identification
(assignments sent to UK for analysis).

doi:10.1371/journal.pone.0118150.g001
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fragment size. The maximum reported size differences of the smallest and largest fragments
per ribotype profile were significantly different (MannWhitney U test, (p<0.05); median SD of
smallest and largest fragments per ribotype profile: 0.39 and 2.13, respectively). No significant
differences were observed in the fragment sizes generated on the 3100 versus the 3130xl auto-
mated sequencing instruments.

VALIDATION STAGE TWO—isolate challenge set
The CE-ribotyping method was applied to the panel of 50 anonymised isolates distributed
from the Netherlands laboratory (isolate challenge set). Formal PCR-ribotype identification

Fig 2. PCR-ribotypes with very similar profiles: (a) ribotypes 027 and 081 and (b) ribotypes 015 and
046. PCR-ribotypes 027 and 081 differ from one another by only a ~20bp difference at position d. Similarly
PCR-ribotypes 015 and 046 differ by only a ~20bp difference at position b. Discriminating features between
these very similar profiles are indicated (arrows) and associated fragment sizes are highlighted in bold.
Relative fragment size was the only parameter used to discriminate between ribotype profiles. Relative peak
heights (relative fluorescent units, y-axis) within profiles lacked reproducibility for some ribotypes and
therefore this parameter was not used.

doi:10.1371/journal.pone.0118150.g002
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was performed by each laboratory using training data generated in validation stage one. A list
of PCR-ribotypes represented in this challenge set and PCR-ribotyping performance scores for
each centre are shown in Tables 1 and 4.

Laboratories identified the correct PCR-ribotype in 195/200 (97.5%) of cases (or correctly
stated that the profile generated was not recognisable, based on the training data generated in
validation stage one). Forty-five of 50 (90.0%) PCR-ribotypes were discriminated successfully
by all four centres; all PCR-ribotypes were discriminated successfully by a minimum of three
centres. Analysis of the discrepancies revealed that identification failures (n = 5) were not asso-
ciated with any particular testing centre or any specific PCR-ribotype (Table 5). Data consistent
with PCR-ribotype 064 were generated in place of PCR-ribotype 029 by centre B indicating
likely transcription of the test isolate. The profile for PCR-ribotype 035 was obscured with ad-
ditional peaks consistent with sample contamination at centre C. PCR-ribotypes 058 and 118

Table 3. PCR-ribotypes associated with minimum and maximum differences in DNA fragment sizes reported across participating centres.

Fragmenta PCR ribotype 084 PCR ribotype 064

Fragment size rangeb Sizediffc SDd Fragment size rangeb Sizediffc SDd

min max min max

a 231.92 232.25 0.33 0.14 231.70 232.52 0.82 0.35

b 283.70 285.35 1.65 0.71 262.60 264.02 1.42 0.59

c 325.59 328.25 2.66 1.23 283.56 285.25 1.69 0.72

d 364.54 368.02 3.48 1.60 322.27 326.23 3.96 1.63

e 421.86 424.45 2.59 1.06 482.02 485.29 3.27 1.45

f 479.81 483.98 4.17 1.95 540.56 545.33 4.77 2.36

g 482.12 485.53 3.41 1.51 542.60 547.01 4.41 2.04

h 544.91 549.53 4.62 2.18

i 658.55 666.92 8.37 3.79

minimum and maximum values are in displayed in bold
adesignated fragment in ribotype profile
bminimum and maximum sizes reported for a specific fragment
cdifference between maximum and minimum reported size for a specific fragment
dstandard deviation between reported sizes for a specific fragment

doi:10.1371/journal.pone.0118150.t003

Table 4. Laboratory performance for PCR-ribotype assignment in validation stages two and three.

Number of correctly assigned PCR-ribotypes

Centre A Centre B Centre C Centre D All Centres

Validation stage 2 50/50(100.0%) 49/50(98.0%) 47/50(94.0%) 49/50(98.0%) 195/200(97.5%)

Validation stage 3 60/60(100.0%) 57/60(95.0%) 60/60(100.0%) 60/60(100.0%) 237/240(98.8%)

60/60(100%)* 240/240(100%)*

All tests 110/110(100.0%) 106/110(96.4%) 107/110(97.3%) 109/110(99.1%) 432/440(98.2%)

109/110(99.1%)* 435/440(98.8%)*

*Analysis of discrepancies highlighted an error during database identification at centre B (as opposed to inconsistencies with the prescribed method, or

data quality). A second identification attempt using the same profile data increased the number of correctly identified PCR-ribotype profiles in both

validation stage 3 and the overall study to 240/240 (100%) and 435/440 (98.9%) respectively.

doi:10.1371/journal.pone.0118150.t004
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were associated with amplification failure at centre C and likely to represent attempted testing
of an organism other than C. difficile. An error in the construction of the challenge set resulted
in the circulation of PCR-ribotype 036 in place of PCR-ribotype 198. Centre D successfully
identified the isolate as PCR-ribotype 036, but should have technically returned a result of “un-
identified” as PCR-ribotype 036 was not present in the training set. All test failures highlighted
errors associated with the manipulation of test isolates as opposed to inconsistencies with the
prescribed method, or data quality.

VALIDATION STAGE THREE—data challenge set
A dataset of sized fragments for 60 blinded ribotypes was distributed electronically from the
UK laboratory. Formal PCR-ribotype identification was performed by each laboratory using
training data generated in validation stage one. A list of PCR-ribotypes represented in this chal-
lenge set and PCR-ribotyping performance scores for each centre are shown in Tables 1 and 4.
Laboratories identified the correct ribotype in 237/240 (98.8%) cases. All four centres correctly
identified 57/60 (95%) ribotype profiles. All isolates were correctly identified by a minimum of
three centres. Failure to identify the correct ribotype was only associated with Centre B for the
remaining three isolates. Analysis of the discrepancies revealed that an incomplete set of PCR-
ribotype profiles (generated from the training set) had been used to formally identify PCR-
ribotypes at this centre, resulting in three unidentified profiles. Using the same profile data, a
second identification attempt (containing a full set of PCR-ribotype reference profiles) was per-
formed at centre B and 60/60 (100%) PCR-ribotype profiles were correctly identified. This pro-
cess highlighted an error during database identification at a single centre as opposed to
inconsistencies with the prescribed method, or data quality. Following analysis of the discrep-
ancies, the number of correctly identified PCR-ribotype profiles in both validation stage 3 and
the overall study was increased to 240/240 (100%) and 435/440 (98.9%), respectively.

Discussion
Increased awareness of CDI is accompanied by the need to develop a consensus typing and
analysis method that will allow the establishment of a standardised nomenclature and greater
understanding of C. difficile epidemiology. This should be robust, reliable and generate high
resolution, portable data, and function at local, national and international levels. Existing re-
ports involving CE-ribotyping have represented only single-centre studies and inter-laboratory
variability has not been formally assessed [18, 20]. We report a high level of reproducibility
and accuracy associated with a consensus CE-ribotyping protocol. A maximum SD of only
±3.8 bp was recorded in individual fragment sizes, and 98.2% blinded ribotypes were correctly
identified at four international ribotyping centres spanning Europe and North America (rising

Table 5. Analysis of five discrepant results generated in validation stage two (isolate challenge set).

PCR-ribotype Testing Centre Reported result Comments

1 029 B 064 probable isolate transcription

2 035 C unidentified probable contamination of sample

3 058 C no profile generated test isolate unlikely to be C. difficile

4 118 C no profile generated test isolate unlikely to be C. difficile

5 198 D 036 isolate of incorrect PCR-ribotype circulated in challenge set

Only 5 identification failures were present in validation stage 2, and were not associated with any particular testing centre or any specific PCR-ribotype. All

failures highlighted errors associated with the manipulation of test isolates as opposed to inconsistencies with the prescribed method, or data quality.

doi:10.1371/journal.pone.0118150.t005
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to 98.8% after analysing the discrepancies). Our results demonstrate that this consensus proto-
col generates sufficiently low level inter-laboratory variation to support accurate PCR-
ribotyping for international C. difficile surveillance.

Indra et al. first combined conventional PCR-ribotyping and capillary based electrophoresis
techniques (CE-ribotyping) and demonstrated superiority of this approach over the conven-
tional agarose gel-based method [18]. More recently, Xiao et al. reported that the performance
of capillary-electrophoresis exceeded that of a commercial high performance electrophoresis
system when applied to PCR-ribotyping. [20]. Several epidemiological studies have been con-
ducted using subtly different CE-ribotyping protocols, making future inter-laboratory compar-
ison of results difficult [18, 20, 24, 25]. We hope that the provision of a consensus CE-
ribotyping protocol will encourage laboratories to use the technique in the knowledge that data
will be directly comparable across centres.

We have shown that a basic crude DNA extraction method is sufficient to demonstrate
good reproducibility of the system. However, many laboratories have more sophisticated
higher-throughput DNA extraction platforms, which invariably yield good quality DNA, and
these could be expected to be viable alternatives. Several different sets of PCR primers have
been reported for use in PCR-ribotyping in recent years [15, 17, 26]. The primers originally de-
scribed by Stubbs et al. unfortunately had a 4 bp mismatch in the 23S reverse primer [15] and
were subsequently redesigned [17]. It is generally accepted that these primer sets offer equiva-
lent levels of performance and discrimination, but generate different relative fragment lengths.
Bidet et al. primers generate fragments ~34 bp shorter than those designed by Stubbs et al., and
~53 bp shorter than those designed by Sadeghifard et al. The loss of accuracy associated with
sizing larger DNA fragments when using electrophoresis should ideally be minimised, and the
selection of primers that generate smaller fragments would therefore be preferable. In order to
avoid potential primer:template mismatches and minimise inter-laboratory variation, the
primers designed by Bidet et al., were selected for use in this consensus method [17]. It is im-
portant that standardized protocols for multi-centre surveillance can be easily adopted by par-
ticipating laboratories. PCR consumables can be acquired or changed relatively easily, but
access to specific DNA sequencing instrumentation can present difficulties. It is therefore es-
sential that a standardised protocol can operate on more than one instrument type without sig-
nificant variation in ribotype profiles. Our study has incorporated the use of two different
sequencing instruments with little effect on PCR-ribotype recognition or fragment-size varia-
tion. These results suggest that laboratories can adopt the consensus protocol for use on differ-
ent automated sequencers; further validation is required to confirm this issue.

Previous reports using CE-ribotyping have called for validation of the technique using inter-
nationally accepted reference strains [18, 20]. The standardised consensus method used here
was tested on a well characterised collection of 70 different PCR-ribotypes [22, 23] to evaluate
the performance of the protocol against prevalent and clinically relevant PCR-ribotypes. Data
on this set of strains are available on-line in a NCBI BioProject database to facilitate working in
this field (http://www.ncbi.nlm.nih.gov/bioproject/248340). Several examples of profiles that
shared a very high level of similarity were incorporated in this study (eg. 027 and 081; 015 and
046; 106 and 174; 014 and 020) (Fig. 2). CE ribotyping was able to consistently discriminate be-
tween all these isolates. It is generally accepted that such discrimination is difficult with con-
ventional agarose gel-based PCR-ribotyping unless gel quality is particularly high. The number
of unique PCR-ribotypes has expanded rapidly in recent years and now exceeds 650 (Fawley,
Wilcox, unpublished). As this library expands, the number of ribotypes with similar profile is
likely to increase. In turn, the interpretation of PCR-ribotype profiles will become more com-
plex. CE-ribotyping offers a solution for future ribotyping strategies by offering accurate frag-
ment sizing and increased discrimination between ribotypes, including those with similar
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profiles that can be confused using conventional agarose gel-based PCR-ribotyping. CE-
ribotyping has already confirmed reproducible differences in DNA profile of isolates previously
assigned to the same ribotype using agarose gel electrophoresis, most notably those associated
with ribotypes 014, 001 and 027 [18, 20, 27]. Multi-locus sequence typing studies have further
shown that individual ribotypes tend to be associated with a single ST-type, but that a small
number are associated with multiple ST-types [22, 27, 28].

CE-ribotyping represents a cost-effective technique to further discriminate between ribo-
types of very similar DNA profile in order to further understand phylogenetic relationships.
The consumables price per test for PCR-ribotyping by CE-method and by conventional aga-
rose gel-based method are comparable (under EUR 10) [19]. Current opinion would indicate
that the largest barrier to widespread adoption of CE-ribotyping remains the acquisition of an
automated sequencing instrument. However, such instruments are now in widespread use;
most medical and academic institutions use automated sequencing technology and many offer
access to their instruments (on or off site) on a service provision basis. In this way CE-
ribotyping could reasonably be performed in any laboratory and need not be reserved for
larger reference centres.

Our results suggest that data generated using the consensus method are fully portable;
98.8% (rising to 100% after analysing the discrepancies) of ribotype profiles were correctly
identified when data were exchanged electronically between participating laboratories. Hither-
to, surveillance programs have been impeded due to the inability of laboratories to exchange
typing data efficiently. Notably, understanding the spread of NAP1/BI/PCR ribotype 027
strains across N. America and Europe was affected by inefficient inter-laboratory exchange of
PCR-ribotyping data, involving the laborious exchange of bacterial isolates to establish signifi-
cant epidemiological links [2, 6]. We have demonstrated that a standardised CE-ribotyping
protocol allows easy electronic exchange of typing data, which could streamline communica-
tion and so reduce the time for countries/regions to become aware of new and
emerging ribotypes.

There have been calls for improvements to PCR-ribotype nomenclature [19, 29]. Stubbs
et al. first assembled a library of PCR-ribotypes [16] but, while this collection has expanded to
>650 types, lack of direct access to this library has led some to use local ribotype nomencla-
tures. These have only local immediate applicability. The UK library was developed using aga-
rose gel-based ribotyping, and further development is hindered by interpretation issues
associated with this technique. Standardised and fully portable ribotyping data would be a sig-
nificant step forwards to consolidating a single library of C. difficile reference strains, which
would bring clarity for researchers and those involved in surveillance of this
important pathogen.

Acknowledgments
The four testing centres that participated in this study (in no specific order) were:

The Department of Microbiology, Leeds Teaching Hospitals NHS Trust, Leeds, UK; The
Centers for Disease Control and Prevention (CDC), Atlanta, USA; The Department of Medical
Microbiology, Centre of Infectious Diseases, Leiden University Medical Centre, Leiden, Neth-
erlands and The Public Health Agency of Canada (PHAC), Winnipeg, Canada.

Author Contributions
Conceived and designed the experiments: WNFMHW EJK CWK TD DRM. Performed the ex-
periments: WNF CWK CH TD DRM AP LA. Analyzed the data: WNF DRM. Contributed re-
agents/materials/analysis tools: EJK MHWMMDRM. Wrote the paper: WNF MHW.

StandardizedClostridium difficileCE-Ribotyping

PLOS ONE | DOI:10.1371/journal.pone.0118150 February 13, 2015 12 / 14



References
1. Wiegand PN, Nathwani D, Wilcox MH, Stephens J, Shelbaya A, et al. Clinical and economic burden of

Clostridium difficile infection in Europe: a systematic review of healthcare-facility-acquired infection. J
Hosp Infect. 2012; 77: 1–14.

2. Pepin J, Valiquette L, Alary ME, Villemure P, Pelletier A, et al. Clostridium difficile-associated diarrhea
in a region of Quebec from 1991 to 2003: a changing pattern of disease severity. CMAJ. 2004; 171:
466–472. PMID: 15337727

3. Khanna S, Pardi DS, Aronson SL, Kammer PP, Orenstein R, et al. The Epidemiology of Community-ac-
quiredClostridium difficile infection: a population-based study. Am J Gastroenterol. 2012; 107: 89–95.
doi: 10.1038/ajg.2011.398 PMID: 22108454

4. Bauer MP, Notermans DW, van Benthem BH, Brazier JS, Wilcox MH, et al. ECDIS Study Group. Clos-
tridium difficile infection in Europe: a hospital-based survey. Lancet. 2011; 377: 63–73. doi: 10.1016/
S0140-6736(10)61266-4 PMID: 21084111

5. Tenover FC, Tickler IA, Persing DH. Antimicrobial-resistant strains of Clostridium difficile from North
America. Antimicrob Agents Chemother. 2012; 56: 2929–2932. doi: 10.1128/AAC.00220-12 PMID:
22411613

6. Freeman J, Bauer MP, Baines SD, Corver J, FawleyWN, Goorhuis B, et al. The changing epidemiology
of Clostridium difficile infections. Clin Microbiol Rev. 2010; 23: 529–49. doi: 10.1128/CMR.00082-09
PMID: 20610822

7. Wilcox MH, Shetty N, FawleyWN, Shemko M, Coen P, Birtles A, et al. Changing epidemiology of Clos-
tridium difficile infection following the introduction of a national ribotyping-based surveillance scheme in
England. Clin Infect Dis. 2012; 55: 1056–1063. PMID: 22784871

8. Hensgens MP, Goorhuis A, Notermans DW, van Bentham BH, Kuijper EJ. Decrease of hypervirulent
Clostridium difficile PCR ribotype 027 in the Netherlands. Euro Surveill. 2009; 14: 19402. PMID:
19941791

9. Tenover FC, Akerlund T, Gerding DN, Goering RV, Bostrom T, et al. Comparison of strain typing results
for Clostridium difficile isolates from North America. J Clin Microbiol. 2011; 49: 1831–1837. doi: 10.
1128/JCM.02446-10 PMID: 21389155

10. Rupnik M, Avesani V, Janc M, von Eichel-Streiber C, Delmee M. A novel toxinotyping scheme and cor-
relation of toxinotypes with serogroups of Clostridium difficile isolates. J Clin Microbiol. 1998; 36:
2240–2247. PMID: 9665999

11. Fawley WN, Parnell P, Verity P, Freeman J, Wilcox MH. Molecular epidemiology of endemicClostridi-
um difficile infection and the significance of subtypes of the United Kingdom epidemic strain (PCR ribo-
type 1). J Clin Microbiol. 2005; 43: 2685–2696. PMID: 15956384

12. Chachaty E, Saulnier P, Martin A, Mario N, Andremont A. Comparison of ribotyping, pulsed-field gel
electrophoresis and random amplified polymorphic DNA for typingClostridium difficile strains. FEMS
Microbiol Lett. 1994; 122: 61–68. PMID: 7958778

13. Eckert C, Van Broeck J, Spigaglia P, Burghoffer B, Delmee M, et al. Comparison of a commercially
available repetitive-element PCR system (DiversiLab) with PCR ribotyping for typing of Clostridium dif-
ficile strains. J Clin Microbiol. 2011; 49: 3352–3354. doi: 10.1128/JCM.00324-11 PMID: 21775548

14. Killgore G, Thompson A, Johnson S, Brazier J, Kuijper E, et al. Comparison of seven techniques for typ-
ing international epidemic strains ofClostridium difficile: restriction endonuclease analysis pulsed-field
gel electrophoresis, PCR—ribotyping, multilocus sequence typing, multilocus variable-number tan-
dem-repeat analysis, amplified fragment length polymorphism and surface layer protein A gene se-
quence typing. J Clin Microbiol. 2008; 46: 431–437. PMID: 18039796

15. O’Neill GL, Ogunsola FT, Brazier JS, Duerden BI. Modification of a PCR-ribotyping method for applica-
tion as a routine typing scheme for Clostridium difficile. Anaerobe. 1996; 2: 205–209. PMID: 9160624

16. Stubbs SL, Brazier JS, O’Neill GL, Duerden BI. PCR targeted to the 16S-23S rRNA gene intergenic
spacer region of Clostridium difficile and construction of a library consisting of 116 different PCR ribo-
types. J Clin Microbiol. 1999; 37: 461–463. PMID: 9889244

17. Bidet P, Barbut F, Lalande V, Burghoffer B, Petit JC. Development of a new PCR-ribotyping method
for Clostridium difficile based on ribosomal RNA gene sequencing. FEMSMicrobiol Lett. 1999; 175:
261–266. PMID: 10386377

18. Indra A, Huhulescu S, Schneeweis M, Hasenberger P, Kernbichler S, et al. Characterisation of Clos-
tridium difficile isolates using capillary gel electrophoresis-based PCR ribotyping. J Med Microbiol.
2008; 57: 1377–1382. doi: 10.1099/jmm.0.47714-0 PMID: 18927415

19. Knetsch CW, Lawley TD, Hensgens MP, Corver J, Wilcox MH, et al. Current application and future per-
spectives of molecular typing methods to studyClostridium difficile infections. Euro Surveill. 2013; 18:
20381. PMID: 23369393

StandardizedClostridium difficileCE-Ribotyping

PLOS ONE | DOI:10.1371/journal.pone.0118150 February 13, 2015 13 / 14

http://www.ncbi.nlm.nih.gov/pubmed/15337727
http://dx.doi.org/10.1038/ajg.2011.398
http://www.ncbi.nlm.nih.gov/pubmed/22108454
http://dx.doi.org/10.1016/S0140-6736(10)61266-4
http://dx.doi.org/10.1016/S0140-6736(10)61266-4
http://www.ncbi.nlm.nih.gov/pubmed/21084111
http://dx.doi.org/10.1128/AAC.00220-12
http://www.ncbi.nlm.nih.gov/pubmed/22411613
http://dx.doi.org/10.1128/CMR.00082-09
http://www.ncbi.nlm.nih.gov/pubmed/20610822
http://www.ncbi.nlm.nih.gov/pubmed/22784871
http://www.ncbi.nlm.nih.gov/pubmed/19941791
http://dx.doi.org/10.1128/JCM.02446-10
http://dx.doi.org/10.1128/JCM.02446-10
http://www.ncbi.nlm.nih.gov/pubmed/21389155
http://www.ncbi.nlm.nih.gov/pubmed/9665999
http://www.ncbi.nlm.nih.gov/pubmed/15956384
http://www.ncbi.nlm.nih.gov/pubmed/7958778
http://dx.doi.org/10.1128/JCM.00324-11
http://www.ncbi.nlm.nih.gov/pubmed/21775548
http://www.ncbi.nlm.nih.gov/pubmed/18039796
http://www.ncbi.nlm.nih.gov/pubmed/9160624
http://www.ncbi.nlm.nih.gov/pubmed/9889244
http://www.ncbi.nlm.nih.gov/pubmed/10386377
http://dx.doi.org/10.1099/jmm.0.47714-0
http://www.ncbi.nlm.nih.gov/pubmed/18927415
http://www.ncbi.nlm.nih.gov/pubmed/23369393


20. Xiao M, Kong F, Jin P, Wang Q, Xiao K, et al. Comparison of two capillary gel electrophoresis systems
for Clostridium difficile ribotyping, using a panel of ribotype 027 isolates and whole-genome sequences
as a reference standard. J Clin Microbiol. 2012; 50: 2755–2760. doi: 10.1128/JCM.00777-12 PMID:
22692737

21. Kurka H, Ehrenreich A, Ludwig W, Monot M, Rupnik M, et al. Sequence similarity of Clostridium difficile
strains by analysis of conserved genes and genome content is reflected by their ribotype affiliation.
Plos One. 2014; 9: e86535. doi: 10.1371/journal.pone.0086535 PMID: 24482682

22. Knetsch CW, Terveer EM, Lauber C, Gorbalenya AE, Harmanus C, et al. Comparative analysis of an
expandedClostridium difficile reference strain collection reveals genetic diversity and evolution
through six lineages. Infect Genet Evol. 2012; 12: 1577–1585. doi: 10.1016/j.meegid.2012.06.003
PMID: 22705462

23. EuropeanClostridium difficile infection study network (ECDIS-NET). Europe: Supporting capacity
building for surveillance of Clostridium difficile. Leiden: ECDIS-NET. [Accessed 1 Jul 2012]. Available:
http://www.ecdisnet.eu/.

24. Walk ST, Micic D, Jain R, Lo ES, Trivedi I, et al. Clostridium difficile ribotype does not predict severe in-
fection. Clin Infect Dis. 2012; 55: 1661–1668. doi: 10.1093/cid/cis786 PMID: 22972866

25. Behroozian AA, Chludzinski JP, Lo ES, Ewing SA, Waslawski S, et al. Detection of mixed populations
of Clostridium difficile from symptomatic patients using capillary-based polymerase chain reaction ribo-
typing. Inf Con Hosp Epidemiol. 2013; 34: 961–966. doi: 10.1086/671728 PMID: 23917911

26. Sadeghifard N, Gurtler V, Beer M, Seviour RJ. The mosaic nature of intergenic 16S–23S rRNA spacer
regions suggests rRNA operon copy number variation in Clostridium difficile strains. Appl Environ
Microbiol. 2006; 72: 7311–7323. PMID: 16980415

27. Valiente E, Dawson LF, Cairns MD, Stabler RA, Wren BW. Emergence of new PCR ribotypes from the
hypervirulent Clostridium difficile 027 lineage. J. Med. Microbiol. 2012; 61: 49–56. doi: 10.1099/jmm.0.
036194-0 PMID: 21903827

28. Griffiths D, Fawley W, Kachrimanidou M, Bowden R, Crook DW, et al. Multilocus sequence typing of
Clostridium difficile. J Clin Microbiol. 2010; 48: 770–778. doi: 10.1128/JCM.01796-09 PMID: 20042623

29. Huber CA, Foster NF, Riley TV, Paterson DL. Challenges for standardization ofClostridium difficile typ-
ing methods. J Clin Microbiol. 2013; 51: 2810–2814. doi: 10.1128/JCM.00143-13 PMID: 23784128

StandardizedClostridium difficileCE-Ribotyping

PLOS ONE | DOI:10.1371/journal.pone.0118150 February 13, 2015 14 / 14

http://dx.doi.org/10.1128/JCM.00777-12
http://www.ncbi.nlm.nih.gov/pubmed/22692737
http://dx.doi.org/10.1371/journal.pone.0086535
http://www.ncbi.nlm.nih.gov/pubmed/24482682
http://dx.doi.org/10.1016/j.meegid.2012.06.003
http://www.ncbi.nlm.nih.gov/pubmed/22705462
http://www.ecdisnet.eu/
http://dx.doi.org/10.1093/cid/cis786
http://www.ncbi.nlm.nih.gov/pubmed/22972866
http://dx.doi.org/10.1086/671728
http://www.ncbi.nlm.nih.gov/pubmed/23917911
http://www.ncbi.nlm.nih.gov/pubmed/16980415
http://dx.doi.org/10.1099/jmm.0.036194-0
http://dx.doi.org/10.1099/jmm.0.036194-0
http://www.ncbi.nlm.nih.gov/pubmed/21903827
http://dx.doi.org/10.1128/JCM.01796-09
http://www.ncbi.nlm.nih.gov/pubmed/20042623
http://dx.doi.org/10.1128/JCM.00143-13
http://www.ncbi.nlm.nih.gov/pubmed/23784128


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


