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Anumber of studies have provided evidence of a
significant familial aggregation for both asthma
and hay fever, and have reported a substantial
comorbidity between the two conditions. However,
far fewer, especially in ltaly, have aimed at clarifying
the origins of such comorbidity. The main aims of the
present study were (a) to estimate heritability of
asthma and hay fever, (b) to measure the association
between asthma and hay fever at the individual level,
and (c) to assess the extent to which genetic and
environmental factors, shared by the two conditions,
mediate this association. The twin method was used.
The study sample was derived from the Italian Twin
Registry, and included 392 twin pairs aged 8 to 17
years. Data collection was performed through parent
self-administered questionnaire. Bivariate structural
equation twin modeling was applied to asthma and
hay fever. Genetic factors accounted for 92% and
78% of the variance in liability to asthma and hay
fever, respectively, with the remaining contributions
due to unique environmental influences. The within-
individual association between asthma and hay fever
was substantial. The genetic correlation between the
two conditions was .58, whereas no evidence of
overlapping unique environmental effects was found.
In conclusion, this study showed a high heritability of
asthma and hay fever in the ltalian child and adoles-
cent population. It also indicated that asthma and
hay fever share, to a large extent, a common genetic
background, and environmental factors are not rele-
vant to explain the comorbidity.

Allergic diseases such as asthma (AS) and hay fever
(HF) are among the most common chronic diseases
worldwide. It is known that immunoglobulin E
(IgE)-mediated mechanisms play an important role in
these conditions.

Although the patterns of AS and HF vary through-
out the world, considerable increases in the prevalence
of these diseases have occurred globally over recent
years (Aberg, 1989; Burney et al., 1990; Burr et al.,

2006; Fleming & Crombie, 1987; Galassi et al., 2006;
Isolauri et al., 2004). Because the rise has been far
too rapid to implicate any genetic basis for change,
various environmental and lifestyle factors have been
proposed, and most recently the ‘hygiene hypothesis’
has also been explored as a possible explanation
(Bach, 2002). According to this hypothesis, allergic
diseases have increased because infectious diseases
have diminished. In Italy, lifetime prevalence rates of
AS and HF have been reported to be, respectively,
9.3% and 8.9% in children (6-7 years old), and,
respectively, 10.3% and 16.6% in adolescents (13-14
years old; SIDRIA-2 Collaborative Group, 2005).

Among the factors that have been associated with
AS, HF, and other respiratory symptoms in Italian
children and adolescents are environmental and infec-
tious exposures (parental smoking, air pollution, early
respiratory infections), socioeconomic status (parental
education and occupation), as well as perinatal
factors (birthweight, gestational age; SIDRIA-2
Collaborative Group, 2005).

Studies on families have shown a substantial famil-
ial aggregation for both AS and HF (Burke et al.,
2003; Lee et al., 2004), but have failed to clarify
whether the within-family resemblance in the disease
pattern has a genetic or an environmental basis. Also,
there is ample evidence of a close relationship between
AS and HF at the individual level (Bugiani et al.,
2005; Linneberg et al., 2002), but the contribution of
genetic and environmental factors, shared by the two
allergic conditions, in determining the individual clus-
tering is much less known and characterized. Previous
family data have supported the hypothesis of the
alliance of genes and environment in comorbidity
(Annesi-Maesano et al., 2001).
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Twins provide a unique setting to establish the
role of genes and environment both in the develop-
ment of a disease and in the comorbidity of multiple
disorders. The potential of the twin design has enor-
mously increased after the implementation of
population-based registries in several countries
(Busjahn & Hur, 2006), including Italy (Fagnani et
al., 2006; Stazi et al., 2002a); such registries are of
extreme value to genetic epidemiological research,
due to the lack of ascertainment bias (Boomsma et
al., 2002). By comparing the concordance for a
disease in genetically identical monozygotic (MZ)
twins with that in dizygotic (DZ) twins who represent
full sibs, and assuming that relevant environmental
exposures are shared by MZ and DZ twins to the
same extent (‘equal environments assumption’), it is
possible to estimate the relative weight of genetic
and environmental factors in the occurrence of the
disease. Furthermore, cross-twin/cross-trait similarity
(between one trait in a twin and another trait in the
co-twin) in MZ and DZ twin pairs gives information
on whether genetic or environmental influences
common to the two traits are implicated (Boomsma
et al., 2002; Spector et al., 2000).

In twin studies, the estimated genetic effects for AS
and HF have varied greatly, depending on the popula-
tion and study design; the heritability estimates have
ranged from 35% to 91% for AS (Duffy et al., 1990;
Hallstrand et al., 2005; Harris et al., 1997; Koeppen-
Schomerus et al., 2001; Laitinen et al., 1998;
Nieminen et al., 1991; Skadhauge et al., 1999; van
Beijsterveldt & Boomsma, 2007), and from 33% to
95% for HF (Lichtenstein & Svartengren, 1997;
Rasanen et al., 1998; Thomsen et al., 2006a; van
Beijsterveldt & Boomsma, 2007).

Only a few twin studies have quantified the role of
overlapping genetic factors in AS-HF comorbidity. The
genetic correlation between the two traits has been
estimated to be .52 from male and .65 from female
Australian twins (Duffy et al., 1990), .90 and .47 from
Swedish (Lichtenstein & Svartengren, 1997) and
Dutch twins (van Beijsterveldt & Boomsma, 2007),
respectively, and .57 from a Danish twin sample
(Thomsen et al., 2006b). Unraveling the genetic and
environmental basis of the comorbidity between AS
and HF might give insights into the pathogenetic
processes underlying respiratory allergy. The estima-
tion of the degree of genetic relatedness of AS and HF
might also be relevant for the search for pleiotropic
genes affecting both traits. Furthermore, evaluating the
environmental correlation between AS and HF might
provide information on the existence of environmental
risk factors shared by the two diseases; these factors, if
identified, could be targeted by intervention programs
to prevent both conditions simultaneously.

In this study, data on parent-reported AS and HF
in a sample of young twins from the Italian Twin
Registry (ITR; Stazi et al., 2002a; Fagnani et al.,
2006) were analyzed to (a) confirm known factors

associated to each trait, (b) estimate prevalence, con-
cordance, and heritability of each trait, (c) measure
the association between the two diseases at the indi-
vidual level (comorbidity), and (d) assess the
magnitude of shared genetic and environmental cause
that could explain the comorbidity.

Materials and Methods
Study Design

The study sample was derived from the ITR. The pro-
cedure that led to the establishment of the ITR is
described in detail elsewhere (Stazi et al., 2002a).
Briefly, a nationwide database of all ‘possible twins’ in
the Italian population was set up in 1996 by means of
the ‘codice fiscale’ (fiscal code), an alphanumeric code
that uniquely identifies every Italian citizen, based on
first and last name, and place and date of birth.
Subjects born before 31 December 1995, for whom
the fiscal code indicated the same last name and the
same place and date of birth were identified as ‘possi-
ble twins’.

This study is part of an ongoing project aimed at
investigating health-related characteristics and behav-
iors in Italy. In 2003, 682 twin pairs from the ITR,
aged 8-17 years and resident in the North Italian
Provinces of Milano and Lecco, were contacted by
mail and their parents were invited to take part in a
survey concerning atopic diseases in twins. Of the 682
families, 404 (59.2%) agreed to participate, and 392
twin pairs with data on both AS and HF entered the
study. The mean age of twins slightly, but significantly,
differed between the 404 families who agreed to par-
ticipate versus the 278 remaining families (respectively,
12.93 £ 2.63 vs. 14.01 = 2.91, p = 9.48%107).

Zygosity was assessed by means of the parent-
rated Goldsmith questionnaire (Goldsmith, 1991),
that includes items about the similarity of appearance
and the frequency of confusion of the twins by family
members and strangers. This instrument has recently
been reported to have an accuracy of over 94% (van
Beijsterveldt et al., 2004). According to the Goldsmith
questionnaire, there were 141 MZ and 251 DZ twin
pairs in our sample, subdivided into 74 MZ male, 67
MZ female, 53 DZ male, 79 DZ female, and 119
opposite-sex pairs. The zygosity distribution of the
404 pairs involved in the survey was not different
from that of the 278 nonparticipating pairs; further-
more, the MZ / DZ same sex/DZ opposite-sex ratio
was 1.1/1.0/0.9, which did not deviate substantially
from the expected 1/1/1 population ratio.

Data collection was performed through an eight-
page parent-administered questionnaire that
encompassed sections regarding the health status of
twins, with a particular focus on allergic diseases and
respiratory symptoms. For these diseases and symp-
toms, the standardized structure of the questionnaire
previously adopted in the Italian SIDRIA study
(SIDRIA Collaborative Group, 1997) within the
ISAAC project (Asher et al., 1995) was followed.

122

Twin Research and Human Genetics April 2008

https://doi.org/10.1375/twin.11.2.121 Published online by Cambridge University Press


https://doi.org/10.1375/twin.11.2.121

Twins were classified as having AS or HF in the case
of a positive response to questions on whether they
had ever suffered from these diseases, and, for AS
only, a doctor diagnosis was also required. Sections
concerning several markers of environmental (lorry
traffic in the living area, parental smoking etc.) and
infectious exposure (which included respiratory infec-
tions during the first 2 years of life), perinatal factors
(premature birth, type of feeding in infancy etc.),
family history of atopic syndromes in first-degree rela-
tives, and socioeconomic status were included as well.

Statistical Analysis

Prevalence Rates

AS and HF prevalence rates were estimated in twins as
individuals, and Pearson’s % test for association was
used to examine possible differences between sex,
zygosity and age groups. Age comparisons involved
two groups, 8 to 12 years and 13 to 17 years, defined
on the basis of the sample median age, and approxi-
mately corresponding to puberty and adolescence.

Risk-Factor Analysis

For both AS and HE, the association with known envi-
ronmental, infectious and perinatal risk factors,
adjusted for potential confounders (age, sex, and
socioeconomic status), was investigated by means of a
generalized estimating equations (GEE) model, consid-
ering twins as individuals, and correcting standard
errors for clustering on pairs. This analysis was per-
formed using the software Stata (Stata Statistical
Software, Release 8, 2003).

Concordance Rates

For both AS and HE pairwise and probandwise con-
cordance rates were estimated for MZ and DZ pairs
separately.

Pairwise concordance is expressed as P, = C/(C+D)
and probandwise concordance is given by
P.=2C/(2C+D), where C and D are the numbers of
concordant affected and discordant pairs, respectively
(Witte et al., 1999).

0dds Ratios

Probability and odds ratio (a) of a twin having a trait
given the presence or absence of the other trait, and
(b) of a twin having a trait given that his/her co-twin
had or had not either the same or the other trait were
calculated for MZ and DZ pairs separately.

Correlations
Tetrachoric correlations (a) between twin 1 and twin
2 for the same trait (cross-twin/within-trait),
(b) between trait 1 and trait 2 in the same twin (within-
twin/cross-trait), and (c) between one trait in a twin
and the other trait in the co-twin (cross-twin/cross-trait)
were estimated for MZ and DZ pairs separately.
Tetrachoric correlation is defined under a ‘liabil-
ity-threshold’ model: it is assumed that the influence
of many genes and environmental factors results in
an underlying, normally distributed liability (i.e.,
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susceptibility) to the disease, with a threshold that
divides the population into affected and unaffected
subjects, and that is inferred from the disease preva-
lence in the sample; tetrachoric correlation is the
correlation between twins for the underlying liability
(Sham, 1998).

To estimate tetrachoric correlations, a saturated
model was fitted with the software Mx (Neale et al.,
2006). This model was specified constraining the
threshold of each trait and the within-twin/cross-trait
correlation to be the same for twin 1 and twin 2, MZ
and DZ pairs, and also constraining cross-twin/cross-
trait correlations (of AS in twin 1 with HF in twin 2
and vice-versa) to be equal within each zygosity
group; this implements the natural assumption that
there is symmetry between twin and co-twin within
pairs, and that twins (as individuals) are from the
same reference population.

Genetic Analysis

Standard structural equation twin modeling was per-
formed. A bivariate Cholesky decomposition, under a
liability-threshold model, was fitted to AS and HF in
MZ and DZ twins with the software Mx, considering
raw data as input.

The assumptions and features of such a decompo-
sition are described in detail elsewhere (Neale &
Cardon, 1992). Briefly, the goal is to estimate the
effect of additive genetic influences (A), either
common environmental factors (C, shared by twins
within pairs) or dominant genetic factors (D), and
unique environmental influences (E, not shared by
twins within pairs) on the variation and co-variation
in liabilities to AS and HF. Consider, for example, an
AE decomposition (Figure 1). For each causal source
(A, E), two independent latent factors are specified:
the first one (A,, E,) loads on both AS and HF (a,,, ¢,
on AS; a,,, e,, on HF), while the second one (A,, E,)
loads on HF only (a,,, ¢,,); this formalizes the assump-
tion on the existence of genetic and environmental
influences common to the two diseases, supplemented
by effects specific to at least one of the traits. Additive
and dominant genetic factors affecting the two twins
in a pair correlate 100% between MZ twins (all genes
are shared), while they correlate, respectively, 50%
and 25% between DZ twins [DZ twins share half of
the additive genetic and one quarter of the dominant
genetic variance on average (Neale & Cardon, 1992)];
common environmental factors correlate 100%
between both MZ and DZ twins [equal environments
assumption (Spector et al., 2000)].

Relevant statistics that can be derived from the
model include: (a) heritability (h?) of AS and HF
{PHAS) = a,H(a,? + e,2); (HF) = (a,* + a,,)/[(a,> +
a,,?) + (e,,2 + e,,1)]}; (b) proportions of total covariance
between AS and HF due to genetic and environmental
factors [a,,a,,/(a,,a,, + e,,,,), e,,¢,,/(a,,a,, + e,,¢,,)]; and
(c) genetic and environmental correlations between AS
and HF {a,,a,/la,(a,* + azzz)]m’ ene,/le (e, +
e,,2)]"?}. The quantities (b) and (c) provide information
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Figure 1

Bivariate (AE) Cholesky model with asthma (AS) entered as the first and hay fever (HF) as the second variable.

Note: Observed phenotypes are shown in rectangles. Latent factors are shown in circles. A, and E, represent additive genetic and unique environmental influences common to
AS and HF. A, and E, represent additive genetic and unique environmental influences specific to HF. Reported beside the arrows are factor loadings of observed variables on
latent factors: a,, = additive genetic influence on AS; a,, = additive genetic influence common to AS and HF; a,, = additive genetic influence specific to HF; e, = unique
environmental influence on AS; e,, = unique environmental influence common to AS and HF; e,, = unique environmental influence specific to HF. Latent additive genetic
factors correlate 1in MZ twins and .5 in DZ twins. Models including C (ACE) and D (ADE) were also tested, but C and D are not shown in the figure for reasons of clarity.

on the role of genes and environment in AS-HF
comorbidity. In particular, (¢) can be regarded as a
measure of the extent to which genetic or environmen-
tal influences on the two diseases overlap; for
example, a genetic correlation of 0 would suggest that
the two traits are affected by completely distinct sets
of genes, while a genetic correlation of 1 would indi-
cate that the same genes influence both syndromes.

Model fitting started with full ACE and ADE
decompositions, and then proceeded with a series of
submodels to test the significance of the various para-
meters by likelihood-ratio y? tests: the difference
between twice the negative log-likelihood for the
reduced and the full model has a %2 distribution, with
the difference of the degrees of freedom of the two
models; if the y? test is not significant, the sub-model
is preferred. Parameter estimates were reported under
the most parsimonious solution (best model).

Results

Prevalence Rates

Table 1 summarizes the characteristics of the study
sample and the prevalence rates of AS and HF accord-
ing to sex, zygosity, and age group. Information on
both AS and HF was available for 392 complete pairs
(784 twins). The mean age of the twins was 12.9 years

(range: 8.3-17.6). Of the 784 twins, 373 (47.6%)
were males and 411 (52.4%) were females. The esti-
mated prevalence rate of AS was 8.2%, and it did not
significantly differ by sex (males: 8.6%; females:
7.8%; p = .69), zygosity (MZ: 6.4%; DZ: 9.2%;

]
Table 1

Sample Descriptives and Prevalence Rates of Asthma and Hay Fever

Mean age Prevalence (%)
Asthma Hay fever
Sex
Males (I 373) 12.8 8.6 16.6
Females (N 411) 13.0 7.8 18.7
ip=.38 p=.69 p =44
Zygosity
MZ (N 282) 131 6.4 19.5
DZ (N502) 12.8 9.2 16.7
ip=.18 bp=.17 'p=.33
Age group
8-12 years (N 392) 8.4 14.8
13-17 years (N 392) 79 20.7
'p=0.79 tp=.03
Total sample (N 784) 12.9 8.2 177

Note: N=number of individuals; MZ = monozygotic; DZ = dizygotic; * = ttest
probability; ® = ? test probability
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]
Table 2
Factors Related to Asthma and Hay Fever According to Multivariate

GEE-Models (Twins as Individuals — Standard Errors Adjusted for
Clustering on Twin Pairs)

Covariate Asthma Hay fever
OR 95% ClI OR 95% ClI

Age (years) 1.01  (0.87-1.17) 113 (1.02-1.24)

Sex

Males 1 1

Females 129 (0.71-2.36) 0.97 (0.60-1.56)

Parental education

Secondary school 1 1

High school 2.16 (0.41-11.47) 1.20 (0.54-2.66)

Degree 2.89 (0.52-16.09) 1.70 (0.73-3.95)

Lorry traffic in living area

Absent 1 1

Low 1.87 (0.67-5.18) 0.97 (0.52-1.81)

Moderate 2.04 (0.66-6.32) 1.21 (0.64-2.29)

High 1.46 (0.37-5.77) 0.78 (0.29-2.09)

Maternal smoking

Never 1 1

Ex 242 (0.85-6.83) 2.03 (1.07-3.85)

Current 240 (1.01-5.68) 232 (1.271-4.22)

Paternal smoking

Never 1 1

Ex 1.04  (0.40-2.69) 1.19  (0.68-2.09)

Current 091 (0.33-2.45) 0.84 (0.42-1.69)

Premature birth

(gestational age

< 37 weeks)

No 1 1

Yes 1.04  (0.45-2.39) 111 (0.68-1.80)

Feeding in infancy

Breast 1 1

Artificial 0.82 (0.30-2.23) 1.10 (0.54-2.23)

Mixed 1.28  (0.46-3.55) 1.87 (0.93-3.76)

Respiratory infections

during the first 2 years

No 1 1

Yes 12.24 (3.40-44.05) 1.42 (0.88-2.30)

Parental disease history

No 1 1

Yes 326 (1.37-7.74) 254 (1.51-4.28)

Note: OR = adjusted odds ratio; 95% Cl = 95% confidence interval

p =.17) or age group (8-12 years: 8.4%; 13-17 years:
7.9%; p = .79). For HE the prevalence rate was esti-
mated at 17.7% in the total sample. While this rate
was rather similar between sexes (males: 16.6%;
females: 18.7%; p = .44) and zygosity groups (MZ:
19.5%; DZ: 16.7%; p = .33), it was significantly
higher in older twins (8-12 years: 14.8%; 13-17
years: 20.7%; p = .03); this agreed well with a signifi-
cant positive biserial correlation (.15) between age
(as measured on a continuous scale) and HF (as a
dichotomous trait).

Risk Factor Analysis

Table 2 shows the adjusted odds ratios of AS and HF
estimated by two separate GEE-models incorporating
known risk factors and potential confounders for

Heritability and Comorbidity of Asthma and Hay Fever

these diseases. Risk factors considered in the models
were lorry traffic in the living area, parental
smoking, premature birth, type of feeding in infancy,
respiratory infections during the first 2 years of life,
and family history for either AS or HF; the latter
variable was defined as the lifetime occurrence of the
disease in at least one of the parents. Potential con-
founding factors included sex, age, and
socioeconomic status as indicated by the highest edu-
cational attainment of either parent. The multivariate
analysis showed a significant association of maternal
smoking and parental disease history with each of AS
and HE, and of early respiratory infections only with
AS. The adjusted odds ratio of AS was 2.40 (95%
CI: 1.01-5.68) for twins with currently smoking
mothers compared to those whose mothers had never
smoked, and the odds ratios of HF were 2.32 (95%
CI: 1.27-4.22) and 2.03 (95% CI: 1.07-3.85) for
children whose mothers were current and ex
smokers, respectively, compared to children of never-
smoking mothers. A parental disease history was
associated with more than three times the risk of AS
(OR = 3.265 95% CI: 1.37-7.74) and with about two
and a half times the risk of HF (OR = 2.54; 95% CI:
1.51-4.28). The odds ratio of AS was 12.24 (95%
CIL: 3.40-44.05) for twins who had been affected by
respiratory infections during the first 2 years of life.
Furthermore, the significant effect of age on HF
occurrence was confirmed (OR = 1.13; 95% CI:

1.02-1.24).

Concordance Rates

In Table 3, twin concordance for AS and HF by
zygosity is reported. With respect to AS, out of the
141 MZ pairs, 6 (4.3%) were concordant and
another 6 (4.3%) were discordant for the condition;
the numbers of concordant and discordant pairs
among the 251 DZ pairs were 8 (3.2%) and 30
(12.0%), respectively. For HE, 18 MZ (12.8%) and
13 DZ pairs (5.2%) had both twins with a lifetime

|
Table 3

Concordance Rates of Asthma and Hay Fever

Asthma Hay fever
Mz Dz Mz Dz

Affection status

++ 6 8 18 13

+- 6 30 19 58

—— 129 213 104 180
Total pairs 141 251
P, 0.50 0.21 0.49 0.18

(95% ClI) (0.22-0.78) (0.08-0.34)  (0.33-0.65) (0.09-0.27)
Pe 0.67 0.35 0.65 0.31

(95% ClI) (0.42-0.92) (0.17-0.52)  (0.51-0.80) (0.18-0.44)

Note: + + = concordant affected pairs; + — = discordant pairs; — — = concordant unaf-
fected pairs
MZ = monozygotic; DZ = dizygotic; P, = pairwise concordance; P, = probandwise
concordance
95% Cl = 95% confidence interval
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]
Table 4a

Within-Individual Categorical Associations Between Asthma
and Hay Fever: Probabilities of an Individual Having Trait 2 Given Trait 1

Trait 2
Asthma Hay fever

Yes — 0.48
No — 0.15

Hay fever Yes 0.22 —
No 0.05 —
OR 5.32
(95% ClI) (3.13-9.06)

Trait 1 Affection

Asthma

disease occurrence, while in 19 MZ (13.5%) and in
58 DZ pairs (23.1%) the disease had occurred only in
one twin. This resulted in significantly higher concor-
dance rates in MZ than in DZ twins for both traits,
which was compatible with genetic influences. The
estimated probandwise concordances were 0.67 (MZ)
and 0.35 (DZ) for AS, and 0.65 (MZ) and 0.31 (DZ)
for HE.

Odds Ratios

The odds ratios describing the categorical association
between AS and HF both within an individual and
within a pair were reported in Table 4a and 4b. The
probabilities of a twin having AS in the presence and
absence of HF were .22 and .05, respectively; on the
other way around, the proportions of twins with HF
among twins with and without AS were .48 and .15,
respectively. This gave a within-individual/cross-trait
odds ratio of 5.32 (95% CI: 3.13-9.06), clearly indicat-
ing a substantial co-occurrence of the two conditions.
The within-pair association between AS and HF
was also significant and stronger in MZ versus DZ
pairs; the estimated odds ratio between AS in one twin
and HF in the co-twin was 5.55 (95% CI: 1.47-20.94)
in MZ pairs and 3.55 (95% CI: 1.37-9.20) in DZ
pairs. This represented a first indication of the possi-
ble existence of genetic factors common to AS and HE.

Correlations

Table 5 provides the tetrachoric twin correlations for
AS and HFE These correlations were estimated with
the software Mx under a saturated model specified
with a series of constraints (see the paragraph
‘Correlations’ in the section ‘Statistical Analysis’). As
indicated by a likelihood-ratio y? test, the fit of this
model was not significantly worse than that of the
more general model without the constraints (y%, = 8,
p = .713). The within-twin correlation between AS
and HF liabilities was .49, and confirmed the substan-
tial association of the two traits at the individual level.
For each condition, the within-pair correlation was
higher in MZ versus DZ twins; the estimates were .92
(MZ) and .55 (DZ) for AS, and .81 (MZ) and .32
(DZ) for HFE. This pointed to large genetic effects on
susceptibility to each of AS and HF, and provided no
evidence for shared environmental influences on either
trait; possible dominant genetic effects for HF were
also suggested. Finally, the estimated cross-twin/cross-
trait correlation was sizeable and higher in MZ (.49)
than in DZ pairs (.38), revealing that pleiotropic genes
affecting both AS and HF are likely to come into play.

Genetic Analysis
Table 6 shows the goodness-of-fit statistics of the full
ACE (Model 1) and ADE (Model 2) Cholesky

|
Table 5

Tetrachoric Twin Correlations for Asthma and Hay Fever

Estimate (95% Cl)

MZ Dz

Cross-twin/Within-trait

Asthma .92 (.73-.99) .55 (.29-.76)

Hay fever .81(.63-.92) .32 (.06-.54)
Cross-twin/Cross-trait

Asthma — Hay fever 49 (.29-.61) .38 (.10-.56)
Within-twin/Cross-trait

Asthma — Hay fever .49 (.34-.63)

Note: MZ = monozygotic; DZ = dizygotic; 95% Cl = 95% confidence interval

Table 4b

Within-Pair Categorical Associations Between Asthma and Hay Fever: Probabilities of Co-Twin Being Affected Given Twin Affection

Trait Twin affection Co-twin
Asthma Hay fever
Mz Dz MZ DZ
Asthma Yes 0.75 0.32 — —
No 0.03 0.06 — —
OR 96.75 N — —
(95% ClI) (14.70-636.87) (2.81-21.17) — —
Hay fever Yes 0.20 0.19 0.60 0.31
No 0.04 0.06 0.06 0.14
OR 5.55 3.55 22.29 278
(95% ClI) (1.47-20.94) (1.37-9.20) (7.74-64.19) (1.30-5.97)

Note: Cross-trait probabilities and odds ratios are reported only for twin's hay fever and co-twin’s asthma, because of symmetry; MZ = monozygotic; DZ = dizygotic; OR = odds ratio;

95% Cl = 95% confidence interval
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Table 6

Function Values (-2InL) and Likelihood-Ratio 7 tests of Submodels of the Full ACE and ADE Cholesky Decompositions for Asthma and Hay Fever

Model -2InL df c.tm. x Adf p
1. Full ACE 1055.499 1559 — — — —
2. Full ADE 1054.654 1559 — — — —
3.CE 1071.093 1562 1 15.595 3 0.001
4. AE 1056.482 1562 1 0.983 3 0.805
2 1.828 3 0.609
5. AE + no genetic correlation (a,=0) 1082.333 1563 4 25.851 1 0.000
6. AE + no unique environmental correlation (e,=0) 1056.678 1563 4 0.195 1 0.659

Note: A = additive genetic factors; C = common environmental factors; D = dominant genetic factors; E = unique environmental factors
-2InL = minus twice the log-likelihood; df = degrees of freedom; c.t.m. = compared to model; %? = (~2InL sub-model) — (-2InL full model)

Adf=(df sub-model) — (dffull model); Best model is printed in bold type

decompositions along with those of the nested
models. As a first test, a CE model (Model 3) was
considered by dropping all 3 parameters describing
the additive genetic effects on AS and HF; this pro-
duced a significant deterioration of the goodness of
fit, and indicated the importance of additive genetic
influences on the two traits. By fitting an AE model
(Model 4), environmental influences shared by twins
were confirmed not to be relevant in explaining the
observed variance-covariance structure of AS and HF
liabilities, and dominant genetic effects were also
found not to be significant. Possible genetic
pleiotropic effects for AS and HF were specifically
tested in Model 5 by setting the genetic correlation
between the two diseases to zero; this resulted in a
significant change in the log-likelihood, pointing to
genetic factors simultaneously affecting the two con-
ditions. On the contrary, Model 6 suggested that
unique (individual-specific) environmental influences
were unlikely to explain the co-occurrence of AS and
HF. Therefore, the best model was one in which
shared environmental influences on AS and HF, and
environmental factors not shared by twins but
common to the two traits were ruled out.

Genetic and environmental proportions of variance
and covariance for AS and HF, as well as path coeffi-
cients as estimated under the best model (Model 6),
were reported in Table 7a and 7b. Additive genetic
factors accounted for 92% and 78% of variance in lia-
bility to AS and HE, respectively, while the remaining
8% and 22% were explained by unique environmen-
tal effects.

These estimates closely matched those obtained in
the univariate analyses (not shown): for both AS and
HE, univariate AE models gave the best fit. However,
for HE a nonsignificant estimate of 0.29 for dominant
genetic effects under a full ADE model should be care-
fully interpreted due to the low power of this study.

Given that the effect of environmental factors
common to AS and HF was set to zero in the best
model, genetic factors explained the entire phenotypic
correlation between the two conditions (i.e., the
genetic proportion of total covariance between AS and

]
Table 7a
Standardized Genetic and Environmental Components of Variance and

Covariance of Asthma and Hay Fever as Estimated From the Best
Structural Equation Model

A E
Asthma 0.92 0.08
(0.76-0.99) (0.01-0.24)
Hay fever 0.78 0.22
(0.60-0.90) (0.10-0.40)
Asthma — Hay fever #1.00 —
(1.00-1.00)
°0.58 —
(0.40-0.75)

Note: A = additive genetic factors; E = unique environmental factors; ¢ = additive
genetic proportion of covariance between asthma and hay fever;® = additive
genetic correlation between asthma and hay fever; — = fixed to zero in the best
model; numbers in parentheses are 95% confidence limits

]
Table 7b
Standardized Genetic and Environmental Components of Variance and

Covariance of Asthma and Hay Fever and Path Coefficients as
Estimated From the Best Structural Equation Model

A E
Factor 1 Factor 2 Factor 1 Factor 2
Asthma 0.96 0.27
(0.87-0.99) (0.11-0.49)
Hay fever 0.52 0.72 — 0.46
(0.35-0.66) (0.55-0.84) (0.31-0.63)
Note: A =additive genetic factors; E = unique environmental factors; — = fixed to zero

in the best model; numbers in parentheses are 95% confidence limits

HF liabilities was 100%). The genetic correlation was
estimated at .58, suggesting that AS and HF share
many of the same genes.

Discussion

In the present study, the heritability of parentally
reported asthma (AS) and hay fever (HF), and the
magnitude of shared genetic and environmental effects
that could explain the comorbidity between the two
conditions have, for the first time, been explored in a
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sample of young twins from the Italian Twin Registry,
using a structural equation modeling approach.

The prevalence rates of AS and HF were slightly,
but not significantly, different between sex, zygosity,
and age groups (8-12 and 13-17), with the exception
of HF that was observed to be more frequent in older
twins. The estimated rates were essentially in line with
those reported for a large sample of Italian children
(67 years) and adolescents (13-14 years) involved in
the international ISAAC project [SIDRIA study,
(SIDRIA-2 Collaborative Group, 2005)], which may
represent an indication against major effects of twin-
ning in terms of AS or HF risk, at least for the age
range considered.

The multivariate analysis confirmed the associa-
tion of known factors with AS or HF risk. More
precisely, maternal smoking and parental disease
history were found to be associated with each of AS
and HE, and respiratory infections (bronchitis, bron-
chiolitis, or pneumonia) occurring within the first 2
years of life were detected to affect the risk of AS. The
role of passive smoking, and, in general, of indoor
pollution in the development or worsening of respira-
tory symptoms and diseases is well recognized, and so
is the impact of early respiratory infections in terms of
enhanced airway sensitization and increased risk of AS
later in life (Stazi et al., 2002b). With respect to
parental history, its relevance as an individual etiologi-
cal factor predisposing to respiratory disorders and
allergies is also very well known; furthermore, it has
been estimated that about 27% of the population risk
in Italian children and adolescents could be attributed
to this factor (SIDRIA-2 Collaborative Group, 2005).

Strong genetic effects on each of AS and HF were
detected. The bivariate genetic analysis provided a her-
itability estimate of 92% for AS and 78% for HE, with
the remaining 8% and 22% of the variance in liabili-
ties due to unique environmental influences. Although
there is a great deal of variation in the estimated
genetic effects for AS and HF in twins, depending on
the population and study design, the heritabilities
obtained here appear somewhat higher compared to
previous results, especially for AS. Only two twin
studies show similar estimates for parentally reported
AS: van Beijsterveldt & Boomsma (2007) find a heri-
tability of 91% in 5-year-old Dutch twins, and
Laitinen et al. (1998) report a heritability of 87% in
16-year-old Finnish twins, but from families where one
of the parents is asthmatic. Since this is the first time
that the heritability of AS and HF has been estimated
in Italy, future studies on larger twin samples in the
same age range may help to clarify whether the present
estimates reflect the genetic factors truly affecting AS
and HF liabilities in the Italian child and adolescent
population. The estimates of genetic influence may, for
example, be inflated if a violation of the assumption of
equal environment for MZ and DZ twins occurs;
however, the lack of zygosity differences in AS and HF
prevalence rates in these data indicated a minor effect

of being a MZ twin compared to a DZ twin with
regard to environmental exposures associated with an
increased risk of the examined conditions.

In agreement with other twin studies of AS and HE,
no shared environmental influences were detected; in
other words, factors related to home and family envi-
ronment do not seem to contribute to the variance in
AS and HF liabilities. Very little information was
gained on this issue from the multivariate analysis; in
fact, just two factors related to family environment
were considered in this analysis, namely maternal and
paternal smoking, with only the former being signifi-
cant. A more precise definition of parental smoking
behavior, as well as the inclusion of additional vari-
ables such as diet, indoor pollution, and management
of the diseases would have been necessary to better
characterize and evaluate the role of family environ-
ment in the risk of AS and HE. However, the result that
shared environment has a minor impact seems to con-
trast with studies suggesting not only parental
smoking, but also indoor pollution, domestic pets, and
number of siblings as important risk factors especially
for AS. Gene-environment interactions, not easily
detectable within the classical twin design, could
explain the lack of evidence for shared environmental
effects in twin studies of AS and HF (see van
Beijsterveldt & Boomsma, this issue). It is possible that
some factors in the family environment have an effect
on AS or HF only in subjects with a higher genetic pre-
disposition to allergic diseases, or equivalently, that
some genes affect AS or HF risk only in the presence of
determined environmental conditions. For example,
Colilla et al. (2003) found evidence for linkage
between certain chromosomal regions and AS after
stratifying subjects on the basis of cigarette smoke
exposure during infancy. The small environmental
impact emerging from this study should not be seen as
incompatible with the widely recognized increasing
secular trend of AS and HF, which is difficult to
explain on a genetic basis only. Indeed, this trend
may well be ascribed, at least partially, to gene-
environment interaction effects, not modeled here.

The main purpose of the present study was to
investigate the association between AS and HF at the
individual level, and to establish the role of shared
genetic and environmental factors in explaining this
association. The degree of comorbidity between AS
and HF was substantial, and cross-twin/cross-trait
odds ratios and tetrachoric correlations in MZ versus
DZ pairs suggested that genetic effects common to
both diseases could explain the comorbidity. The esti-
mated genetic correlation between AS and HF under
the best fitting Cholesky model was .58. This value is
similar to those reported in male (.52) and female
(.65) Australian twins (Duffy et al., 1990), and is
practically equal to that (.57) shown by a Danish twin
study (Thomsen et al., 2006b). A slightly weaker
genetic correlation (.47) was obtained in Dutch twins
(van Beijsterveldt & Boomsma, 2007), whereas a
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much higher estimate (.90) was found in a Swedish
twin sample (Lichtenstein & Svartengren, 1997). The
significant genetic correlation obtained in the various
twin studies, including the present one, is well in
agreement with the results of a recent genome scan
conducted in French families (Dizier et al., 2007),
showing evidence for specific linkage of a locus in the
1p31 region with the comorbidity of AS and allergic
rhinitis. The fact that the estimated genetic correlation
was less than unity is itself noteworthy, and can be
interpreted as an indication of the existence of addi-
tional genetic influences specific to AS or HE. In the
present study, no evidence of overlapping environmen-
tal influences for AS and HF was detected, implying
that the phenotypic correlation between the two con-
ditions was entirely genetically mediated. This is not
in agreement with the above-mentioned twin reports
(Duffy et al., 1990; Thomsen et al., 2006b; van
Beijsterveldt & Boomsma, 2007) that show significant
environmental correlations ranging from .33 to .73,
and is also probably not consistent with the impor-
tance of aeroallergens for both AS and HF; on the
contrary, environmental effects specific to AS or HEF,
and unique to an individual may, for instance, repre-
sent the role of respiratory infections in the etiology of
AS, as shown in the multivariate analysis.

The biggest limitation of this study is the small
sample size, which seriously reduces the statistical
power in a context where dichotomous traits are
implicated. This may have affected the model selec-
tion process and, more importantly, did not make it
feasible to address crucial issues such as sex or age
differences in the estimated parameters; future studies
on larger samples would allow testing of whether her-
itability of AS and HF, and their genetic and
environmental correlation, are different between
males and females, or between children and adoles-
cents. A second caveat that must be kept in mind
when interpreting these results is that parental report
of AS and HF is completely relied upon, and objective
verification of disease status is lacking in this study.
Other limitations pertain to the assumptions of the
twin model itself (equal environments assumption, no
interaction or correlation between genes and the envi-
ronment) that may be violated in the case of allergic
diseases, leading to biased estimates of the genetic
and environmental influences. In particular, the
assumption that shared environmental exposures con-
tribute equally to MZ and DZ within-pair similarity
is crucial to these diseases. Genetic effects will be
overestimated if environments predisposing to AS or
HF are shared to a greater extent among MZ com-
pared to DZ co-twins. A direct test of possible
violations of the assumption could not be performed
in this study, and therefore the impact of these viola-
tions in terms of excess concordance of MZ twins
could not be precisely evaluated. Especially for AS,
given the nature of relevant exposures (parental
smoking, air pollution, mites, domestic pets), it is

Heritability and Comorbidity of Asthma and Hay Fever

unlikely that MZ and DZ twins were differentially
correlated with regard to these exposures when they
were infants, while exposure similarity may have
increased in MZ twins at older ages, if they spent
more time together than did DZ twins.

Another issue that is important to be aware of is
the broad phenotype definition adopted. Phenotypic
heterogeneity represents a major challenge for the
genetic dissection of several complex traits. In particu-
lar, AS includes both allergic and nonallergic subtypes
that might have different genetic as well as environ-
mental architectures in the population. The distinction
of these subtypes was not possible in the present
study, and this may have affected the results in the
case of a significant heterogeneity.

In conclusion, this study showed that AS and HF
are highly heritable in the Italian child and adolescent
population. It also indicated that, to a large extent, AS
and HF share a common genetic basis, with disease-
specific genes also playing an important role, and
environmental factors are not relevant to explain the
comorbidity of the two conditions. These results can
be of use in the counseling of families of allergic chil-
dren and adolescents, and may encourage the search
for pleiotropic genes affecting the individual predispo-
sition to suffer from both AS and HE.

Acknowledgments

The Italian Twin Registry group would like to thank
parents and twins of participating families.

References

Aberg, N. (1989). Asthma and allergic rhinitis in Swedish
conscripts. Clinical and Experimental Allergy, 19,
59-63.

Annesi-Maesano, I., Cotichini, R., & Stazi, M. A. (2001).
Early gene—environment interaction into asthma and
allergic rhinitis comorbidity. Chest, 120, 1755 (Letter
to the editor).

Asher, M. 1., Keil, U., Anderson, H. R., Beasley, R.,
Crane, J., Martinez, F. Mitchell, E. A., Pearce, N.,
Sibbald, B., Stewart, A. W., et al. (1995). International
study of asthma and allergies in childhood (ISAAC):
Rationale and methods. European Respiratory
Journal, 8, 483-491.

Bach, J. E (2002). The effect of infections on susceptibil-
ity to autoimmune and allergic diseases. New England
Journal of Medicine, 347, 911-920.

Boomsma, D., Busjahn, A., & Peltonen, L. (2002).
Classical twin studies and beyond. Nature Reviews
Genetics, 3, 872-882.

Bugiani, M., Carosso, A., Migliore, E., Piccioni, P.,
Corsico, A., Olivieri, M., Ferrari, M., Pirina, P., & de
Marco, R.; ISAYA (ECRHS Italy) Study Group.
(2005). Allergic rhinitis and asthma comorbidity in a
survey of young adults in Italy. Allergy, 60, 165-170.

Twin Research and Human Genetics April 2008

https://doi.org/10.1375/twin.11.2.121 Published online by Cambridge University Press

129


https://doi.org/10.1375/twin.11.2.121

Corrado Fagnani et al.

Burke, W., Fesinmeyer, M., Reed, K., Hampson, L., &
Carlsten, C. (2003). Family history as a predictor of
asthma risk. American Journal of Preventive Medicine,
24, 160-169.

Burney, P. G. J., Chinn, S., & Rona, R. ]J. (1990). Has the
prevalence of asthma increased in children? Evidence
from the national study of health and growth 1973-86.
British Medical Journal, 300, 1306-1310.

Burr, M. L., Wat, D., Evans, C., Dunstan, F. D., & Doull,
I. J. (2006). Asthma prevalence in 1973, 1988 and
2003. Thorax, 61, 296-299.

Busjahn, A., & Hur, Y. M. (2006). Twin registers as a
global resource for genetic research. Twin Research
and Human Genetics, 9, 705-1043.

Colilla, S., Nicolae, D., Pluzhnikov, A., Blumenthal, M.
N., Beaty, T. H., Bleecker, E. R., Lange, E. M., Rich, S.
S., Meyers, D. A., Ober, C., & Cox, N. J. (2003).
Collaborative study for the genetics of asthma. Journal
of Allergy and Clinical Immunology, 111, 840-846.

Dizier, M. H., Bouzigon, E., Guilloud-Bataille, M., Genin,
E., Oryszczyn, M. P., Annesi-Maesano, I., &
Demenais, F. (2007). Evidence for a locus in 1p31
region specifically linked to the co-morbidity of
asthma and allergic rhinitis in the EGEA study.
Human Heredity, 63, 162-167.

Dulffy, D. L., Martin, N. G., Battistutta, D., Hopper, J. L.,
& Mathews, J. D. (1990). Genetics of asthma and hay
fever in Australian twins. American Review of
Respiratory Disease, 142, 1351-1358.

Fagnani, C., Brescianini, S., Cotichini, R., D’Ippolito, C.,
Dukic, T., Giannantonio, L., Medda, E., Nistico, L.,
Patriarca, V., Pulciani, S., Rotondi, D., Toccaceli, V.,
& Stazi, M. A. (2006). The Italian Twin Register:
New cohorts and tools, current projects and future
perspectives of a developing resource. Twin Research
and Human Genetics, 9, 799-805.

Fleming, D. M., & Crombie, D. L. (1987). Prevalence of
asthma and hay fever in England and Wales. British
Medical Journal, 294, 279-283.

Galassi, C., De Sario, M., Biggeri, A., Bisanti, L., Chellini,
E., Ciccone, G., Petronio, M. G., Piffer, S., Sestini, P.,
Rusconi, E, Viegi, G., & Forastiere, F. (2006). Changes
in prevalence of asthma and allergies among children
and adolescents in Italy: 1994-2002. Pediatrics, 117,
34-42.

Goldsmith, H. H. (1991). A zygosity questionnaire for
young twins: A research note. Behavior Genetics, 21,
257-269.

Hallstrand, T. S., Fischer, M. E., Wurfel, M. M., Afari, N.,
Buchwald, D., & Goldberg, J. (2005). Genetic
pleiotropy between asthma and obesity in a commu-
nity-based sample of twins. Journal of Allergy and
Clinical Immunology, 116, 1235-1241.

Harris, J. R., Magnus, P., Samuelsen, S. O., & Tambs, K.
(1997). No evidence for effects of family environment
on asthma: A retrospective study of Norwegian twins.

American Journal of Respiratory and Critical Care
Medicine, 156, 43-49.

Isolauri, E., Huurre, A., Salminen, S., & Impivaara, O.
(2004). The allergy epidemic extends beyond the past
few decades. Clinical and Experimental Allergy, 34,
1007-1010.

Koeppen-Schomerus, G., Stevenson, J., & Plomin, R.
(2001). Genes and environment in asthma: A study of
4 year old twins. Archives of Disease in Childhood,
85, 398-400.

Laitinen, T., Rasanen, M., Kaprio, J., Koskenvuo, M., &
Laitinen, L. A. (1998). Importance of genetic factors
in adolescent asthma: A population-based twin-family
study. American Journal of Respiratory and Critical
Care Medicine, 157, 1073-1078.

Lee, J. T., Lam, Z. C., Lee, W. T., Kuo, L. C., Jayant, V.,
Singh, G., & Lee, J. (2004). Familial risk of allergic
rhinitis and atopic dermatitis among Chinese families
in Singapore. Annals of the Academy of Medicine,
Singapore, 33, 71-74.

Lichtenstein, P., & Svartengren, M. (1997). Genes, envi-
ronments, and sex: Factors of importance in atopic
diseases in 7-9-year-old Swedish twins. Allergy, 52,
1079-1086.

Linneberg, A., Henrik Nielsen, N., Frelund, L., Madsen,
F., Dirksen, A., & Jorgensen, T. (2002). The link
between allergic rhinitis and allergic asthma: A
prospective population-based study. The Copenhagen
Allergy Study. Allergy, 57, 969-971.

Neale, M.C., Boker, S.M., Xie, G., & Maes, H. (2006).
Mx: Statistical modeling (7th ed). Richmond, VA:
Department of Psychiatry, Virginia Commonwealth
University.

Neale, M. C., & Cardon, L. R. (1992). Methodology for
genetic studies of twins and families. Dordrecht:
Kluwer Academic Publishers.

Nieminen, M. M., Kaprio, J., & Koskenvuo, M. (1991).
A population-based study of bronchial asthma in
adult twin pairs. Chest, 100, 70-75.

Rasanen, M., Laitinen, T., Kaprio, J., Koskenvuo, M., &
Laitinen, L. A. (1998). Hay fever: A Finnish nation-
wide study of adolescent twins and their parents.
Allergy, 53, 885-890.

Sham, P. (1998). Statistics in human genetics. London:
Arnold.

SIDRIA-2 Collaborative Group. (2005). Italian studies on
respiratory disorders in children and the environment:
Second phase. Epidemiologia & Prevenzione, 29
(Supplement).

SIDRIA Collaborative Group. (1997). Asthma and respi-
ratory symptoms in 6—7 year old Italian children:
Gender, latitude, urbanization and socioeconomic
factors. SIDRIA (Italian Studies on Respiratory
Disorders in Childhood and the Environment).
European Respiratory Journal, 10, 1780-1786.

130

Twin Research and Human Genetics April 2008

https://doi.org/10.1375/twin.11.2.121 Published online by Cambridge University Press


https://doi.org/10.1375/twin.11.2.121

Skadhauge, L. R., Christensen, K., Kyvik, K. O., &
Sigsgaard, T. (1999). Genetic and environmental
influence on asthma: A population-based study of
11,688 Danish twin pairs. European Respiratory
Journal, 13, 8-14.

Spector, T. D., Snieder, H., & MacGregor, A. J. (2000).
Advances in twin and sib-pair analysis. London:
Greenwich Medical Media Ltd.

Stata Statistical Software (Release 8). College Station, TX:
StataCorp LP, 2003.

Stazi, M. A., Cotichini, R., Patriarca, V., Brescianini, S.,
Fagnani, C., D’Ippolito, C., Cannoni, S., Ristori, G.,
& Salvetti, M. (2002a). The Italian twin project: From
the personal identification number to a national twin
registry. Twin Research, 5, 382-386.

Stazi, M. A., Sampogna, E, Montagano, G., Grandolfo,
M. E., Couilliot, M. F., & Annesi-Maesano, 1.
(2002b). Early life factors related to clinical manifesta-
tions of atopic disease but not to skin-prick test
positivity in young children. Pediatric Allergy and
Immunology, 13, 105-112.

Heritability and Comorbidity of Asthma and Hay Fever

Thomsen, S. F., Ulrik, C. S., Kyvik, K. O., von
Bornemann Hjelmborg, J., Skadhauge, L. R.,
Steffensen, I., & Backer, V. (2006a). Genetic and envi-
ronmental contributions to hay fever among young
adult twins. Respiratory Medicine, 100, 2177-2182.

Thomsen, S. E, Ulrik, C. S., Kyvik, K. O., Skadhauge, L.
R., Steffensen, I., & Backer, V. (2006b). Findings on the
atopic triad from a Danish twin registry. International
Journal of Tubercolosis and Lung Disease, 10,
1268-1272.

van Beijsterveldt, C. E., & Boomsma, D. 1. (2007).
Genetics of parentally reported asthma, eczema and
rhinitis in 5-year-old twins. European Respiratory
Journal, 29, 516-521.

van Beijsterveldt, C. E., Verhulst, F. C., Molenaar, P. C.,
& Boomsma, D. I. (2004). The genetic basis of
problem behavior in §S-year-old Dutch twin pairs.
Behavior Genetics, 34, 229-242.

Witte, J. S., Carlin, J. B., & Hopper, J. L. (1999).
Likelihood-based approach to estimating twin concor-
dance for dichotomous traits. Genetic Epidemiology,
16, 290-304.

Twin Research and Human Genetics April 2008

https://doi.org/10.1375/twin.11.2.121 Published online by Cambridge University Press

131


https://doi.org/10.1375/twin.11.2.121

