Letters to the Editor

Human bocavirus 1 may suppress rhinovirus-
associated immune response in wheezing
children

To the Editor:

Rhinovirus (RV) and human bocavirus 1 (HBoV1) are common
causes of respiratory tract infections in early childhood.' While RV
is an RNA virus and causes recurrent infections with new strains,
HBoV1 is a DNA virus that may cause prolonged shedding and is
mostly found simultaneously with other respiratory viruses.' Both
viruses are associated with early wheezing: RV has been detected
in approximately 20% to 40% of the cases, acute HBoV 1 infection
has been serodiagnosed in 19% of the cases, and RV-HBoV 1 coin-
fection has been detected in 6% of the cases.' Unlike RV wheeze,’
HBoV1 wheeze has not been linked with an increased risk of
asthma in early childhood. The asthma and atopy in children are
closely interrelated with increased Ty2-type cells, and decreased
type I/II/III interferon (IFN) responses and susceptibility to RV in-
fections.’ Less is known about HBoV1, but HBoV1 bronchiolitis
has been associated with balanced Ty 1/Ty2-type response in naso-
pharyngeal mucosa.* Whether these cytokine responses reflect the
immunity of the host or the species of the virus is unclear. Interest-
ingly, cloned HBoV1 has inhibited Sendai virus—induced IFN pro-
duction in vitro, suggesting that it may also affect the host responses
against other viruses in vivo.’ However, in vivo data of virus inter-
ference by respiratory virus in humans are lacking.

The objective of this study was to compare the systemic Ty1-
type, Tu2-type, IL-10, and proinflammatory cytokine profiles in
young children with sole RV- or sole HBoVl-associated
wheezing. Moreover, we wanted to investigate whether codetec-
tion of RV and HBoV1 would be associated with a different cyto-
kine response than would detection of either virus alone.

This study is a substudy of the larger Vinku study including
children hospitalized for acute wheezing in the Department of
Pediatrics, Turku University Hospital, Turku, Finland, during the
period from September 2000 through May 2002. (For study flow
chart, see Fig El in this article’s Online Repository at www.
jacionline.org.)”® The present study included all 3- to 35-month-
old children of the cohort who had their first or second wheezy
episode and had sole RV (n = 18), sole HBoV1 (n = 13), or com-
bined RV-HBoV 1 infection without evidence of other viruses (n =
17). The study protocol was approved by the Ethics Committee of
the Turku University Hospital, and informed consent was obtained
from the guardian before commencing the study.

At hospital admission, 16 respiratory viruses were tested. Virus
culture was done for adenovirus, enteroviruses, RV, influenza
A and B viruses, human metapneumovirus, parainfluenza virus
types 1 to 3, and respiratory syncytial virus. Viral antigens were
detected for adenovirus, influenza A and B viruses, and respira-
tory syncytial virus. Levels of specific IgG antibodies were
measured from paired serum samples for adenovirus, enterovi-
ruses, influenza A and B viruses, and parainfluenza virus 1 to 4.
PCR was used for the detection of adenovirus, coronaviruses
(229E, OC43, NL63, and HKU1), enteroviruses, HBoV1, RV
(including RV-C species), influenza A and B viruses, metapneu-
movirus, respiratory syncytial virus, and parainfluenza virus 1 to
4. All acute HBoV1 infections were serologically confirmed.®
Serum taken at study entry was analyzed for the following
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cytokines by using the Human Cytokine LINCO plex Kit (Milli-
pore Corporation, Billerica, Mass; sensitivities for each cytokine
are shown in Table E1 in this article’s Online Repository at www.
jacionline.org): GM-CSF, IFN-vy, IL-1B, IL-2, IL-4, IL-5, IL-6,
IL-7, IL-8, IL-10, IL-12 (p70), IL-13, and TNF-o..” Children
were followed up for 7 years, and the time to recurrent wheezing
was assessed as previously defined.”

The normality of data distribution was tested by using the
Kolmogorov-Smirnov test. Because of the skewness of the data,
cytokine levels were log;q transformed. For other statistics,  test,
Mann-Whitney U test, X2 test, 1-way ANOVA, Kruskal-Wallis
test, Log-rank test, and Cox proportional hazard ratio test were
used when appropriate (PASW 18.0 software; SPSS, Inc, Chi-
cago, I11).

The mean age of the whole cohort was 1.6 years with slight
male predominance (69%). Sensitization was detected in 35% of
the patients (allergen-specific IgE > 0.35 kU/L for common
allergens, Phadiatop Combi; Phadia, Uppsala, Sweden), 67% of
the children had their first wheezy episode, and parental asthma
was reported in 17% of the children. Long-term controller
medication for recurrent wheezing was initiated for 61% of the
children during the follow-up, all within the first 2 years. Patient
characteristics did not differ between the virus groups (see Table
E2 in this article’s Online Repository at www.jacionline.org).

Wheezing children with RV had higher proinflammatory
(IL-1B, IL-7, and IL-8), Ty 1-type (IL-2), and Ty 2-type (IL-4
and IL-13) responses than did those with HBoV 1 (Fig 1). Interest-
ingly, no differences in the cytokine levels were found between
the HBoV1 and RV-HBoV1 coinfection groups, and the cytokine
responses seen in the RV group were generally lower in the RV-
HBoV1 group (Fig 1). While IFN-y or IL-10 levels did not differ
between the study groups, the IL-4/IFN-+v ratio was higher (me-
dian [interquartile range], RV 4.8 [1.7-16.0]; RV-HBoV1 1.4
[0.1-4.2]; HBoV1 0.2 [0.1-0.4]; overall P = .001) and the
IL-10/IL-12 ratio was lower (RV 4.1 [2.3-6.4]; RV-HBoV1 17.3
[7.1-29.0]; HBoV1 30.5 [6.5-52.7], respectively; P = .007) in
the RV group than in the HBoV1 or RV-HBoV1 groups. Other-
wise, no differences in cytokine responses were detectable be-
tween the virus groups.

Sensitized children had lower IL-10 and IFN-vy levels and a
lower IL-10/IL-12 ratio but a higher IL-4/IFN-y ratio than did
nonsensitized children (P < .05 for both; see Table E3 in this ar-
ticle’s Online Repository at www.jacionline.org). On repeating
virus group comparisons without sensitized children, all signifi-
cant differences persisted except for IL-10/IL-12 and IL-4/IFN-
v ratios (data not shown). Wheezing children with RV had a trend
to develop recurrent wheezing more often and sooner than did
those with RV-HBoV1 or HBoV infection (P = .10, Fig 2; see
also Table E2).

Our study shows 2 important findings. First, unlike RV, HBoV1
is not associated with systemic proinflammatory or Ty 2-type
cytokine responses during acute wheezing. Interestingly, coinfec-
tion with RV and HBoV1 resulted in a modified, non-Ty 2-type
cytokine response. This finding together with previous in vitro
data’ suggests that HBoV1 may interfere with RV-induced im-
mune responses. The immunological responses were accompa-
nied by the clinical finding that children with HBoV1 or
combined RV-HBoV1 wheeze tended to develop recurrent
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FIG 1. Cytokine responses in wheezing associated with RV, HBoV1, and combined RV-HBoV1 in young
children. The data are expressed as median (interquartile range) and analyzed by 1-way ANOVA and Tukey

post hoc comparison. *P < .05 vs the RV group.
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FIG 2. Incidence of recurrent wheezing in young children with RV (n = 16), HBoV1 (n = 11) and combined
RV-HBoV1 (n = 11)-associated wheezing. The data are expressed as percentage of children with recurrent
wheezing after the study entry. Data were analyzed by using the Log-rank test. Overall comparison, P = .10;

RV vs RV-HBoV1, P = .07; RV vs HBoV1, P = .11.

wheezing later and less often than did those with RV wheeze.
Because the severity of RV infections is known to be related to
atopic status,® understanding the mechanism of HBoV 1 infection
may open new targets to tackle RV-associated undesired events
such as recurrent wheeze and asthma development.”’

Second, sensitized children had higher IL-4/IFN-vy and lower
IL-10/IL-12 ratios in consistence with atopic inflammation.
These changes were similar to those reported in RV infection,’

although we were not able to show a significant link between
RV and atopy. These findings fit in a hypothesis that early
Ty2-skewed inflammation exists in RV wheeze before sensitiza-
tion can be detected.” Altogether, our findings suggest that
immunological responses in acute wheezing are dependent on
both host (atopy-related inflammation) and virus-specific factors
and that virus-virus interaction may be of significance in modu-
lating these responses.
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Children with severe asthma have unique
oxidative stress—-associated metabolomic
profiles

To the Editor:

Children with severe asthma are a challenging group of
patients who are extremely difficult to treat. Although inhaled
corticosteroids (ICS) are the cornerstone of asthma treatment,
children with severe asthma have decreased responsiveness to
high-dose corticosteroid therapy' associated with airway
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TABLE I. Features of the subjects

Mild-to-moderate Severe refractory
asthma (N = 22) asthma (N = 35)

Age (y) 12 (9-14) 13 (10-17)
Male 12 (55) 23 (66)
Nonwhite 15 (68) 33 (94)*
Asthma duration (y) 10 (4-12) 11 (9-15)1
BMI percentile

<85th 8 (36) 15 (43)

85th-95th 7 (32) 9 (26)

>95th 7 (32) 11 3D
Atopic history

Allergic rhinitis 20 (91) 35 (100)

Atopic dermatitis 11 (50) 21 (60)
Asthma medical history

Emergency room visit 6 (27) 26 (74)+

(previous year)

Hospitalization (previous year) 3 (14) 12 (34)

Intubation (ever) 5(23) 21 (60)F
Self-reported asthma symptoms 7 (32) 32 9Dt

at least weekly
Asthma Control Questionnaire score
Asthma Quality of Life
Questionnaire score

0.29 (0.04-0.64)
6.02 (5.69-6.45)

1.29 (0.86-2.54)F
5.06 (4.00-6.00)

Serum IgE (kU/L) 78 (9-136) 193 (78-335)*
Exhaled nitric oxide (ppb) 24 (9-64) 31 (21-58)
Blood eosinophils (%) 3.8 (2.6-6.1) 5.2 (3.5-8.2)

Baseline spirometry

FVC (% predicted) 112 (105-119) 100 (92-116)*

FEV, (% predicted) 106 (91-108) 91 (78-100)t
FEV,/FVC 0.83 (0.77-0.84)  0.74 (0.70-0.82)*
FEFs 75 (% predicted) 86 (77-95) 66 (53-77)"
FEV, bronchodilator 9 (5-12) 15 (8-25)*

reversibility (%)

Data represent the median (IQR) or the frequency (%).

BMI, Body mass index; FVC, forced vital capacity; IQR, interquartile range.
*P < .05 versus nonsevere asthma.

P < .01 versus nonsevere asthma.

inflammation and remodeling.” Given the limited efficacy of
corticosteroids in severe asthma, our efforts have focused on the
role of oxidative stress, namely, thiol redox disturbances, in the
modulation of the disorder.’ Indeed, we have previously
demonstrated greater oxidation and decreased concentrations of
the thiols cysteine and glutathione in the airways® and systemic
circulation” of children with severe asthma that were further
associated with increased airway inflammation and impaired
cellular function.’

Recognizing that the treatment of severe asthma might
ultimately require novel approaches to restore corticosteroid
sensitivity,' we performed metabolomic analyses of plasma
samples from a highly characterized sample of children with
severe asthma treated with high-dose ICS and long-acting beta
agonists and children with mild-to-moderate asthma treated
with ICS or ICS/long-acting beta agonist combination therapy.
We report that children with severe asthma are differentiated by
2 metabolic pathways associated with oxidative stress: (1) the
glycine, serine, and threonine metabolism pathway and (2) the
N-acylethanolamine and N-acyltransferase pathway. These
findings support the biological plausibility of oxidative stress as
a contributory factor to corticosteroid insensitivity in severe
asthma and potentially highlight novel therapeutic targets for
further confirmation and study.
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Hospitalized (n = 661),

ie hospitalization for acute wheezing

and age <16 years
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Eligible (n = 320),

ie age >3 months and <16 years

Refused (n = 27)

Excluded (n = 245):

- Positive for other virus
(n=184)

- Noncomplete bocavirus1
diagnostics, ie NPS-
PCR, serum PCR and
serology not done (n = 42)

- Discrepant or maternal
bocavirus1 antibodies
(n=5)

- Of the rest, age >35
months (n = 14)

Enrolled (n = 293)

Not eligible (n = 341)

Did not fulfill study criteria (n = 268)

- Had already participated in the study (n = 87)

- <3 months old (n = 79)

- Systemic corticosteroid within 4 weeks (n = 48)

- Ready for discharge at study entry (n = 24)

- Chronic disease (n = 17)

- ICU treatment (n = 11)

- Varicella contact if previously intact (n = 2)

Other reason (n = 73)

- Missed during study breaks (n = 55)

- Difficult communication due to language
problems (n = 12)

- Guardian not present (n = 3)

- Study physician not notified (n = 2)

- Lack of compliance (n = 1)

Accepted for analysis (n = 48)
ie age 3-35 months; sole rhinovirus

(n = 18), sole bocavirus 1 (n = 13) or sole
rhinovirus+bocavirus 1 infection (n = 17)

FIG E1. Study flow chart. ICU, Intensive care unit.
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TABLE E1. Sensitivities of the assay (in pg/mL) (www.millipore.

com)
Lowest detectable No. of samples below

Cytokine concentration the detection limit
IL-18 0.19 22 of 47

1L-2 0.38 8 of 48

1L-4 2.87 7 of 48

IL-5 0.12 3 of 47

IL-6 0.79 0 of 47

1L-7 0.42 4 of 48

1L-8 0.32 0 of 48
1L-10 0.41 0 of 48
1L-12 0.23 6 of 48
1L-13 4.06 12 of 48
IFN-vy 0.55 6 of 48
GM-CSF 0.23 3 of 48

TNF-a 0.22 0 of 48



http://www.millipore.com
http://www.millipore.com

J ALLERGY CLIN IMMUNOL LETTERS TO THE EDITOR 258.e3
VOLUME 133, NUMBER 1

TABLE E2. Patient characteristics

RV RV-HBoV1 HBoV1
(n =18) (n =17) (n =13)
Age (y), mean = SD 14 * 0.6 1.6 £ 09 1.6 = 0.7
Male 13 (72%) 11 (65%) 9 (64%)
Sensitized* 8 (44%) 3 (18%) 7 (54%)
Aeroallergen 5 (28%) 2 (12%) 0 (0%)
Food allergen 8 (44%) 3 (18%) 7 (54%)
Eczema 7 (39%) 5 (29%) 5 (36%)
Parental
Asthma 2 (11%) 2 (12%) 3 (21%)
Allergy 10 (56%) 10 (59%) 11 (79%)
Smoking 10 (56%) 3 (18%) 7 (50%)
First wheeze 10 (56%) 12 (71%) 10 (77%)

Recurrent wheezingt 12 of 16 (75%) 5 of 11 (46%) 5 of 11 (46%)

Values are expressed as mean = SD or n (%). The overall differences between virus
groups were tested by using the chi-square test: all P > .10.

*Allergen-specific IgE > 0.35 kU/L.

TAfter study entry, P = .19 for overall group comparisons.
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TABLE E3. Cytokine levels in sensitized vs nonsensitized children

Sensitized* IQR Nonsensitized IQR P value
IL-18 0.6 0.0-1.7 0.0 0.0-0.9 .29
1L-2 1.2 0.1-9.5 1.2 0.3-7.7 .93
IL-4 111.9 9.8-211.0 225 39-107.2 .62
IL-5 4.0 1.7-13.8 5.8 2.1-15.6 .53
IL-6 24.9 9.5-53.3 18.0 10.6-32.7 .54
1L-7 10.9 6.6-20.9 10.3 6.4-16.4 .99
IL-8 12.5 8.9-19.6 10.0 8.1-15.1 .93
IL-10 28.6 21.8-46.9 69.3 29.7-108.3  .004
IL-12 2.6 0.0-11.7 32 0.9-7.9 .80
IL-13 38.6 9.5-92.0 8 3.0-54.8 25
IFN-vy 9.1 0.0-18.0 24.2 5.6-79.1 .02
GM-CSF 6.5 2.5-15.2 35 2.1-9.6 28
TNF-a 13.4 10.6-16.6 12.1 10.2-16.3 .85
IL-4/IFN-vy 3.2 0.8-12.3 0.5 0.1-3.4 .01
IL-10/IL-12 54 2.4-8.1 24.1 6.0-45.7 .03

All values are in pg/mL and expressed as median (interquartile range, IQR).
Significant differences are shown in italics.

*Allergen-specific IgE > 0.35 kU/L for common allergens (Phadiatop Combi; Phadia,
Uppsala, Sweden).
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