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ABSTRACT Enterovirus infections are known to cause a diverse range of illnesses, even
in healthy individuals. However, information detailing enterovirus infections and their se-
verity in immunocompromised patients, such as transplant recipients, is limited. We com-
pared enterovirus infections in terms of genotypes, clinical presentation, and severity
between transplant and nontransplant patients. A total of 264 patients (38 transplant
recipients) with 283 enterovirus infection episodes were identified in our hospital
between 2014 and 2018. We explored the following factors associated with enterovirus
infections: clinical presentation and diagnosis on discharge, length of hospital stay, symp-
tom persistence, and infection episodes in both children and adults. We observed some
differences in genotypes between patients, with enterovirus group C occurring mainly in
transplant recipients (P , 0.05). EV-associated gastrointestinal infections were more com-
mon in patients with a transplant (children [71%] and adults [46%]), compared to non-
transplant patients (P , 0.05). Additionally, nontransplant patients had a higher number
of hospital stays (P , 0.05), potentially reflecting more severe disease. However, trans-
plant patients were more likely to have symptom persistence after discharge (P , 0.05).
Finally, children and adults with a transplant were more likely to have additional entero-
virus infection episodes (P , 0.05). In our cohort, enterovirus infections did not seem to
be more severe after transplantation; however, patients tended to present with different
clinical symptoms and had genotypes rarely found in nontransplant recipients.

IMPORTANCE Despite the high prevalence of enteroviruses in the community and the
increasing demand for transplants from an aging population, knowledge on entero-
viruses in solid organ transplant recipients is currently limited. Transplant recipients
represent a significant patient population and require additional considerations in
patient management, particularly as they have an increased risk of disease severity.
Enteroviruses are known to cause significant morbidity, with a diverse range of
clinical presentation from over 100 different genotypes. In this study, we aimed to
provide a more comprehensive overview of enteroviral infections in transplant recipi-
ents, compared to nontransplant patients, and to bridge some gaps in our current
knowledge. Identifying potential clinical manifestation patterns can help improve
patient management following enterovirus infections.
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In recent years, improved antirejection treatment for solid organ transplantation has
improved the outcome for transplant recipients (1). However, the suppression of the

immune system, which is necessary for graft function, also leads to a greater suscepti-
bility to infections. Viral infections are well recognized complications of immune sup-
pression and can occur through reactivation of latent viruses (2).
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Enteroviruses are ubiquitous in the community, with studies indicating an 11–13%
prevalence even among healthy individuals (3, 4). In the majority of patients (90%),
most enterovirus infections are asymptomatic or present with mild or indiscriminate
respiratory or gastrointestinal symptoms (5). Some of these clinical syndromes are
mostly associated with one or few enterovirus genotypes, while others are typical for a
particular patient group, such as coxsackievirus B3 and neonatal sepsis (6). However, in
an immunocompromised population, a simple gastroenteritis can have large conse-
quences. These patients are more likely to have severe manifestations with longer hos-
pital admissions, exposing them to other hospital acquired infections and longer re-
covery (7). Moreover, symptoms of infections often resemble rejection, one of the
most important complications in transplant patients. As the treatment of rejection
results in an increased immunocompromised condition, it is extremely important that
symptoms compatible with infection are diagnosed accurately. Nevertheless, it is
equally important that symptoms are not falsely attributed to a bystander, delaying
the appropriate management of a vulnerable patient.

Enteroviruses have vast variations in their genomes and can be categorized into
four different family groups, A, B, C and D, each with their own subspecies, resulting in
over 100 different genotypes (8). Each genome is comprised of a single polyprotein,
flanked by 59 and 39 untranslated regions, and encodes four structural proteins (viral
proteins 1–4) and seven nonstructural proteins (2A-2C and 3A-3D). Detection and con-
firmation of an enterovirus usually involves targeting the 59 UTR during real-time
reverse transcriptase PCR. To distinguish between genotypes, sequencing of the VP1
gene present on the viral capsid remains the gold standard (9).

Enterovirus infections following transplantation are neither fully understood nor stud-
ied. Indeed, literature on enterovirus infections in transplant recipients consists mainly of
case studies and small patient cohorts, involving either one type of organ transplant or
specific enterovirus genotypes (10, 11). It has been revealed that different enteroviruses
can target different cell receptors (4). While some are thought to cause direct damage
from replication, such as enterovirus D68 (EV-D68), others appear to cause damage from
secondary host inflammatory responses, such as coxsackievirus B4 during myocarditis
(12). Therefore, it could be reasoned that immunocompromised individuals or age
groups could have a different clinical presentation or outcome following infection with
different enterovirus genotypes. Identification of the genotype is important to be able to
track trends in outbreak situations and link specific clinical presentation. As a result, con-
tinued surveillance and reporting of enterovirus infections is important, not only for
diagnostics and assay development, but also for patient management.

A more comprehensive overview of enterovirus infections in solid organ transplant
recipients, both in children and adults, may be required to bridge some gaps in our
current knowledge. In this study, we compared transplant patients with nontransplant
patients by (i) investigating the distribution of genotypes, (ii) exploring clinical mani-
festations, and (iii) determining potential differences in severity.

RESULTS
Description of patients with enterovirus detection. A total of 264 patients with

283 enterovirus infection episodes, covering 33 genotypes, were included in the study.
Overall, 23 transplant recipients (26 samples) and 128 nontransplant recipients (148 sam-
ples) were excluded due to a poor sequencing result (Fig. 1). For the purpose of analysis
and comparison, enterovirus genotypes were divided into their corresponding family
groups: EV-A, EV-B, EV-C, or EV-D (Tables 1, 2 and S1) (8). The following tables depict the
general patient and sample characteristics of each population (Tables 1 and 2).

(i) Patient characteristics. Most patients included in our study were children
younger than 16 years (174 children versus 90 adults), with an average age of 5 years
in children and 45 years in adults (Tables 1 and 2). While the most frequent underlying
condition in small children (,6 years) without a transplant was prematurity, it was pul-
monary disease and severe disability in older children (6–15 years). Adults without a
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transplant, compared to children, had more varied underlying conditions, with malig-
nancy and pulmonary disease (including five cases of asthma) being the most frequent
comorbidity. Of the adults without a transplant, only 23 (35.9%) were previously
healthy, underscoring the tertiary care function of this hospital. Transplant recipients

FIG 1 Overview of sample selection. EV, enterovirus. The license for the enterovirus particle illustration: CC
BY SA 3.0.

TABLE 1 Clinical characteristics of patients without a transplant

Clinical and sample characteristics

Nontransplant recipients

Children Adults

0-5 yrs 6-15 yrs >15 yrs Total
Patients Gender Male 65 30 29 124

Female 44 23 35 102
Total no. 109 53 64 226

Comorbidities Category Pulmonary 9 15 8 32
Cardiac 11 2 6 19
Renal 0 1 1 2
Abdominal 13 7 6 26
Serve disability 9 12 2 23
Malignancy 3 4 8 15
Prematurity 22 3 1 26
Diabetes 0 1 4 5
Immune deficiency 3 1 5 9
Neurological 6 2 3 11
Total no. 67 48 44 168

Samples Type*1a Fecal 65 19 11 95
Respiratory 40 34 28 102
Cerebrospinal fluid*3 16 2 19 37
Blister fluid 2 0 5 7
Other*4 3 1 3 7
Total no. 126 56 66 248

Enterovirus detection Detected family
group*2

EV-Ab 41 15 9 65
EV-B 55 16 23 94
EV-C 3 4 13 20
EV-D 17 21 19 57
Total no. 116 56 64 236

a*1, Duplicate sample materials from the same infection were removed. *2, Duplicate detections from the same infection were removed. *3, It must be noted that for several
of the patients, the enterovirus viral load in some of the CSF samples were too low for typing, and as a result, an alternative sample material had to be taken. *4, Other
sample types consisted of plasma and heart tissue.

bEV-A, enterovirus group A. EV-B, enterovirus group B. EV-C, enterovirus group C. EV-D, enterovirus group D.
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formed 14.4% of patients, with the majority being adults. Indeed, only 12 patients (av-
erage 6 years) under the age of 16 were transplant recipients (Table 2). In small chil-
dren, only liver transplants (n = 5) were identified and in older children, six liver and
one kidney transplant recipients were included. Meanwhile, in adults, lung transplant
recipients (n = 12, 46.2%) represented the largest group, followed by kidney transplant
recipients (n = 8, 30.8%). No significant differences were found between males and
females (P = 0.79).

(ii) Sample characteristics. In small children, enteroviruses were most frequently
found in feces (Tables 1 and 2). However, in older children without a transplant, entero-
viruses had a significantly higher detection in respiratory material, compared to trans-
plant patients of this age group (P = 0.009). In adults, enteroviruses were most com-
monly detected in fecal samples from transplant recipients and respiratory samples
from nontransplant recipients, with 63.3% and 42.4%, respectively. In comparison, only
16.7% of enteroviruses were detected in feces in nontransplant adults. Interestingly, of
the 16 respiratory samples collected from transplant patients, 10 detections were from
lung transplant recipients. Most strikingly, enteroviruses were only detected in cerebro-
spinal fluid (CSF) from nontransplant patients.

Enterovirus detection and genotype distribution. Although EV-A and EV-B were
most commonly detected in children in both populations, EV-D68 was the most fre-
quently identified genotype in children without a transplant (Table S2). Meanwhile
echovirus 11 (n = 3, 17.5%) was the most frequently detected genotype in children
with a transplant and occurred solely in liver transplant recipients (Table S2).
Interestingly, EV-C were most commonly detected in adults with a transplant, compris-
ing of 57% (n = 17) of detections. Coxsackievirus A22 (CV-A22) was subsequently iden-
tified as the most frequently detected EV-C genotype in transplanted adults (n = 8,
26.7%), occurring in all solid organ transplants included in the study (Table S2 and S3).
In comparison, there were only 13 EV-C detections, including one CV-A22 detection, in
adults without a transplant (20% of adult detections). EV-D (in which the only

TABLE 2 Clinical characteristics of transplant patients

Clinical and sample characteristics

Transplant recipients

Children Adults

0-5 yrs 6-15 yrs >15 yrs Total
Patients Gender Male

Female
2 3 15 20
3 4 11 18

Total no. 5 7 26 38
Transplant Lung 0 0 12 12

Liver 5 6 3 14
Kidney 0 1 8 9
Heart 0 0 2 2
Multiorgan*1a 0 0 1 1
Total no. 5 7 26 38

Sample Type*2 Fecal 7 8 16 31
Respiratory 0 1 15 16
Cerebrospinal fluid 0 0 0 0
Blister fluid 0 0 1 1
Other*4 0 1 0 1
Total no. 7 10 32 49

Enterovirus detection Detected family
group*3

EV-Ab 3 6 2 11
EV-B 4 2 0 6
EV-C 0 2 17 19
EV-D 0 0 11 11
Total no. 7 10 30 47

a*1, One adult patient had a lung and liver transplant. *2, Duplicate sample materials from the same infection were removed. *3, Duplicate detections from the same
infection were removed. *4, Other sample types consisted of plasma and heart tissue.

bEV-A, enterovirus group A. EV-B, enterovirus group B. EV-C, enterovirus group C. EV-D, enterovirus group D. A multinomial logistic regression analysis revealed the odds of
having a group C (OR 15.67; 95% CI 5.58, 43.98; P, 0.05) and group D detection (OR 4.40; 95% CI 1.63, 11.89; P, 0.05), rather than a group B detection was statistically
higher in transplant patients, compared to nontransplant patients.
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genotype detected was EV-D68) were found in all ages in the nontransplant popula-
tion and exclusively in adults in the transplant population (Tables 1 and 2). EV-C and
EV-D detections occurred significantly more in transplanted individuals than in non-
transplanted individuals, compared to EV-B detections (P , 0.05). A complete break-
down of the number of genotypes found in each sample material and transplant type
can be found in Tables S2, S3 and S4.

(i) Co-detections. An enterovirus was the only pathogen identified in 21.3%
(n = 10) of detections in transplant patients and 46.6% (n = 110) of detections in non-
transplant patients. Rhinoviruses were found to be the most commonly identified co-
detection (29.85%) associated with infections in the nontransplant population.
Furthermore, co-detections with adenovirus (10.6%), along with other viruses associ-
ated with gastroenteritis, such as rotavirus (4.3%) and norovirus (4.3%), were addition-
ally found in the nontransplant population. Similarly, co-detections with adenovirus
were observed in the transplant population, along with norovirus (20%) and human
parainfluenza type 3 (13.3%). A detailed overview of the co-detections found at the
same time as the detected enterovirus are shown in Tables S5 and S6.

Clinical manifestations from enterovirus infections. Based on the documented
clinical symptoms at presentation, patients were divided into four categories (usually
directed by the type of clinical sample taken from the patient upon admission): respira-
tory, gastroenteritis, neurological or other (including HFMD, myocarditis, and sepsis)
(Table 3). As age is known to be a significant factor in determining the disease progno-
sis, we also explored differences between children (,16 years) and adults. Only entero-
viruses which were deemed to be the causative agent of the clinical manifestations
were investigated (Table S7).

(i) Clinical manifestations in children. Respiratory symptoms and subsequent respi-
ratory infections were most commonly associated with enteroviruses detected in chil-
dren without a transplant, with EV-D68 causing the majority of infections (n = 24, 80%)
(Tables 3 and S8). Indeed, EV-D68 accounted for the majority of respiratory symptoms
and infections both in patients without a transplant and in adults with a transplant in
this study (P , 0.05). Interestingly, other than EV-D68, no other genotype was found to
have caused more than one respiratory infection each, in the nontransplant population.
In comparison, gastrointestinal symptoms (judged as an enterovirus gastrointestinal
infection) were most commonly found in children with a transplant (P , 0.05) (n = 5 out
of a total of 7 infections), of which three infections were EV-A, one EV-B and one EV-C
(Table S8).

(ii) Clinical manifestations in adults. Notably, enteroviruses in adults without a
transplant were most frequently detected in cases of neurological symptoms and

TABLE 3 Clinical manifestations attributed to the detected enterovirus

Clinical manifestations*1a

Nontransplant recipients Transplant recipients

Children
(n = 74)

Adults
(n = 43)

Children
(n = 6)

Adults
(n = 11)

Enterovirus infections Clinical presentation Respiratory*2 37 (47%) 10 (23%) 2 (29%) 5 (38%)
Gastrointestinal*3 12 (15%) 1 (2%) 3 (43%) 5 (38%)
Neurological*4 8 (10%) 25 (58%) 0 2 (15%)
Other*5 21 (27%) 7 (16%) 2 (29%) 1 (8%)

Final diagnosis
on discharge

Respiratory infection 30 (38%) 11 (26%) 2 (29%) 6 (46%)
Gastroenteritis 10 (13%) 3 (7%) 5 (71%) 6 (46%)
Neurological infection*6 28 (36%) 21 (49%) 0 0
Other infections*7 10 (13%) 8 (19%) 0 1 (8%)
Total no. 78 43 7 13

a*1, Percentages were calculated from the total number of causative enterovirus infections for clinical presentation and final diagnosis on discharge. *2, Respiratory
symptoms consisted of one or more of the following: cough, sore throat, breathing difficulties, cold or chills. *3, Gastrointestinal symptoms consisted of one or more of the
following: diarrhea, abdominal pain or vomiting. *4, Neurological symptoms consisted of one or more of the following: headache, neck pain/stiffness, photophobia, or
convulsions. *5, Other presentation consisted of vesicular rash, particularly on the hands and feet, cardiogenic shock, febrile illness, and impaired functions during sepsis.
*6, One enterovirus, associated with a neurological infection, was not included in Table 3 as it was part of a coinfection with human parechovirus 3 (HpeV-3). *7, Hand Foot
and Mouth disease, myocarditis, sepsis, and fibril illness.
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infections (49%) (Table 3). EV-B (n = 20 infections, 95.2%) were found to result in the
majority of neurological infections, with echovirus 30 (E-30) (n = 5, 23.8%) and echovi-
rus 16 (n = 4, 19%) observed to have the highest frequency (Table S8). In contrast, no
neurological infections from enteroviruses were found in adults or children with a
transplant. Meanwhile, enteroviruses found in adults with a transplant were most com-
monly associated with either respiratory infections (four EV-D and two EV-C) or gastro-
intestinal infections (five EV-C and one EV-D) (Table S8). Gastrointestinal infections
were also more likely (P, 0.05) to occur in adult transplant patients, compared to non-
transplant adults. Interestingly, CV-A22 (EV-C) was found to be the causative agent in
3/6 gastrointestinal infections in adult transplant patients (Table S8).

Severity associated with enterovirus infections. Enterovirus infections have sig-
nificant variations, not only in clinical manifestations, but also in disease prognosis. In
order to determine if patients with a transplant had any potential differences in sever-
ity following an enterovirus infection, we examined length of hospital stay, symptom
persistence and enterovirus recurrence in children (,16 years) and adults (Table 4).

(i) Length of hospital stay. The majority of enterovirus infections in children with-
out a transplant required hospital admission (83%) (Table 4). A total of 54% (n = 42) of
children without a transplant had a short-term stay of 2–6 days and 30% (n = 23) had a
stay longer than 7 days. On average, these children were likely to have a hospital stay
of 6.5 days, with infections most commonly caused by EV-B (n = 32, 49.2%) and EV-D
(n = 22, 33.8%) (Table S9). Longer admission periods were strongly associated with
neurological infections. Hospital stays of .30 days were reported from an enterovirus
A71 infection causing meningitis and two EV-D68 infections, one causing acute flaccid
myelitis (AFM) and the other causing pneumonia. In addition, 70% (n = 5) of infections in
children with a transplant led to hospital admission of two or more days. In these five
cases, enteroviruses were found to have caused gastrointestinal infections. Meanwhile,
50% (n = 5) of gastrointestinal infections in nontransplant children led to a hospital stay
of two or more days. However, children with a transplant did not have a significantly lon-
ger length of hospital stay (LOS) than children without a transplant (P = 0.58).

The majority of adults without a transplant were also admitted to the hospital
(70%) (n = 30) (Table 4) and tended to have a short-term hospital stay (average of
4.5 days), most commonly from neurological infections (n = 20, 66.7%). EV-D68 infec-
tions tended to be more severe, with six infections in children and three infections in
adults resulting in a LOS of 7–30 days. Adults with a transplant were more likely to be
seen in an outpatient setting with only 31% of enterovirus infections leading to hospi-
tal admission (average of 2.8 days). As there were only two group C infections in non-
transplant adults, statistical power was not sufficient to determine differences in sever-
ity. However, it could be noted that three out of the four infections in adults with a

TABLE 4 Clinical severity attributed to the detected enterovirus

Clinical severity factors*1a

Nontransplant recipients Transplant recipients

Children (n = 74) Adults (n = 43) Children (n = 6) Adults (n = 11)
Enterovirus infections Length of hospital stay Outpatient appointment 13 (17%) 13 (30%) 2 (29%) 9 (69%)

2-6 days 42 (54%) 23 (53%) 2 (29%) 3 (23%)
7-30 days 20 (26%) 7 (16%) 3 (43%) 1 (8%)
.30 days*2 3 (4%) 0 0 0

Recovery Full recovery 67 (86%) 37 (86%) 4 (57%) 8 (62%)
Persistence of symptoms 11 (14%) 5 (12%) 3 (43%) 5 (38%)
Mortality 0 1*3 (2%) 0 0
Total no. 78 43 7 13

Patients Enterovirus recurrence*4 One infection episode 142 (88%) 62 (97%) 6 (50%) 21 (81%)
Two infection episodes 18 (11%) 2 (3%) 4 (33%) 4 (15%)
Three infection episodes 2 (1%) 0 2 (16%) 1 (4%)
Total no. 162 64 12 26

a*1, Percentages were calculated from the total number of causative enterovirus infections for length of hospital stay and recovery. *2, One child without a transplant was
still in hospital after the study was completed. *3, Coxsackievirus B5 myocarditis.*4, The percentage of enterovirus recurrence was calculated based on the total number of
patients with enterovirus detections detailed in Tables 1 and 2.
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transplant that caused a hospital stay of more than 2 days were caused by EV-C
(Table S9). Overall, nontransplant patients tended to have a longer LOS compared to
transplant patients, with an average of 5.2 days (most commonly from neurological
infections) and 3.3 days (most commonly from gastroenteritis or respiratory infections),
respectively (P = 0.014).

(ii) Patient recovery. Most patients with an enterovirus infection made a full recov-
ery (82.3% infections) (Table 4). Overall transplant patients appeared more likely to have
symptom persistence (P , 0.05). However, this was not found to be significant between
children (P = 0.084) or adults (P = 0.104). Of note, adults with a transplant had symptom
persistence from four EV-C infections: two cases of gastrointestinal symptoms from cox-
sackievirus A1 and two cases of respiratory symptoms from enterovirus C109 and EV-
C105 (Table S10). An additional adult with a transplant had persistent respiratory symp-
toms from an EV-D68 infection (Table S10). Meanwhile, adults without a transplant had
no symptom persistence from EV-C infections, but persistent neurological (n = 4, 66.6%)
and respiratory (n = 1, 16.6%) symptoms, from EV-B and EV-D (Table S10). An additional
adult had lingering symptoms from a coxsackievirus B5 infection causing myocarditis.
Children without a transplant had symptom persistence following EV-A (n = 3 infections,
27.3%), EV-B (n = 2 infections, 18.2%), and EV-D (n = 6 infections [54.5%] including a child
with AFM).

(iii) Enterovirus recurrence. Although the majority of patients in this study had
only one infection episode, patients with a transplant were more likely to have a sec-
ond and third enterovirus infection (Table 4). Indeed, 50% of children and 19% of
adults with a transplant had more than one episode, compared with 12.3% and 3.1%
of nontransplant children and adults, respectively (Table 4). This was found to be sig-
nificantly different between children (P = 0.002) and adults (P = 0.020). Although multi-
ple infection episodes were rare, five patients were found to have had three separate
infections with the same/different enterovirus genotype. Of note, in the transplant
population, one child had three separate E-11 infection episodes, while another had
a CV-A4 infection followed by a co-enterovirus infection from EV-C104 (respiratory
sample) and CV-A6 (plasma sample). Finally, an adult with a transplant had three sep-
arate CV-A22 infection episodes, highlighting the possibility for chronic enterovirus
infections.

DISCUSSION

Enterovirus infections can cause a diverse range of illnesses, even in healthy individ-
uals (13–15). However, information detailing the clinical impact of enterovirus infec-
tions in a broad spectrum of transplant recipients is sparse, despite the high preva-
lence of these viruses in the community. With an aging population and increasing
demand for transplants (16), it is important to investigate how infections could differ
or compare to other patient populations and age groups. To our knowledge, this is the
first study to characterize and describe all enterovirus infections in a diverse range of
solid organ transplant patients.

Children (,16 years) without a transplant had the highest number of enterovirus
detections, particularly in small children (0–5 years) (Table 1). This is not surprising as
enterovirus infections are particularly common in children, especially newborns; with
one study finding an incidence rate of 26–50 per 100,000 live births (17). We found pre-
maturity to be the biggest risk factor for an enterovirus infection in small children,
which has been found previously (17, 18) (Table 1). Interestingly, older children (6–
15 years) had at least one underlying condition in 70% of cases. Meanwhile, in adults
without a transplant, pulmonary difficulties, such as asthma and malignancy, were the
most frequently observed co-morbidities. One study has indicated that up to 70% of
asthma exacerbation is associated with viral infections, with the majority of cases
caused by rhinoviruses and enteroviruses (19).

The population of children with transplants is small, as a result they represent the
smallest group in this study. Enteroviruses were most frequently detected in liver
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transplants in small children presenting predominantly with gastrointestinal symptoms
(n = 4, 80%). As our hospital performs approximately 30 pediatric liver transplants annually,
it could account for the high number of liver transplants in this age group (Table 2).
Conversely, in adults with a transplant, lung recipients had the highest number of entero-
virus detections (Table 2). Again, this is not too surprising as these patients tend to be
tested more for respiratory infections, even with mild symptoms, which might explain why
enteroviruses were so frequently detected in respiratory samples.

Generally, the frequency of EV-A and EV-B detections, which include the majority of
the coxsackieviruses and exclusively the echoviruses, declined with increasing age
(Tables 1 and 2). This has been similarly observed in other studies, with EV-A and EV-B
typically found in children (20, 21). In contrast, while EV-C detections tended to
increase with age, EV-D detections were consistently found across all age groups in the
nontransplant group and exclusively in adults in the transplant group. In this study, we
found a relatively high number of EV-C detections in the transplanted adult popula-
tion. Furthermore, CV-A22 comprised of 50% of the total EV-C detections in adults with
a transplant, detected solely in fecal samples and associated with gastrointestinal and
respiratory presentation. EV-C infections have not been specifically investigated in
transplant recipients, although in the general population these infections have been
sporadically associated with severe disease (22–24). Our study suggests that transplant
recipients are more likely to experience illness associated with EV-C compared to non-
transplanted individuals (P , 0.05). Additionally, transplanted individuals tended to
have more symptom persistence resulting from EV-C infections.

The most detected enterovirus in this study was EV-D68 and was primarily associ-
ated with respiratory infections. We found EV-D68 to have caused the respiratory infec-
tion in 72.7% (n = 24) of detections in children and 67% (n = 10) of detections in adults
presenting with respiratory illness, reiterating EV-D68 as a respiratory disease patho-
gen. However, in adults with a transplant, we found EV-D68 to have caused the respira-
tory infection in 40% (n = 4) of detections. Nevertheless, it must be noted that trans-
plant recipients tended to have more co-detections and could account for the lower
number of detections found to have solely caused the infection (Table S7). Overall, chil-
dren had a more severe EV-D68 infection than adults in our study, with a higher num-
ber of hospital stays (P, 0.05).

Neurological infections caused by enteroviruses were only observed in nontrans-
planted adults and children in our study. Interestingly, the genotypes resulting in infec-
tion were different in children and adults. While coxsackievirus B5 resulted in the ma-
jority of neurological infections in children, echovirus 30 was predominantly found in
adults, followed by echovirus 16. These genotypes are classically associated with neu-
rological infections, with multiple clinical reports and in vitro studies reporting echovi-
rus 30 particularly to be highly neurotropic (25–27). Neurological infections were
observed to have a LOS of 2–6 days, underscoring the morbidity of neurological enter-
ovirus infections. Remarkably, there appears to be an absence of neurological infec-
tions in transplant patients. Although the population of transplant recipients is small,
based on these numbers it seems unlikely that transplant recipients have an increased
sensitivity to enterovirus neurological infections.

There is an ongoing debate about enteroviruses as a cause for gastrointestinal illness
(28). In immunocompromised individuals it is extremely important to distinguish true EV-
gastrointestinal infections from bystanders, particularly as the same symptoms may also
be caused by immunosuppressive medication or chemotherapy, for which the treatment
would be therapy reduction (29). Enteroviruses are often asymptomatically present in feces
(30). The distinction can often only be made on clinical grounds after excluding other pos-
sible causes. In this study, we determined the clinical relevance of enterovirus detections
in feces based on clinician’s notes retrospectively. Indeed, while enteroviruses were most
frequently detected in feces from children without a transplant (n = 86 detections), only
10 were determined to have caused the infection (11.6%). This suggests that while entero-
viruses may cause gastrointestinal symptoms in nontransplant children, the vast majority
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of detections are not associated with clinical illness. In transplanted children enteroviruses
were found to cause gastrointestinal infections in a third of cases. Although the number of
patients in this category is small to draw a definite conclusion, it does appear that children
with a transplant tend to experience more gastroenteritis associated with enteroviruses
than their nontransplant counterparts. Furthermore, while we only detected seven entero-
virus gastroenteritis cases, five required hospital admission, suggesting gastrointestinal
infections can lead to considerable morbidity, which has been observed previously (31).
However, as there were no significant differences in LOS between children, it suggests
that once symptoms are serious enough to warrant admission, the severity is most likely
similar in both groups.

Adults with a transplant were also more likely to have an enterovirus gastroenteritis
infection compared to nontransplant adults (P , 0.05). Additionally, they were also
more likely to have a single outpatient appointment at the time of sampling and a
shorter LOS, compared to nontransplant patients. This is not surprising as transplant
patients are more likely to have a higher number of check-up appointments and any
new symptom will be treated with urgency with the patient being tested, regardless of
hospital admission. Nevertheless, the longer recovery time and enterovirus recurrence
could suggest patients could benefit from additional care. More follow-up studies
monitoring the prognosis of enterovirus infections could provide additional informa-
tion for clinicians for patient management, particularly as studies investigating gastro-
enteritis in transplant recipients are currently limited (32, 33).

This study has some limitations which need to be addressed. Although we retrospec-
tively examined a major transplant center in the Netherlands over the course of 4 years,
the small number of transplant recipients limited statistical analysis. Additionally, as
enteroviruses are highly diverse (33 genotypes in this study alone), and are associated
with various clinical manifestations, it can render definitive conclusions challenging, due
to the multiple comparisons required. Furthermore, as this study was carried out in a ter-
tiary hospital, the overrepresentation of patients with complex medical histories or
severe illness could imply that the nontransplant population were not necessarily previ-
ously healthy or immunocompetent. A future study could include non-university hospi-
tals and primary care to provide a clearer picture of the clinical burden of enterovirus
associated diseases. Finally, it should be noted that the enteroviruses described in this
study are reflective of the circulation in the Netherlands during this 4-year period, includ-
ing three outbreaks of EV-D68. As a result, fluctuations in enterovirus prevalence are to
be expected outside this time frame and region.

In spite of these limitations, it is possible to draw a few careful conclusions from
this study. First, we have found that enteroviruses are not necessarily more severe in
transplant patients. This is especially the case for neurological infections, which we did
not detect in the transplant population. Second, it may be the case that some enterovi-
rus genotypes are more pathogenic in transplant recipients. We showed that nearly all
EV-C detections occurred in the transplanted population. In contrast, EV-A and EV-B
infections were more likely to affect younger children, with the transplant population
not appearing to be especially vulnerable. Third, although the question of enterovi-
ruses being regarded as a true gastrointestinal pathogen is not entirely solved, accord-
ing to the clinician’s opinion, enteroviruses were more commonly thought to cause
gastrointestinal infections in transplant individuals.

MATERIALS ANDMETHODS
Setting. The University Medical Center Groningen (UMCG) is the largest transplant center in the

Netherlands. The UMCG performs approximately 200 kidney (adults only), 60 liver, 35 lung and 12 heart
transplants annually. Approximately 3,000 transplant recipients are being followed-up. All patient infor-
mation gathered during admission or outpatient visits were recorded and extracted from the electronic
patient database system.

Identification of enterovirus detections. An enterovirus was initially detected through reverse
transcriptase real-time PCR, followed by genotyping using Sanger sequencing by targeting the viral pro-
tein 1 gene (9). Sequences were analyzed with BioNumerics (v6.6) (Applied Maths NV). A study list was
generated of all enterovirus positive samples between January 2014 and December 2018, regardless of
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whether an enterovirus genotype had been obtained. Samples which had not achieved a genotype
were referred to as “untypeable.” These samples were used to determine overall prevalence.

Identification of transplant patients. Patients were included in the study if they had been admitted
to the UMCG for an overnight stay ($ one night) or had symptoms during an outpatient appointment.
Only patients with enterovirus detection after transplantation were included. An enterovirus infection epi-
sode was defined as a single clinical period, including clinical symptoms and viral detection. Repeated
samples that yielded the same genotype from the same patient within a 3-week period were removed
(34). If a patient relapsed from an infection after clinical improvement, it was defined as a new episode.
The clinical outcome of an enterovirus infection could be determined by collecting the following data:
additional hospital admissions, outpatient appointments or check-up phone calls from the attending phy-
sician. Symptom persistence was defined as the continuation of complaints which prompted the sample
collection that were subsequently attributed to an enterovirus. Once each study population had been
established, patients with untypeable samples were excluded from further analysis (Fig. 1).

Data collection. A retrospective examination of all medical records from selected patients was per-
formed. The following clinical information was collected: age, gender, comorbidities, enterovirus clini-
cal presentation, final diagnosis on discharge, length of hospital stay co-detections (microorganisms
detected at the same time as the enterovirus), recovery and frequency of all enterovirus detections
between January 2014 and December 2018. The following sample information was collected from
BioNumerics: enterovirus genotype, sample material and viral load. Samples were collected depending
on the clinical symptoms of the patients and tested in our syndromic panels for respiratory, gastroin-
testinal and neurological infections. If an enterovirus was detected in more than one sample, only the
material with the highest viral load, i.e., the lowest cycle threshold value was used for sequencing.

Distinction between clinical presentation and infection. To investigate whether enteroviruses
found in patients were thought to be the cause of the illness, we examined both the recorded clinical
symptoms (which prompted the sampling) and the final diagnosis of the patient following a clinical
investigation. The subsequent documented diagnosis was used to assess if the treating physician con-
sidered the detected enterovirus as incidental, or a contributing cause of the illness (either as a causative
agent or part of an infection caused by more than one microorganism). Only detections where an enter-
ovirus was deemed to be the causative agent were counted as an infection, leaving out the detections
which were judged to be incidental findings.

Statistical analysis. Qualitative and quantitative data were analyzed using IBM SPSS (v23) and com-
pared using chi-square tests, multinomial regression analysis and Mann-Whitney U tests to determine
significant differences between transplant and nontransplant patients (P, 0.05).

Ethical statement. This study was evaluated by the local UMCG Ethics Committee and a waiver
“METc-2021/143” was obtained. All samples and patient data were pseudonymized before analysis
according to local guidelines.

Data availability. The data that support the findings of this study are available from the corre-
sponding author upon reasonable request.

SUPPLEMENTAL MATERIAL

Supplemental material is available online only.
SUPLLEMENTAL FILE 1, PDF file, 0.2 MB.

ACKNOWLEDGMENTS
We thank Leonard Schuele for reviewing and providing comments on the

manuscript.
We declare that the research was conducted in the absence of any commercial or

financial relationships that could be construed as a potential conflict of interest.
H.C. has received funding from the European Union’s Horizon 2020 research and

innovation program under the Marie Sklodowska-Curie grant agreement 713660
(MSCA-COFUND-2015-DP “Pronkjewail”).

Additional supporting information may be found online in the Supporting
Information section at the end of the article.

REFERENCES
1. Pilch NA, Bowman LJ, Taber DJ. 2021. Immunosuppression trends in

solid organ transplantation: the future of individualization, monitor-
ing, and management. Pharmacotherapy 41:119–131. https://doi.org/
10.1002/phar.2481.

2. Traylen CM, Patel HR, FondawW, Mahatme S, Williams JF, Walker LR, Dyson
OF, Arce S, Akula SM. 2011. Virus reactivation: a panoramic view in human
infections. Future Virol 6:451–463. https://doi.org/10.2217/fvl.11.21.

3. Witsø E, Palacios G, Cinek O, Stene LC, Grinde B, Janowitz D, Lipkin WI,
Rønningen KS. 2006. High prevalence of human enterovirus a infections in

natural circulation of human enteroviruses. J Clin Microbiol 44:4095–4100.
https://doi.org/10.1128/JCM.00653-06.

4. Wu Q, Fu X, Jiang L, Yang R, Cun J, Zhou X, Zhou Y, Xiang Y, Gu W, Fan J,
Li H, Xu W. 2017. Prevalence of enteroviruses in healthy populations and
excretion of pathogens in patients with hand, foot, and mouth disease in
a highly endemic area of southwest China. PLoS One 12:e0181234.
https://doi.org/10.1371/journal.pone.0181234.

5. Schaenman JMD, Ho DY, Baden LR, Safdar A. 2019. Enterovirus infection in
immunocompromised hosts. In: Safdar A. (ed) Principles and practice of

Cassidy et al.

Volume 10 Issue 1 e02215-21 MicrobiolSpectrum.asm.org 10

https://doi.org/10.1002/phar.2481
https://doi.org/10.1002/phar.2481
https://doi.org/10.2217/fvl.11.21
https://doi.org/10.1128/JCM.00653-06
https://doi.org/10.1371/journal.pone.0181234
https://www.MicrobiolSpectrum.asm.org


transplant infectious diseases. Springer, New York, NY. https://doi.org/10.1007/
978-1-4939-9034-4_42.

6. Lee CJ, Huang YC, Yang S, Tsao KC, Chen CJ, Hsieh YC, Chiu CH, Lin TY.
2014. Clinical features of coxsackievirus A4, B3 and B4 infections in chil-
dren. PLoS One 9:e87391. https://doi.org/10.1371/journal.pone.0087391.

7. Vu DL, Bridevaux PO, Aubert JD, Soccal PM, Kaiser L. 2011. Respiratory
viruses in lung transplant recipients: a critical review and pooled analysis
of clinical studies. Am J Transplant 11:1071–1078. https://doi.org/10
.1111/j.1600-6143.2011.03490.x.

8. Fernandez-Garcia MD, Majumdar M, Kebe O, Ndiaye K, Martin J. 2018.
Identification and whole-genome characterization of a recombinant
enterovirus B69 isolated from a patient with acute flaccid paralysis in Ni-
ger, 2015. Sci Rep 8:2181. https://doi.org/10.1038/s41598-018-20346-9.

9. Harvala H, Broberg E, Benschop K, Berginc N, Ladhani S, Susi P,
Christiansen C, McKenna J, Allen D, Makiello P, McAllister G, Carmen M,
Zakikhany K, Dyrdak R, Nielsen X, Madsen T, Paul J, Moore C, von Eije K,
Piralla A, Carlier M, Vanoverschelde L, Poelman R, Anton A, López-
Labrador FX, Pellegrinelli L, Keeren K, Maier M, Cassidy H, Derdas S,
Savolainen-Kopra C, Diedrich S, Nordbø S, Buesa J, Bailly JL, Baldanti F,
MacAdam A, Mirand A, Dudman S, Schuffenecker I, Kadambari S, Neyts J,
Griffiths MJ, Richter J, Margaretto C, Govind S, Morley U, Adams O,
Krokstad S, Dean J, et al. 2018. Recommendations for enterovirus diag-
nostics and characterisation within and beyond Europe. J Clin Virol 101:
11–17. https://doi.org/10.1016/j.jcv.2018.01.008.

10. Waghmare A, Pergam SA, Jerome KR, Englund JA, Boeckh M, Kuypers J.
2015. Clinical disease due to enterovirus D68 in adult hematologic malig-
nancy patients and hematopoietic cell transplant recipients. Blood 125:
1724–1729. https://doi.org/10.1182/blood-2014-12-616516.

11. Wali RK, Lee AH, Kam JC, Jonsson J, Thatcher A, Poretz D, Ambardar S,
Piper J, Lynch C, Kulkarni S, Cochran J, Djurkovic S. 2015. Acute neurologi-
cal illness in a kidney transplant recipient following infection with entero-
virus-D68: an emerging infection? Am J Transplant 15:3224–3228. https://
doi.org/10.1111/ajt.13398.

12. Bissel SJ, Winkler CC, DelTondo J, Wang G, Williams K, Wiley CA. 2014.
Coxsackievirus B4 myocarditis and meningoencephalitis in newborn
twins. Neuropathology 34:429–437. https://doi.org/10.1111/neup.12121.

13. Puenpa J, Mauleekoonphairoj J, Linsuwanon P, Suwannakarn K, Chieochansin
T, Korkong S, Theamboonlers A, Poovorawan Y. 2014. Prevalence and charac-
terization of enterovirus infections among pediatric patients with hand foot
mouth disease, herpangina and influenza like illness in Thailand, 2012. PLoS
One 9:e98888. https://doi.org/10.1371/journal.pone.0098888.

14. Chen BS, Lee HC, Lee KM, Gong YN, Shih SR. 2020. Enterovirus and Enceph-
alitis. Front Microbiol 11:261. https://doi.org/10.3389/fmicb.2020.00261.

15. Stalkup JR, Chilukuri S. 2002. Enterovirus infections: a review of clinical pre-
sentation, diagnosis, and treatment. Dermatol Clin 20:217–223. https://doi
.org/10.1016/S0733-8635(01)00009-2.

16. White SL, Hirth R, Mahíllo B, Domínguez-Gil B, Delmonico FL, Noel L,
Chapman J, Matesanz R, Carmona M, Alvarez M, Núñez JR, Leichtman A.
2014. The global diffusion of organ transplantation: trends, drivers and
policy implications. Bull World Health Organ 92:826–835. https://doi.org/
10.2471/BLT.14.137653.

17. Hawkes MT, Vaudry W. 2005. Nonpolio enterovirus infection in the neonate
and young infant. Paediatr Child Health 10:383–388. PMID: 19668644; PMCID:
PMC2722558. https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2722558.

18. Abzug MJ. 2004. Presentation, diagnosis, and management of enterovirus
infections in neonates. Paediatr Drugs 6:1–10. https://doi.org/10.2165/
00148581-200406010-00001.

19. Adeli M, El-Shareif T, Hendaus MA. 2019. Asthma exacerbation related to
viral infections: an up to date summary. J Family Med Prim Care 8:
2753–2759. https://doi.org/10.4103/jfmpc.jfmpc_86_19.

20. Kim KW, Horton JL, Pang CNI, Jain K, Leung P, Isaacs SR, Bull RA, Luciani F,
Wilkins MR, Catteau J, Lipkin WI, Rawlinson WD, Briese T, Craig ME. 2019.
Higher abundance of enterovirus A species in the gut of children with is-
let autoimmunity. Sci Rep 9:1749. https://doi.org/10.1038/s41598-018
-38368-8.

21. Hellferscee O, Tempia S, Walaza S, Variava E, Dawood H, Wolter N, Madhi
SA, Du Plessis M, Cohen C, Treurnicht FK. 2017. Enterovirus genotypes
among patients with severe acute respiratory illness, influenza-like illness,
and asymptomatic individuals in South Africa, 2012–2014. J Med Virol 89:
1759–1767. https://doi.org/10.1002/jmv.24869.

22. Tokarz R, Haq S, Sameroff S, Howie SRC, Lipkin WI. 2013. Genomic analysis
of coxsackieviruses A1, A19, A22, enteroviruses 113 and 104: viruses rep-
resenting two clades with distinct tropism within enterovirus C. J Gen
Virol 94:1995–2004. https://doi.org/10.1099/vir.0.053462-0.

23. Tapparel C, Siegrist F, Petty TJ, Kaiser L. 2013. Picornavirus and enterovi-
rus diversity with associated human diseases. Infect Genet Evol 14:
282–293. https://doi.org/10.1016/j.meegid.2012.10.016.

24. Townsend TR, Bolyard EA, Yolken RH, Beschorner WE, Bishop CA, Burns
WH, Santos GW, Saral R. 1982. Outbreak of Coxsackie A1 gastroenteritis: a
complication of bone-marrow transplantation. Lancet 1:820–823. https://
doi.org/10.1016/S0140-6736(82)91872-4.

25. Huang HI, Shih SR. 2015. Neurotropic Enterovirus Infections in the Central
Nervous System. Viruses 7:6051–6066. https://doi.org/10.3390/v7112920.

26. Broberg EK, Simone B, Jansa J. 2018. The Eu/Eea member state contribu-
tors: uUpsurge in echovirus 30 detections in five EU/EEA countries, April
to September, 2018. Euro Surveill 23:1800537. https://doi.org/10.2807/
1560-7917.ES.2018.23.44.1800537.

27. Mantadakis E, Pogka V, Voulgari-Kokota A, Tsouvala E, Emmanouil M,
Kremastinou J, Chatzimichael A, Mentis A. 2013. Echovirus 30 outbreak
associated with a high meningitis attack rate in Thrace, Greece. Pediatr
Infect Dis J 32:914–916. https://doi.org/10.1097/INF.0b013e31828f875c.

28. Wells AI, Coyne CB. 2019. Enteroviruses: a gut-wrenching game of entry,
detection, and evasion. Viruses 11:460. https://doi.org/10.3390/v11050460.

29. Tuncer HH, Rana N, Milani C, Darko A, Al-Homsi SA. 2012. Gastrointestinal
and hepatic complications of hematopoietic stem cell transplantation.
World J Gastroenterol 18:1851–1860. https://doi.org/10.3748/wjg.v18.i16
.1851.

30. González Y, Martino R, Badell I, Pardo N, Sureda A, Brunet S, Sierra J,
Rabella N. 1999. Pulmonary enterovirus infections in stem cell transplant
recipients. Bone Marrow Transplant 23:511–513. https://doi.org/10.1038/
sj.bmt.1701605.

31. Rojjanadumrongkul K, Kumthip K, Khamrin P, Ukarapol N, Ushijima H,
Maneekarn N. 2020. Enterovirus infections in pediatric patients hospital-
ized with acute gastroenteritis in Chiang Mai, Thailand, 2015–2018. PeerJ
8:e9645. https://doi.org/10.7717/peerj.9645.

32. Schuster JE, Johnston SH, Piya B, Dulek DE, Wikswo ME, McHenry R,
Browne H, Gautam R, Bowen MD, Vinjé J, Payne DC, Azimi P, Selvarangan
R, Halasa N, Englund JA. 2020. Infectious causes of acute gastroenteritis in
US children undergoing allogeneic hematopoietic cell transplant: a longi-
tudinal, multicenter study. J Pediatric Infect Dis Soc 9:421–427. https://doi
.org/10.1093/jpids/piz063.

33. Faleye TO, Adewumi MO, Adeniji JA. 2016. Defining the enterovirus diver-
sity landscape of a fecal sample: a methodological challenge? Viruses 8:
18. https://doi.org/10.3390/v8010018.

34. Van Leer-Buter CC, Poelman R, Borger R, Niesters HG. 2016. Newly identi-
fied enterovirus c genotypes, identified in the Netherlands through rou-
tine sequencing of all enteroviruses detected in clinical materials from
2008 to 2015. J Clin Microbiol 54:2306–2314. https://doi.org/10.1128/JCM
.00207-16.

Enterovirus Infections in Transplant Patients

Volume 10 Issue 1 e02215-21 MicrobiolSpectrum.asm.org 11

https://doi.org/10.1007/978-1-4939-9034-4_42
https://doi.org/10.1007/978-1-4939-9034-4_42
https://doi.org/10.1371/journal.pone.0087391
https://doi.org/10.1111/j.1600-6143.2011.03490.x
https://doi.org/10.1111/j.1600-6143.2011.03490.x
https://doi.org/10.1038/s41598-018-20346-9
https://doi.org/10.1016/j.jcv.2018.01.008
https://doi.org/10.1182/blood-2014-12-616516
https://doi.org/10.1111/ajt.13398
https://doi.org/10.1111/ajt.13398
https://doi.org/10.1111/neup.12121
https://doi.org/10.1371/journal.pone.0098888
https://doi.org/10.3389/fmicb.2020.00261
https://doi.org/10.1016/S0733-8635(01)00009-2
https://doi.org/10.1016/S0733-8635(01)00009-2
https://doi.org/10.2471/BLT.14.137653
https://doi.org/10.2471/BLT.14.137653
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2722558
https://doi.org/10.2165/00148581-200406010-00001
https://doi.org/10.2165/00148581-200406010-00001
https://doi.org/10.4103/jfmpc.jfmpc_86_19
https://doi.org/10.1038/s41598-018-38368-8
https://doi.org/10.1038/s41598-018-38368-8
https://doi.org/10.1002/jmv.24869
https://doi.org/10.1099/vir.0.053462-0
https://doi.org/10.1016/j.meegid.2012.10.016
https://doi.org/10.1016/S0140-6736(82)91872-4
https://doi.org/10.1016/S0140-6736(82)91872-4
https://doi.org/10.3390/v7112920
https://doi.org/10.2807/1560-7917.ES.2018.23.44.1800537
https://doi.org/10.2807/1560-7917.ES.2018.23.44.1800537
https://doi.org/10.1097/INF.0b013e31828f875c
https://doi.org/10.3390/v11050460
https://doi.org/10.3748/wjg.v18.i16.1851
https://doi.org/10.3748/wjg.v18.i16.1851
https://doi.org/10.1038/sj.bmt.1701605
https://doi.org/10.1038/sj.bmt.1701605
https://doi.org/10.7717/peerj.9645
https://doi.org/10.1093/jpids/piz063
https://doi.org/10.1093/jpids/piz063
https://doi.org/10.3390/v8010018
https://doi.org/10.1128/JCM.00207-16
https://doi.org/10.1128/JCM.00207-16
https://www.MicrobiolSpectrum.asm.org

	RESULTS
	Description of patients with enterovirus detection.
	Enterovirus detection and genotype distribution.
	Clinical manifestations from enterovirus infections.
	Severity associated with enterovirus infections.

	DISCUSSION
	MATERIALS AND METHODS
	Setting.
	Identification of enterovirus detections.
	Identification of transplant patients.
	Data collection.
	Distinction between clinical presentation and infection.
	Statistical analysis.
	Ethical statement.
	Data availability.

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

