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Cyclospora cayetanensis was identified in 176 returned
travellers from the Riviera Maya region of Mexico
between 1 June and 22 September 2015; 79 in the
United Kingdom (UK) and 97 in Canada. UK cases com-
pleted a food exposure questionnaire. This increase
in reported Cyclospora cases highlights risks of gas-
trointestinal infections through travelling, limitations
in Cyclospora surveillance and the need for improved
hygiene in the production of food consumed in holiday
resorts.

On 14 July 2015, Health Protection Scotland (HPS) iden-
tified an unusual increase in Cyclospora infections in
travellers to Mexico. National and international part-
ners were informed and upon further investigation,
a total of 176 cases have been identified in England,
Scotland, Wales and Canada. An outbreak control team
managed the investigation in the United Kingdom (UK).
UK patients were interviewed about travel history,
food consumption, clinical symptoms and demography
using a questionnaire. The majority of cases had trav-
elled to the Riviera Maya region of Mexico.

Investigation of UK cases

Cyclospora cases were identified in primary clinical
diagnostic and commercial laboratories by micros-
copy or molecular testing. Cases were confirmed in
reference laboratories using microscopic methods
(e.g. examination of a wet preparation by bright field
microscopy and, if structures resembling Cyclospora
were observed, viewing under UV light for autofluores-
cence). In addition, smears were permanently stained
using modified Ziehl Neelsen and examined.

In the UK, probable cases were defined as individu-
als with onset of gastrointestinal (GI) symptoms or a

specimen date on or after 1 June 2015, travel to Mexico
in the previous 14 days and C. cayetanensis oocysts
identified in stool specimens by a local diagnostic
laboratory. Confirmed UK cases were probable cases
confirmed microscopically by national reference labo-
ratories. Cases without either local or national refer-
ence laboratory confirmation were excluded from this
analysis. No cases associated with travel to Mexico
were identified in the UK in 2015 before 1 June.

Outbreak description

Between 1 June and 22 September 2015, 79 probable
or confirmed case-patients (hereafter called cases)
were reported in England (nh = 55), Scotland (n = 21)
and Wales (n = 3). No further cases linked to Mexico
have been identified in the period since that date (as at
28 October 2015). Symptom onset dates were available
for62 confirmed or probable cases and ranged from 8
June to 19 August 2015 (Figure 1). Travel information
was available for 60 cases; the earliest departure date
from the UK to Mexico was 22 May and the latest date
of return was 30 August 2015. The median age of cases
was 44 years (range: 15-66) with 46 of 79 casesso
years and older; 43 of 79 were female. Only 43 of the 79
cases diagnosed in local laboratories were confirmed
by a reference laboratory.

Cases occurred over an extended period and in peo-
ple who stayed at 32 different hotels on the Riviera
Maya coast of Mexico, from Cancun to Tulum. A for-
mal epidemiological study was not therefore possible.
Questionnaires were completed for 46 of 79 cases, with
43 reporting all-inclusive catering, of whom 24 (56%)
reported also eating outside their hotel.
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FIGURE 1

Epidemic curve of Cyclospora cases by onset date, United Kingdom, 1 June-24 August 2015 (n = 62)
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FIGURE 2

Cyclospora cases reported per week to national surveillance, England and Wales, 1995-2014 (n = 923)
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Of 44 cases with symptom details recorded, all had
diarrhoea (range: 5—62 days; mean: 16 days) which was
rapid onset in 30. Other symptoms included abdominal
pain (n = 35), fatigue (n = 31), nausea (n = 27), vomit-
ing (n =24), fever (n =19), weight loss (n =19) and
headache (n =17). There were no hospitalisations or
deaths.

Of 45 cases for whom food histories were available,
43 consumed fruit or berries, 41 consumed salad or
vegetables and 35 consumed fresh herbs. Specific
items mentioned by cases included fresh mint in
drinks (n = 15), strawberries or raspberries (n = 9) and
coriander (n =6). Most cases ate from all-inclusive
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buffets which also included a number of meat and fish
products, cheese and desserts. Consumption of bot-
tled water and ice was reported by 39 and 38 cases,
respectively.

Awareness was raised among laboratories and pub-
lic health professionals by circulating diagnostic aid
sheets and travel advice and communicating with
health authorities in Mexico, UK tour operators, the
European Centre for Disease Prevention and Control,
the Public Health Agency of Canada, the United States
(US) Centers for Disease Control and Prevention (CDC)
and European Union countries.



FIGURE 3

Region visited by travel-related Cyclospora cases, England and Wales, 1995-2014 (n = 923)
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FIGURE 4

Age and sex distribution of Cyclospora cases reported
to national surveillance, England and Wales, 1995-2014
(n = 658)
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Discussion

Cyclospora cayetanensis is a protozoan parasite that
causes treatable diarrhoea [1-3], and predominantly
occurs in tropical and subtropical countries [4-6].
Cyclospora oocysts sporulate 10 days after being defe-
cated and become infectious. Outbreaks of cyclospori-
asis [3,7], have been linked to contaminated snow peas
[8], basil [9], salad/herbs [10], raspberries and other
berries [3,11,12], and drinking water [13,14]. Sporadic
infections follow travel to endemic countries, includ-
ing Mexico [15-17], and imported basil from Mexico was
implicated in an outbreak in Canada [18].

An increase in cyclosporiasis has been observed in UK
travellers to Mexico this summer. A similar increase

has also been noted in Canada: while Canada has no
routine travel surveillance, 97 cases of Cyclospora
infection in travellers returning from Mexico were
reported from May to August 2015; the cases report-
ing staying at various resorts in the same geographi-
cal area as the UK cases. The UK and Canadian cases
occurred in people returning from at least 36 hotels
on the Riviera Maya coast of Mexico. Drinking water
was an unlikely source as several different water net-
works supply the resorts (some hotels have their own
borehole and treatment). Geographical and temporal
associations suggest that the outbreak was related
to a consumed product(s) distributed throughout the
region rather than hygiene deficiencies in individual
hotels. A multistate outbreak of cyclosporiasis has also
occurred in the US, concurrent with our investigations,
in which fresh cilantro from Puebla, Mexico has been
implicated as the cause of cluster-associated cases
in three US states [19]. Local investigation in Mexico
suggests fresh cilantro from Puebla had been distrib-
uted to hotels in the Riviera Maya region. Food safety
control measures have since been implemented by the
Mexican authorities to ensure the safety of cilantro
from Puebla state (personal communication to Public
Health England: National Focal Point for Emergency
INFOSAN in Mexico and National Focal Point for IHR,
Mexico, 6 October 2015).

Cyclospora infections are seasonal in England and
Wales (Figure 2). Where travel history is known, travel to
the Indian subcontinent, Turkey, the Caribbean, Central
and South America is commonly reported (Figure 3).
Childhood infections are uncommon and case num-
bers in male and female patients are equivalent (Figure
4). Eleven laboratories detected five or more cases
between 2005 and 2014, and many laboratories had no
detections. Cyclospora oocysts can be detected read-
ily by microscopy, but if screening algorithms are not
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followed, cases can go undetected. National External
Quality Assessment for Cyclospora has improved from
23% in the mid-1990s to 86% by 2011 (personal com-
munication: UK National External Quality Assessment
Service, 18 September 2015). Limited information is
available on cases in other EU Member States. The
FilmArray Gl Panel [20] or equivalent PCR array would
facilitate faecal screening for Cyclospora infections,
in part because it does not require the physician or
laboratory to specifically request Cyclospora testing.
Improvements are needed in hygiene control during
the production and harvesting of salad and soft fruit
products in countries with higher incidence [21].
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Increased febrile reactions in Australian children
from one influenza vaccine brand in 2010 diminished
confidence in influenza immunisation, highlighting
the need for improved vaccine safety surveillance.
AusVaxSafety, a national vaccine safety surveillance
system collected adverse events in young children for
2015 influenza vaccine brands in real time through
parent/carer reports via SMS/email. Weekly cumula-
tive data on 3,340 children demonstrated low rates of
fever (4.4%) and medical attendance (1.1%). Fever was
more frequent with concomitant vaccination.

In 2014, a multi-jurisdictional national system,
AusVaxSafety, was established to undertake enhanced
influenza vaccine safety surveillance and report real-
time adverse events in children aged six months
tofour years. This collaborative system was funded
by the Australian Government Department of Health.
Surveillance (n=782 children) demonstrated the
safety of 2014 seasonal influenza vaccines in a mat-
ter of weeks, although most children received one vac-
cine brand (Vaxigrip, Sanofi Pasteur; 86.2%; n=674
children) [1,2]. Expansion of the programme in 2015
to incorporate a new data management platform and
more participating general practice (GP) sites (GPs pro-
videmore than70% of vaccines given nationally [3])
has enabled reporting of the safety of 2015 southern
hemisphere trivalent influenza vaccines for thousands

of children receiving multiple manufacturers’ vaccines.
Here we report the results of our surveillance con-
ducted during the 2015 Australian influenza season.

The AusVaxSafety vaccine safety
surveillance system

In Australia (population 23 million [4]), influenza vac-
cination is funded under the National Immunisation
Program for children aged six months tofour years who
have medical conditions pre-disposing them to compli-
cations and/or for Indigenous children. Only one state,
Western Australia (WA), has funded influenza vaccina-
tion for this age group since 2008.

For the purposes of AusVaxSafety surveillance, children
aged six months to four years receiving seasonal influ-
enza vaccine from participating GP sites (n=54), hospi-
tals (n=6), public clinics (h=2) and primary healthcare
providers such as Aboriginal Medical Services (n=7) in
four states (New South Wales (NSW), Victoria, South
Australia and WA) were eligible for inclusion. Parent/
carer-reported adverse events in children were solicited
within three days of vaccination using two computer-
based data management platforms, Vaxtracker [5] and
SmartVax [6]. Both systems sent automated SMS mes-
sages (and/or emails for Vaxtracker) and received par-
ent/carer-completed questionnaire responses via reply
SMS with a URL link to smartphone survey (SmartVax)

www.eurosurveillance.org



FIGURE

AusVaxSafety participants with and without post-
vaccine reaction, by week of vaccination, and cumulative
percentage of participants, Australia, 1 April-31 August
2015 (n = 3,340)
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Surveillance Week 1 included all participants vaccinated prior to
the official rollout of the influenza vaccine for the 2015 season
(20 April 2015) and captured children vaccinated from 1 to 19
April 2015. After that, each surveillance week consisted of seven
days, with Week 2 including 20-26 April, etc. Week 20 included
eight days (24-31 August 2015).

orweb-based survey (Vaxtracker). Demographic details
were obtained, as well as information regarding vac-
cine brand, medical conditions, concomitant vaccines,
reactions and healthcare consultations required after
vaccination (including follow-up visit to a GP, emer-
gency department (ED) or hospitalisation).

Serious adverse events (SAE) were categorised accord-
ing to predefined criteria, which included any untoward
medical event that resulted in death, was life-threaten-
ing or required hospitalisation [7]. We also included
seizures requiring medical attendance (ED and/or hos-
pitalisation) as medically important events. SAEs were
reported to state/territory health departments and the
Therapeutic Goods Administration as required by legis-
lation. For this report, data were compiled from 1 April
through 31 August 2015 and cumulative data reported
to health authorities weekly. After week 4 of surveil-
lance, progressive results were periodically made pub-
lically available online and shared via immunisation
provider networks.

For rapid signal detection, fast initial response cumu-
lative summation (FIR CUSUM) and Bayesian methods
[8,9] were employed weekly to estimate the probabil-
ity that any potential safety signal was true or false
based on predetermined expected and threshold rates
of two objective outcome measures (fever and medi-
cal advice/attendance sought) in relation to the num-
ber of reports received. Expected and threshold rates
were set according to previous surveillance results and
published studies. For fever, the expected rate was 6%
and the threshold rate for triggering a signal was 13%
[5,10-12].

Results
Approximately 75% of the 4,441 parents/carers
invited agreed to participate, resulting in 3,340
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post-vaccination reports (Figure). The majority of par-
ent/carers responded within two hours of being que-
ried. Descriptive details of participants are presented
in Table 1.

Weekly analysis using FIR CUSUM and Bayesian meth-
ods (conducted 1 April through 5 July 2015) did not
demonstrate a safety signal at any time. After the
third week of surveillance (n=877 cumulative reports),
fever rates remained less frequent than5% each week
and medical advice/attendance rates remained lower
than 2%.

Parent/carer-reported fever was recorded by 4.4%
(n=148); medical advice/attendance was sought by
1.1% (n=35). Details on reactions and medical advice/
attendance sought are included in Table 2.

Of the 35 children who received medical advice/attend-
ance, 23 reported fever. Five children experienced sei-
zures, four of whom had a history of seizures (three:
underlying neurological conditions; one: previous
febrile seizures). The fifth seizure case occurred in a
child diagnosed with a febrile viral illness. Only three
of the children with seizures sought medical attend-
ance and were thus classified as having SAEs; all
attended an ED only. One additional SAE was recorded
in a child hospitalised with an influenza-like illness
and fever. Two of the four children experiencing an SAE
had received Vaxigrip, one had received Fluarix and
the other received Influvac. All reported improvement
within days.

No significant difference was identified between
children who had received one of the two most com-
monly used vaccine brands, Vaxigrip or Fluarix, and
who experienced fever or sought medical advice/
attendance. All other brands had been administered
in insufficient numbers to reliably report on differ-
ences (Table 3). Children receiving other vaccines
concomitantly were significantly more likely to expe-
rience fever (60/687; 8.7%) than those who did not
(87/2,618; 3.3%) (p=0.000). There was no difference
between children with and without an underlying con-
dition regarding fever (29/400 (7.3%) vs 56/721 (7.8%))
or medical advice/attendance sought (9/400 (2.3%) vs
17/721 (2.4%)).

Discussion

Our novel system of active, prospective vaccine safety
surveillance, AusVaxSafety, has demonstrated in real
time that 2015 southern hemisphere influenza vaccines
registered for use in young Australian children were
safe and well-tolerated. Adverse event rates reported
by parents/carers remained low and within expected
ranges throughout the surveillance period. The fever
rate was lower than the pooled estimate (6.7%) in a
recent systematic review of randomised control trials
of children aged six to 35 months receiving the first
dose of a trivalent influenza [12].



TABLE 1

Demographic details of AusVaxSafety participants, Australia, 1 April-31 August 2015 (n = 3,340)

Variable Response Number Percentage
Median age (range) 23.0 months (6.0-59.9)

Sex ? Male 1,781/3,314 53.7%
Ethnicity ® Indigenous 119/2,519 4.7%
Underlying medical condition © Yes 400/1,121 35.7%
Concomitant vaccine(s) received ¢ Yes 687/3,305 20.8%

2 Sex unknown for 26 of 3,340 participants.
® Ethnicity unknown for 821 of 3,340 participants.

¢ Underlying medical condition not available for 2,219 of 3,340 participants (SmartVax data management system does not currently collect

this variable).

4 Data on whether concomitant vaccine was received unknown for 35 of 3,340 participants.

TABLE 2

Adverse events reported by 2015 AusVaxSafety participants within three days of vaccination, Australia, 1 April-31 August

2015 (n = 3,340)

Adverse event Number Percentage
Any adverse event 385/3,340 11.5%
Fever 148/3,340 4.4%
Seizure ® 5/3,340 0.2%
Injection site reaction 67/3,340 2.0%
Vomiting/abdominal pain 41/3,340 1.2%
Rash 36/3,340 1.1%
Participants who sought any medical advice and/or required any medical attendance 35/3,340 1.1%
Participants a}t?ending a medical facility fo'r Fonsultation with a 23/3,340 0.7%
general practitioner or other medical practitioner
Highest medical advice and/or Partit.:ipants telgphoning a medical facility or a medically staffed 4/3,340 0.1%
attendance reported helpline for advice
Participants presenting to an emergency department (not admitted) @ 6/3,340 0.2%
Participants hospitalised ® 2/3,340 0.1%

2 Of the five children with seizures reported, three presented to an emergency department and were thus classified as having a serious

adverse event.

® One child was hospitalised with an unrelated condition not deemed a serious adverse event. The other hospitalised child had an influenza-

like illness.

Active, prospective vaccine safety surveillance is supe-
rior to traditional post-marketing vaccine safety sur-
veillance which typically relies on passive reporting. In
Australia, SMS technology has also been used to study
vaccine reactions among healthcare workers and preg-
nant women [13,14]. One study in the United States also
used SMS follow-up of parents, detecting increased
fever rates in children who had concomitantly received
trivalent influenza vaccine and 13-valent pneumococ-
cal vaccine compared with those who received each
vaccine alone [15]. Similarly, we reported an increased
(although low) rate of fever when influenza vaccine
was administered together with other vaccines. This
was also associated with a significantly higher likeli-
hood of seeking medical advice and warrants further
investigation.

Because large volumes of influenza vaccine are dis-
tributed annually within short, defined periods, active
surveillance provides the opportunity to gain early,
reliable assessments of the safety profiles of new vac-
cines. As the number of available influenza vaccines
increases, obtaining timely safety data becomes more
important, particularly as strain composition may vary
from season to season. In 2010 in Australia, an unex-
pected increase in febrile reactions following receipt of
influenza vaccination in young children led to a three
month suspension of all national paediatric influ-
enza immunisation programmes [16]. Epidemiological
and laboratory studies linked these reactions to one
manufacturer’s vaccine (Fluvax or Afluria, bioCSL)
which is no longer registered for use in young children
[16,17]; however, confidence in all influenza vaccines
was negatively impacted [18,19]. In response to these
safety concerns which have resulted in low uptake of
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TABLE 3

Details of influenza vaccines administered to AusVaxSafety participants, Australia, 1 April-31 August 2015 (n = 3,340)

Brand?

Number of vaccines

Number of participants

Number of participants who sought

(manufacturer) Vaccine type a(grr]n=|n3|53t§53d fevervgl\}lrand medical advice/attendance by brand
n % n/N % n/N

Vaxigri .

(Sanifi’?Pasteur) Trivalent 3,075 92.2 133/3,075¢ 4.3% 28/3,075¢ 0.9%

Fluarix .

(GlaxoSmithKline) Trivalent 189 5.7 9/189 4.8 4/189 2.1

Influvac ;

(BGP Products) Trivalent 47 1.4 5/47 NR 2/47 NR

Agrippal

(Novartis Vaccines and Trivalent 11 0.3 0/11 NR 0/11 NR

Diagnostics)

Fl drib .

(Sl;%g?i Fg;steur) Quadrivalent 14 0.4 1/14 NR 1/14 NR

NR: not relevant.
2 Brand unknown for four participants.

b All administered vaccines except for FluQuadri were trivalent. Quadrivalent vaccines (FluQuadri/ FluQuadri Junior and Fluarix Tetra
(GlaxoSmithKline)) were available for use for the first time in Australia in 2015 but were not funded under the National Immunisation

Program.

¢ p=o0.775 for rates of fever among those who received Vaxigrip (4.3%) compared with those who received Fluarix (4.8%) calculated using

Pearson’s chi-square test.

4 p=0.102 for rates of medical advice/attendance sought among those who received Vaxigrip (0.9%) compared with those who received Fluarix

(2.1%) calculated using Fisher’s exact test.

seasonal influenza vaccines in children, AusVaxSafety
surveillance data have been able to provide reassuring
results.

Data obtained from parental reporting should be inter-
preted with care. Consequently, AusVaxSafety reports
on outcomes which are the most objective: fever and
medical advice/attendance sought within three days
of vaccination. Although these provide less precision
than results obtained in more formal follow-up such
as clinical trials, this is unlikely to reduce our system’s
sensitivity for detecting SAEs, of which medical advice/
attendance sought can be considered a good proxy.
This was demonstrated in the epidemiological investi-
gation of the 2010 increase in febrile reactions [16].

An advantage of our system is its potential adaptability
for monitoring new vaccines, such as live attenuated
influenza vaccine, although this is not yet available
in the southern hemisphere. Another advantage is its
ability to provide rapid real-time feedback to inform
programme rollout and vaccine promotion. In addition,
AusVaxSafety’s flexibility may be valuable in situa-
tions where vaccine safety data are limited, such as for
pandemic vaccines. The timeliness of our results also
makes them valuable beyond Australia; our data may
be of interest to counterparts in the northern hemi-
sphere preparing for 2015/16 vaccination using vac-
cines comprised of the strains administered in the 2015
southern hemisphere season.

Our system, which is able to report adverse events
within days of vaccination, is as near to real time as

www.eurosurveillance.org

possible. Such timeliness is feasible thanks to the
strong collaboration with parents/carers and providers
and the use of SMS technology for reporting reactions.
We anticipate being able improve our system by includ-
ing more participants in future years. To our knowl-
edge, AusVaxSafety is the only active influenza vaccine
safety surveillance system for young children analysing
and reporting data on a weekly basis, allowing safety
deliberations on vaccines within mere weeks of influ-
enza vaccination commencing. Our ability to provide
early and reliable safety profiles of seasonal influenza
vaccines for children is likely to improve public confi-
dence and vaccine uptake, which we will continue to
assess.
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Respiratory specimens collected from outpatients
with influenza-like illness in three Canadian prov-
inces (British Columbia (BC), Alberta and Quebec) par-
ticipating in a community-based sentinel surveillance
network were prospectively screened for enterovirus-
D68 (EV-D68) from 1 August to 31 December 2014 and
compared to specimens collected from 1 October 2013
to 31 July 2014. Eighteen (1%) of 1,894 specimens were
EV-D68-positive: 1/348 (0.3%) collected from October
to December 2013 and 11/460 (2.4%) from October to
December 2014, an eight-fold increase in detection
rates (p=o0.01), consistent with epidemic circulation
in autumn 2014. The remaining EV-D68 detections
were in September 2014 (6/37). Enhanced passive
surveillance was also conducted on all inpatient and
outpatient EV-D68 cases (n=211) detected at the BC
provincial reference laboratory from 28 August to 31
December 2014. Incidence of hospitalisations was
3/100,000 overall and 21, 17, 4 and 1/100,000 among
those <5, 5-9, 10-19 and 220-years-old with male-to-
female ratios »1 among paediatric but not adult cases.
Three cases in BC with comorbidity or co-infection
died and five exhibited neurological features persist-
ing >9 months. Active surveillance in outpatient and
inpatient settings is needed from more areas and
additional seasons to better understand EV-D68 epi-
demiology and potential at-risk groups for severe or
unusual manifestations.

www.eurosurveillance.org

Introduction

Enterovirus-D68 (EV-D68) is a non-polio enterovirus
that shares biological characteristics with enterovi-
ruses (EVs) and rhinoviruses (RVs) [1]. First identified
in California in 1962, EV-D68 was only sporadically
detected in subsequent decades [2-4]. Between 2008
and mid-2014, however, EV-D68 was associated with
several clusters of severe respiratory illness globally,
disproportionately affecting children less than 5-years-
old [5-12].

In mid-August 2014, two paediatric hospitals in
the United States (US) reported increases in severe
EV-D68-associated respiratory illness [13] that were fol-
lowed by a nationwide outbreak notable for affecting
children with asthma in particular [14]. Several coun-
tries in Europe also reported EV-D68 activity during
the summer and autumn of 2014, including one coun-
try, Norway, where EV-D68 was also associated with
an increase in hospitalisations for severe respiratory
illness [9,15-18]. In September 2014, the US Centers for
Disease Control and Prevention (US CDC) additionally
began investigating reports of acute flaccid myelitis
of unknown aetiology in children, detecting EV-D68 in
some, but not all, of these patients [19-22]; sporadic
cases of EV-D68-associated neurological illness were
also reported from France (n=1) and Norway (n=2)

[15,23,24].
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FIGURE 1

Epidemic curve of EV/RV, EV-D68 and influenza detections by month of specimen collection, Canadian Sentinel
Practitioner Surveillance Network, British Columbia, Alberta and Quebec, 1 October 2013-31 December 2014 (n=1,909)*
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EV: enterovirus; RV: rhinovirus; RVP: Respiratory Virus Panel.

2 Excludes 169 specimens not tested for EV/RV: 133 influenza-positive specimens from Alberta not tested by Luminex xTAG RVP during 2014/15
season, 20 specimens with insufficient viral load for testing, and 16 specimens from British Columbia that were tested only for EV-D68 (not
other EV/RV) using an EV-D68-specific PCR assay (all EV-D68 negative), as per protocol indicated in Table 1.

FIGURE 2

Epidemic curve by week of specimen collection and hospitalisation status, laboratory-based enhanced passive surveillance,
British Columbia, 28 August-31 December 2014 (n=211)
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TABLE 1

Overview of active community-based sentinel surveillance and laboratory-based enhanced passive surveillance used for EV-

D68 detection and characterisation, Canada, 2014

Attribute

Canadian Sentinel Practitioner Surveillance Network

British Columbia Public Health Microbiology and

Type of surveillance Active, community-based sentinel

Reference Laboratory
Enhanced passive, laboratory-based

Setting Outpatient sentinel sites

Inpatient and outpatient specimens
submitted to BC PHMRL

Province(s) BC, Alberta, Quebec

BC

Time period ? 1 August-31 December 2014

28 August—31 December 2014

Period of comparison® |1 October 2013-31 July 2014

None

Patient population sentinel practitioners

Patients presenting within seven days of ILI onset to

All laboratory-confirmed cases of EV-D68 in BC
residents?

Age restrictions for testing:

9 Sep 2014-18 Sep 2014:

Inpatients: <5 years old

Outpatients: <5 years old

19 Sep 2014-20 Oct 2014:

Inpatients: no age restriction

Outpatients: <20 years old

21 Oct 2014-31 Dec 2014:

Inpatients: no age restriction Outpatients: no age
restriction

Source of data

Patient/provider self-report; standard questionnaire
completed at time of specimen collection

Patient/provider self-report and/or electronic
medical record; enhanced surveillance form
completed at case detection

Specimen type Respiratory (nasal/nasopharyngeal)

Respiratory at clinician discretion

Laboratory testing protocol

sequencing [28-30]
Quebec: Partial VP1 sequencing [32]

All provinces: EV/RV screening by Luminex xTAG RVP
BC PHMRL: EV-specific [31] and/or EV-D68-specific RT-PCR | partial 5 UTR/VP1 sequencing [10]
assay and partial VP1 sequencing [10], as per BC PHMRL

Albertac: EV-specific PCR assay [27] and VPg4/partial VP2

9 Sep 201420 Oct 2014: Luminex xTAG RVP and

21 Oct 2014- 13 Nov 2014: EV-specific RT-PCR assay
[31], EV-D68-specific RT-PCR assay and partial VP1
sequencing [10]

14 Nov 2014-31 Dec 2014: EV-D68-specific RT-PCR
assay and partial VP1 sequencing [10]

BC: British Columbia; EV: enterovirus; ILI: influenza-like illness; PHMRL: Public Health Microbiology and Reference Laboratory; RVP:
Respiratory Virus Panel; RV: rhinovirus; SPSN: Sentinel Practitioner Surveillance Network.

2 Defined using specimen collection date.

® Full enhanced surveillance case report form completed until 31 October 2014; partial enhanced surveillance data (basic demographic data

and hospitalisation status) collected until 31 December 2014.

¢ Defined as acute respiratory illness with fever and cough and at least one of sore throat, arthralgia, myalgia or prostration.

4 EV-D68 cases in out-of-province residents, sentinel patients detected through the Canadian SPSN, and those with unknown/missing
geographic information were excluded from enhanced passive surveillance analysis.

¢ EV/RV screening by Luminex xTAG RVP not performed on influenza-positive specimens collected during 2014/15 influenza season (1 October

2014-31 December 2014) in Alberta.

EV-D68 infection is not generally notifiable and labora-
tory testing for EV-D68 was not widely performed prior
to the 2014 outbreak. Consequently, localised clusters
of paediatric hospitalisations have largely shaped cur-
rent understanding of EV-D68 illness, skewing impres-
sions of typical disease severity. Few countries have
utilised existing general practice sentinel surveillance
schemes for influenza-like illness (ILI) or acute respira-
tory illness (ARI) to systematically assess outpatient
illness due to EV-D68 infection, as conducted in the
Netherlands and Germany [8,9,18].

In Canada, pre-existing infrastructure for standard-
ised screening of respiratory specimens was mobi-
lised in response to the alerts from the US. Respiratory
specimens collected from ILI patients of all ages
attending sentinel outpatient practices in three partici-
pating provinces (British Columbia (BC) (population:

www.eurosurveillance.org

4.4 million [25]), Alberta (population: 3.6 million
[25]) and Quebec (population: 7.9 million [25])) of
the community-based Canadian Sentinel Practitioner
Surveillance Network (SPSN) were retrospectively and
prospectively screened for EV-D68 before and during
the 2014 August-to-December epidemic period. In addi-
tion, laboratory-based enhanced passive surveillance
was conducted in BC on all detections of EV-D68 from
inpatient and outpatient specimens tested at the BC
Public Health Microbiology and Reference Laboratory
(BC PHMRL) during the 2014 epidemic period. Here we
report findings from these two surveillance approaches
to inform the epidemiology of EV-D68 including the
spectrum of illness, population-based incidence, and
potential at-risk groups for severe or unusual sequelae,
including neurological or fatal outcomes.
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FIGURE 3

Phylogenetic analysis of EV-D68 partial VP1 sequences, enhanced passive surveillance (British Columbia), 28 August-31
December 2014, and Canadian Sentinel Practitioner Surveillance Network (British Columbia and Quebec), 1 October

2013-31 December 2014
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Canadian EV-D68 sequences are colour coded by province of specimen collection, global sequences available in GenBank are shown in black
and the Fermon reference strain (1962) is shown in red. Sentinel viruses collected through the Canadian Sentinel Practitioner Surveillance
Network are indicated with black squares. Red asterisks denote sequences with adjacent asparagine deletions at positions 144-145 in the
D-E immunogenic loop.

Phylogenetic clusters are labelled clade A, B, and C as described in Tokarz et al. [12], corresponding to major group 3, 1, and 2 as described in
Meijer et al. [9] and lineage 2, sub-lineage 1.2, and sub-lineage 1.1 as described in Lauinger et al. [7], respectively.
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FIGURE 4

Phylogenetic analysis of EV-D68 VP4/partial VP2 sequences, Canadian Sentinel Practitioner Surveillance Network

(Alberta), 1 October 2013-31 December 2014
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Canadian EV-D68 sequences are colour coded by province of specimen collection, global sequences available in GenBank are shown in black
and the Fermon reference strain (1962) is shown in red. Sentinel viruses collected through the Canadian Sentinel Practitioner Surveillance

Network are indicated with black squares.

Phylogenetic clusters are labelled clade A, B, and C as described in Tokarz et al. [12], corresponding to major group 3, 1, and 2 as described in
Meijer et al. [9] and lineage 2, sub-lineage 1.2, and sub-lineage 1.1 as described in Lauinger et al. [7], respectively.

Methods

Epidemiological sampling and laboratory testing proto-
cols are outlined in Table 1 and are summarised below.

Active community-based sentinel surveillance

Community-based sentinel practitioners of the
Canadian SPSN collect nasal or nasopharyngeal speci-
mens year-round from patients presenting within seven
days of ILI onset defined as acute respiratory illness
with fever and cough and at least one of the following
symptoms: sore throat, arthralgia, myalgia or prostra-
tion [26]. Epidemiological information is collected from

www.eurosurveillance.org

consenting patients/guardians using a standard ques-
tionnaire at the time of specimen collection. Research
ethics board (REB) approval is obtained in each partici-
pating province.

The public health laboratories in the provinces of BC,
Alberta and Quebec conducted prospective EV-D68
testing of EV/RV-positive SPSN specimens collected
between 1 August and 31 December 2014. Additionally,
they retrospectively tested specimens collected
between 1 October 2013 and 31 July 2014 that were
EV/RV-positive. The latter period was chosen as com-
parison because routine SPSN influenza surveillance
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TABLE 2

Characteristics of patients with specimens collected by the
Canadian Sentinel Practitioner Surveillance Network and

tested for EV-D68, British Columbia, Alberta and Quebec,
1 August-31 December 2014 (n=506)

Characteristic, n (% by column) gc\)/sa?vgea E:gg'g\%e
N® (% by row) 17 (3) 489 (97)
Age group (years)
<5 1 42(9)
5-9 2 35 (7)
10-19 3 61 (12)
20-59 10 260 (53)
260 1 90 (18)
Unknown o 1 (0)
Median (range) 23 (1-64) 36 (0-94)
Sex
Male 10 192 (39)
Paediatric (<20 years) 2 53 (28)
Adult (220 years) 8 138 (72)
Female 7 295 (60)
Paediatric (<20 years) 4 84 (28)
Adult (220 years) 3 211 (72)
Unknown o 2(0)
Specimen collection interval (days)¢
<4 12 345 (71)
57 5 144 (29)
Median (range) 4 (0-7) 3(0-7)
Chronic comorbidity
No 15 335 (69)
Yes 1 117 (24)
Unknown 1 37 (8)
Province
BC 10 126 (26)
Alberta 5 177 (36)
Quebec 2 186 (38)

All values are number (n) and percentage (%) by column where
displayed (except in initial header row), unless otherwise
specified.

BC: British Columbia; EV: enterovirus; RV: rhinovirus.

2 0ne EV-D68 detection in a specimen collected from an adult in
British Columbia in November 2013 is not included in this table
which is restricted to specimens collected during the 2014
epidemic period.

® EV-D68 typing was not performed on 16 specimens with
insufficient viral load; 16 BC specimens were tested only for
EV-D68 (not other EV/RV) using an EV-D68-specific PCR assay as
per protocol in Table 1.

¢ Interval between onset of influenza-like illness and collection of
nasal/nasopharyngeal specimen.

typically commences on 1 October each year. Although
the SPSN is primarily designed for influenza surveil-
lance, public health laboratories in these provinces
also routinely test SPSN specimens for a panel of
respiratory viruses, including EV/RV, influenza A (H1,
H3 and HiNipdmog subtypes), influenza B, respira-
tory syncytial virus, parainfluenza types 1-4, human
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metapneumovirus, adenovirus, coronaviruses NL63,
HKU1, 229E and 0C43, and bocavirus (BC and Quebec
only) using versions of the Luminex xTAG Respiratory
Virus Panel (RVP) (Luminex Corp., US). During the
2014/15 influenza season, Alberta made the a priori
decision to restrict routine EV/RV testing to influenza-
negative patients for resource reasons.

Provincial protocols for EV-D68 detection among EV/
RV-positive specimens are specified in Table 1 [10,27-
32]. These assays have comparable sensitivities and
limits of detection are considered within one log,
copy/mL, as demonstrated in a national validation
study [33]. Specific EV-D68 typing was established by
partial sequencing of structural capsid viral protein
(VP) namely VP1 in BC [10] and Quebec [32] and VP2 in
Alberta [28-30].

Laboratory-based enhanced passive surveillance
in British Columbia

The BC PHMRL is the only site to provide confirmatory
diagnosis of EV-D68 in BC. Such testing is usually con-
ducted upon physician request; until 19 September
2014, this was predominantly to confirm diagnosis
among inpatients at the province’s tertiary paediatric
hospital. From 9 September 2014 onwards, this also
included routine screening of all respiratory specimens
collected from inpatients or outpatients less than
5-years-old. On 19 September 2014, routine EV-D68
screening was extended to all respiratory specimens
submitted to the BC PHMRL from all inpatients of any
age across the province. Outpatient specimens were
also included in routine EV-D68 screening with stag-
gered implementation as shown in Table 1. EV-D68 typ-
ing was performed as specified in Table 1 [10,31].

Detailed case report forms were completed on all
EV-D68 detections by the BC PHMRL for specimens
collected between 28 August and 31 October 2014,
with only basic demographic and hospitalisation sta-
tus recorded thereafter to 31 December 2014. Forms
were completed by local public health practitioners
based primarily upon the electronic medical record and
reported to the BC Centre for Disease Control (BCCDC)
as part of outbreak investigation, exempt from REB
approval. Patients presenting with neurological or fatal
outcome notified to BCCDC as part of enhanced pas-
sive surveillance are further described as a case series
based upon information in the electronic medical
record and supplemented by direct patient, guardian
and/or clinician interview.

Phylogenetic analyses

Partial VP1 sequences (nucleotides 133-471), includ-
ing B-C and D-E immunogenic loops, from BC and
Quebec were aligned to a subset of representative VP1
sequences in GenBank to establish clade designation
[2,12,34]. Since no recombination was observed within
VP4, the complete VP4 and partial VP2 (first 215 nucle-
otides of 5’ end) sequences from Alberta were used to
align with VP4/VP2 sequences in GenBank and divided

www.eurosurveillance.org



TABLE 3

Characteristics of EV-D68 cases with full case report forms completed, laboratory-based enhanced passive surveillance,
British Columbia, 28 August-31 October 2014 (n=146)

Characteristic, n (% by

Hospitalised cases

Non-hospitalised cases

column) Overall® All cases Paediatric (<20 years) Adult (=20 years) All cases Paediatric (<20 years) Adult (=20 years)
N (% by row) 146 111 91(82) 20 (18) 35 26 (74) 9 (26)
Age group (years)

<5 53°(36) | 39 (35) 39° (43) NA 14 14° NA

5-9 39 (27) | 32(29) 32 (35) NA 7 7 NA

10-19 25 (17) 20 (18) 20 (22) NA 5 5 NA

>20 29 (20) 20 (18) NA 20 9 NA 9
Median age (range) (0_890) 8 (0-82) 5 (0-19) 35.5 (21-82) 7 (0-90) 4 (0-19) 42 (20-90)
Sex

Male 85(58) | 65(59) 59 (65) 6 20 18 2

Female 61(42) | 46 (41) 32 (35) 14 15 8 7
Month of specimen collection

August 2 (1) 2 (2) 2 (2) o o

September 19 (13) | 14 (13) 14 (15) 5 5

October 125 (86) | 95 (86) 75 (82) 20 30 21
an:sd;:ﬁgl(;at:s%ays)e NA 3 (1-18) 3 (1-18) 4 (1-12) NA NA NA
Admitted to ICU

Yes NA 9 (8) 7 (8) 2 NA NA NA

No NA 87 (78) 71 (78) 16 NA NA NA

Unknown NA 15 (14) 13 (14) 2 NA NA NA
Clinical presentationf

Respiratory illness 135 (92) | 103 (93) 83 (91) 20 32 24 8

Pneumonia diagnosis | 27 (18) 25 (23) 19 (21) 6 2 2 o

Neurological illnesss 4 (3) 4 (4) 4 (4) o o
Immunocompromisedf 4 (3) 4 (4) 3(3) 1 o o o
Zr:,:'aeé:ffﬂts'de 5(3) 4 (4) 4 (4) o 1 1 o
Co-infection® 10 (7) 10 (9) 9 (10) 1 o o o
Asthma prevalence' 55 (38) | 47 (42) 39 (43) 8 8 5 3
Among males 33(39) | 31(48) 28 (47) 3 2 2 o
Among females 22(36) | 16 (35) 11 (34) 5 6 3 3

All values are number (n) and percentage (%) by column where displayed (except in initial header row), unless otherwise indicated.
ICU: intensive care unit; NA: not applicable.

2 Restricted to non-sentinel cases in British Columbia residents with enhanced surveillance case report forms with valid hospitalisation
information collected as at 31 October 2014. Six cases missing information on hospitalisation status were excluded.

®Includes 14 infant cases <1 year-old and 20 cases 1-2-years-old (i.e. 34 cases <3-years-old).

¢ Includes nine hospitalised infant cases <1 year-old and 16 hospitalised cases 1-2 years-old (i.e. 25 cases <3-years-old).

4Includes five non-hospitalised infant cases <1 year-old and four non-hospitalised cases 1-2 years-old (i.e. nine cases <3-years-old).
¢ Five patients remained in hospital at time of reporting and were excluded from length of stay calculations.

fProportions displayed are among those with known information only.

¢ One adult case with neurological illness with specimen collection in November 2014 not included in this table which is restricted to
specimens collected from 28 August to 31 October 2014 with full enhanced surveillance case report forms.

" In 30 days prior to symptom onset; all five patients reported travel to the United States.

Influenza A(H3N2) (n=1), respiratory syncytial virus (n=1), and Streptococcus pneumoniae (n=8, including one detection in blood and seven in
upper respiratory specimen).
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into clades corresponding to VP1 designations [12].
Phylogenetic trees were constructed in MEGA6, rooted
to the 1962 prototype Fermon strain using the maxi-
mum-likelihood method with a Jukes-Cantor substitu-
tion model and 1,000 bootstrap replicates [35].

Results

Active community-based sentinel surveillance
Among 2,078 specimens submitted to the Canadian
SPSN, meeting ILI criteria and collected between 1
October 2013 and 31 December 2014, 1,909 (92%)
were screened for EV/RV and 221 (12%) tested EV/
RV-positive. There was a mirror-image pattern of EV/
RV versus influenza test-positivity by month, reflecting
their differences in seasonality (Figure 1).

During this period, 1,894 of 2,078 (91%) specimens
were assessed for EV-D68, of which 18 (1%) tested
positive. This includes 1 of 348 (0.3%) collected from
October to December 2013 and 11 of 460 (2.4%) from
October to December 2014, a significant eight-fold
increase in detection rates across two successive years
(Chi-square test p=0.01). The remaining EV-D68 detec-
tions were from specimens collected in September
2014 (6/37) (Figure 1). There were no EV-D68 co-infec-
tions with other respiratory viruses included on the
Luminex XTAG RVP panel.

Six of the 17 EV-D68-positive cases detected during the
2014 epidemic period were <20-years-old. Detection
rates among adults 20 to 59-years-old (10/270; 4%)
did not differ from rates among children <20-years-
old (6/144; 4%). A single EV-D68 case was detected
among adult patients =60-years old (1/91; 1%). Two of
six paediatric EV-D68 cases were male compared to 8
of 11 adult cases. Other patient characteristics among
EV-D68 test-positive and test-negative specimens for
the August-to-December 2014 epidemic period are
shown in Table 2.

Laboratory-based enhanced passive surveillance
in British Columbia

Of 3,716 respiratory specimens collected between 28
August and 31 December 2014 in BC and tested at the
BC PHMRL, 239 (6%) were positive for EV-D68, repre-
senting 218 unique patients (n=211 excluding seven
detected also by the SPSN). The majority (172/211;
82%) had specimens collected between weeks 40
to 45 (early October—early November) (Figure 2) and
72% (139/194) of those with known information were
hospitalised.

Based on 2014 BC population estimates [36], inci-
dence of EV-D68 hospitalisations across the 2014 sur-
veillance period was 3 per 100,000 overall and 21, 17,
4 and 1 per 100,000 among those <5, 5—9, 10-19 and
220-years-old, with male-to-female ratios of 1.4 over-
all and 2.1, 1.4, 1.8 and 0.7 by age group, respectively.
Hospitalisation rates were essentially unchanged when
the period of specimen collection was restricted to 19
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September to 31 December 2014, during which screen-
ing of respiratory specimens submitted from inpatients
of all ages was undertaken: 3 per 100,000 overall and
20, 16, 4 and 1 per 100,000 by age category, with male-
to-female ratios of 1.4 overall and 2.2, 1.5, 1.4 and 0.7
by age category, respectively.

Between 28 August and 31 October 2014, there were
152 EV-D68 detections by the BC PHMRL. Among these,
146 (96%) case report forms with valid hospitalisation
information were submitted to the BCCDC. As shown in
Table 3, most of these patients (117/146; 80%) were in
paediatric age groups with a median age among the 146
cases of eight years (range: 0-9o years). Males were
over-represented among paediatric (77/117; 66%) but
not adult (8/29) cases. Most cases were hospitalised
(111/146; 76%) with a median length-of-stay of three
days (range: 1—18 days) among those patients (106/111;
95%) discharged at time of reporting. Among the 111
hospitalised patients, nine (8%) required admission to
an intensive care unit (ICU); information on ICU admis-
sion was unknown for 15 patients. Asthma history was
reported among 47 of 111 (42%) hospitalised patients
and less frequently among non-hospitalised patients
(8/35).

Case series of EV-D68-associated neurological
or fatal outcomes

Five EV-D68 cases (paediatric (n=4); male (n=4))
identified through enhanced passive surveillance in
BC were associated with neurological illness includ-
ing acute flaccid limb weakness (n=3), generalised
paralysis (n=1) or head/neck paralysis (n=1) (Table 4)
[37]. All had preceding respiratory illness and one had
concurrent gastrointestinal illness. All were admitted
to hospital; three required ventilation support. None
were fatal. All cases were up-to-date for age with polio
vaccination. Magnetic resonance imaging in four cases
identified hyperintensity predominantly affecting cen-
tral grey matter of the cervical but also thoracic cord;
this was not assessed in Case 4 (adult). Examination
of the cerebrospinal fluid (CSF) revealed pleocytosis
but normal glucose and, in Cases 1, 2 and 4, elevated
protein.

Upper respiratory specimens were EV-D68-positive
in all five neurological cases and EV-D68 was also
detected by PCR in whole blood from Case 5. All CSF
specimens were negative for EV by RT-PCR. One stool
specimen was assessed (Case 2) and was EV-D68
negative. Other investigations undertaken at clinician
discretion included a range of viral, bacterial and/or
fungal pathogens (information available from authors
upon request). No alternative aetiologies were identi-
fied. Of note, Cases 1, 2 and 5 were Mycoplasma pneu-
moniae 1gM-reactive but, among these, Cases 1 and 2
were M. pneumoniae PCR-negative in respiratory speci-
mens and Cases 2 and 5 were M. pneumoniae PCR-
negative in CSF specimens. Streptococcus pneumoniae
was detected by PCR in nasopharyngeal specimens
from Cases 3 and 5; however, CSF was PCR-negative in
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Case 3 and S. pneumoniae was not isolated from CSF of
Cases 3 or 5. As at July 2015 (>9-11 months post onset),
all five cases had ongoing neurological deficit.

Three EV-D68 cases in BC with illness onset between
August and October 2014 had fatal outcome including:
an adult (20-29-years-old) with respiratory failure fol-
lowing acute asthma exacerbation; an adult (265-years-
old) with multiple comorbidities and respiratory failure
following acute chronic obstructive pulmonary disease
exacerbation; and a child («5-years-old) in whom death
was ultimately attributed to Group A streptococcal
sepsis.

Phylogenetic analysis

Most (184/187; 98%) of the viruses that were sequenced
clustered phylogenetically within clade B (GenBank
identifiers: KT873535-KT873716; KT587195-KT587199)
[12]. This includes 179 of 182 (98%) VP1 sequences
(including all eight patients with neurological or fatal
outcomes) with percent nucleotide identity of 90.6-
100% compared to recent isolates from the US, France,
Italy, the Netherlands, and the Philippines (Figure 3).
All five VP4/partial VP2 sequences from Alberta also
clustered with strains associated with clade B (Figure
4) [12]. Because VP2 sequences from Alberta were par-
tial, clade markers at positions 142-143 described in
Lauinger et al. could not be confirmed [7].

Of the clade B VP1 sequences, 8 of 179 (4%) had a
T146S substitution in the immunogenic D-E loop, and
two had adjacent asparagine deletions at positions
144-145 in the D-E loop not found in other published
sequences; neither the substitution nor the deletion
was found in sequences obtained from neurologi-
cal or fatal cases. Three VP1 sequences from BC, one
SPSN specimen from 2013 and two enhanced passive
surveillance specimens from 2014, clustered instead
in clade A with recent isolates from France, Italy, and
the Netherlands, characterised by an asparagine dele-
tion at position 140 in the D-E loop [7,8]. Phylogenetic
analysis did not suggest clustering by month, severity,
inpatient/outpatient status or asthma history.

Discussion

Canadian investigators used two surveillance
approaches to inform risk assessment related to
EV-D68-associated illness. These dual surveillance
approaches revealed epidemic features of EV-D68 in
Canada during the period spanning from August to
December 2014. Active sentinel surveillance showed
increased EV-D68 detection among outpatient ILI
cases affecting all age groups while enhanced passive
surveillance showed severe respiratory and neurologi-
cal disease requiring hospitalisation that occurred at
higher incidence, but not exclusively, among children.

The ILI case definition used by the SPSN to standard-
ise outpatient respiratory specimen collection is rela-
tively specific for influenza. It requires fever and cough
and at least one other defining symptom such as sore
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throat [38]. By applying this case definition, we will
have missed milder illness caused by other respiratory
viruses, for which fever may not be a cardinal feature.
Accordingly, the actual number of EV-D68 detections
by the SPSN was small (h=18). Among outpatient cases
of EV-D68 detected through sentinel surveillance in the
Netherlands where an ARl case definition was used,
fever or cough were each experienced by 13 of 16 cases
and sore throat by 8 of 16 [9]; in Germany, which also
used an ARl case definition, 16 of 24 EV-D68 cases
experienced fever and cough and 11 of 24 experienced
fever, cough and sore throat combined [18]. With com-
parable community prevalence, community-based
sentinel systems that apply a broader ARI case defini-
tion will certainly detect more EV-D68 cases. However,
sentinel surveillance systems are not intended for the
detection of rare events or for quantifying absolute dis-
ease burden [39]. They perform best in the detection of
highly prevalent conditions and are most valuable for
trend analysis. For that purpose, a consistently applied
case definition, whether ILI or ARI, is most important.
While a single occurrence of a pathogen may reflect
chance sporadic detection, multiple case detections
across a geographically dispersed network are an indi-
cation of widespread community circulation. As such,
the eight-fold increase in EV-D68 detection rates by
the SPSN in 2014 compared to 2013, even with an ILI
case definition, is indicative of epidemic circulation.
Nevertheless, it is acknowledged to be an under-esti-
mate of true incidence.

In Canada, adults =20-years-old are predominant SPSN
participants (>70-75% [26]) and correspondingly com-
prised two-thirds of outpatient EV-D68 detections.
Among specimens obtained from non-elderly adults
20 to 59-years-old and paediatric cases <20-years-old,
however, the proportion that tested positive for EV-D68
was equivalent (4%). This suggests that children and
adults are at comparable risk for outpatient EV-D68 ill-
ness that presents as ILI, although there may be dif-
ferences based on other presentations. The EV-D68
age distribution we describe as extending to adults is
similar to outpatient sentinel surveillance observations
reported from the Netherlands and Germany [8,9,18].
Although few countries outside of Canada or within
Europe have used existing sentinel schemes to explore
historic and current EV-D68 patterns [8,9,18], such
infrastructure could prove highly informative if invoked
elsewhere and may also be efficient for characterising
other pathogens displaying sudden, unexpected but
widespread activity.

Passive surveillance systems are most sensitive to
severe disease, particularly if involving children or
clusters. Enhanced passive surveillance conducted in
BC also reflected this paediatric hospital-based skew,
driven by specimen collection largely initiated at clini-
cian discretion and laboratory-confirmation protocols
that initially prioritised specimens collected in hospital
and from children. All confirmatory testing for EV-D68
in BC was conducted at the BC PHMRL and this served
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as the trigger for enhanced data collection in 2014.
However, from 19 September 2014, all inpatient res-
piratory specimens submitted to the BC PHMRL were
screened for EV-D68, allowing unique population-
based comparison of hospitalisation incidence by age
and sex. Ultimately, about three quarters of EV-D68
detections were hospitalised patients among whom
more than 80% were in paediatric age groups, con-
sistent with the age distribution of prior documented
outbreaks [5-7,11,13,15,17]. While this pattern likely
reflects a tip-of-the-iceberg hospital-based surveil-
lance phenomenon, children may indeed be at higher
risk owing to greater exposure opportunities and lower
likelihood of pre-existing cross-reactive immunity, an
immuno-epidemiological hypothesis that still requires
evaluation.

The majority of EV-D68 cases were detected in early-
October to early-November 2014, also consistent with
prior documented outbreaks in North America and
Europe [3,8-11,17]. However, labour action among
teachersin September2014in BCresulted in school clo-
sures extending to October 2014 that may have delayed
EV-D68 circulation in school-aged children. In order to
detect possible seasonal recurrence in 2015, all inpa-
tient and outpatient respiratory specimens collected in
BC from 1 August to 29 September 2015 were routinely
screened with an EV-D68-specific RT-PCR assay at the
BC PHMRL; however, none of 709 specimens screened
in 2015 were EV-D68-positive. Conversely, between 28
August and 29 September 2014, 18 EV-D68 cases were
already detected, including 13 hospitalisations and two
neurological events, reinforcing the exceptional activ-
ity in 2014.

Males were over-represented among paediatric but
not adult cases in the 2014 BC enhanced surveillance
data, a pattern that has been documented before
[3,6-9,11,17], but was neither discernible in the small
outpatient sentinel series reported here nor in data
from Germany [18]. Male predominance may reflect
increased pre-pubertal prevalence of asthma in boys
[40,41]. Overall 38% of EV-D68 cases described here
reported asthma compared to 7% of the general BC
population [40]. Asthma is a recognised risk factor for
severe EV-D68 illness [1,6,13,15,28], although underly-
ing mechanisms are unclear. Other respiratory viruses,
notably RVs with which EV-D68 shares biological fea-
tures, are associated with acute exacerbation and
more severe lower respiratory illness in asthmatic indi-
viduals. This effect is thought to be mediated through
Th2-skewed pro-inflammatory cytokine production and
impaired antiviral responses [42,43]. S. pneumoniae
was co-detected in upper respiratory specimens from
at least 7 of our 111 (6%) hospitalised EV-D68 cases for
whom we had complete enhanced surveillance data.
While S. pneumoniae is believed to enhance RV-induced
disease severity, including asthma exacerbation [44],
our finding likely reflects background carriage rates of
S. pneumoniae in children.
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EV-D68 was associated with fatal outcome in three BC
patients, including two adults with underlying comor-
bidity and one child in whom bacterial co-infection
played a role. Enhanced passive surveillance in BC
also detected five cases (four paediatric) of EV-D68-
associated neurological illness, all with preceding res-
piratory symptoms and prolonged neurological deficit.
The number of EV-D68 cases with neurological mani-
festations or fatal outcome detected in BC is higher per
capita than reported elsewhere during the 2014 epi-
demic [20,23,24]. This likely reflects the centralised,
province-wide laboratory screening and enhanced pub-
lic health follow-up that was undertaken compared to
other cluster-driven analyses, although we cannot rule
out true regional differences. Other EVs are known
causes of neurological disease, particularly poliovirus
and EV-A71, but also EV-Dg4, which is closely related
to EV-D68 [45,46]. However, only two cases of EV-D68-
associated neurological illness had been documented
globally prior to the 2014 epidemic, both from the US.
One involved acute flaccid paralysis in a young adult
in 2005 and the second involved a fatal meningomy-
eloencephalitis in a child in 2008 [3,47]. EV-D68 was
detected in the CSF of both these cases [3,47].

Clinical features in our neurological case series are
consistent with reports elsewhere in 2014. They
include acute flaccid limb weakness, bulbar weakness,
and/or cranial nerve dysfunction in association with
the detection of EV-D68 in respiratory specimens [19-
24]. Also similar to other reports, magnetic resonance
imaging findings showed grey matter involvement in
multiple spinal levels but mostly affecting the cervi-
cal spine [19-24]. EV-D68 was detected in whole blood
from one BC patient, but in the absence of EV-D68
detection in CSF specimens, a causal role for EV-D68
remains unproven in this case series, as elsewhere in
2014 [19-24]. It should be noted, however, that recov-
ery of poliovirus from the CSF has also only rarely
been reported in cases of paralytic poliomyelitis [48].
The finding of detectable M. pneumoniae IgM in three
of four neurological cases described here is intrigu-
ing given similar serologic findings in a small propor-
tion of other recent EV-D68 neurological case reports
[20,21] and the independent association between M.
pneumoniae and neurological illness [49,50]. Like
other recent reports [20,21], however, M. pneumoniae
was not detected in respiratory or CSF specimens sug-
gesting that antibody findings we report likely reflect
prior infection or potentially a false-positive or cross-
reactive antibody response.

Phylogenetic analysis of EV-D68 viruses from both
outpatients and inpatients showed clade B viruses
predominated in Canada during the 2014 epidemic
period, clustering with recent (2013-2014) sequences
from the US and elsewhere but distinct from more his-
torical sequences [9,12]. Increased variability in the
VP1 region, inclusive of the immunogenic B-C and D-E
loops, may have enabled EV-D68 to escape antibody
recognition [2,8,9,12,34]. We did not identify mutations
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or clustering by severe outcome, but full genome anal-
ysis would be required to assess other neurotropic
or virulence markers, such as in the 5’-untranslated
region [7,12,51].

There are limitations to our analyses, foremost related
to surveillance methods. Heightened awareness
through media and other clinician communications
likely influenced patient and provider behaviours
related to care-seeking, index of suspicion and testing
during the 2014 epidemic period. Nevertheless, neither
will the surveillance systems have captured all cases
nor will the findings reflect true incidence or disease
burden. Small numbers limit our power to test statisti-
cal associations. A causal versus contributory or coin-
cidental role for EV-D68 in severe illness cannot be
concluded; investigations and their timing were mostly
at clinician discretion and other aetiologies, including
co-infection, may have been under-recognised. We did
not assess other types of EV among EV/RV-positive
specimens to compare with the EV-D68 experience.
Molecular diagnostic testing for EV-D68 was not rou-
tinely performed historically and EV-D68 typing assays
were developed and validated real-time in response
to the evolving 2014 epidemic, also influencing com-
parisons across space and time. Laboratory protocols
showed comparable performance in a national valida-
tion study, and all specimens included in the SPSN
analysis were collected within seven days of ILI onset
(71% within four days); nevertheless, other variation
in specimen collection (e.g. type, viral load), handling,
transport and processing may have influenced detec-
tion rates between participating provinces. These
considerations are, however, relevant to all labora-
tory-based surveillance. Epidemiological data col-
lection and/or reporting were incomplete particularly
when drawn from electronic medical records (as per
enhanced passive surveillance) rather than from direct
patient/clinician interview (as per active sentinel sur-
veillance). Analyses restricted to patients with known
information will have underestimated the proportion
with some risk factors/conditions.

Despite these limitations, the dual surveillance
approaches we report suggest generalised increase in
EV-D68-associated outpatient illness across a broad
age distribution during the 2014 epidemic period.
Severe respiratory and neurological illness requiring
hospitalisation predominantly, but not exclusively,
affected children, with possible fatal outcome among
those with comorbidity or co-infection. Active surveil-
lance, including both outpatient and inpatient settings,
is needed from more areas and additional seasons to
further inform EV-D68 incidence, spectrum of illness,
and potential at-risk groups for severe or unusual
outcomes.
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The registration for the 11—13 November 2015 European
Scientific Conference on Applied Infectious Disease
Epidemiology (ESCAIDE), organised in Stockholm,
Sweden, will close on 1 November. The topics of the
plenary sessions this year are:

e Antibiotic resistance: a tragedy of the commons

e Social Media: a toy or a useful tool?

e Ensuring that evidence leads to public health protec-
tion - special session on occasion of the 2oth EPIET

anniversary

e Emerging challenges to vaccine programmes: anti-
gen escape and non-specific immune effects, and

e Public Health Event 2015: Ebola and MERS-CoV -
recent advances and remaining challenges.

In addition to the above topics, there will be pre-
ESCAIDE symposia on communications during out-
break management and bridging epidemiology to
public health policy, on 10 November.

Register here: http://registration.escaide.eu/

Read more here: http://ecdc.europa.eu/en/ESCAIDE/
programme/Pages/overview.aspx
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