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ABSTRACT Whole-genome sequencing (WGS) is rapidly becoming the method of
choice for outbreak investigations and public health surveillance of microbial patho-
gens. The combination of improved cluster resolution and prediction of resistance
and virulence phenotypes provided by a single tool is extremely advantageous.
However, the data produced are complex, and standard bioinformatics pipelines are
required to translate the output into easily interpreted epidemiologically relevant in-
formation for public health action. The main aim of this study was to validate the
implementation of WGS at the Scottish Escherichia coli O157/STEC Reference Labora-
tory (SERL) using the Public Health England (PHE) bioinformatics pipeline to produce
standardized data to enable interlaboratory comparison of results generated at two
national reference laboratories. In addition, we evaluated the BioNumerics whole-
genome multilocus sequence typing (wgMLST) and E. coli genotyping plug-in tools
using the same data set. A panel of 150 well-characterized isolates of Shiga toxin-
producing E. coli (STEC) that had been sequenced and analyzed at PHE using the
PHE pipeline and database (SnapperDB) was assembled to provide identification and
typing data, including serotype (O:H type), sequence type (ST), virulence genes (eae
and Shiga toxin [stx] subtype), and a single-nucleotide polymorphism (SNP) address.
To validate the implementation of sequencing at the SERL, DNA was reextracted
from the isolates and sequenced and analyzed using the PHE pipeline, which had
been installed at the SERL; the output was then compared with the PHE data. The
results showed a very high correlation between the data, ranging from 93% to
100%, suggesting that the standardization of WGS between our reference laborato-
ries is possible. We also found excellent correlation between the results obtained us-
ing the PHE pipeline and BioNumerics, except for the detection of stx,, and stx,.
when these subtypes are both carried by strains.
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higa toxin-producing Escherichia coli (STEC) is recognized as an important pathogen

due to the serious and sometimes fatal complications that may occur following
infection. Key virulence factors of STEC include intimin (encoded by the eaeA gene)
enabling the pathogen to attach to epithelial cells, and the Shiga toxins (Stx1 and Stx2),
which inhibit protein synthesis and can cause cell death (1). Hemolytic-uremic syn-
drome (HUS) is the most severe complication of STEC infection and most commonly
occurs in children under 5 years of age (2-4). Scotland has one of the highest incidence
rates of HUS in the world (3.4 X 10% in children <5 years), and although E. coli serotype
0157:H7 is the most common cause, other serotypes are also implicated (5).

Transmission occurs via the fecal-oral route and is most often associated with the
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consumption of contaminated food or water, direct or indirect contact with animals
(especially ruminants) and their feces, or person-to-person spread (6). Although most
cases are sporadic, outbreaks do occur (7-9), and control strategies are essential to limit
the spread of this pathogen. In Scotland, enhanced surveillance of STEC, introduced in
1999 for E. coli 0157 and extended to non-O157 and cases with HUS in 2003, facilitates
the rapid identification of outbreaks and monitoring of the epidemiology and clinical
outcome of this important pathogen.

Various typing methods have been employed over the years to detect outbreaks,
including phage typing, pulsed-field gel electrophoresis (PFGE), and multilocus
variable-number tandem-repeat analysis (MLVA). More recently, studies have shown
that whole-genome sequencing (WGS) offers benefits over these techniques in terms of
improved resolution and the additional useful information (e.g., virulence and resis-
tance genes) that can be easily obtained from the sequencing data (10-14). As a result,
clinical and reference laboratories worldwide are implementing this technology for
routine use. The Gastrointestinal Bacterial Reference Unit (GBRU) at Colindale, Public
Health England (PHE), which provides reference services for STEC isolated in England
and Wales, replaced MLVA of E. coli 0157 and phenotypic serotyping of non-O157 E. coli
isolates with WGS in October 2015 (15). More recently, the Centers for Disease Control
and Prevention (CDC) reported the implementation of WGS for the characterization and
typing of STEC in the United States (16).

One of the main challenges of WGS is data standardization, which is converting the
raw information into meaningful results that can be easily communicated and com-
pared. PHE has developed a semiautomated bioinformatics pipeline using free open-
source software, which provides hierarchical typing information, including a single-
nucleotide polymorphism (SNP) address (numerical code describing the population
structure at seven different SNP thresholds), providing a nomenclature that can be
easily shared (15). The CDC has validated the use of whole-genome multilocus se-
quence typing (wgMLST) and the E. coli genotyping plug-in tool using the commercial
platform BioNumerics (Applied Maths), which has the advantage of combining quality
assessment, data analysis, and databasing of metadata in a single user-friendly platform
(16).

It is important that the reference laboratories in the United Kingdom can easily
compare data for national surveillance and detect cross-border outbreaks. The main
aim of this study was to validate the implementation of WGS at the SERL using the PHE
bioinformatics pipeline to produce standardized data to enable interlaboratory com-
parisons of results between our reference laboratories. In addition, we evaluated the
wgMLST and E. coli genotyping plug-in tools in BioNumerics to facilitate comparison
with others using this approach. Recently, PulseNet International reported wgMLST as
the method of choice for the surveillance of foodborne bacterial pathogens (17).

MATERIALS AND METHODS

Isolates. The study panel comprised 110 E. coli 0157 and 40 non-O157 E. coli isolates obtained
between 16 September 2014 and 2 February 2017. The strains were representative of STEC isolates
detected in human samples in Scotland and the United Kingdom but included four non-O157 E. coli
isolates from milk (n = 1), cheese (n = 1), and venison sausages (n = 2). The isolates had been previously
characterized using traditional methods (including phage typing, PCR, and MLVA) at the SERL and
represented the diversity of Scottish E. coli strains causing clinical infection (see Table S1 in the
supplemental material). Furthermore, the isolates had been previously sequenced and analyzed by PHE
using a validated laboratory procedure and bioinformatics pipeline (15, 18) to provide identification and
typing data, including serotype (O:H type), virulence gene detection (eaeA, bfpA, aggR, ipaH, aaiC, itcA,
stal, and stb), 7-gene sequence typing (MLST), and an SNP address. To validate the implementation of
WGS at the SERL, the isolates were reextracted, resequenced, and analyzed at the SERL, and the results
were compared with those generated by PHE to identify and address any issues hindering the compar-
ison of data between our laboratories. The data set was also used to evaluate the BioNumerics wgMLST
and E. coli genotyping plug-in tools (Applied Maths).

Whole-genome sequencing. DNA was extracted on the QIAsymphony using the DSP DNA minikit
(Qiagen, Crawley, UK) following a prelysis step, as recommended by the manufacturer. The purity and
quantity of the DNA were measured with a NanoDrop ND-1000 (NanoDrop Products, Thermo
Scientific) and a Qubit fluorimeter 3.0 (Thermo Fisher Scientific) with the double-stranded DNA
(dsDNA) assay HS Kkit.
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Libraries were prepared using the Nextera XT DNA kit, according to the manufacturer’s instructions
(Illumina, Cambridge, UK). Paired-end sequencing was performed on the lllumina MiSeq using either the
v2 or v3 reagent kit. Isolates were sequenced in 11 runs, and the cluster density ranged from 919 K/mm?
to 1,981 K/mm?2 (mean, 1,435 K/mm?2), the passing filter (PF) ranged from 77.05% to 95.44% (mean,
88.30%), and the average Q30 ranged from 78.05 to 94.10% (mean, 88.72%) (Table S1, see “Run metrics”).
In the first four runs, the index primer combination N704/5507 was associated with low coverage;
therefore, these primers were not used in subsequent runs. Samples with an average coverage of <40X
underwent repeat sequencing.

Data analysis. (i) PHE pipeline. Fastq files were processed using the PHE bioinformatics pipeline
and database SnapperDB (https://github.com/phe-bioinformatics/snapperdb) for E. coli 0157, as previ-
ously described, with some modifications (15). Briefly, reads were quality trimmed, with bases with a
Phred score below 30 removed from the trailing edge using Trimmomatic (19). Kraken (20) was used to
identify bacterial species and determine if samples were mixed. Using the GeneFinder tool (M. Doumith,
unpublished data), FASTQ reads were mapped to a panel of serotype (21) and virulence genes using
Bowtie 2 (22), and the best match to each target was reported with metrics, including coverage, depth,
mixture, and nucleotide similarity in XML format for quality assessment. Only in silico predictions of
serotype and virulence that matched to a gene determinant at >80% nucleotide identity over >80%
target gene length were accepted. MLST alleles (7 gene) were determined using MOST (23). Shiga toxin
gene subtyping was performed using a combined mapping and BLAST approach, as previously described
(24). Isolates of E. coli 0157 were then reference mapped to Sakai GenBank accession no. BA000007.2
using BWA and GATK2 to identify variants, as previously described (25). Pairwise SNP comparison and
single-linkage clustering at 7 different levels of increasing similarity (SNP thresholds, 250, 100, 50, 25, 10,
5, and 0) were performed to produce an “SNP address.” This clustering results in a discrete seven-digit
code, where each number represents the cluster membership at each descending SNP distance thresh-
old. The SnapperDB installed at the SERL contained approximately 3,000 SNP addresses produced
previously at PHE, which included the 109 E. coli 0157:H7 isolates in the validation panel. Reads were also
de novo assembled using SPAdes 3.6.1 (26). The observed quality parameters for each sample are shown
in Table S1. The average coverage was determined for those isolates that underwent reference-based
assembly (E. coli O157:H7 only) and ranged from 41X to 158X (mean, 84X), and the N5, >1,000 scores
for all samples ranged from 60,462 bp to 179,895 bp (mean, 128,422 bp).

(ii) BioNumerics version 7.6. Fastq files from sequenced genomes were processed using the
BioNumerics calculation engine and the wgMLST client plug-in. Assembly-free and assembly-based allele
detection analyses were performed for each isolate. The assembly was performed using SPAdes inte-
grated into the calculation engine, and basic assembly metrics were calculated (Table S1). The average
read coverage for all samples ranged from 41X to 218X (mean, 103X), and the Ny, >300 scores ranged
from 57,549 bp to 179,899 bp (mean, 119,330 bp). The assembled genomes were then analyzed using
the E. coli genotyping plug-in, which contains databases for serotype, virulence, and resistance prediction
obtained from the Center for Genomic Epidemiology (DTU, Lyngby, Denmark [https://cge.cbs.dtu.dk/
services/data.php]). The detection parameters for gene detection using BLAST were set to 90% sequence
identity and 60% sequence coverage. The E. coli genotyping plug-in also has an in silico PCR tool for the
detection of virulence genes and Shiga toxin gene subtypes using previously published primers (27-29).
The in silico PCR settings were set to allow for 1 mismatch in the primer sequence binding sites. cgMLST
(2,513 core loci synchronized with EnteroBase schema) dendrograms were produced using categorical
differences with no scaling factor and complete linkage cluster analysis.

(i) Traditional laboratory methods. Latex agglutination for the O157 antigen was performed using
the Oxoid Wellcolex kit, and API20E was used for biochemical confirmation of E. coli. Phage typing was
performed with 16 phages, as previously described (30). Antibiotic sensitivity patterns were determined
using the disk diffusion method with 15 antibiotics routinely tested in the SERL for surveillance purposes:
chloramphenicol, ciprofloxacin, ampicillin, gentamicin, streptomycin, meropenem, nalidixic acid, kana-
mycin, tetracycline, trimethoprim, piperacillin-tazobactam, cefotaxime, ceftazidime, co-amoxiclav, and
co-trimoxazole. The European Committee on Antibiotic Susceptibility Testing (EUCAST) criteria were used
to determine resistance. ATCC 25922 was used as a control strain. Intermediate (I) (Table S1) phenotypes
were counted as susceptible. Discordant results between the WGS and in vitro susceptibility results were
repeated. Using the phenotypic results as a gold standard, sensitivity was calculated by dividing the
number of isolates that were genotypically resistant by the total number of isolates exhibiting resistance
phenotypes. Specificity was calculated by dividing the number of isolates that were genotypically
susceptible by the total number of isolates with susceptible phenotypes. Nalidixic acid was not included
in the analysis, as resistance to this antibiotic occurs via chromosomal mutation(s), which were not
investigated.

MLVA was performed as previously described (31). Raw data (.fsa files) from an ABI 3130 genetic
analyzer (Applied Biosystems) were imported and analyzed in BioNumerics version 7.6 (Applied Maths,
Sint-Martens-Latem, Belgium) with the MLVA plug-in. Real-time PCR was used for the detection of stx,,
stx,, rfbO157, and eaeA (32). Real-time PCRs (RT-PCRs) contained 1X QuantiTect PCR mix (Qiagen UK Ltd.,
Crawley, UK), 0.2 uM each primer set, 0.1 uM each probe, and 2 ul DNA template in a final volume of
20 wl. The in-house primers and probe for the detection of stx,; were included in the multiplex PCR:
stx2f-F, TTGTCACAGTGATAGCAGAAGCTCTG; stx2f-R, CAGTTCAGGGTAAGGTCAACATCC; and stx2f-P, FA
M-CGCTGTCTGAGGCATCTCCGCTTTATAC. Amplification was carried out on the CFX (Bio-Rad Laboratories
Ltd.) with an initial denaturation at 95°C for 15 min, followed by 45 cycles of 95°C for 15 s and 60°C for
1 min, with data collection. Data were analyzed using the CFX Manager software.
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TABLE 1 Concordance between SERL and PHE results

No. of isolates

Concordance (%) between

Characteristic tested Routine? PHE SERL PHE and SERL results
Species identification 150 150 150 100

O:H serotype 110 150 150 100

Sequence type 150 150 100

eaeA detected 128 127 127 100

Other virulence genes detected® 1 1 100

stx subtype 150 149 99

SNP address 109¢ 101 93

aTraditional testing using API20E for E. coli species identification, latex agglutination for O157 antigen
detection only, and real-time PCR for the detection of eaeA.

bDetection of bfpA, aggR, ipaH, aaiC, itcA, stal, and/or stb.

°SNP addresses were determined only for the 109 isolates of E. coli O157:H7.

Accession number(s). FASTQ sequences were deposited in the NCBI Sequence Read Archive under
BioProject no. PRINA419720.

RESULTS

Validation of the PHE bioinformatics pipeline implemented at the SERL. (i)
Serotype determination. The validation panel included 22 different O serogroups,
four “O group unidentifiable,” and 16 H serogroups, and there was complete agreement
between the results obtained by the SERL and reported by PHE (Tables 1 and S1). In two
instances (isolates from epidemiologically related cases), different 0128 variants were
detected for wxy and wzy, O128ab and O128ac, respectively. However, this has been
reported previously (21), and it was suggested that a distinction between these variants
is no longer necessary due to their high genetic similarity and lack of evidence to
suggest a significant difference in clinical outcome associated with these variants. As a
result, the isolates were named based on the best wzx match, O128ab. Also, in two
isolates of 0113:H4, O113:H17 was initially reported by the SERL; however, this was due
to an error in the reference database, where an H4 gene was labeled as H17.

(ii) Seven-gene MLST. The MLST profiles were 100% concordant. Six novel STs and
five novel alleles were detected in the data set (Table S1).

(iii) Virulence gene detection. For the detection of the eaeA gene, there was 100%
agreement between the SERL and PHE WGS results; however, in one case, the pipeline
failed to detect eaeA in an isolate that was positive by PCR. This was because the
coverage and identity were 74.6% and 72.66%, respectively, which were lower than the
threshold settings of the Gene Finder tool. All isolates were negative for the other seven
virulence genes, except for one isolate that was positive for stal (no. 146) (Table S1).
There was 99% agreement with stx subtyping. In one case, an E. coli 0157 isolate (no.
46) (Table S1), which was positive for stx,, and stx,. by PHE and confirmed by real-time
PCR by the SERL (data not shown), was reported as having stx,, only. This was due to
low-quality data in the gene region, and upon repeat testing (subculture, DNA extrac-
tion, and sequencing), the isolate was found to be positive for both stx,, and stx,..

(iv) SNP address. SNP addresses were determined for the isolates of E. coli O157:H7,
and identical 7-digit profiles were obtained for 101/109 (93%) isolates, showing the
WGS and data analysis to be highly reproducible. In the eight discrepant cases, only the
last digit of the SNP address differed, which means they fall in the same 5-SNP cluster,
and further analysis showed they differed by either 1 (n = 5), 2 (n = 1), or 3 (n = 2)
SNPs. The coverages for the discrepant cases were 41, 66, 72, 83, 87,98, 118, and 131X,
suggesting the differences were not related to low coverage. Also, no differences were
found when the PHE FASTQs were analyzed with the SERL pipeline, suggesting the
discrepancies were related to the SERL resequencing procedure.

BioNumerics analysis and correlation with the PHE pipeline. (i) Serotype de-
termination. There was 100% correlation between O:H types (Table 2). Similar to the
PHE pipeline results, different 0128 variants for wzx and wzy were reported in
isolates from two epidemiologically related cases (no. 136 and 137) (Table S1) using
BioNumerics.
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TABLE 2 Concordance between PHE pipeline and BioNumerics (in silico PCR and BLAST)
results for gene detection

No. of isolates

PHE BioNumerics

Characteristic tested PCR pipeline in silico PCR BLAST® Concordance (%)°
Species identification 150 150 100
O:H serotype 150 150 100
H7 fliC 110 110 100
eaeA 128 127¢ 1274 128 99.2
MLST 150 147 98
stx, 54 54 54 54 100
stxy, 47 47 46 100
StXqc 7 7 7 100
stx, 139 139 134 139 100
StXo, 71 35 69 97.2
StXop 15 15 14 100
St 87 45 46 52.9
St 2 2 2 100
Sty 8 8 8 100
StXog 1 1 1 100

aConcordance between the PHE pipeline and combined in silico PCR and BLAST BioNumerics results.

bAll genes/subunits were taken into account, e.g., stx,, stxA,, stxB;, stxA,, and stxB, (see Table S1 in the
supplemental material).

ceaeA was not detected in an E. coli O145:H34 isolate using the PHE pipeline but was positive for eaeA by
traditional PCR and in silico PCR.

dIn silico PCR did not detect eaeA in an E. coli O34:H4 isolate due to a 3-bp mismatch in the reverse primer
binding sequence.

(ii) Virulence gene detection. (a) In silico PCR. The results of virulence gene
detection are shown in and S1. All isolates were detected by in silico PCR for the E. coli
species-specific genes and H7 fliC. A total of 127 of 128 (99%) isolates were positive for
eaeA by in silico PCR. In one 034:H4 isolate (Table S1, no. 114), eaeA was not detected
by in silico PCR due to three mismatches (in bold) in the reverse primer binding
sequence (CCACCTGCTGCAACGACAGG). However, eaeA was detected in an 0145:H34
isolate (Table S1, no. 111) positive for eaeA by PCR but not detected with the PHE
pipeline.

In total, 54 isolates were positive for stx;,; all of these were detected by in silico PCR,
and there was 100% agreement with stx,; subtyping. Forty-seven isolates carried stx,,
alone or in combination with stx,. and/or stx,,, while the other seven isolates carried
stx,. alone or in combination with stx,,. No isolates were positive for stx 4.

In total, 134 of 139 (96.4%) isolates were positive by in silico PCR for stx,. Further
analysis showed stx, was not detected in five isolates (Table S1, no. 23, 36, 37, 76, and
98), because either the primer binding regions fell into different contigs (Table S1, no.
23, 36, and 37) or the reverse primer was not detected (Table S1, no. 76 and 98).

There was good correlation with stx, subtyping, except for the detection of stx,, and
stx, in isolates carrying both of these variants. Fifteen isolates were positive for stx,,,
alone or in combination with stx,, or stx,., two isolates were positive for stx,, eight
isolates were positive for stx,, and one isolate was positive for stx,,. Only 35 of 71
(49.3%) isolates were positive for stx,,, alone or in combination with stx,. and/or stx;,
and 45 of 87 (51.7%) isolates were stx,. positive alone or in combination with stx,, or
stx,,. In all discrepant cases, stx,, and/or stx,. were not detected in strains carrying both
of these variants. Changing the settings to increase the number of primer mismatches
to 2, 3, or 4 did not significantly alter the results.

(b) BLAST. There was 100% correlation with the detection of eaeA, stx,, and stx, when
all genes were taken into consideration (Table S1). There was good agreement between
stx, gene subtyping; in one case, stx, was not differentiated as an stx,, variant (Table
S1, no. 118). There was also good agreement for stx, subtyping, except for the
detection of stx,, and stx,. in strains carrying both of these variants; only 46 of 87 (53%)
stx,. genes were detected in these strains. Changing the settings to reduce the identity
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and coverage (e.g., to 50% and 10%, respectively) did not significantly alter the results.
In two cases, no stx,, gene was identified in strains carrying stx,, and stx,; in one case,
an stx, gene was not differentiated as variant b, and in two cases, stx,, was detected
in isolates not known to carry this gene.

(iii) Seven-gene MLST. Seven-digit MLST profiles were obtained for 147/150 (98%)
isolates; one (n = 2) or two (n = 1) loci were missing in three strains (Table S1).

(iv) Comparison of MLVA, SNP analysis, and cgMLST. Core-genome MLST
(cgMLST) dendrograms were created for the E. coli 0157 and non-O157 E. coli isolates,
shown in Fig. S1 and S2, respectively. For the E. coli O157 isolates, 18 groups (1 to 18,
Fig. S1) with two or more isolates that were temporally linked and considered highly
related by MLVA (exact match or single-locus variant) were present in the data set. Of
these groups, 13 had isolates with the same SNP address (0- or 5-SNP threshold),
suggesting that the cases were linked. In four of the five other groups (2, 10, 14, and
18, Fig. S1), the isolates had different SNP addresses, indicating that the cases were not
closely related. In one group (16, Fig. S1), four of the five isolates had the same SNP
address (0- or 5-SNP threshold), while one isolate differed by 4 digits (50-SNP thresh-
old), suggesting it was not related to the other four cases.

The cgMLST analysis showed that the 13 groups of isolates considered to be
putatively related by MLVA and SNP analysis also clustered using cgMLST, with a
maximum of three loci separating the isolates. Of the remaining five groups, four
produced data consistent with the SNP analysis, suggesting the isolates were not
linked; however, in one case (2), only a single cgMLST locus separated the isolates.
Further analysis showed these isolates differed by only 8 SNPs. Overall, the number of
loci (cgMLST) that differed between unrelated isolates was lower than the number of
SNPs (e.g., 22 loci versus 43 SNPs [10], 11 loci versus 22 SNPs [14], 9 loci versus 21 SNPs
[18], and 41 loci versus 76 SNPs [16], respectively), indicating that cgMLST is less
discriminatory than SNP analysis.

For the non-O157 E. coli isolates (Fig. S2), there were four groups with two isolates
each known to be epidemiologically related, and the data showed that these epide-
miologically linked isolates clustered by cgMLST. Within each cluster, there was a
maximum of 1 allele separating the isolates. The sporadic isolates clustered based on
sequence type and serogroup and differed by =9 loci.

Prediction of antimicrobial resistance phenotype using the ResFinder database
in BioNumerics. Of the 150 isolates tested in this study, 16 (14 E. coli O157 and 2
non-0157 E. coli [11%] isolates) showed phenotypic resistance to one or more antibi-
otics, and 15 isolates were found to carry resistance gene(s) (Table 3 and S1). A total of
5 mismatches were observed between the phenotypic and genotypic data, resulting in
a concordance of 99.8% (2,095/2,100 resistance tests), sensitivity of 95.3% (41/43 tested
positive), and specificity of 99.9% (2,054/2,057 tested negative). In one isolate (no. 124,
an E. coli 0165:H25), phenotypic resistance to ampicillin and amoxicillin-clavulanate
was observed, but no resistance genes were detected. In two isolates, catAl was
detected, but phenotypic resistance to chloramphenicol was not observed; and in one
isolate, aph(3’)-la was detected, but resistance to kanamycin was not detected. Phe-
notypic resistance to nalidixic acid was observed in two isolates, but the resistance
mechanisms (e.g., gyrA mutations) were not investigated. Two isolates carried the
mph(B) gene, suggesting macrolide resistance.

DISCUSSION

There is no doubt that WGS offers significant advantages over traditional methods
for the characterization and typing of bacterial pathogens. However, there are major
challenges associated with implementing WGS in clinical and reference laboratories.
Foremost, the data produced are complex and require specialist bioinformatics skills
and knowledge for processing and analysis. Many laboratories, however, do not have
this expertise and require automated user-friendly bioinformatics workflows that pro-
vide reproducible standardized data that are easily shared between laboratories.

PHE is at the forefront of using WGS for disease surveillance and outbreak detection
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TABLE 3 Comparison of phenotypic antimicrobial resistance with resistance gene

detectiond
No. of isolates with No. of isolates with Resistance gene
phenotypic resistance gene(s) combinations (no.
Antimicrobial resistance detected of isolates)
Ampicillin 4 3 blargm.1s (3)
Amoxicillin-clavulanate 4 3 blarepqg (3)
Chloramphenicol 1 3 catAl, cmlA1, cml (1)
catAl (2)
Kanamycin 1 2 aph(3’)-la (2)
Streptomycin 15 15 straA, staB (8)
StrA, strB, aadA1 (4)
strA, strB, aadAl,
aadA2 (1)
aadA12 (2)
Tetracycline 13 13 tet(A) (9)
tet(B) (4)
Trimethoprim-sulfamethoxazole 5 5 sull, sul2, dfrA1 (4)
sull, sul3, dfrA1 (1)
Nalidixic acid 3 NT
Sulfamethoxazole NT 10 sull (2)
sul2 (8)
Macrolide NT 2 mph(B) (2)

an = 16. NT, not tested.

and has developed validated protocols and bioinformatics pipelines for a number of
bacterial pathogens, including STEC (15, 18, 33, 34). The SERL works closely with the
GBRU, along with their respective public health teams and national surveillance centers,
to rapidly identify, monitor, and prevent UK-wide outbreaks. It is therefore important
that the data produced in our laboratories can be easily compared and communicated.
The results of this study showed that the data produced by the SERL and those
reported by PHE were highly concordant, ranging from 93% to 100%. Most importantly,
following repeat subculture and DNA extraction, sequencing, and analysis, the majority
(93%) of the SNP addresses were identical. In a small number of cases, the last digit of
the SNP address was different, which was related to differences of between 1 and 3
SNPs. Mutations arising from repeat subculture and/or variations in the laboratory
protocol and sequencing platform may explain discrepancies, as it was not possible to
completely standardize the laboratory protocol; e.g., PHE used the Illumina HiSeq,
whereas the MiSeq was used by the SERL. Importantly, however, these small
differences fell within the 5-SNP cutoff used to categorize isolates as being puta-
tively related. Previous work showed that STEC cases with known epidemiological
links had either no difference in their core genomes or fell within a 5-SNP threshold
(15, 35).

The installation of the pipeline at the SERL required bioinformatics expertise;
however, once installed, the pipeline is semiautomated and can be run using a limited
number of commands. It is important that the software versions and reference data-
bases employed are kept up to date and synchronized between laboratories. Moreover,
to ensure that strains are given the same SNP address, it is essential that SnapperDB is
populated with the same set of strains, and, ideally, a single instance of SnapperDB
would be used to provide a uniform nomenclature. Our laboratories are currently
working closely to achieve this.

In the SERL, we have considerable experience using BioNumerics, having previously
used this software for PFGE and MLVA (31). The data set was therefore used to evaluate
the recently developed plug-in tools for wgMLST and E. coli genotyping. The advan-
tages of this system are that no previous bioinformatics experience is required, and
high-performance computers are not necessary, as data processing is carried out on an
external calculation engine. There is, however, a cost associated with using the calcu-
lation engine of ~9 euros per sample for wgMLST. The results showed very good
correlation between the data produced using the PHE pipeline and those with Bio-
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Numerics, despite the different analysis methods employed. The exception was for stx
subtype prediction, where the in silico PCR/BLAST approach in BioNumerics was not
ideally suited for the sensitive detection of the highly related stx subtypes stx,, and stx,.
when both of these variants were carried by a strain. We also analyzed some of these strains
using VirulenceFinder 1.5 (https://cge.cbs.dtu.dk/services/VirulenceFinder/) using the as-
sembled genome/contigs option and threshold settings of 90% and 60%, respectively,
for identity and minimum length; we found the same results as those obtained using
BioNumerics (data not shown). This poses a problem for our laboratory, as the most
common STEC lineage in the United Kingdom, lineage 1c (PT21/28), most often carries
both of these variants (25, 35). As a result, we plan to use the PHE pipeline for the
prediction of stx subtype, which is based on a combined mapping and BLAST approach
and has been shown to correlate very well (99%) with conventional PCR for the
detection of stx variants, including those containing multiple subtypes (24). Recently,
Lindsey et al. (16) evaluated BioNumerics for the identification and characterization of
STEC in the United States and showed good concordance between stx subtyping and
PCR; however, only a relatively small number of strains (n = 19) were evaluated, and
none carried both the stx,, and stx,. genes.

BioNumerics analysis using the cgMLST approach discriminated the isolates with a
resolution comparable to that of the core-genome SNP analysis. The number of loci
differing between unrelated strains was lower than the number of SNPs detected,
showing the method to be slightly less discriminatory. However, this is expected,
considering that a smaller proportion of the genome is being sampled. Similar findings
have been reported with other pathogens (36). A major advantage of cgMLST is that
the same set of alleles can be used for all E. coli clones, whereas for SNP analysis,
different databases and reference genomes are required for different clones. Further-
more, the method is easily scalable, and the allele numbering system is amenable to
standardization and the development of a nomenclature system. It is for these reasons,
among others, that PulseNet International has recently reported wgMLST as their
current method of choice for the analysis of WGS data (17).

The surveillance of antimicrobial resistance (AMR) to monitor trends and emerging
resistances of STEC is important. Similar to previous work conducted in our laboratory,
we found that relatively low numbers of isolates carried antimicrobial resistance genes
(35). The most common resistance genes detected were those for streptomycin,
tetracycline, and sulfamethoxazole. Studies by others have also found a similar rela-
tively low level of resistance among STEC isolates. Day et al. (37) found that 82.6% of
STEC 0157 and 64.7% of STEC 026 isolates were predicted to be fully susceptible to 11
diverse classes of antimicrobials.

We found good agreement between phenotypic and WGS predicted antimicrobial
susceptibility, similar to that reported by Lindsey et al. (16); this provides further
evidence to support the replacement of phenotypic testing for WGS-inferred suscep-
tibility for surveillance purposes, as the results do not directly influence individual
patient management. However, further work is required to incorporate the detection of
resistance due to mutational events into our bioinformatics workflow, and it will be
essential to update resistance databases as new mechanisms are discovered.

The findings of this study show that the standardization of SNP-based WGS and
analysis between our reference laboratories is possible. The method was highly repro-
ducible, providing confidence in the accuracy of the results. Others have reported the
high accuracy and reproducibility of WGS-based bacterial typing (38, 39). Kozyreva et
al. (38) used a panel of different bacterial species and developed a WGS workflow to
provide highly accurate, sensitive, specific, and reproducible results. Furthermore, they
have established a framework of “best practices” for the quality management of both
“wet-lab” and “dry-lab” components to help others validate WGS. Mellmann et al. (39)
conducted a ring trial involving five laboratories using a standardized methodology and
observed highly concordant results. This work demonstrated the feasibility of an
external quality assessment system for WGS, which is an important quality assurance
activity to help ensure the validity of test results and for accreditation. The Global
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Microbial Identifier has organized a proficiency testing program for three different
pathogens, including E. coli, in which the SERL is participating. In addition, the labo-
ratory will participate in the cluster analysis component of the forthcoming EQA-8
scheme for the typing of STEC organized by the European Food- and Waterborne
Diseases and Zoonoses Programme of the European Centre for Disease Control and
Prevention (ECDC). The SERL implemented WGS-based typing for STEC in August 2017
following successful validation, and it is currently undergoing United Kingdom Accred-
itation Service (UKAS) accreditation.
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