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Summary

SUMMARY

Background

The prevalence of childhood asthma and allergic diseases has increased in the past few
decades in developed countries. So far, there are no preventive measures to protect from
developing these outcomes in early life. Atopic diseases are strongly determined by genes but
the fast increase of prevalence seems to be based on environmental exposures. It was argued
that an exposure to certain factors such as air pollutants or a lack of protective environmental

exposures may have increased the risk for the onset of atopic disease.

Two decades ago, a study showed that the risk for these outcomes was increased for children
who lacked early life infections (the “hygiene hypothesis™). Initially, contact to other children
in early life was identified as source of such infections but the hypothesis was soon extended
to other sources rich in microbial exposure. In subsequent investigations in affluent countries
it was repeatedly found that an exposure to farming environments was associated with
lowered risks for atopic disease in childhood. The presence and strength of these associations
varied with timing of exposure including in utero exposure, farm specific factors and different
atopic outcomes. Furthermore, there is limited evidence that the susceptibility for protective

associations depends on the individual genetic disposition.

Consumption of cow’s milk from farms that was not commercially processed was consistently
identified as one of these protective farm related factors. The associations with atopic
outcomes were stronger when the farm milk was raw. Microorganisms, fatty acids and
proteins in milk were speculated to possibly underlie this inverse association of farm milk
consumption and decreased risk for atopic disease in childhood. Consumption of fish, fruits
and vegetables were other dietary factors in early life which were related to decreased risks

for asthma and allergies.

The pathways mediating these inverse associations between farm related and nutritional
exposures in early life and in utero with atopic disease remain unclear. Recent research
findings indicated an involvement of the innate immune system which acts as the pivotal
defense system against invading microorganisms. First investigations showed that the gene
expression of innate immunity receptors was associated with farm related exposures. Whether
these gene expressions are in turn associated with atopic outcomes and whether there is a
causal relationship of farm or dietary exposure with development of atopic disease in early

life mediated by innate immunity remains to be elucidated.

il
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Objectives

To elucidate the epidemiologically observed inverse associations of farm milk consumption
with childhood asthma and allergic disease by identifying milk components underlying these
associations, by putting these results in the context of similar associations of farm related and
dietary exposures and by assessing the association of farm milk consumption in early life with

the development of the innate immune system.

Methods

The cross-sectional GABRIEL study (a multidisciplinary study to identify the genetic and
environmental causes of asthma in the European Community) was conducted in rural areas of
Germany, Switzerland, Austria and Poland to determine farming related factors which are
fundamental to protecting against asthma and atopic disease in childhood. The initial study
population comprised 103’219 6-12 year old children and participants for extensive
assessments were selected by disproportionate stratified random samples in multiple sampling
phases. Atopic health outcomes and farming and lifestyle exposures were assessed by
comprehensive questionnaires. Cow’s milk was collected as it was consumed at the

participants’ homes from about 800 children.

The prospective birth cohort study PASTURE (Protection against allergy- study in rural
environments) was conducted in rural areas of Germany, Austria, Switzerland and Finland.
Initially, 1’133 pregnant women were recruited in the third trimester. Environmental
exposures and self reports about atopic disease were assessed by extensive questionnaires
during pregnancy and yearly up to age 6. Atopic diseases at various ages were also measured
objectively. A detailed food frequency diary during year 1 provided information on
introduction of complementary foods. Blood samples were used to perform genotyping and to
measure gene expression of Toll-like receptors 1-9 and CDI14 at birth (N=938) and age 1
(N=752).

Results

The GABRIEL study showed that the prevalence of asthma, atopic sensitization, hay fever
and atopic dermatitis was significantly lower in children living on a farm. A traditional type
of farming namely with cows and cultivation was protective for childhood asthma, hay fever
and atopy. The inverse association of general farm exposure with asthma could be explained

by early life consumption of farm milk, contact with cows and contact with straw. The

v
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association with atopy, hay fever and atopic dermatitis could not be fully explained by these

factors.

Farm children consumed farm milk and unboiled farm milk more often. The latter showed
higher levels of whey proteins, total viable bacterial counts and was associated with a higher
fat content when compared with boiled farm milk or commercial milks. Reported
consumption of unboiled farm milk was significantly associated with reduced risk for asthma,
atopic sensitization, hay fever and atopic dermatitis. Associations were stronger when
unboiled farm milk was consumed earlier in life. Whey proteins (bovine serum albumin, o-
lactalbumin, B-lactoglobulin) were identified as milk constituents possibly explaining the
epidemiologically observed protective farm milk association with asthma whereas reduced
risk for atopic sensitization could not be associated with any investigated milk constituent.
Microorganisms and fat content of milk showed no associations with allergic health

outcomes.

A comparison of rapid methods which assess total viable bacterial counts in milk samples
showed that a flow cytometry system and an automated most-probable number system were
fast and inexpensive. The flow cytometry system, however, did not measure bacterial counts
in heated milk samples correctly. The results of the automated most-probable number system

were in good agreement with the gold standard method.

The PASTURE study showed that the increasing diversity of introduced complementary food
items was inversely associated with the risk to develop atopic dermatitis after age 1,
independently of other farming exposures. An inverse association was also found with the
introduction of yogurt during the first year of life, independently of the diversity of introduced
foods.

Maternal farming during pregnancy (in utero exposure) was associated with a general up-
regulation of gene expression of innate immunity receptors at birth and with a significant up-
regulation of TLR7 and & expressions. TLR and CD14 gene expression at birth and age 1 were
not highly correlated indicating a change of the innate immune system during the first year of
life. Child’s farm milk consumption was the exposure during first year of life with the
strongest associations with gene expression of innate immunity receptors at age 1 statistically
significantly associated with up-regulation of 7LR4, 5 and 6. A previously described
modification of the association of raw farm milk consumption with gene expression of CD/4

by the SNP CD14/C-1721T could not be confirmed.
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Conclusions and outlook

The variations between associations of specific farming and dietary exposures in early life
with specific atopic diseases suggest that different pathways may be involved in the protection
against the development of these outcomes. Several factors explained the decreased risk for
asthma in children living on farms but specific factors explaining decreased risks for atopy,
hay fever and atopic dermatitis are yet to be identified. Our findings add to the evidence that
early life exposures may have an effect on the development of the innate immune system. We
could further demonstrate that relevant exposures differed between in utero and child’s direct
exposure during first year of life. Similarly, the timing of exposures as early as in utero was
important for the inverse associations with atopic outcomes. Gene-environment interactions
for the association of raw farm milk consumption with the gene expression of innate

immunity receptors appeared to be of minor significance as reported in previous studies.

The associations of farm specific factors and farm milk consumption with atopic outcomes in
childhood generated with cross-sectional GABRIEL data need to be confirmed in prospective
studies to establish temporal relationships. Contrary to our expectations, microorganisms in
milk were not related to asthma or atopy. Microbial assessment, however, was based on
culture methods which did not capture the full diversity of the microorganisms. Future studies
need to employ advanced methods to assess microbial diversity in environmental exposures

and to investigate the association with atopic outcomes.

In the longitudinal PASTURE study dietary factors were only related to atopic dermatitis.
Associations with asthma and atopy should be assessed as well in future analysis. An
important research question for future investigations will be whether and how the innate
immune system mediates the inverse associations of farm related and dietary exposure with
the development of atopic disease in early life. So far, detailed investigations regarding
associations of farming with atopic disease are limited to affluent countries. First studies in
developing countries showed inconsistent results. Further studies are needed there to

potentially prevent a rise of atopic disease prevalence as observed in developed countries.

Finally, a health impact assessment showed that raw milk consumption has the potential to be
used as preventive measure for the development of atopic disease in early life. Pathogens in
raw milk, however, pose a health risk and make an implementation unlikely. A native milk
product that is safe and can still exert “protective effects” on atopic diseases could be

facilitated by modern non-thermal pasteurization techniques.
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Chapter 1

1 INTRODUCTION AND BACKGROUND

Asthma and allergic disease

In the second half of the 20™ a steep rise of childhood asthma and allergic disease prevalence
was observed in affluent countries.” A few years ago it was reported that the prevalence of
atopic disease (used as collective term for asthma and allergies) might be leveling off but
results between different affluent countries were conflicting (Figure 1). '*7 It was argued that
observations of plateauing asthma numbers were based on increased quality of care and that it
can be expected to see an increase of atopic disease on a global scale along with
westernization of emerging and developing countries.® Asthma is now the most common
chronic disease among children and causes together with allergic diseases a high burden on an
individual and a public health level.” There are no primary preventive measures for these
health outcomes at the moment and treatment of symptoms is often of limited success.
Therefore, measures to prevent atopic disease in early life are sought after in order to reverse
the observed increase of prevalence in the developed world on a population level and to
possibly prevent it in emerging countries. To find such preventive measures we must

understand what is causing atopic disease.
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Figure 1-1: World map showing direction of change in prevalence of asthma symptoms for 6—7
year age-group

Each symbol represents a center. V= prevalence reduced (by >=1 SE per year). [1=little change (<1
SE). %=prevalence increased (by >=1 SE per year). Source: ISAAC study, Asher et al., The Lancet,
2006.



Introduction and background

Causes of atopic disease: genes or environment

11,12 .
*“ the sudden increase of

Although the pathogenesis contains a strong genetic component,
atopic disease within only a few decades appears to be caused by environmental rather than
genetic factors.”>"” Considering the fast lifestyle changes in Western countries in the last
century,'® it seems plausible that they could be associated with increased numbers of atopic
diseases and other diseases of civilization. Comparatively slow changes in genetic disposition
on the other hand cannot account for this drastic increase of asthma and atopy.'>'* It was
argued, however, that genetic variance modifies the influence of environmental exposure, that
is, shifts in environmental influence act on pre-existing genetic susceptibility.12 Whereas there
are many speculations about environmental factors causing asthma and atopy there are
basically two potential routes of causation which might in fact occur simultaneously. The first
route is characterized by an increased presence of environmental factors such as tobacco
smoke, air pollution or allergens which have an adverse effect on the human body. Evidence
that these factors cause atopic disease is inconsistent but they were shown to exacerbate

19-22

symptoms in asthmatic children. Associations of traffic related air pollution with asthma

were found when exposure was assessed at individual level but not when it was assessed at

community level.>*>*

The other route is based on the lack of formerly present environmental
factors conferring protection from developing asthma and allergies on the human body.
Whereas both routes might contribute to the development of atopic disease in their own right,
the latter was subject to numerous investigations since the formal definition of the hygiene

hypothesis and is the focus from here on out.

The hygiene hypothesis

In 1989, a publication introduced a new concept how environmental factors might influence
the development of atopic disease in childhood.”> Therein, Strachan reported an inverse
association of the number of older siblings with the risk for hay fever in children. It was
speculated that “unhygienic contact with older siblings” increases early life infections which
are responsible for a decreased risk for this disease. Indeed, subsequent studies showed
comparable results with children having lower prevalence of atopic disease when exposed to

2627 Research in

other children at day care at earlier ages or growing up with older siblings.
epidemiology and immunology focused on this new concept and soon identified other
“unhygienic” exposures associated with allergic disease. It was repeatedly shown that
infections with viruses and bacteria were associated with human immune responses and with

decreased risk for atopic disease although this was not consistent. Interestingly, similar
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associations were found with non-invasive microbial exposure. The exact nature of these
associations and immunological pathways, however, remain to be elucidated. von Mutius
described the hygiene hypothesis as multidimensional concept with complex interactions
between the following dimensions: type of environmental exposures, different atopic diseases
and distinct phenotypes, timing of exposure and genetic susceptibility to react on respective
exposures.”® Therefore, a truly unifying concept to explain the hygiene hypothesis is still
missing. Over two decades after the hygiene hypothesis was formulated, one specific source
of protective environmental exposures for childhood atopic disease has been reported

repeatedly, namely the farming environment.”

Farming environment

A first report of a lower hay fever prevalence found among people being employed in
agriculture was published at the end of the 19" century.”’ During the 20" century agricultural
reforms and urbanization lead to a decrease of the farming population in affluent countries
such as Switzerland where the farming population dropped from 25% to 3% from 1920 to
2000.%'? In the same time the hay fever prevalence in Switzerland increased over 10-fold to
14%.% 1t is not clear to what extend and how these two events were related. On a population
level, it seems reasonable that the increasing prevalence of asthma and allergies in developed
countries in the past few decades could be based on a loss of traditional lifestyle closely tied
to agriculture and an associated loss of environmental exposures due to industrialization and
urbanization.>® This idea was supported by a recent ecological study showing an inverse
association of proportion of current rural population and prevalence of childhood wheeze in
22 European countries.”> There are no assessments of how much of the increase of atopic
diseases in a given country can be attributed to decreased farming populations and
ramifications like increased cleanliness, eradication of infections and modern diet’®. As other
factors such as increased self reported disease because of public awareness due to improved

diagnose and treatment®~*

(e.g. introduction of histamine antagonists), genetic susceptibility
or other environmental factors may have contributed to these disease trends they should be

considered in such calculations and their interpretation.

First detailed investigations with children in a Swiss study starting in the early 1980s showed
that non farmer children in rural areas showed higher rates of allergic disease than their peers
living on farms.”* But only after the hygiene hypothesis was formulated, a series of

investigations regarding farming environment and atopic disease began. Since then, over 30
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independent population-based studies in various affluent countries repeatedly found protective

.. . . . . . . 29
associations of farming exposure with atopic diseases in children.

When investigating the farming environment and its influence on allergic diseases in early life
it has to be acknowledged that there is a wide array of specific exposures to consider. After a
general association of farmer vs. non farmer children with these outcomes was established
and tagged the “farm effect”, it was tried to ascribe this “effect” to distinctive exposures
found in these farming environments. It has to be noted that non farmer comparison groups
generally comprised pregnant mothers or children from rural regions who were not directly
exposed to farming areas and activities rather than participants from urban regions. Farm
related factors that have been speculated to underlie the “farm effect” on allergic health

4041 endotoxin levels in

outcomes in early life (including pregnancy) were contact to animals,
house dust which represent gram-negative bacteria,** diversity of microbial exposure® or
farm milk consumption® with protection being stronger when exposed earlier in life. Whereas
some of these exposures were identified as protective factors more consistently than others by
independent studies it was always a problem to disentangle the distinctive associations of
individual exposures. Whereas a combination of the mentioned farm exposures might be
necessary to fully explain the general “farm effect” on atopic disease, farm milk consumption

repeatedly stood out among the associations of distinctive farming exposures with asthma and

allergic health outcomes.

Farm milk and commercial milk

Farm milk is defined in the context of this thesis as cow’s milk produced on one’s own farm
or purchased at a neighboring farm that has not undergone commercial milk processing. The
term “farm milk” does not only refer to cow’s milk in its native raw state (Table 1) but may
also refer to home processed milk. This includes heating or boiling processes to increase
product life or to facilitate consumption for children and skimming of milk to reduce the fat
content. Consumption of milk from animals other than cows is rare in early life and is thus
generally not covered in publications regarding health effects of farm milk consumption and
will also not be the topic of this thesis. Commercial milk processing comprises more stringent
treatments than home processing and induces major milk changes along the typical processing
chain which was summarized by Michalski et al.** Homogenization facilitates a stable milk
emulsion with increased shelf life due to fat globule disruption and dispersion of casein
micelles. This decreases the cream separation rate caused by a density difference between

milk fat and the aqueous phase and prevents coalescence. Heat treatment is used for
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destruction and reduction of microorganisms and enzymes in milk to increase product safety
and shelf life. Low heating regimes like pasteurization (minimum of 72° C for 15 seconds) are
a minimum statutory requirement for heat processing in the European Union*® and many other
countries to provide safe dairy products for commercial distribution. Relatively low
temperatures during pasteurization already lead to a substantial denaturation of whey proteins,
decrease of milk activity of milk indigenous enzymes and milk’s micro flora and destruction
of vitamins.**’ Ultra high temperature processing (UHT) is comparable to a sterilization of
milk leading to a strong increase of shelf life but it is also accompanied by a much stronger

destructive impact on milk constituents.

Table 1-1: Composition of native cow's milk in %

Water 87.5
Carbohydrates 4.8
Total fat <4.2
Saturated FAs 69.4
Mono-unsaturated FAs 25.0
Poly-unsaturated FAs 2.3
Trans FAs 2.7
Conjugated linoleic acid 0.4
Proteins 35
Caseins 80.0
Whey proteins 20.0
B-lactoglobulin 35.0
a-lactalbumin 12.0
Glucomacropeptide 12.0
Proteose peptone 12.0
Immunoglobulins 8.0
Serum albumin 5.0
Lactoferrin 1.0
Lactoperoxidase 0.5
Minor proteins 15.0
7330

FA = Fatty acid, Source

Milk with its high nutrient content is a popular food all around the world but this rich
composition is also an ideal medium for microbes.’'™ Therefore, pasteurization was
introduced in the 20" century to decrease human illness through foodborne pathogens.™
Nowadays, low-fat UHT milk is starting to prevail over pasteurized milk in westernized
countries with a neglectable proportion of raw farm milk consumption and the concern for
milkborne diseases is relatively low.”>>>** In other regions of the world, disease prevalence

associated with unpasteurized milk consumption, however, leads to increased demands for
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more stringent laws.”™>’ Pathogens commonly associated with raw milk are Listeria
monocytogenes, Salmonella spp., Campylobacter spp., Yersinia spp. and enterohemorrhagic
Escherichia coli (EHEC).”***% Brucellosis, which eluded eradication in most developed
countries, and zoonotic tuberculosis can be transmitted through infected, unpasteurized
animal milk products and remain major health concerns in developing countries and to some

extend in industrialized countries.’”¢"2

The protective “farm milk effect”

As mentioned before, consumption of farm milk was the most consistent farm related factor to

show inverse associations with childhood asthma and allergies.****%*

This was tagged the
“farm milk effect” although a causal relationship has not yet been established. These
associations were independent of other farming exposures and other potential confounders
and were stronger when farm milk was consumed earlier in life (including pregnancy)** and
when the farm milk was raw®. The mechanism of action and components of milk that
underlie this observed association remain unclear. Proteins, fat composition and micro flora
that can be found in the rich composition of farm milk but to a lower extend in commercial
shop milk *"~* have been speculated to affect the human immune system and to mediate the
“farm milk effect” on atopic disease. Proteins of the whey fraction are important for host

66.67 1 actoferrin is an immunostimulator

defense against infection and excessive inflammation.
and an immunoregulator and the family of TGF-beta, also found in human breast milk,
consists of multifunctional cytokines that were associated with less allergic outcomes in

children.®”%®

Interestingly, the whey proteins a-lactalbumin and B-lactoglobulin are also the
major allergens for milk allergy.”” Consumption of products containing milk-fat were
associated with a reduced risk for asthma and allergy’ but the role of dietary fat and fatty

4.7 Also, the micro flora of farm

acids in the onset of atopic outcomes remains unresolve
milk might contribute to the “farm milk effect” considering dietary effects on the human gut
flora and its ties to the immune system’® (further described in Chapter 1: Immune system and

potential pathways).

Early life nutrition

Farm milk consumption is not only a farm specific exposure but also a nutrition specific
exposure. Introduction of complementary foods in the first year of life pose a major
environmental exposure for the human body. Until recently, food allergen avoidance during

pregnancy and early life was recommended to decrease the child’s risk to develop allergic
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disease but new evidence showed that the associations on which these recommendations were
based were inconclusive.”*”” Diets in general were reported to be associated with atopic
disease but information on associations of maternal diet during pregnancy and nutrition in
early life with childhood allergies is limited.”** There is some evidence that fish consumed
before age 1, early consumption of cow’s milk and intake of fruits and vegetables are

. . : g 12,69,81-85
associated with lowered risk for allergic disease. ~"”

Interestingly, high amounts of these
foods (fresh fish, fruits and vegetables) in traditional diets were replaced by processed and

synthetic foods in modern diets.*

The immune system and potential pathways

The immune system is protecting the human body from microorganisms which is facilitated
by an innate and an adaptive component. Immunological pathways of how farming and
nutrition related exposures might affect the development of atopic disease are unclear but
recent evidence directed attention to the innate immune system causing a shift of the
established Th1-Th2 paradigm.'>*"*” Therein, perturbations of the balance between type 1
and type 2 T helper cells (Th1 and Th2) and their produced cytokines result in pathogenesis of
allergies. This imbalance might be caused by environmental factors such as lack of microbial
infection or exposure. Further arguments were made for an increased Th1l and Th2 response
based on reduced immune suppression by regulatory T cells due to lack of microbial agents.®®
Whereas the adaptive immunity provides antigen specific protection by memorizing
previously encountered antigens, the innate immunity serves as the pivotal system against
intruding pathogens. Contrary to outdated notions, the “innate immunity is not merely a
vestige of ancient antimicrobial systems that has been made redundant by the evolution of

acquired immunity” but actually “dictates the conduct of the acquired immune response”.*

The innate immunity’s main components are a limited number of transmembranous and
intracellular receptors, Toll-like receptors 1-13 (TLR) and CD14, which recognize pathogen-
associated molecular patterns (PAMPs) and set off complex and variable downstream
signaling. Furthermore, each TLR is associated with the recognition of certain groups of
pathogens (e.g. TLR4 recognizes patterns of lipopolysaccharides (LPS) originating from

11,90,91

gram-negative bacteria). All these qualities allow PAMP-specific immune responses

and activation of pro-inflammatory genes. The innate immune system has only been studied
since the end of the 20" century and there are still many open questions.”® In the last decade,
however, farming environments and farm related exposures rich in microbes were shown to

92,93

be associated with the gene expression of innate immunity receptors and it is noteworthy
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that there is evidence in humans and animal models suggesting modulation of the immune

419495 Tnterestingly, these were the same exposures that were

system already occurs in utero.
associated with lower risk for atopic disease in childhood.’* A new study showed that the
gene expression of innate immunity receptors in turn appears to be associated with atopic
dermatitis in early life.”® Recently, it was also shown that non-microbial agents (house dust

mite allergen MD-2 or Ni*") can trigger TLR responses.97’98

The development of local and mucosal immune response and homeostasis of the mammalian
immune system depend on the colonization of the gastrointestinal tract (GI) which is highly
susceptible to early life environmental exposures including breast feeding and diet.””'% The
gut microbiota and its dysbiosis characterized by a lack of beneficial microbes (e.g.
Lacobacilli and/ or Bifidobacteria'®®) or increase of pathogens in the gut were speculated to

increase risk for atopic disease.'’’'%

Furthermore, parasite infections were observed to lower
the risk for atopic disease.''’'' Exposures changing the gut microbiota balance might
potentially influence the onset and course of atopic outcomes. However, individual
susceptibility determined by genetic factors can induce protective or pathogenic response

from the same commensal bacteria'® adding to the complexity of current research.

These findings provide a promising basis to elucidate development of allergic diseases and to

explain immunological pathways of protective “farm and nutrition related effects”.

Gene-environment interactions

There is limited evidence that genetic variance modifies the association of farming related

exposures with asthma and atopy.''>'"’

Different individual susceptibilities to “protective
effects” on atopic disease due to variance in genes was also demonstrated for the association
of raw farm milk consumption in early life and the development of asthma.''® The presence of
the association depended on the genotype of a single nucleotide polymorphism (SNP) in
CD14, a gene encoding a protein which is a component of the innate immune system. Reports
about such gene-environment interactions, however, are inconsistent and a recent genome

wide association study (GWAS) concluded that common SNPs might be of small significance

in the asthma-protective “effects” of farm exposures.' "
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1.1 Methods

The research questions of this thesis were addressed in the framework of two large European

studies.

Embedded in the cross-sectional GABRIEL study (a multidisciplinary study to identify the
genetic and environmental causes of asthma in the European Community), the GABRIEL
Advanced Surveys were conducted in rural areas of southern Germany (Bavaria and Baden-
Wiirttemberg), Switzerland, Austria and Poland to determine farming related factors which
are fundamental to protecting against asthma and atopic disease in childhood.'® The study
population comprised 6-12 year old children and participants for extensive assessments were
selected by disproportionate stratified random samples in multiple sampling phases to
increase power. Phase 1 was a comprehensive population-based survey to assess the baseline
prevalence of exposure to farming environments (see excerpt in Appendix: Excerpts from
GABRIEL-A questionnaires) and of asthma and atopic diseases (N=103’219). Children
eligible for phase 2 (parents’ written informed consent for further sampling) were selected
randomly from the following 3 exposure strata of phase 1 participants i) farm children, ii)
exposed non farmer children and iii) non exposed non farmer children to ascertain detailed
exposure to farming environments and to collect biomaterial and environmental samples (N =
15°255). For phase 3, a further stratified random sample (mutually exclusive disease strata
were defined within each exposure stratum: 1) asthma, ii) atopy but no asthma and 1iii) no
asthma and no atopy) was taken from participants from southern Germany (Bavaria), aiming
at an in-depth assessment of respiratory disease and exposure including two collections (in

winter and summer) of cow’s milk consumed at participants’ homes (N=895).

PASTURE (Protection against allergy- study in rural environments) is a prospective birth
cohort study conducted in rural areas of Germany (Upper Bavaria), Austria (Salzburg area),

Eastern Switzerland and Central Finland (Kuopio).”®'"!

Initially, 1’133 pregnant women were
recruited in the third trimester. Environmental exposures and self reports about atopic disease
were assessed by extensive questionnaires during pregnancy and at age of 2, 12, 24, 36, 54
and 72 months (see excerpt in Appendix: Excerpt from PASTURE questionnaire: age 1).
Atopic diseases at various ages were also measured objectively such as atopy by specific IgE
measurements in blood samples. A detailed food frequency diary during year 1 provided

information on introduction of complementary foods. Blood samples were used to perform
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genotyping (including SNPs in innate immunity receptor genes) and to measure gene

expression of Toll-like receptors 1-9 and CD14 at birth (N=938) and age 1 (N=752).

10
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1.2 Goals and objectives of this thesis

The following research questions were addressed using data from the cross sectional

GABRIEL-A study:

Disentangling the protective associations of a child’s distinct farm exposures

To see whether specific farming characteristics had a greater impact on allergic health
outcomes in children than farm exposure in general, we used a latent class analysis to
disentangle the protective associations of a child’s distinct farm exposures. The following

questions were addressed:

1.) Can the previously reported “farm effect” on childhood asthma and allergies be
attributed to specific types of farms?

2.)  Which distinct farm-related exposures are responsible for the association of farming

environments with childhood asthma, hay fever and atopic dermatitis?

Findings are presented in Chapter 2: Protection from childhood asthma and allergy in

Alpine farm environments — The GABRIEL advanced studies.

Association of farm milk consumption with childhood asthma and allergy

Questionnaire based milk consumption in early life and objectively measured constituents
and microorganisms in cow milk samples collected at the participant’s homes were related
to asthma, atopic sensitization, hay fever and atopic dermatitis. Outcomes were determined

by questionnaires or measured in blood samples. Research questions were:

3.) What is the prevalence of allergic health outcomes and cow milk consumption in the

GABRIELA study sample?

4.) How does the composition of commercial and farm milk relate to commercial milk
processing (homogenization, fat standardization, pasteurization or ultra-high
temperature processing), home processing of milk (skimming, boiling), farm

characteristics (farm size, cow’s fodder) and milk storage (location, duration)?

5.) Is unprocessed cow’s milk consumed in early life associated with asthma and
allergic health outcomes in childhood and which specific constituents or

microorganisms in milk are responsible?
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Results are presented in Chapter 3: The protective effect of farm milk consumption on

childhood asthma and atopy: The GABRIELA study.

During statistical analyses with the GABRIELA dataset to answer research questions 3 - 5
it was discovered that the rapid method at first used to assess total viable bacterial counts
in the GABRIELA milk samples (flow cytometry) did not yield reliable results for heat
processed milk. The milk samples were measured again by a second rapid method based
on a modified culture technique (automated most-probable number method). The following

research questions regarding the microbial exposure assessment were addressed:

6.) Which rapid method, a flow cytometry system or an automated most-probable
number system, measures total viable bacterial counts in raw and processed cow’s
milk more reliably when compared with standard plate count method while keeping

time and costs low?

Findings are presented in Chapter 4: Appropriate and alternative methods to determine

viable bacterial counts in cow milk samples.

The following research questions were addressed using data from the longitudinal PASTURE
study:

Association of early life nutrition with development of atopic dermatitis

Potential health effects of raw farm milk consumption investigated in Chapter 3 can be
viewed in the context of health effects of farming as presented in Chapter 2. It is important
to also acknowledge the farm milks role as food and to view it in the context of the full
spectrum of early life nutrition and how this is associated with the development of allergic
disease. With comprehensive food frequency data collected during the first year of the
participating children’s lives, it was possible to investigate associations of early life

nutrition with atopic dermatitis.

7.)  Which complementary foods or combinations thereof do mothers introduce within
the first year of their children’s lives and how are they associated with the

development of atopic dermatitis?

Results are presented in Chapter 5: The development of atopic dermatitis according to age

of onset and the association with early life exposures.
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Farm related exposures in early life and associations with innate immunity

The PASTURE cohort study was also used to further elucidate potential pathways
underlying the observed associations of farming related exposures with allergic health
outcomes, specifically the association of farm milk exposure during pregnancy and first
year of life with the development of a child’s innate immune system. Information on
pregnancy and early life exposures including farm, cow milk and dietary exposures and on
gene expression of innate immunity receptors at birth and at age of 1 allowed to address

the following research questions:

8.) Which environmental especially farm related exposures during pregnancy are
associated with a child’s gene expression of innate immunity receptors (TLRs -9

and CD14) at birth?

9.) How does the innate immune system change from birth to age 1 and which farm-
related and nutritional exposures during the first year of life are associated with a

child’s gene expression of innate immunity receptors at age 1?

10.) Can gene-environment interactions of associations of farm milk consumption with
the gene expression of innate immunity receptors found in previous cross-sectional

studies be confirmed?

Findings are presented in Chapter 6: Prenatal and early life exposures alter expression of

innate immunity genes: The PASTURE cohort study.
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2 PROTECTION FROM CHILDHOOD ASTHMA AND
ALLERGY IN ALPINE FARM ENVIRONMENTS - THE
GABRIEL ADVANCED STUDIES

This paper has been published:

Ili S, Depner M, Genuneit J, Horak E, Loss G, Strunz-Lehner C, Biichele G, Boznanski A,
Danielewicz H, Cullinan P, Heederik D, Braun-Fahrliander C, von Mutius E, the GABRIELA
study group. Protection from childhood asthma and allergy in Alpine farm environments — the

GABRIEL Advanced Studies. J Allergy Clin Immunol 2012; 129(6):1470-7.¢6.
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Asthma and lower airway disease

Protection from childhood asthma and allergy in Alpine
farm environments—the GABRIEL Advanced Studies

Sabina llli, PhD,?* Martin Depner, PhD,?* Jon Genuneit, MD,? Elisabeth Horak, MD,® Georg Loss, MSc,-®

Christine Strunz-Lehner, MPH,? Gisela Biichele, PhD,” Andrzej Boznanski, MD, PhD,f Hanna Danielewicz, MD,f
Paul Cullinan, MD,? Dick Heederik, PhD," Charlotte Braun-Fahrlander, MD,%¢ Erika von Mutius, MD, MSc,? and the
GABRIELA Study Groupi Munich and Ulm, Germany, Innsbruck, Austria, Basel, Switzerland, Wroclaw, Poland, London, United

Kingdom, and Utrecht, The Netherlands

Background: Studies on the association of farm environments
with asthma and atopy have repeatedly observed a protective
effect of farming. However, no single specific farm-related
exposure explaining this protective farm effect has consistently
been identified.

Objective: We sought to determine distinct farm exposures that
account for the protective effect of farming on asthma and
atopy.

Methods: In rural regions of Austria, Germany, and Switzerland,
79,888 school-aged children answered a recruiting questionnaire
(phase I). In phase II a stratified random subsample of 8,419
children answered a detailed questionnaire on farming
environment. Blood samples and specific IgE levels were available
for 7,682 of these children. A broad asthma definition was used,
comprising symptoms, diagnosis, or treatment ever.

Results: Children living on a farm were at significantly reduced
risk of asthma (adjusted odds ratio [aOR], 0.68; 95% CI,
0.59-0.78; P <.001), hay fever (aOR, 0.43; 95% CI, 0.36-0.52;
P <.001), atopic dermatitis (aOR, 0.80; 95% CI, 0.69-0.93; P =
.004), and atopic sensitization (aOR, 0.54; 95% CI, 0.48-0.61;
P <.001) compared with nonfarm children. Whereas this overall
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farm effect could be explained by specific exposures to cows,
straw, and farm milk for asthma and exposure to fodder storage
rooms and manure for atopic dermatitis, the farm effect on hay
fever and atopic sensitization could not be completely explained
by the questionnaire items themselves or their diversity.
Conclusion: A specific type of farm typical for traditional
farming (ie, with cows and cultivation) was protective against
asthma, hay fever, and atopy. However, whereas the farm effect
on asthma could be explained by specific farm characteristics,
there is a link still missing for hay fever and atopy. (J Allergy
Clin Immunol 2012;129:1470-7.)

Key words: Asthma, hay fever, atopic dermatitis, atopic sensitiza-
tion, childhood, farming, farm milk, early life

Discuss this article on the JACI Journal Club blog: www.jaci-
online.blogspot.com.

Asthma and allergies constitute complex diseases; their cause
involves both genetic and environmental determinants. Moreover,
both diseases frequently have their onset in childhood and thus
appear to comanifest. However, recent results from the GABRIEL
Surveys contradict this concept of interdependent phenotypes.
The GABRIEL Surveys were designed to identify key factors in
the development of asthma using the latest research across a
variety of disciplines, including genetics, epidemiology, and
immunology (see Table E1 in this article’s Online Repository at
www.jacionline.org).'® A genome-wide association study within
the GABRIEL Surveys found no overlap in genes associated with
asthma and total IgE levels." Furthermore, within the GABRIEL
Surveys, discrepant results were also observed for the protective
role of microbial diversity within a farming environment.>
Whereas the protective farm effect on childhood asthma could
be explained by the overall diversity of bacteria and fungi from
dust of farm and nonfarm children, this did not hold for atopy.

Previous studies on the protective effect of growing up on a
typical Central European farm were fairly consistent with respect
to hay fever and atopy. In contrast, results for asthma were quite
heterogeneous. This potentially indicates that not all farms are the
same and that specific farm characteristics are possibly of greater
effect than farm exposure in general.””'” These previous studies
mainly used questionnaires assessing the farm’s characteristics
but not the child’s exposure. The aim of the current epidemiologic
GABRIEL Advanced Studies was an in-depth analysis of the pro-
tective exposures within a farming environment both on asthma
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Abbreviations used
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and atopy. This was based on a newly designed questionnaire
aiming at disentangling the protective effect of a child’s distinct
farm exposures.

METHODS

Study design and population

The GABRIEL Advanced Surveys were conducted by 5 study centers in
rural areas of southern Germany (Bavaria and Baden-Wiirttemberg), Switzer-
land (9 German-speaking cantons), Austria (Tyrol), and Poland (Silesia) from
winter 2006 to spring 2008.° Because of differences in study design, the Polish
data will be reported separately. In the population-based phase I study a short
recruiting questionnaire was distributed to parents of all schoolchildren
through their elementary schools. In phase II stratified random samples of
all children whose parents had given written informed consent to blood sam-
pling, genetic analyses, and dust sampling were studied. Three strata were de-
fined: (1) farm children (ie, children living on a farm run by the family); (2)
exposed nonfarm children (ie, children not living on a farm but regularly ex-
posed to stables, barns, or cow’s milk produced on a farm); and (3) unexposed
nonfarm children.

In all centers the ethics committees of the respective universities and the
data protection authorities approved the study.

Questionnaires

The recruitment questionnaire in phase I assessed the prevalence of
respiratory and allergic symptoms and diagnoses, socioeconomic status,
family history of atopy, maternal smoking, and farm characteristics compris-
ing types of animal breeding, cultivation, and animal feeding.
A comprehensive questionnaire was handed out to parents in phase II
assessing characteristics of asthma and detailed information on the child’s
farm-related exposures. All farm-related exposures were assessed for 5 time
periods (pregnancy; first, second to third, and fourth to fifth years of life; and
past 12 months) and 5 frequency categories per time period (never/almost
never, about once a month, about once a week, about once a day up to 15
minutes, and about once a day longer than 15 minutes). The following
exposures were assessed: contact with animals (cats, dogs, cows, pigs, poultry,
sheep, and horses), stay in animal sheds (cow, pig, and poultry), contact with
animal feed (straw, hay, grain, corn, grass, silage, pellet feed, and sugar beet),
presence during parental farming activities (harvesting/kibbling/ensiling corn,
harvesting/handling hay, ensiling grass, harvesting/threshing/kibbling grain,
fieldwork, manuring, and spraying pesticides), stay in barn or fodder storage
room, and consumption of cow’s milk produced on the farm.

Asthma and other allergic ilinesses

Asthma was defined as either current wheeze (parental reporting of wheeze
in the past 12 months), a positive answer to the question “Did your child ever
use an asthma spray?,” or a doctor’s diagnosis of asthma at least once or of
wheezy bronchitis more than once. Atopic and nonatopic current wheeze was
defined as current wheeze with or without atopic sensitization (see the
definition below), respectively, by using the children without current wheeze
as a common reference group. Severe wheeze was defined as wheeze in the
past 12 months with multiple triggers and asthma inhaler use ever.

Hay fever was defined as either nasal symptoms with itchy or watery eyes in
the past 12 months or a doctor’s diagnosis of hay fever ever. Atopic dermatitis
was defined as a doctor’s diagnosis ever.

All questionnaire-based outcomes were reported in phase I except for
severe wheeze, which was assessed in phase II, and atopic and nonatopic
current wheeze because atopic sensitization was also only assessed in phase II.
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Atopic sensitization

Blood samples were collected, and serum IgE antibodies against inhalant
(Dermatophagoides pteronyssinus, cat, grass mix [sweet vernal grass, rye
grass, timothy grass, cultivated rye, and velvet grass], birch, and mugwort)
and food (egg white, cow’s milk, fish, wheat, peanut, and soybean) allergens
were measured in one central laboratory at the Robert-Koch-Institute, Berlin,
Germany, by using the UNICAP 1000 (Phadia AB, Uppsala, Sweden). Atopic
sensitization was defined as specific IgE antibodies of at least 0.7 kU/L against
D pteronyssinus, cat, or birch or a positive reaction (0.35 kU/L) to the
grass mix.

Statistical analyses

For further information on statistical analyses, see the Methods section in
this article’s Online Repository at www.jacionline.org.

For phase I, categorical variables are presented as relative frequencies; P
values are based on the Pearson x> test. A latent class analysis (LCA) was
used to derive different types of farming, the association of which with out-
comes was then analyzed by using logistic regression analysis. For phase II,
all questionnaire-based farm-related exposures were dichotomized into pres-
ence or absence of the exposure based on an exposure frequency of at least
once a week in a specific time period. Early-life exposure was then defined as
the presence of the exposure in pregnancy or the first 3 years of life. Corre-
lation between these farm-related exposure variables was assessed by using
the Kendall tau-b correlation coefficient. Diversity of farm exposures was de-
fined by summing up all dichotomous farm exposures and division into quar-
tiles based on the weighted distribution in the study sample. Categorical
variables are presented as weighted relative frequencies and compared
over categories by using the Rao-Scott x? test. Weighted logistic regression
models were used to calculate associations between outcomes and farm-
related exposures. Stepwise logistic regression analyses were calculated to
assess final models containing the most relevant exposures. Combined
effects of all dichotomized farm-related exposure variables defined as
4-level categorical variables were included in this process. All models
were adjusted for farming, center, and potential confounders (family atopy,
>2 siblings, sex, maternal smoking in pregnancy, and parental education).
Statistical analysis was performed with SAS 9.2 software (SAS Institute,
Inc, Cary, NC), and a P value of .05 was considered significant. Because
of the exploratory character of the analysis, corrections for multiple testing
were not performed.

RESULTS

In phase I, 132,518 recruitment questionnaires were distrib-
uted, of which 79,888 (60.3%) were returned. Of those, 34,491
(43.2%) parents provided written informed consent for blood
sampling, genetic testing, and dust sampling. Their children were
eligible for phase II (Fig 1); mean age was 8.7 = 1.4 years. Of
these, 9,668 were randomly selected for phase II by exposure stra-
tum (ie, farm children, exposed nonfarm children, and unexposed
nonfarm children), and 8,419 (87%) returned the detailed phase IT
questionnaire. Of these participants, 7,682 (91%) provided blood
samples for measurements of specific IgE levels. Families partici-
pating in phase II were of higher education and had more allergic
illnesses in the family, as also observed in other studies.'!

A lower prevalence of asthma, hay fever, atopic dermatitis, and
atopic sensitization was found among farm children compared
with nonfarm children in phases I and II (Table I), with the ex-
posed nonfarm children having intermediate prevalences. After
adjusting for confounding variables, the adjusted odds ratios
(aORs) for asthma, hay fever, and atopic sensitization with farm-
ing status (farm vs nonfarm) were as follows: 0.68 (95% CI, 0.59-
0.78; P<.001),0.43 (95% CI, 0.36-0.52; P <.001), and 0.54 (95%
CIL, 0.48-0.61; P < .001), respectively. For atopic dermatitis,
the farm effect only amounted to an aOR of 0.80 (95% CI,
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Study module Population Total N Farm Non-farm Non-farm

exposed unexposed
Phase | General population N=79888* | N=8511 | | N=18,182 | | N=52095 |
- Eligible for Phase Il N=344911 | N=4533 ] | N=8566 | | N=21292 |

l | ! !

Phase ll Exposure stratified subsample N=9p68 ¥ | N=3477 ] | N=3236 | I N=2955 |
- Questionnaire N=8419? | N=3093 ] | N=2811 | l N=2515 |
- Blood sampling N=7p82" | N=2832 l | N=2559 I l N=2291 I

FIG 1. Study population and design. *Completed phase | recruiting questionnaire. TCompleted phase |
recruiting questionnaire and signed a consent form for analyses and all additional investigations in phase Il.
§Random selection stratified for exposure. {Completed phase Il questionnaire. §Completed phase Il
questionnaire and participated in blood sampling and analysis of specific IgE levels.

TABLE I. Prevalence of asthma, other allergic ilinesses, and
atopic sensitization, as well as specific farm exposures among
farm children compared with exposed and unexposed nonfarm
children

Nonfarm children

Farm children Exposed Unexposed

Phase I*
Atopic dermatitis 10.6% 14.4% 14.5% i
Hay fever 4.8% 10.5% 14.7% T
Asthma 11.4% 15.8% 18.3% i
Current wheeze 6.7% 9.7% 11.7% T
Phase 117
Atopic dermatitis 12.8% 17.3% 18.0% I
Hay fever 6.4% 11.6% 18.2% |
Atopic sensitization§ 24.5% 35.5% 43.1% |
Asthma 14.1% 20.0% 22.2% |
Current wheeze 8.8% 12.6% 15.0% I
Atopic§ 4.7% 7.5% 87% |
Nonatopic§ 3.5% 5.2% 6.3% I
Severe wheeze 1.7% 2.9% 3.6% |
Phase 1119
Contact with cows 70.7% 31.0% 5.2% |
Stay in cow shed 67.6% 24.3% 2.7% |
Contact with straw 64.9% 24.1% 3.8% |
Stay in barn 73.4% 28.5% 4.0% |
Stay in storage room 30.6% 7.0% 0.8% |
Consumption of farm milk 70.9% 51.1% 5.3% |

*Phase I population: n = 79,888.

P <.001 of the Pearson x2 test for farm versus nonfarm children.

fPhase II population: n = 8,419; analyses weighted to eligible subjects for phase II
(n = 34,491).

§Reduced phase II population: n = 7,682 because of reduced sample size for blood
sampling; analyses weighted to eligible subjects for phase II (n = 34,491).

|P <.001 of the Rao-Scott x* test for farm versus nonfarm children.

§[Farm exposures in pregnancy and the first 3 years of life assessed in the phase II
questionnaire.

0.69-0.93; P = .004). The protective farm effect was seen for all
asthma phenotypes: asthma, current wheeze, current atopic
wheeze, current nonatopic wheeze, and severe wheeze.

In phase I farm characteristics with respect to animal breeding,
cultivation, and animal feeding were assessed within the group of

farm children. By using LCA, 3 types of farms were identified
(Fig 2). The first type comprised farms without dairy cows or cat-
tle breeding. These farms typically kept other animals, such as
pigs, poultry, or horses, combined with cultivation of grain and
feeding of grain shred. The second type of farming comprised
farms with dairy cows and cattle breeding but nearly no cultiva-
tion. In contrast, the third farm type typically comprised those
that kept dairy cows and bred cattle combined with cultivation,
mostly of grain and corn. Farmers of the latter group also typically
fed corn silage and grain shred to their animals. When assessing
the association of the 3 types of farming with asthma, hay fever,
atopic dermatitis, and atopic sensitization within the group of
farm children, a protective effect of the third type of farming on
asthma, hay fever, and atopic dermatitis was observed (Table
ID). For atopic sensitization, only a nonsignificant protective trend
was observed, potentially because of the reduced sample size in
phase 1L

In contrast to phase I assessing farm characteristics irrespective
of whether the child itself was actually exposed, in phase II the
child’s exposure to specific farm characteristics was assessed.
First contact with these farm exposures typically occurred early in
life, especially in pregnancy and the second to third year of life
(Fig 3). Therefore in all subsequent analyses the timing of farm
exposures relates to the period from pregnancy to the third year
of life. Many of these exposures, such as contact with cows, other
farm animals, or animal fodder, the consumption of cow’s milk
produced on a farm, and the child’s presence in stables, barns,
or fodder storage rooms, were inversely related to asthma, hay fe-
ver, atopic dermatitis, and atopic sensitization, even when adjust-
ing for farming (Table IIT). Children were often exposed to several
factors, although correlations between different factors were only
moderate, with somewhat higher correlations for exposure to
grass, hay, and straw (tau-b correlation coefficient, >0.7; data
not shown). Still, many of the assessed exposures showed a strong
overlap (eg, 75% of the children that “were present while the par-
ents are manuring” also had contact with both cows and straw),
requiring multivariate selection procedures to identify relevant
exposures.

Therefore a stepwise variable selection process was performed.
In the resulting final multivariate models, only few farm expo-
sures remained inversely related to asthma, hay fever, atopic
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Types of animal breeding

Types of cultivation

Types of animal feeding

—a— Class 1: no cows (20.0%)

——{J}— Class 2. cows, no cultivation (43.7%) ——O—— Class 3: cows and cultivation (36.3%)

FIG 2. Types of farms based on farm characteristics. Results of LCA with 3-class solution are shown. Farm
characteristics assessed in the phase | recruitment questionnaire are shown (n = 9611 farm children).

TABLE Il. Types of farms and risk of asthma, hay fever, atopic dermatitis, and atopic sensitization

Asthma* Hay fever* Atopic dermatitis* Atopic sensitizationt
Farm type aOR: 95% Cl Pvalue aOR{ 95% CI Pvalue aOR{ 95% CI Pvalue aOR{ 95% Cl P value
No cows 1.00 — — 1.00 — — 1.00 — — 1.00 — —
Cows, no cultivation 0.84  0.69-1.03 .09 094  0.70-1.26 .68 0.78  0.64-0.96 .02 1.01 0.78-1.32 94
Cows and cultivation ~ 0.79  0.65-0.95 .01 0.70  0.53-0.94 .02 0.75 0.62-0.91 .004 0.82  0.64-1.06 13

*QOutcomes assessed in phase I recruitment questionnaire (n = 9611 farm children).
fTOutcome assessed in phase II blood sampling (n = 2832 farm children).

fAdjusted for center and potential confounders (family atopy, >2 siblings, sex, maternal smoking, and parental education).

dermatitis, and atopic sensitization (Fig 4; data are shown in Table
E2 in this article’s Online Repository at www.jacionline.org).
Concurrent contact with cows and straw and the consumption
of cow’s milk produced on the farm were independent protective
factors for asthma. The farm effect aORs increased from 0.68
(95% CI, 0.59-0.78) to 0.89 (95% CI, 0.75-1.06) after inclusion
of the relevant farm exposures, suggesting that they accounted
for most of the farm effect. When stratifying the analysis into
atopic and nonatopic children, the variables selected into the final
model remained unchanged in the group of nonatopic subjects,
whereas only farm milk remained in the model as a significant
protective factor for asthma among atopic children. “Being pre-
sent while the parents are manuring” showed the lowest odds ra-
tios for all outcomes except atopic sensitization. However, in the
multivariate model, when including contact with cows and with
straw, manuring was no longer significant.

Similarly to asthma, protective farm exposures remaining in
the final multivariate model for hay fever were contact with cows
and consumption of farm milk. However, in contrast to asthma,
contact with straw was no longer significant in the final model,
even in combination with concurrent contact with cows. The farm

effect aOR increased from 0.43 (95% CI, 0.36-0.52) to only 0.68
(95% CI, 0.55-0.84), indicating the presence of additional unde-
tected protective exposures in the farming environment.

For atopic sensitization, contact with straw and the consumption
of cow’s milk produced on the farm were significant independent
protective determinants in the final model (Fig 4). Similarly to hay
fever, the aOR for farming only increased from 0.54 (95% CI,
0.48-0.61) to 0.74 (95% CI, 0.64-0.86). Exposure to poultry and
dogs early in life additionally contributed to the model when defin-
ing atopic sensitization at a higher cutoff (3.5 kU/L).

With respect to atopic dermatitis, only very few distinct
questionnaire-based farm exposures were significantly protective
after adjusting for farming and potential confounders. Of these,
only staying in a fodder storage room remained in the final model,
with the effect of farming being no longer significant. In contrast
to the other phenotypes, onset of atopic dermatitis typically
occurs in infancy, with an increased potential role of exposures in
pregnancy. We thus repeated all analyses for exposures in
pregnancy only. The maternal exposures inducing the greatest
change in the effect of farming on atopic dermatitis were staying
in a cow shed and manuring during pregnancy. In contrast, when
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FIG 3. Timing of the first exposure to farm characteristics. Most children experienced their first exposure
through their mothers in pregnancy. *Computations are based on 5 groups of children ever exposed to
cows, cow sheds, straw, barns, fodder storage rooms, or farm milk. The bars show the proportion of chil-
dren with first-time contact with the respective farm exposure per age category. Proportions of the 5 age

categories add up to 100%.

including only maternal exposures during pregnancy for asthma,
hay fever, and atopic sensitization, factors remaining in the final
models were unchanged. Atopic dermatitis was merely defined as
a doctor’s diagnosis because this was assessed in phase I, whereas
corresponding symptoms were only assessed in phase II. When
using an outcome variable combining diagnosis and symptoms,
the final multivariate models remained unchanged, except that
manuring additionally remained in the model.

For the assessment of the diversity of exposures, a score was
generated by summing up all dichotomous farm exposures. This
diversity score was significantly associated with atopic sensiti-
zation: aORs of 0.79 (95% CI, 0.65-0.97; P = .03) for 2 to 4 ex-
posures (third quartile) and 0.65 (95% CI, 0.52-0.80; P <.001) for
5 to 23 exposures (fourth quartile) versus no exposure (first quar-
tile). However, when adjusting the final models for diversity, it
was no longer significant, and the association of contact with
straw and consumption of farm milk with the outcome remained
basically unchanged (see Table E3 in this article’s Online Repos-
itory at www.jacionline.org).

Sensitivity analyses investigating the individual contribution of
prenatal and postnatal exposure for asthma, hay fever, and atopic
sensitization showed some differences between factors but in
general suggested that both periods were of importance, showing
similar effects for exposure in pregnancy and in the first 3 years of
life (data not shown). Furthermore, a dose-response relationship
was seen (ie, stronger protection with increased frequency of
exposures; see Fig E1 in this article’s Online Repository at www.
jacionline.org).

DISCUSSION

Children growing up on farms in Germany, Austria, and
Switzerland are protected against asthma, hay fever, and atopic
sensitization. Only 3 distinct farm exposures assessed by means
of questionnaire (ie, the pregnant mother’s and subsequently the
toddler’s exposure to cows and straw and the consumption of
cow’s milk produced on the farm) accounted for the farm effect on
asthma and partially on hay fever and atopic sensitization.

The protective effect of a farm environment on atopic derma-
titis was much less pronounced than for the other outcomes. This
discrepancy has already been observed in previous studies on
farming and is in line with results from the German International
Study of Asthma and Allergies in Childhood, in which atopic

dermatitis showed no strong associations with environmental
factors, indicating that the hygiene hypothesis might not hold for
atopic dermatitis as much as for respiratory allergic diseases.'*'?

The definition of asthma for population-based studies has been
vividly debated. We used a broader asthma definition, including
diagnosis, symptoms, and treatment, to also include milder and
nonatopic phenotypes, as well as more specific definitions of
current, atopic and nonatopic, and severe wheeze. Farm children
were at lower risk of any of these phenotypes compared with
nonfarm children, potentially indicating antiviral properties of the
protective exposures. When using the International Study of
Asthma and Allergies in Childhood’s definition (doctor’s diag-
nosis of asthma or recurrent wheezy bronchitis), as in previous
farm studies, the farm effect remained unchanged (6.5%, 9.0%,
and 10.5% in farmers and exposed and unexposed nonfarmers,
respectively; P <.001) and was of similar magnitude as in the pre-
vious farm studies ALEX (Allergy and Endotoxin) and PARSI-
FAL (Prevention of Allergy—Risk Factors for Sensitization In
Children Related to Farming and Anthroposophic Lifestyle)
(see Table E4 in this article’s Online Repository at www.
jacionline.org).®'>!*

In cooperation with farmers and field workers coming from a
farm environment, we developed an extensive questionnaire to
assess the large spectrum of potential exposures that a child might
encounter on a farm over the first years of life. The most relevant
farm exposures were then selected into a final multivariate model
through a stepwise statistical procedure based on the change in
estimate of farming: the closer to the null effect the overall
farming effect became when a specific farm exposure was
additionally included in the model, the more likely it was to
account for this farm effect. This method was very robust with
respect to the selection of the final set of exposure variables. The
standard stepwise variable selection procedure that merely uses
the P value as an inclusion criterion resulted in the same final
models, irrespective of whether farming and potentially con-
founding variables were forced into the model in the selection
process.

In this newly developed comprehensive questionnaire, the
child’s contact with all types of animal feeding was assessed. The
strongest protective effect on all outcomes except atopic derma-
titis was seen for contact with straw. Straw is an agricultural
byproduct of cereal plants (ie, the dry stalks after the grain has
been removed) and is mostly used as bedding material for animals
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TABLE Ill. Farm exposures (pregnancy to age 3 years) associated with decreased risk of asthma, hay fever, atopic dermatitis, and atopic

sensitizationt

Asthmai Hay feveri Atopic dermatitis Atopic sensitization§
P P P P
aOR| 95% Cl value aOR| 95% Cl value aOR| 95% Cl value aOR| 95% Cl value
Contact with animals
Cat 090 0.77-1.04 .16 # 092 0.77-1.10 .37 # 085 0.72-1.01 .06 ¢ 0.81 0.71-0.93 .003 #
Dog 0.99 0.84-1.15 .86 0.90 0.74-1.10 .31 # 0.88 0.74-1.05 .15 0.85 0.74-0.97 .02 #
Cow 0.74 0.62-0.89 .002 *9# 0.52 0.41-0.66 <.001 *9# 087 0.71-1.06 0.17 9# 0.75 0.65-0.88 <.001 *9#
Pig 0.89 0.70-1.14 .36 g 076 053-1.07 .12 9g# 098 0.77-1.26 .89 0.87 0.70-1.07 .18
Poultry 095 0.77-1.17 .63 0.72 0.54-095 .02 *9# 095 0.76-1.17 .61 0.76 0.64-091 .003 #
Sheep 0.79 0.62-1.02 .07 0.74 0.52-1.05 .09 # 091 0.69-121 .53 0.84 0.68-1.04 .12
Horse 1.13 0.89-143 .30 0.95 0.69-1.29 .73 1.33 1.05-1.70 .02 0.79 0.63-0.99 .04
Stay in animal sheds
Cow 0.79 0.65-0.95 .01 *9q 0.66 0.52-0.85 .001 *9q# 0.82 0.67-1.01 .06 9# 0.78 0.67-0.92 .003 * 9 #
Pig 1.04 0.81-1.33 .78 0.72 0.51-1.02 .06 9# 099 0.76-1.29 .92 0.85 0.68-1.06 .14
Poultry 0.92 0.74-1.15 .48 9 0.89 0.66-1.20 .44 # 091 0.72-1.15 42 9 0.84 0.69-1.01 .06 #
Contact with animal feed
Straw 0.79 0.66-0.95 .01 *q9 0.61 0.47-0.80 <.001 *9# 0.83 0.67-1.02 .07 9# 0.61 0.52-0.72 <.001 * 9q#
Hay** 0.87 0.73-1.04 .14 9.# 0.78 0.63-098 .03 *9# 091 0.76-1.10 .35 9# 0.74 0.63-0.86 <.001 * 9 #
Grain** 0.93 0.76-1.14 .49 091 0.68-1.21 .52 # 091 0.73-1.14 43 9q# 0.72 0.61-0.86 <.001 * 9.#
Corn** 0.86 0.67-1.09 .21 9.# 0.88 0.64-1.20 .41 # 0.84 0.66-1.06 .14 9 0.78 0.64-0.95 .01 #
Corn silage™* 0.81 0.61-1.07 .14 9.# 072 047-1.09 .12 9q# 070 0.54-0.93 .01 *9# 0.84 0.67-1.04 .11 #
Grass 0.95 0.79-1.13 .56 0.82 0.65-1.03 .09 9# 0.86 0.70-1.04 .11 9g# 0.82 0.70-0.96 .01
Grass silage** 0.96 0.76-1.21 .72 # 073 0.52-1.02 .07 9# 079 0.62-1.01 .06 9g# 0.79 0.65-095 .01 *9q#
Pellet feed 0.84 0.68-1.05 .13 0.77 0.54-1.09 .13 # 098 0.77-125 .85 0.75 0.62-0.92 .005 #
Sugar beet 1.19 0.82-1.73 .36 0.97 0.52-1.81 .92 # 095 0.62-146 .82 0.76 0.53-1.09 .14
Stay in —
Bamn 0.87 0.72-1.04 .13 0.62 0.48-0.80 <.001 *9# 0.86 0.70-1.05 .14 9# 0.70 0.59-0.82 <.001 *9.#
Fodder storage room 0.94 0.72-1.23 .65 # 072 049-1.07 .10 9g# 0.72 0.55-093 .01 *9 0.79 0.64-098 .03
Present while parents are —
Doing field work 1.09 0.82-1.44 .57 091 0.59-1.41 .68 0.85 0.62-1.19 35 ¢ 0.83 0.65-1.06 .14
Manuring 0.65 0.47-0.90 .01 # 051 0.33-0.80 .003 *9 0.66 0.45-096 .03 *9q# 0.85 0.65-1.11 .23
Spraying pesticides 1.22 0.32-4.62 .77 1.00 0.12-8.14 1.00 0.74 0.27-2.07 .57 1.45 0.52-4.02 .48
Consumption of —
Farm milk 0.77 0.66-0.90 .001 *9# 0.64 0.53-0.77 <.001 *9# 089 0.76-1.06 .18 9§ 0.73 0.64-0.84 <.001 *9#

Significant results are shown in boldface.

*Variable included in subsequent stepwise analyses for the respective outcome (criteria: significant results and >10% change in aOR of farming toward the null effect).

fFarm exposures assessed in phase II questionnaire.

fOutcomes assessed in phase II questionnaire: n = 8,419; analyses weighted to eligible subjects for phase II (n = 34,491).
§Outcome assessed in phase II blood sampling: n = 7,682; analyses weighted to eligible subjects for phase II (n = 34,491).
||Adjusted for center, farming, and potential confounders (family atopy, >2 siblings, sex, maternal smoking in pregnancy, and parental education).

9§ Ten percent or greater change in aOR of farming toward the null effect.
#Significant aOR within strata of farmer’s children.

**Combination of several questionnaire items: Hay, contact with forage hay or present while parents were harvesting or handling hay; Grain, contact with forage grain or present
while parents were harvesting, threshing, or kibbling grain; Corn, contact with forage corn or present while parents were harvesting or kibbling corn; Corn silage, contact with
forage corn silage or present while parents are ensiling corn; Grass silage, contact with forage grass silage or present while parents are ensiling grass.

in the study areas. Children are exposed either in barns or in the
stable when litter is placed and aerosolized or removed. However,
children exposed to straw were often also exposed to hay, grass,
and manure. Therefore individual effects of grass, hay, manure,
and straw could not be disentangled with certainty. Recent
experimental studies have shown that the oligosaccharide arabi-
nogalactan from grass and hay protects mice against allergic
asthma." Cereal, the source material of straw, also contains ara-
binogalactan, suggesting that exposure to this plant-derived oli-
gosaccharide might protect children against asthma and atopy.'®
Alternatively or additionally, thus far unidentified microbial ex-
posures associated with hay and straw might explain the effect.
Straw has been shown to be contaminated with a high variety of
fungi and bacteria.'”

Consumption of cow’s milk produced on the farm also showed
a consistently strong inverse relation with 3 of the outcomes:

asthma, hay fever, and atopy. This corroborates previous find-
ings.&l&19 Refined analyses on the handling of milk samples by
parents (boiling or skimming) and content of microbes, fat, pro-
tein, and various enzymes have been reported separately.® It is im-
portant to note that the effect of consumption of cow’s milk
produced on the farm was independent of the protective effect
of contact with cows, potentially indicating different pathways:
whereas milk exerts its effect through the gut, contact with
cows might potentially be an inhaled exposure affecting the air-
way mucosa.

This notion of different pathways is supported by the fact that
contact with cows only exerted a strong effect on outcomes
involving the airways (ie, on asthma, including nonatopic asthma
[data not shown] and on hay fever). No such effect was observed
for atopy in the final model. The effect of contact with cows on
hay fever was independent of other protective exposures, such as
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FIG 4. Specific farm exposures that best explain the overall effect of farming. Results of multivariate
stepwise weighted regression models. *Mutually adjusted and additionally adjusted for center and
potential confounders (family atopy, >2 siblings, sex, maternal smoking in pregnancy, and parental
education). 8Compared with the reference group (neither contact with cows nor straw). Odds ratios for
intermediate categories (contact with cows or straw) are shown in Table E2.

contact with straw. This was in contrast to the effect on asthma:
contact with cows was only inversely associated with asthma if
the child also had contact with straw, potentially reflecting a
specific type of farming accounting for this combined protective
effect. No such interaction was observed for hay fever or atopy.
This might explain why previous surveys on children from dairy
farms have come to similar and homogeneous results for hay fever
and atopy but have shown conflicting results with respect to
protection against asthma'%?’: perhaps specific combinations of
exposures not investigated in previous studies are essential to ex-
ert a protective effect on asthma. Interestingly, similar effects
were observed irrespective of whether characteristics of the
farm were assessed or farm exposures of the child: both ap-
proaches resulted in a combination of cows and products of culti-
vation (eg, straw) as factors best explaining the overall farm
effect. These results are not only observed in Alpine but also in
other European areas, eg, in the Polish arm of the GABRIEL Ad-
vanced Studies (results will be reported separately). This points
toward a protective effect of the traditional way of farming as it
has been pursued for centuries, comprising cows, their products
(eg, milk), and cultivation of grains both for alimentation and bed-
ding material. From an evolutionary perspective, mankind has
been exposed to these since settling down. Immune responses
adapted to this prevailing environment might thus induce toler-
ance. Therefore it is not surprising that some of the farm effects

observed in Central Europe are not seen in the United States be-
cause the type of farming differs greatly between continents.
The detailed questionnaire not only assessed the type of
exposure but also both its time period and frequency. For most
exposures, first contact in the child’s life most frequently occurred
during pregnancy and the second to third years of life, indicating
mothers working on a farm. Furthermore, when analyzing the
association of timing and outcomes, the effects of exposures early
in life (ie, from pregnancy up to age 3 years, as shown in this
article) showed much stronger effects than current exposure at the
time of outcome assessment (data not shown). This correlates with
findings from other studies that observed an effect of farm exposure
in pregnancy on specific IgE levels and cytokine responses in cord
blood, indicating a protective farm effect as early as in utero.*'™>
Our results show that protective mechanisms differ for asthma
and atopy. The exhaustive questionnaire assessed the child’s farm
exposures in as detailed a manner as possible. In contrast to
asthma, the farm effect on atopy, although about half of it was
explained by the questionnaire items, was not completely
accounted for by these or their diversity, indicating a link was still
missing. This is in line with previous results from the GABRIEL
study group observing differing genes involved in the cause of
asthma and atopy and discrepant results for the role of microbial
diversity: whereas the diversity of bacteria and fungi from dust of
farm and nonfarm children accounted for the protective farm effect
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on asthma, this did not hold for atopy, indicating a potential role of
an unknown, ubiquitous protective exposure on farms."? This un-
expected finding is as puzzling as the very consistent protective ef-
fect of sibship size on atopy, which has not yet been completely
explained by the hygiene hypothesis either.

The GABRIEL study group consisted of the following members listed in
alphabetical order with affiliations:

Silvia Apprich, PhD,® Andrzej Boznanski, MD, PhD,j Charlotte Braun-
Fahrlinder, MD,%¢ Gisela Biichele, PhD,® William Cookson, MD, DPhil,*
Paul Cullinan, MD,* Hanna Danielewicz, MD,j Anna D@bir’lska,j Martin Dep-
ner, PhD,b Markus Ege, MD,b Urs Frey, MD, PhD,? Oliver Fuchs, MD,k Jon
Genuneit, MD,¢ Dick Heederik, PhD,r Elisabeth Horak, MD,1 Anne Hyvari-
nen, PhD," Sabina I1li, PhD,” Michael Kabesch, MD,™ Katalin Kovacs,' Alek-
sandra Kosmeda, PhD,j Wolfgang Kneifel, PhD,# Philipp Latzin, MD, PhD,k
Roger Lauener, MD,° Georg Loss, MSc,%¢ Stephanie MacNeill, MSc,” Bern-
hard Morass, MD,1 Anne-Cécile Normand, PhD,P Ilka Noss, PhD,f Renaud
Piarroux, MD, PhD,” Helena Rintala, PhD," Mascha K. Rochat, MD," Niko-
laos Sitaridis,” Barbara Sozanska, MD,j David Strachan, MD," Christine
Strunz-Lehner, MPH,b Bertrand Sudre, MD, PhD,i Erika von Mutius, MD,
MSc,b Marco Waser, PhD,‘l’e Juliane Weber, MD,b and Inge Wouters, PhD.f

From “Imperial College London, National Heart and Lung Institute, South
Kensington Campus, London, United Kingdom; °LMU Munich, University
Children’s Hospital, Munich, Germany; “Ulm University, Institute of Epide-
miology and Medical Biometry, Ulm, Germany; “the Swiss Tropical and Pub-
lic Health Institute, Basel, Switzerland; °the University of Basel, Basel,
Switzerland; fUtrecht University, Institute for Risk Assessment Sciences
(IRAS), Division of Environmental Epidemiology, Utrecht, The Netherlands;
#BOKU Vienna, University of Natural Resources and Life Sciences, Depart-
ment of Food Science and Technology, Vienna, Austria; "THL Kuopio, Na-
tional Institute for Health and Welfare, Kuopio, Finland; iUniversité de
Franche-Comté, UMR 6249 Chrono-Environnement, Département de Parasi-
tologie/Mycologie, UFR SMP, Besangon, France; IWroclaw Medical Univer-
sity, 1st Department of Paediatrics, Allergology and Cardiology, Wroclaw,
Poland; kthe Division of Pulmonology, Department of Paediatrics, Bern Uni-
versity Hospital, Bern, Switzerland; 'the Department of Pediatrics and Adoles-
cents, Division of Cardiology and Pulmonology, Innsbruck Medical
University, Innsbruck, Austria; "Hannover Medical School, Clinic for Paedi-
atric Pneumology and Neonatology, Hannover, Germany; "St George’s, Uni-
versity of London, London, United Kingdom; °High Mountain Hospital
Davos, Davos-Wolfgang, Switzerland; Pthe Department of Parasitology and
Mycology, Hopital de la Timone, Assistance Publique-Hopitaux de Marseille,
Marseille, France; and 9the University Children’s Hospital (UKBB), Univer-
sity of Basel, Basel, Switzerland.

Key messages

e Specific types of farms with cows and cultivation exerted
a protective effect on asthma, hay fever, and atopic
sensitization.

This protective farm effect on asthma, hay fever, and
atopic sensitization was determined by 3 specific early-
life exposures of the child, namely contact with cows
and straw and consumption of farm milk, thereby nar-
rowing down the farm effect.

Whereas the farm effect on asthma could be explained by
contact with cows, straw, and farm milk, this was not the
case for hay fever and atopic sensitization, indicating dif-
fering underlying protective mechanisms.
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METHODS

Statistical analyses

For the analysis of the farm effect, exposed and unexposed nonfarm
children were combined as nonfarm children and compared with farm
children.

All questionnaire-based farm-related exposures were assessed for 5 time
periods and 5 frequency categories per time period. For statistical analysis,
these data were dichotomized into the presence or absence of the exposure
based on an exposure frequency of at least once a week in a specific time
period. Early-life exposure was then defined as the presence of the exposure in
pregnancy or the first 3 years of life. The correlation between the dichotomized
farm-related exposure variables was assessed by using the Kendall tau-b
correlation coefficient. For assessment of the diversity of exposures, a score
was generated by summing up all dichotomous farm exposures depicted in
Table IIT and dividing the sum into quartiles based on the weighted distribution
in the study sample.

Data from phase II were analyzed by using weighted statistical methods,
taking the specific stratified sampling design into account. Fixed a priori
weights were calculated as the inverse of the ratio of selected to eligible chil-
dren per center and strata. All analyses were weighted to the total n value of the
study population of phase I eligible for phase II. Missing values in selected
children led to slightly diminished numbers per analysis. For the final logistic
regression models, a sensitivity analysis was performed by using weights ad-
ditionally adjusted for missing values in the variables included in the respec-
tive model, thus truly weighting the assessed data to the total n value. However,
results remained unchanged (data not shown).

For phase I, categorical variables are presented as relative frequencies; P
values are based on the Pearson x test. For phase II, categorical variables
are presented as weighted relative frequencies and compared over categories
by using the Rao-Scott X° test, which applies a design effect correction to the
Pearson x statistic computed from the weighted frequencies.

In phase I LCA was used to derive different types of farming.®! LCA is a
statistical method for finding subtypes of related subjects (latent classes)
from multivariable categorical data. Farmers of our study population were
clustered into a number of discrete latent classes based on the pattern of re-
sponse to various questions on farm characteristics (types of animal breeding,
cultivation, and animal feeding), as assessed in the phase I questionnaire. The
posterior probability of each subject belonging to a particular class was esti-
mated, and from these data, logistic regression was used to estimate associa-
tions of the respective classes or “farm types” with asthma, hay fever, atopic
dermatitis, and atopic sensitization.

In phase II, weighted logistic regression models using the Taylor series
method to estimate variances were used to calculate associations between
dichotomous outcomes and farm-related exposures. All models were adjusted
for farming, center, and potential confounders differing between farm and
nonfarm children (family atopy, >2 siblings, sex, maternal smoking in
pregnancy, and parental education). Stepwise logistic regression analyses
were calculated to assess final models containing the most relevant exposures
to detect specific exposure variables underlying the overall farm effect. The
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aim of this procedure was to explain the farm effect, and thus all exposure
variables that were significant and that induced a change of at least 10% in the
effect of farming toward the null-effect in farm- and confounder-adjusted
analysis were included in this process. At each forward step of this model-
building procedure, the exposure inducing the largest change in estimate for
farming was additionally included in the multivariate model if significant. In a
backward step variables were removed from the model if no longer significant.
The model building ended if no additional exposure was significant if included
in the model. Combined effects of all dichotomized farm related exposure
variables were defined as 4-level categorical variables to detect exposures that
only exert an effect if occurring concurrently with another exposure: (——),
both variables negative (reference category for statistical analysis);
(+—)/(—+), 1 variable positive; and (++), both variables positive. If these
combined exposures induced a change of 10% or greater in the farm effect and
if only the (++) category was significant in farm- and confounder-adjusted
analysis, as well as the overall type III P value, this categorical variable was
included in the stepwise procedure based on the type III P value and the
change in farm effect. For phase I and phase II analyses within the group of
farm children, unweighted center- and confounder-adjusted logistic regression
models using the same method to estimate variances as for weighted analyses
were applied. aORs and 95% Cls are reported.

Statistical analysis was performed with SAS 9.2 software (SAS Institute,
Inc); a P value of .05 was considered significant. Because of the exploratory
character of the analysis, corrections for multiple testing were not performed.
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FIG E1. Frequency of exposure and risk of asthma, hay fever, and atopic sensitization. Frequency of
exposure is defined as the maximum exposure of the 3 time periods (pregnancy, first year of life, and
second to third year of life). aORs and 95% Cls are adjusted for farming and potential confounders.
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TABLE E1. Previous publications from the GABRIEL Study Consortium

Publication

Title/key message

Moffatt et al,E2 N Engl
J Med 2010

Ege et al,”* N Engl ] Med 2011

Ege et al,** J Allergy Clin
Immunol 2011

Normand et al,ES

Med 2011

Occup Environ

Genuneit et al,E6 Paediatr Perinat
Epidemiol 2011

Loss et al.*” J Allergy Clin
Immunol 2011

MacNeill et al, Allergy 2011,

submitted

Fuchs et al, J Allergy Clin
Immunol 2011, in revision

Illi et al, J Allergy Clin
Immunol 2012

A large-scale, consortium-based, genome-wide association study of asthma

— This genome-wide association study found little overlap between the principal loci that confer susceptibility to
asthma and those that regulate total serum IgE levels. This suggests that an increase in IgE level is probably an
inconstant secondary effect of asthma rather than its cause.

Exposure to environmental microorganisms and childhood asthma

— Children living on farms were exposed to a wider range of microbes than were children in the reference group.
This exposure explained a substantial fraction of the inverse relation between asthma and growing up on a farm.
In contrast, atopy was only weakly associated with the diversity of microbes.

Gene-environment interaction for childhood asthma and exposure to farming in Central Europe

— A genome-wide interaction analysis revealed several novel interaction candidate genes for asthma and atopy in a
farming environment. In turn, the top single nucleotide polymorphisms of a meta-analysis for childhood asthma
did not interact with farming. Previously published interactions with farming-related exposures for asthma and
atopy were not replicated.

Airborne cultivable microflora and microbial transfer in farm buildings and rural dwellings

— Microorganisms are transported from animal sheds and barns into farm dwellings. Therefore children living in
these environments are exposed when indoors and when visiting animal sheds and barns. Indoor exposure might
also contribute to the protective effect of the farm environment.

The GABRIEL Advanced Surveys: study design, participation, and evaluation of bias

— The GABRIEL Advanced Surveys are one of the largest studies to shed light on the protective “farm effect” on
asthma and atopic disease. Bias with regard to the main study question was able to be ruled out by represen-
tativeness and high participation rates in phases 2 and 3. The GABRIEL Advanced Surveys have created ex-
tensive collections of questionnaire data, biomaterial, and environmental samples, promising new insights into
this area of research.

The protective effect of farm milk consumption on childhood asthma and atopy: the GABRIELA study

— Questionnaire-reported consumption of unboiled but not boiled farm milk was inversely associated with asthma,
hay fever, and atopy. Higher levels of the whey proteins BSA, a-lactalbumin, and (-lactoglobulin in milk
samples were associated with a reduced risk of asthma but not atopy. Neither total viable bacterial counts nor
total fat content of milk were related to asthma or atopy.

Asthma and allergies: Is the farming environment (still) protective in Poland? The GABRIEL Advanced Studies

— This cross-sectional survey of schoolchildren in rural Poland showed that living on certain types of farms is
significantly protective against atopic sensitization. Early-life exposure to grain might explain part of this effect.

Farming environments and childhood atopy, wheeze, lung function, and exhaled nitric oxide

— The protective farm effect on wheeze prevalence is independent of atopy and not attributable to improved airway
size and lung mechanics. Underlying protective mechanisms include alterations of immune response and sus-
ceptibility to likely viral triggers of childhood airway disease also affecting airway inflammation.

Protection against childhood asthma and allergy in Alpine farm environments—the GABRIEL Advanced Studies

— Specific types of farms with cows and cultivation exerted a protective effect on asthma, hay fever, and atopic
sensitization. This protective farm effect on asthma, hay fever, and atopic sensitization was determined by 3
specific early-life exposures of the child, namely by contact with cows and straw and consumption of farm milk,
thereby narrowing down the farm effect. However, whereas the farm effect on asthma could be completely
explained by these, this was not the case for hay fever and atopic sensitization, indicating differing underlying
mechanisms in spite of comanifestation of these outcomes.
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TABLE E2. Specific farm exposures that best explain the overall
effect of farming on asthma, hay fever, atopic dermatitis, and
atopic sensitization, as identified in multivariate stepwise re-
gression models*

P
aORs8 95% CI value

Asthmat
— Contact with cows, — contact with straw  1.00 — —
— Contact with cows, + contact with straw  1.00 0.76-1.32 1.00
+ Contact with cows, — contact with straw  0.94  0.73-1.21 .63
+ Contact with cows, + contact with straw  0.68  0.54-0.85 <.001

Consumption of farm milk 0.81 0.68-0.96 .02

Farming 0.89 0.75-1.06 .20
Hay feverf

Contact with cows 0.59 0.46-0.76 <.001

Consumption of farm milk 0.71 0.58-0.86 <.001

Farming 0.68 0.55-0.84 <.001
Atopic dermatitis

Stay in fodder storage room 0.72  0.55-0.93 .01

Farming 0.88 0.75-1.04 .12
Atopic sensitization}

Contact with straw 0.66 0.56-0.78 <.001

Consumption of farm milk 0.77 0.67-0.88 <.001

Farming 0.74  0.64-0.86 <.001

*Weighted logistic regression models with stepwise variable selection for asthma, hay
fever, atopic dermatitis, and atopic sensitization based on the largest change in
estimate for farming after adjusting for confounding variables. All significant
exposure variables (pregnancy to age 3 years) from previous farm- and confounder-
adjusted analyses that induced a change in estimate of farming of 10% or greater
toward the null effect were included in the selection process.

FOutcomes assessed in phase II questionnaire: n = 8,419; analyses weighted to
eligible subjects for phase II (n = 34,491).

fOutcome assessed in phase II blood sampling: n = 7,682; analyses weighted to
eligible subjects for phase IT (n = 34,491).

§Mutually adjusted and additionally adjusted for center and potential confounders
(family atopy, >2 siblings, sex, maternal smoking in pregnancy, and parental
education).
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TABLE E3. Final multivariate models for asthma, hay fever,

atopic dermatitis, and atopic sensitization adjusted for diversity

score*
P
aORg8 95% Cl  value
Asthmat
— Contact with cows, — contact with straw  1.00 — .08
— Contact with cows, + contact with straw  0.90 0.60-1.37 .64
+ Contact with cows, — contact with straw  0.90 0.64-1.26 .53
+ Contact with cows, + contact with straw  0.66  0.46-0.96 .03
Consumption of farm milk 0.72  0.59-0.89  .002
Farming 0.97 0.80-1.18 .76
Diversity score*
0 1.00 — .66
1 1.09 0.86-1.37 .47
2-4 1.17  0.91-1.51 21
>5 1.13  0.77-1.66 .53
Hay fevert
Contact with cows 0.57 0.42-0.77 <.001
Consumption of farm milk 0.62 0.50-0.78 <.001
Farming 0.71  0.55-0.92  .009
Diversity score®
0 1.00 — 42
1 1.11  0.85-1.44 45
2-4 124  094-1.64 .13
>5 128 0.90-1.82 .16
Atopic dermatitis{
Stay in fodder storage room 0.72  0.52-098 .04
Farming 098 0.79-1.21 .84
Diversity score®
0 1.00 — 29
1 0.89 0.69-1.14 35
2-4 1.02 0.80-1.31 .87
>5 0.82 0.63-1.06 .14
Atopic sensitization}
Contact with straw 0.66 0.53-0.83 <.001
Consumption of farm milk 0.77  0.65-0.91 .002
Farming 0.79 0.67-0.94  .009
Diversity score*
0 1.00 — .57
1 096 0.78-1.18 .69
2-4 0.86 0.69-1.06 .17
>5 092 0.70-1.20 .53

*The diversity score is defined as the number of exposures divided into quartiles based

on the weighted distribution in the study sample.

tOutcomes assessed in phase II questionnaire: n = 8,419; analyses weighted to

eligible subjects for phase II (n = 34,491).

1Outcome assessed in phase II blood sampling: n = 7,682; analyses weighted to

eligible subjects for phase II (n = 34,491).

§Mutually adjusted and additionally adjusted for center and potential confounders

(family atopy, >2 siblings, sex, maternal smoking in pregnancy, and parental

education).
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TABLE E4. Prevalence of asthma, hay fever, and atopic dermatitis diagnoses and atopic sensitization in farm studies

ALEX* PARSIFALt GABRIEL phase | GABRIEL phase II||

Farm Nonfarm Farm Nonfarm Farm Nonfarm Farm Nonfarm

childreni children childreng children childreng children children§ children
Asthma diagnosis ever 5.4% 11.8% 6.3% 9.1% 6.5% 10.1% 8.3% 12.1%
Hay fever diagnosis ever 5.9% 15.9% 1.3% 4.4% 3.0% 9.5% 3.9% 10.6%
Atopic dermatitis diagnosis — — 7.1% 9.9% 10.6% 14.5% 12.8% 17.8%

ever

Atopic sensitization 17.9% 32.9% 22.7% 34.7% — — 24.7% 40.8%

*Riedler et al.”®

+Alfven et al.®?

fFarm children were defined as children with contact with farm milk or stables ever.

§Farm children were defined as children currently living on a farm run by the child’s family.

|[Weighted prevalences (weighted to GABRIEL phase I).

YALEX: IgE >3.5 KU/L for house dust/storage mites, cat, grass, birch, and cow; PARSIFAL: IgE >0.35 kU/L in Phadiatop or mix of common food allergens (fx5); GABRIEL: IgE
>0.70 kU/L for house dust mite, cat, and birch or IgE >0.35 kU/L for grass mix.
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3 THE PROTECTIVE EFFECT OF FARM MILK
CONSUMPTION ON CHILDHOOD ASTHMA AND ATOPY:
THE GABRIELA STUDY

This paper has been published:

Loss G, Apprich S, Waser M, Kneifel W, Genuneit J, Biichele G, Weber J, Sozanska B,
Danielewicz H, Horak E, van Neerven RJJ, Heederik D, Lorenzen PC, von Mutius E, Braun-
Fahrliander C, the GABRIELA study group. The protective effect of farm milk consumption
on childhood asthma and atopy: The GABRIELA study. J Allergy Clin Immunol 2011,
128(4):766-73.¢4.
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The protective effect of farm milk consumption on
childhood asthma and atopy: The GABRIELA study
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Background: Farm milk consumption has been identified as an
exposure that might contribute to the protective effect of farm
life on childhood asthma and allergies. The mechanism of action
and the role of particular constituents of farm milk, however,
are not yet clear.

Objective: We sought to investigate the farm milk effect and
determine responsible milk constituents.

Methods: In rural regions of Germany, Austria, and Switzerland,
a comprehensive questionnaire about farm milk consumption
and other farm-related exposures was completed by parents of
8334 school-aged children, and 7606 of them provided serum
samples to assess specific IgE levels. In 800 cow’s milk samples
collected at the participants’ homes, viable bacterial counts, whey
protein levels, and total fat content were analyzed. Asthma, atopy,
and hay fever were associated to reported milk consumption and
for the first time to objectively measured milk constituents by
using multiple regression analyses.

Results: Reported raw milk consumption was inversely
associated to asthma (adjusted odds ratio [aOR], 0.59; 95% CI,
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0.46-0.74), atopy (aOR, 0.74; 95% CI, 0.61-0.90), and hay fever
(aOR, 0.51; 95% CI, 0.37-0.69) independent of other farm
exposures. Boiled farm milk did not show a protective effect.
Total viable bacterial counts and total fat content of milk were
not significantly related to asthma or atopy. Increased levels of
the whey proteins BSA (aOR for highest vs lowest levels and
asthma, 0.53; 95% CI, 0.30-0.97), a-lactalbumin (aOR for
interquartile range and asthma, 0.71; 95% CI, 0.52-0.97), and
B-lactoglobulin (aOR for interquartile range and asthma, 0.62;
95% CI, 0.39-0.97), however, were inversely associated with
asthma but not with atopy.

Conclusions: The findings suggest that the protective effect of
raw milk consumption on asthma might be associated with the
whey protein fraction of milk. (J Allergy Clin Immunol
2011;128:766-73.)

Key words: Allergic diseases, asthma, atopy, children, farming, hay
fever, microorganism, farm milk, risk, whey protein

Discuss this article on the JACI Journal Club blog: www.jaci-
online.blogspot.com.

Childhood asthma and allergies remain a major health problem
in industrialized countries and increasingly in developing coun-
tries.’ Study populations with a similar genetic background but
striking differences in environmental exposures have been espe-
cially informative to clarify environmental causes for the onset
of asthma and atopy. Studies focusing on differences between ru-
ral farming and nonfarming communities have consistently
shown that children growing up on a farm are at significantly
lower risk of asthma, hay fever, and atopic sensitization than chil-
dren living in the same rural area but not on a farm.”

Environmental factors that have been hypothesized to explain
this protective effect of farm life are contact with animals,>* the
diversity of microbial exposure,5 endotoxin levels in house dust,®
and farm milk consumption.”® Exposure to farm milk in early
life® and consumption of raw farm milk’ have been associated
with a reduced asthma and atopy risk, and it has been suggested
that this protection might be mediated through receptors of the in-
nate immune system.'®

All previous studies on the effect of farm milk consumption have
been questionnaire based and lacked objective measurements of
milk components. Hence determination of the biological compo-
nents associated with a protective farm milk effect is warranted.

The GABRIEL (a multidisciplinary study to identify the genetic
and environmental causes of asthma in the European Community)
Advanced studies program,'' comprising a large population of Eu-
ropean children, was established to investigate the environmental
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Abbreviations used
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causes of asthma and atopy and includes data on analytically
determined milk constituents. The aim of the present analysis was
to find biological components of cow’s milk that might explain
the protective effect of farm milk on childhood asthma and atopy.

METHODS

Study population and study design

The GABRIEL Advanced studies were conducted in 5 rural areas of
southern Germany, Switzerland, Austria, and Poland. Because of differences in
study design, the Polish data will be reported separately. In phase I a short
recruitment questionnaire was distributed through elementary schools to
parents of all 6- to 12-year-old school children in the selected study areas.
Three strata were defined as follows: (1) farm children (ie, children living on a
farm run by the family); (2) exposed nonfarm children (ie, children not living on
a farm but regularly exposed to stables, barns, or cow’s milk produced on a
farm); and (3) nonexposed nonfarm children. For phase II analyses, a stratified
random sample of 9,668 was taken from 34,491 eligible participants. Children
whose parents had provided written informed consent for blood sampling, ge-
netic analyses, and dust sampling were eligible (Table I). A comprehensive
questionnaire (n = 8,334) provided information about the participants’ farm-
related exposures, and 7,606 also gave blood samples for IgE measurements.

For more extensive environmental sampling, the study population was
restricted to 1 center (Bavaria). Three exclusive disease strata were defined
within each exposure stratum: (1) asthma, (2) atopy but no asthma, and (3) no
asthma and no atopy. Of the 1903 eligible Bavarian children, 895 were
selected by applying disproportionate stratified random sampling to create
equally sized samples within each of the 9 strata (the study design is described
in more detail elsewhere'"). Milk samples of 800 subjects were analyzed. The
ethics committees of the respective universities and the data protection author-
ities approved the study.

Atopy

Serum IgE levels against inhalant and food allergens were measured by
using a fluorescence immunoassay. Atopy was defined as positive test results
for specific IgE antibodies against Dermatophagoides pteronyssinus, cat, or
birch (cutoff, 0.7 kU/L) or against a grass mix (cutoff, 0.35 kU/L). Food al-
lergy was defined as a positive fx5 test (fish, cow’s milk, hen’s egg, peanut,
soybean, and wheat flour).

Clinical outcomes

Health outcomes were assessed according to International Study of Asthma
and Allergies in Childhood standards.'? Childhood asthma was defined as ei-
ther wheeze in the past 12 months, asthma inhaler use ever, or a doctor’s di-
agnosis of asthma at least once or wheezy bronchitis more than once.
Current asthma was defined as childhood asthma and wheeze in the past 12
months. Hay fever required occurrence of nasal symptoms with itchy or wa-
tery eyes in the past 12 months or a doctor’s diagnosis of hay fever ever. Atopic
dermatitis was defined as a doctor’s diagnosis ever.

Milk exposure assessed by means of questionnaire

The phase II comprehensive questionnaire provided information about the
child’s farm-related exposures. Cow’s milk consumption was determined by
asking whether the child consumed milk purchased at a shop (shop milk) or
directly from a farm (farm milk) and whether farm milk was boiled or
skimmed. The heating status of shop milk was not assessed. The parents
had to indicate the life period of milk exposure from pregnancy to school
age and the corresponding amounts of milk consumption.
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Children were grouped into the following categories: (1) exclusive shop
milk exposure, (2) mixed milk exposure (exposure to both shop and farm
milk), and (3) exclusive farm milk exposure. The information on milk boiling
was used to subdivide the farm milk exposure into “only boiled farm milk
drinkers” and “any unboiled farm milk drinkers.” The latter included children
consuming exclusively unboiled farm milk, as well as those consuming both
unboiled and boiled farm milk. The “any unboiled farm milk” group was
further subdivided by frequency of consumption (daily unboiled farm milk vs
less than daily unboiled farm milk) and timing of first unboiled milk exposure
(first exposure to unboiled farm milk in the first year of life or during
pregnancy vs after 1 year of age).

Milk sample collection and analyses

In phase III trained field workers collected cow’s milk that was consumed at
the participants’ homes on the day of the field visit. Parents were instructed to
prepare the milk as they usually did and filled out standardized milk documen-
tation sheets. All samples were analyzed by laboratory staff blinded to the milk
type and the health and exposure status.

The heating status of milk samples was defined by the residual activity of
the milk indigenous enzymes alkaline phosphatase (ALP) and lactoperoxi-
dase, according to European Commission Council Directive 92/46/EC. Low
levels of ALP (<80 mU/L) correspond to milk having been heated to greater
than 72°C for at least 15 seconds (minimum for pasteurized milk), and low
levels of lactoperoxidase (<20,000 mU/L) correspond to milk having been
heated to greater than 85°C for at least 5 seconds (minimum for high heat—
treated milk). The measurements and the milk type allowed to categorize the
samples as (1) high heat—treated shop milk (>85°C), (2) pasteurized shop milk
(not heated to >85°C), (3) heated farm milk (>72°C), and (4) raw farm milk
(not heated to >72°C). Because 85% of the heat-treated farm milk samples
were heated to greater than 85°C, all heated farm milk samples were combined
for analysis. The total fat content and whey protein levels were determined for
all available phase III samples. For detailed methods, see the Methods section
in this article’s Online Repository at www.jacionline.org.

Microbiological analyses

The total viable bacterial count was assessed in all 800 milk samples, and
222 samples were selected for advanced microbiological analyses by using
stratified random sampling (strata based on milk type, heating status, and fat
content). The following microbiological groups were determined by using
selective plate count methods: pseudomonades, Enterobacteriaceae, micro-
cocci plus staphylococci, lactobacilli, yeast plus mold, bacilli plus endospores,
psychrotropic bacteria, and human pathogens. For detailed methods, see the
Methods section in this article’s Online Repository.

Statistical analyses

All statistical analyses were performed with STATA/SE 10.1 software for
Windows (StataCorp, College Station, Tex). The stratification of the study
sample was taken into account by using fixed weights (weighted up to the
34,491 participants eligible for phase II) and the linearized Taylor series
method for variance estimation. First, associations between milk exposure and
health outcomes were determined in phase II participants by using weighted
multivariate logistic regression models adjusting for age, sex, farming status
(farmers vs nonfarmers), number of siblings, familial history of asthma or hay
fever, study center, and breast-feeding. In sensitivity analyses all final models
were adjusted for food allergens (fx5), asthma models were adjusted for atopy,
and atopy and hay fever models were adjusted for asthma. An additional
adjustment for contact with farm animals or contact with stables and barns was
performed to avoid confounding by concomitant farm exposures.

The phase III data were used to explore associations between the
objectively assessed heating status of milk or measured milk components
and asthma and atopy. These regression models were adjusted for the same set
of confounders as the phase II data. Milk type and heating status were
categorized into 4 groups, with highly heated shop milk as the reference
category. To take into account the distribution of milk constituents with high
proportions of nondetectable values (total viable bacterial count, lactoferrin,
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TABLE I. GABRIEL study population and design
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Study module Study area Study population Total no. Farmer Exposed nonfarmer Nonexposed nonfarmer
Phase 1 Four centers*  General population 34,491t n = 4,533 n = 8,666 n = 21,292
! ! 1 !
Phase 11 Four centers* Subsample stratified by farm exposure 9,668% n = 3477 n = 3,236 n = 2,955
Parental questionnaires with milk 8,334 n = 3,067 n = 2,796 n = 2,471
exposure information available
IgE measurements and milk 7,6068 n = 2,806 n = 2,544 n = 2,256
exposure information available
! I ! !
Phase III Bavaria Subsample stratified by exposure and outcome 895| n = 298 n = 300 n = 297
Milk samples available 8009 n =274 n = 263 n = 263

*Germany (Bavaria and Baden-Wuerttemberg), Austria (Tyrol), and Switzerland (9 cantons).

TEligible for phase II: Complete questionnaire plus written informed consent to further analyses were available (Bavaria: n = 11,183: 1,797/2,708/6,678).

1Selected for phase II: Random selection of stratified (by farm exposure) eligible subjects for phase II (Bavaria: n = 2,573: 1,014/814/745).

§Blood samples with IgE measurements and parental questionnaires with milk exposure information available.

||Selected for phase III environmental studies: Random selection of stratified (by farm exposure and health outcome) phase III eligible subjects (2,573 Bavarian children).

Milk samples and standardized milk documentation sheets available.

total IgG, and BSA), samples within the detection range were split at the
median representing low and high levels, whereas nondetects were used as the
reference group. Milk constituents that were measurable in all samples (a-
lactalbumin, B-lactoglobulin, TGF-B2, and fat content) were divided into
tertiles, with the lowest tertile as a reference group to test for linearity of the
association with health outcomes. a-Lactalbumin and B-lactoglobulin were
subsequently entered as continuous variables into the regression models.
A factor analysis with continuous variables and varimax rotation (extraction of
eigenvalues of >1.5) was used to evaluate whether the different milk
constituents could be separated into different factors. Results from weighted
logistic regression models were expressed as adjusted odds ratios (aORs) with
corresponding 95% Cls. For full methods, see the Methods section in this
article’s Online Repository.

RESULTS

The distribution of milk consumption stratified by farm and
nonfarm children is shown in Table II (the prevalence of health
outcomes is shown in Table E1 in this article’s Online Repository
at www.jacionline.org). Among nonfarm children, 71.2% re-
ported exclusive shop milk consumption, whereas 45.0% of the
farm children indicated exclusive farm milk consumption. Con-
sumption of both farm and shop milk (mixed milk exposure)
was more or less comparable between farm and nonfarm children,
respectively. The majority of farm milk consumers drank un-
boiled farm milk, and many were exposed to unboiled farm
milk already during pregnancy, during the first year of life, or
both. Phase II questionnaire reports of milk consumption showed
high agreement with the analytically determined heating status of
milk samples in phase III, which were collected at the partici-
pants’ homes (see Table E2 in this article’s Online Repository
at www.jacionline.org).

Children exclusively drinking farm milk as reported in the
phase II questionnaire had significantly lower odds ratios for
asthma, current asthma, atopy, and hay fever compared with
children exclusively drinking shop milk (Table III). The associa-
tion with atopic dermatitis was of borderline significance. Mixed
milk consumption (consumption of both shop and farm milk) was
protective for hay fever and atopy. Consumption of any unboiled
farm milk was consistently inversely associated with asthma, hay

TABLE Il. Milk exposure of farmers and nonfarmers in phases I
and llI

Total Farmer Nonfarmer
no. (%)8 (%)8
Reported milk exposure in phase IT
(n = 8334)
Exclusively shop milk 3670 22.3 71.2%
Mixed milk 3010 32.7 26.41
Only boiled farm milk 597 143 26.17
Any unboiled farm milk 2413 85.7 73.9%
First unboiled farm milk <1 y 1628 68.2 42.3+
First unboiled farm milk >1 y 785 17.5 31.77
Daily unboiled farm milk 1153 49.6 27.0F
Less than daily unboiled farm milk 1857 50.4 73.0F
Exclusively farm milk 1654 45.0 2.4+
Only boiled farm milk 174 10.7 10.6
Any unboiled farm milk 1480 89.3 89.4
First unboiled farm milk <1 y 1307 89.0 83.6*
First unboiled farm milk >1 y 173 11.0 16.4*
Daily unboiled farm milk 1051 71.6 69.3
Less than daily unboiled farm milk 429 28.4 30.7
Collected milk samples in phase III
(n = 800)
Shop milk: high heat treated§ 531 423 78.9t
Shop milk: pasteurized|| 52 4.0 7.8%
Farm milk: heated€q 60 13.5 4.4+
Farm milk: raw# 157 40.2 8.91

P values of the Pearson X2 test for farmer versus nonfarmer: *.01 < P <.05 and

TP <.001.

{Percentages weighted to phase I: Differences in numbers occur because of varying
proportions of missing values.

§Shop milk heated to at least 85°C.

|[Shop milk heated to at least 72°C and not more than 85°C.

YFarm milk heated to at least 72°C (9 samples were 72°-85°C and 51 samples were
>85°C).

#Farm milk not heated to greater than 72°C.

fever, and atopy in both exclusive and mixed farm milk drinkers.
Early exposure and daily consumption of farm milk showed a
stronger inverse association with health outcomes in mixed milk
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TABLE lll. Adjusted association8 of reported milk exposure and asthma, atopy, hay fever, and atopic dermatitis (phase Il, n = 8334)

Asthma, aOR Current asthma, Atopy, || aOR (95% Hay fever, aOR Atopic dermatitis,
Milk exposure reported in phase Il (95% Cl) aOR (95% CI) cl) (95% Cl) aOR (95% ClI)
Exclusively shop milk 1.00 1.00 1.00 1.00 1.00
Mixed milk 091 0.78-1.06 0.86  0.71-1.04 0.77 0.67-0.88%f 0.72  0.60-0.87f 097 0.82-1.14
Only boiled farm milk 1.11 0.86-1.44 1.08  0.78-1.50 0.85 0.67-1.08 0.99 0.72-1.36 1.24  0.94-1.64
Any unboiled farm milk 0.84  0.71-1.00%*  0.79 0.64-097* 0.74 0.64-0.86f 0.64 0.52-0.78% 0.88  0.74-1.05
First unboiled farm milk <1 y 0.69 0.57-0.84%1 0.66 0.52-0.84f 0.72 0.61-0.85f 0.63  0.50-0.79%  0.71 0.58-0.867F
First unboiled farm milk >1 y 1.08  0.85-1.37 098  0.73-1.30 0.78  0.63-0.97* 0.66  0.49-0.88t 1.16  0.90-1.48
Daily unboiled farm milk 0.76  0.61-0.96* 0.69  0.52-0.92* 0.68 0.57-0.82f 0.60 0.45-0.79% 0.81 0.65-1.02
Less than daily unboiled farm milk ~ 0.97  0.82-1.15 093  0.75-1.14 0.81 0.69-0.941  0.77  0.63-0.95* 1.03  0.86-1.24
Exclusively farm milk 0.65 0.52-0.81% 0.64 0.48-0.841 0.76  0.63-0.92f 058 0.44-0.77f 0.78  0.61-1.00
Only boiled farm milk 1.24  0.82-1.87 1.59  0.98-2.58 0.90 0.60-1.35 1.17  0.68-1.99 1.04  0.54-2.01
Any unboiled farm milk 0.59 046-0.74%1 055 0.40-0.74f 074  0.61-0.90f 0.51 0.37-0.69%  0.75  0.59-0.96*
First unboiled farm milk <1 y 0.55 043-0.70f 054 0.39-0.73% 0.74 0.60-091f 0.51 0.37-0.71%  0.72  0.56-0.94*
First unboiled farm milk >1 y 0.61 0.34-1.07 042  0.18-0.99*  0.67 0.43-1.07 046  0.21-1.01 0.65 0.37-1.12
Daily unboiled farm milk 0.56  0.43-0.73;  0.51 0.36-0.72% 0.76  0.61-0.94*  0.53  0.37-0.76f 0.72  0.55-0.96*
Less than daily unboiled farm milk  0.61 0.43-0.861  0.59 0.37-0.94*  0.68 0.50-0.92* 046 0.29-0.74f 0.77  0.53-1.11

*P <.05, P <.01, and P <.001.

§aORs with 95% ClIs calculated by using weighted logistic regression models adjusted for age, sex, farming status, 2 or more siblings, familial history of asthma or hay fever,

breast-feeding, and study center. All models weighted to phase I: n = 34,491.
|n = 7,606.

drinkers. Because most exclusive farm milk drinkers were ex-
posed to farm milk early in life with daily consumption, the power
to detect the influence of frequency and age of first farm milk ex-
posure was limited. Consumption of only boiled farm milk was not
associated with any health outcome.

Consumption of farm milk was also inversely related to food
allergen sensitization (fx5). Compared with exclusive shop milk
drinking, the association between a positive x5 test result and
mixed milk consumption and exclusive farm milk drinking was an
aOR of 0.85 (95% CI, 0.73-0.99) and 0.84 (95% CI, 0.69-1.03),
respectively. The associations of milk consumption and asthma
were robust to adjustment for atopy and food allergen
sensitization.

In Table IV total fat content, total viable bacterial count, and
whey protein levels are depicted and stratified by milk type and
milk heating status. Highly heated shop milk showed much lower
levels of all parameters compared with raw farm milk. Heated
farm milk samples had a similar fat content as raw samples but
significantly lower total viable bacterial counts and lower whey
protein levels (not significant for a-lactalbumin). Pasteurized
shop milk showed higher whey protein levels than highly heated
shop or heated farm milk.

Fig 1 shows the results of the advanced microbiological analy-
ses. Microorganisms could be detected in few shop milk and
heated farm milk samples (<15% for all groups except micrococci
and staphylococci [25%]). In many raw farm milk samples, mi-
crococci and staphylococci (85.2%), lactobacilli (94.1%), bacilli
and bacterial endospores (63.4%), and psychrotrophic bacteria
(58.4%) could be detected. Pathogenic Listeria innocua and Lis-
teria ivanovii strains were found in only 3 unboiled farm milk
samples.

Analyses of the phase III samples (Table V) showed con-
sumption of objectively assessed raw farm milk to be inversely
associated with asthma (P = .04) and current asthma (P = .03)
but not with atopy when compared with high heat—treated shop
milk. A similar risk reduction, although not significant, was ob-
served for consumption of pasteurized shop milk and asthma.
Heated farm milk was not associated with asthma outcomes.

Total fat content and total viable bacterial counts had no clear
association with any of the analyzed health outcomes. No asso-
ciation was further found between these health outcomes and to-
tal protein content, somatic cell count, lactose levels, or
microbiological subgroups (analyses not shown). Yet increased
levels of the whey proteins tended to be inversely associated
with asthma but not with atopy. Statistically significant inverse
associations with asthma and current asthma were found for a-
lactalbumin (asthma, P = .03; current asthma, P = .03), B-lac-
toglobulin (asthma, P = .03), and high levels of BSA (asthma,
P = .04; current asthma, P = .04). Lactoferrin and total IgG
levels showed a nonsignificant inverse association with asthma
indicative of a dose-response relation. TGF-32 was not signifi-
cantly associated with asthma or atopy, although the highest ter-
tile compared with the lowest tertile tended to be associated
with a reduced asthma risk. In 2 exposure models including to-
tal viable bacterial counts or total fat content and individual
whey proteins, the results were essentially unchanged. Applying
factor analysis, the different whey proteins could not be sepa-
rated from each other or from milk heating status because all
were loading on the same factor.

DISCUSSION

The results of this large epidemiologic study add to the
increasing body of evidence identifying consumption of farm
milk (early in life) to be associated with a reduced risk of
childhood asthma and allergies independently of concomitant
farm exposures.” '® The results indicate that the effect is due to the
consumption of unheated farm milk. For the first time, associa-
tions between objectively measured milk constituents and asthma
and atopy could be demonstrated. Neither total viable bacterial
counts nor the total fat content of the milk were related to asthma
or atopy. However, some whey proteins (BSA, a-lactalbumin, and
[B-lactoglobulin) were associated with a significantly reduced risk
of asthma but not with atopy. Prospective analyses need to con-
firm the results of this cross-sectional study, and further analyses
are needed to determine the specific compounds underlying the
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TABLE IV. Levels and percentage of detectable values of all milk constituents stratified by milk type and milk heating status

Shop milk: high heat-treated

Shop milk: pasteurized

Observations

Milk parameter* (% detectable)

Geometric
mean (95% Cl)

Geometric
mean (95% Cl)

Observations
(% detectable)

Fat content (%) 529 (100.0) 2.01 (1.94-2.09) 52 (100.0) 2.66 (2.37-2.97)

Total viable bacteria (CFU/mL) 509 (38.3) 4.55 (3.60-5.76) 51 (94.1) 70.35 (31.89-155.24)
TGF-B2 (ng/mL) 519 (99.6) 2.97 (2.81-3.14) 47 (100.0) 8.63 (7.58-9.83)
Lactoferrin (ug/mL) 530 (14.5) 0.010 (0.008-0.012) 52 (100.0) 58.89 (45.44-76.32)
Total IgG (pg/mL) 496 (1.2) 0.016 (0.014-0.019) 52 (100.0) 29.31 (13.93-61.66)
BSA (pg/mL) 479 (13.6) 0.019 (0.015-0.024) 52 (100.0) 54.56 (42.07-70.75)
a-Lactalbumin (pg/mL) 475 (97.3) 353.92 (305.83-409.58) 52 (100.0) 1111.24 (1054.16-1171.42)
B-Lactoglobulin (pg/mL) 484 (100.0) 257.03 (242.17-272.82) 52 (100.0) 3704.11 (3524.64-3892.73)

CFU, Colony-forming unit.

*Levels are expressed as geometric means with 95% CIs. Values of less than the detection limit were set to the value of the detection limit.
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FIG 1. Proportion of samples greater than the detection limit in the
advanced microbiological analyses (n = 222) shown for each microbiolog-
ical group stratified by milk type and milk heating status (SM: high heat
treated [n = 50], SM: pasteurized [n = 16], FM: heated [n = 55], and FM: raw
[n = 101]). FM, Farm milk; SM, shop milk.

epidemiologically observed inverse association of farm milk con-
sumption with atopy and hay fever.

The study allowed validation of parental reports of raw milk
consumption against objective measurements of milk heating
status and showed very good agreement. Obviously, parental
reports of the raw status of the milk are reliable and not biased
by social desirability, as previously speculated.” Under the hy-
giene hypothesis and given the role of microbial diversity in
house dust to explain farm-related reduction of asthma risk,’
one might assume that a higher microbial load of unboiled
farm milk might be responsible for the protective farm milk ef-
fect. Milk is an excellent growth medium, allowing rapid prolif-
eration of microbes. Indeed, the present results showed much
higher counts of viable microbes in raw farm milk samples
compared with heated farm milk and pasteurized and highly
heated shop milk samples, as has been reported by others.'*"'*
Contrary to our expectations, we did not observe an association
between total viable bacterial counts in milk and investigated
health outcomes. Given the cross-sectional design of the study
and the restriction to viable microbe determination, the results
need to be interpreted with caution. We cannot determine how
representative current levels of microbes are for the long-term
exposure of children, and we cannot preclude that repeated con-
sumption of raw milk since infancy might influence the

developing gut flora and interact with the immune system of
the host."> Microbiological subgroups were measured in only
222 samples, with a high number of samples at less than the de-
tection limit. Individual subgroups were not associated with
asthma or atopy, but given the small sample size, inferences
are limited. For future (prospective) analyses, new culture-
independent methods to better characterize the microbial diver-
sity of milk samples are warranted. We recently reported that
the exposure to a wider range of microbes measured in house
dust explained a substantial fraction of the inverse relation
between asthma and growing up on a farm.” The association
between farm milk consumption and asthma presented here
was independent of and adjusted for farming and only partially
attenuated the farming effect on asthma, as previously
observed.’

Certain whey proteins were the only assessed milk components
inversely associated with asthma, but the effect could not be
ascribed to a single whey protein because of their high intercor-
relation. Milk processing, such as heating, does not affect heat-
stable caseins, whereas whey proteins, accounting for 18% of the
total protein in cow’s milk, are more sensitive to heat treatment'©
and might influence the bioavailability of the proteins. Bovine
whey contains proteins secreted by the mammary gland, such as
B-lactoglobulin, a-lactalbumin, and lactoferrin, and from serum,
such as IgG, serum albumin, and TGF-B."” Whey proteins from
bovine milk seem to play an important role in host defense against
infection and excessive inflammation, yet the mechanism of ac-
tion remains poorly understood.'”'® Recent reviews have shown
that lactoferrin has marked effects on immune cells in culture,
being an immunostimulator and immunoregulator,'® and that
TGF-f, a multifunctional cytokine, inhibits the immunopathol-
ogy to self without compromising immune responses to patho-
gens.'” Higher levels of TGF-B were found in unpasteurized
farm milk*® and in human breast milk of mothers exposed to a
farming environment.”! Furthermore, TGF-B in human breast
milk has been associated with reduced allergy-related outcomes
in infancy and early childhood.** In the present study TGF-2
was not significantly associated with asthma. Whey also contains
the major milk allergens (3-lactoglobulin and «-lactalbumin, and
it remains perplexing that early consumption of raw cow’s milk
decreases the risk of asthma. Immunomodulatory effects have
been ascribed to a-lactalbumin®® and conjugates of [3-lactoglob-
ulin.?* In addition, one might speculate that milk processing, such
as homogenization, might alter the context in which potentially
allergenic structures are presented to the immune system.
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Farm milk: heated

Geometric
mean (95% Cl)

Observations
(% detectable)

Farm milk: raw

Geometric mean
(95% Cl)

Observations
(% detectable)

59 (100.0) 3.39 (3.11-3.70)

58 (89.7) 114.47 (58.54-223.84)
48 (83.3) 1.52 (1.06-2.19)

60 (31.7) 0.028 (0.011-0.068)

56 (21.7) 0.095 (0.034-0.265)

55 (40.0) 0.15 (0.05-0.43)

23 (87.0) 307.59 (85.45-1107.24)
23 (100.0) 663.96 (340.02-1296.52)

154 (100.0) 3.87 (3.66-4.11)

153 (98.0) 9533.94 (6206.20-14645.99)
125 (100.0) 5.71 (5.23-6.25)

157 (98.1) 80.26 (60.33-106.79)

154 (100.0) 224.96 (208.90-242.25)
154 (100.0) 84.94 (77.69-92.86)

154 (100.0) 1113.08 (1075.33-1152.15)
154 (100.0) 4025.40 (3892.53-4162.81)

TABLE V. Adjusted associationt of asthma or atopy and milk heating status, total fat content, total viable bacterial count, or whey

protein levels (phase )

Asthma, aOR Current asthma, aOR (95% Atopy, aOR

Milk parameter No. (95% ClI) Cl) (95% Cl)
Milk type and heating status

Shop milk: high heat—treated 531 1.00 1.00 1.00

Shop milk: pasteurized 52 0.50 (0.22-1.12) 0.49 (0.19-1.28) 1.28 (0.59-2.75)

Farm milk: heated 60 0.97 (0.49-1.91) 0.90 (0.38-2.16) 0.74 (0.38-1.44)

Farm milk: raw 157 0.58 (0.34-0.99)* 0.45 (0.22-0.93)* 0.90 (0.56-1.45)
Fat content (%)1

Lowest tertile 267 1.00 1.00 1.00

Medium tertile 269 1.13 (0.73-1.75) 1.37 (0.83-2.26) 0.88 (0.57-1.36)

Highest tertile 258 0.98 (0.60-1.59) 0.92 (0.51-1.65) 1.39 (0.88-2.19)
Total viable bacteria (CFU/mL)

Less than detection limit 326 1.00 1.00 1.00

Low levels 223 0.94 (0.60-1.48) 0.88 (0.52-1.50) 0.85 (0.55-1.31)

High levels 222 1.02 (0.62-1.69) 0.85 (0.46-1.60) 0.94 (0.58-1.53)
TGF-B2 (ng/mL)}

Lowest tertile 247 1.00 1.00 1.00

Medium tertile 246 1.36 (0.86-2.15) 1.23 (0.72-2.11) 1.07 (0.68-1.67)

Highest tertile 246 0.75 (0.46-1.22) 0.75 (0.42-1.32) 0.98 (0.62-1.55)
Lactoferrin (pg/mL)

Less than detection limit 497 1.00 1.00 1.00

Low levels 151 0.83 (0.50-1.37) 0.83 (0.46-1.52) 1.26 (0.78-2.03)

High levels 151 0.72 (0.41-1.26) 0.64 (0.31-1.32) 1.01 (0.62-1.65)
Total IgG (pg/mL)

Less than detection limit 449 1.00 1.00 1.00

Low levels 155 0.85 (0.52-1.40) 0.77 (0.42-1.40) 1.08 (0.68-1.73)

High levels 154 0.61 (0.34-1.07) 0.71 (0.35-1.45) 1.32 (0.81-2.17)
BSA (pg/mL)

Less than detection limit 447 1.00 1.00 1.00

Low levels 147 0.76 (0.46-1.26) 0.77 (0.42-1.41) 0.95 (0.58-1.55)

High levels 146 0.53 (0.30-0.97)* 0.45 (0.21-0.98)* 0.90 (0.54-1.51)
a-Lactalbumin (pg/mL)§ 704 0.71 (0.52-0.97)* 0.67 (0.47-0.97)* 1.07 (0.78-1.48)
B-Lactoglobulin (pg/mL)§ 713 0.62 (0.39-0.97)* 0.62 (0.39-1.06) 1.12 (0.74-1.68)

CFU, Colony-forming unit.
*P <.05.

TWeighted logistic regression models adjusted for age, sex, farming status, 2 or more siblings, and familial history of asthma or hay fever.

{Divided into tertiles because requirements of linearity were not met.
§aORs for interquartile range.

Presentation of the allergenic epitopes might also be influenced
by complexing the allergen with immunoglobulins, as recently
proposed in an animal model.”

Phase III analyses allowed us to differentiate shop milk
samples according to heat treatment and found pasteurized shop
milk consumption to be associated with less asthma and to have

higher whey protein levels than high heat—treated shop milk. Yet
the association between pasteurized milk consumption and
asthma was not statistically significant and needs to be confirmed
in larger studies.

In this study BSA, a-lactalbumin, and -lactoglobulin levels
were found to be inversely associated with asthma but not with



772 LOSS ET AL

atopy. It is thus conceivable that milk components not measured
in the present study underlie the epidemiologically observed
inverse association between farm milk consumption and atopy.
The fatty acid composition of farm milk might be one such factor,
which has been hypothesized before.’*?” In the present analysis
the total fat content of the milk samples was not associated with
asthma or atopy, which is in contrast to other epidemiologic stud-
ies reporting a reduced risk of asthma associated with consump-
tion of milk fat—containing products, such as full cream milk
and butter,”® or modulation of cytokine production in cord blood
associated with farm-produced butter consumed by the pregnant
mother.”

The main strength of the present study is the objective
determination of several milk compounds and the enzymatic
classification of the heat treatment of a comparatively large
number of milk samples consumed by study participants, thus
expanding questionnaire-based analysis. The cross-sectional de-
sign of the study, the lack of fatty acid measurements, and the
limitations of the microbial analyses represent the main limita-
tions of the present study.

The long-term solution to the asthma epidemic is thought
to be prevention and not treatment of established disease,®
and nutritional interventions might represent an interesting
avenue. However, on the basis of current knowledge, raw
milk consumption cannot be recommended because it might
contain pathogens. Once the mechanisms underlying the pro-
tective farm milk effect are better understood, ways of pro-
cessing and preserving a safe and preventive milk can be
developed.

We thank Dr Wulf Thierfelder and Michael Thamm from the Robert-Koch-
Institute, Berlin, Germany, for their cooperation and the measurement of total
and specific IgE levels that was used in the definition of atopic subjects.
Furthermore we thank the participating children, their families, and the
fieldworkers of the GABRIEL Advanced studies.

Key messages

e Questionnaire-reported consumption of unboiled but not
boiled farm milk was inversely associated with asthma,
hay fever, and atopy.

o Higher levels of the whey proteins BSA, a-lactalbumin,
and [-lactoglobulin in milk samples were associated
with a reduced risk of asthma but not atopy.

e Neither total viable bacterial counts nor the total fat con-
tent of the milk were related to asthma or atopy.
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APPENDIX 1

The members of the GABRIELA study group are listed in
alphabetical order: Silvia Apprich, PhD,® Andrzej Boznanski
MD, PhD,* Charlotte Braun-Fahrlinder, MD,*° Gisela Biichele,
PhD,¢ William Cookson, MD, DPhil,* Paul Cullinan, MD,* Hanna
Danielewicz, MD,k Anna De;bir‘nska,k Martin Depner, PhD,b Mar-
kus Ege, MD,” Urs Frey, MD, PhD,! Oliver Fuchs, MD,' Jon Gen-
uneit MD,¢ Dick Heederik, PhD," Elisabeth Horak, MD,™ Anne
Hyvirinen, PhD," Sabina Illi, PhD,” Michael Kabesch, MD," Ka-
talin Kovacs,™ Aleksandra Kosmeda, PhD,* Wolfgang Kneifel,
PhD,® Philipp Latzin, MD, PhD,! Roger Lauener, MD,? Georg
Loss, MSc,d¢ Stephanie MacNeill, MSc,* Bernhard Morass,
MD,™ Anne-Cécile Normand, PhD,? Renaud Piarroux, MD,
PhD,? Helena Rintala, PhD,h Mascha K. Rochat, MD,b Nikolaos
Sitaridis,® Barbara Sozanska, MD,X David Strachan, MD,° Chris-
tine Strunz-Lehner, MPH,” Bertrand Sudre, MD, PhD,' Erika von
Mutius, MD, MSc,” Marco Waser, PhD,* Juliane Weber, MD,"
and Inge M. Wouters, PhD.f

From “Imperial College London, National Heart and Lung In-
stitute, South Kensington Campus, London, United Kingdom;
LMU Munich, University Children’s Hospital, Munich, Ger-
many; “Ulm University, Institute of Epidemiology and Medical
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Biometry, Ulm, Germany; ISwiss Tropical and Public Health
Institute, Basel, Switzerland; °the University of Basel, Basel,
Switzerland; TUtrecht University, Institute for Risk Assessment
Sciences (IRAS), Division of Environmental Epidemiology,
Utrecht, The Netherlands; ®BOKU Vienna, University of Natural
Resources and Life Sciences, Department of Food Science
and Technology, Vienna, Austria; "THL Kuopio, National
Institute for Health and Welfare, Kuopio, Finland; ‘Univer-
sité€ de Franche-Comté, UMR 6249 Chrono-Environnement,
Département de Parasitologie/Mycologie, Besangon, France;
*Wroclaw Medical University, 1st Department of Paediatrics,
Allergology and Cardiology, Wroclaw, Poland; 'the Division
of Pulmonology, Department of Paediatrics, Bern University
Hospital, Bern, Switzerland; ™the Department of Pediatrics and
Adolescents, Division of Cardiology and Pulmonology, Inns-
bruck, Austria; "Hannover Medical School, Clinic for Paediatric
Pneumology and Neonatology, Hannover, Germany; °St George’s,
University of London, Cranmer Terrace, London, United King-
dom; PHigh Mountain Hospital Davos, Herman-Davos-Wolfgang,
Switzerland; and %the Department of Parasitology and Mycology,
Hopital de la Timone, Assistance Publique-Hopitaux de Marseille,
Marseille, France.
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METHODS
Atopy

Serum IgE levels against inhalant (birch, cat, D pteronyssinus, and grass
mix) and food (fx5 test: fish, cow’s milk, hen’s egg, peanut, soybean, and
wheat flour) allergens were measured at a central laboratory (Robert-Koch In-
stitute, Berlin, Germany) by means of fluorescence immunoassay (UNICAP
1000; Phadia AB, Uppsala, Sweden). Atopy was defined as positive test results
for specific IgE antibodies against D pteronyssinus, cat, or birch (cutoff, 0.7
kU/L) or against a grass mix (cutoff, 0.35 kU/L). Food allergy was defined
as a positive fx5 test result.

Milk sample collection and analyses

In phase III trained field workers collected 9 aliquots of milk (total of 300
mL) that were consumed at the participants’ homes on the day of the field visit.
Parents were instructed to prepare the milk as they usually do. Samples were
transported on ice and frozen at —18°C immediately after arriving at the lab-
oratory. During the field visit, standardized documentation sheets were filled
in, including information about milk type (shop or farm purchased), storage
conditions, and preparation of the milk before consumption. All milk analyses
refer only to cow’s milk. All samples were analyzed by laboratory staff
blinded to milk type and health and exposure status.

Heating status of all milk samples was defined by residual activity of the
milk-indigenous enzymes ALP and lactoperoxidase according to European
Commission Council Directive 92/46/EC. ALP (fluorimetric method accord-
ing to EN ISO 11816-1 [2000]; lower detection limit, 10 mU/L) and
lactoperoxidase (Reflectoquant; MERCK KGaA, Darmstadt, Germany; lower
detection limit, 5000 mU/L) levels were measured at the Max Rubner Institute,
Kiel, Germany.

Low levels of ALP (<80 mU/L) correspond to milk having been heated to
greater than 72°C for at least 15 seconds (minimum for pasteurized drinking
milk [shop milk]), and low levels of lactoperoxidase (<20,000 mU/L)
correspond to milk having been heated to greater than 85°C for at least 5
seconds (minimum for highly pasteurized drinking milk [shop milk]). The
measurements allowed us to categorize the samples as (1) high heat—treated
shop milk (>85°C), (2) pasteurized shop milk (not heated to >85°C), (3) heated
farm milk (=72°C), and (4) raw farm milk (not heated to >72°C). The majority
(85%) of heated farm milk samples were heated to greater than 85°C. The total
fat content and all whey protein levels were determined for all available phase
IIT samples.

The total fat content, total protein content, and lactose levels (infrared
method), as well as the somatic cell count (flow cytometry with Fossomatic;
FOSS, Hillergd, Denmark), were determined for all 800 milk samples at the
Qualitaetslabor Lower Austria, Gmuend, Austria.

TGF-B2 levels (ELISA) were measured by Friesland CAMPINA Research,
Deventer, The Netherlands, and all other whey proteins were measured at the
University of Natural Resources and Life Sciences, Vienna, Austria. The
following whey proteins were measured in all available phase III milk
samples: lactoferrin (Bovine lactoferrin ELISA quantitation kit E10-126,
Bethyl Laboratories, Montgomery, Tex; detection limit, 4 ng/mL), TGF-32,
total IgG (Bovine IgG ELISA quantitation kit E10-118, Bethyl; lower
detection limit, 7.8 ng/mL), BSA (Bovine albumin ELISA quantitation kit
E10-113, Bethyl; lower detection limit, 6.25 ng/mL), a-lactalbumin (Bovine
o-La ELISA quantitation kit E10-128, Bethyl; lower detection limit, 0.78 ng/
mL), and B-lactoglobulin (bovine B-Lg E10-125, Bethyl; lower detection
limit, 1.95 ng/mL).

Microbiological analyses

The total viable bacterial count was assessed in all 800 milk samples, and
222 samples were selected for advanced microbiological analyses by using
stratified random sampling (strata based on milk type, heating status, and fat
content). Their total viable bacterial count was determined by using the
standard plate count method according to Koch®' with a standard method agar
(PCA; MERCK KGaA, Darmstadt, Germany; detection limit, 10 colony-
forming units/mL). Colony-forming units of the following microbiological
groups were determined by using selective plate count methods (detection
limit, 10 colony-forming units/mL): pseudomonades, Enterobacteriaceae,
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micrococci plus staphylococci, lactobacilli, yeast plus molds, bacilli plus en-
dospores, psychrotropic bacteria, and human pathogens. The total viable bac-
terial count of the remaining milk samples was assessed by using the
automated most-probable-number method (TEMPO; bioMérieux, Marcy
I’Etoile, France; detection limit, 1 colony-forming unit/mL) with correspond-
ing total viable count broth. All microbiological measurements were per-
formed at the University of Natural Resources and Life Sciences, Vienna,
Austria.

For validation of TEMPO results, the viable count of every tenth milk
sample was also assessed by using the standard plate count method according
to Koch with standard methods agar (Plate Count Agar; Merck KGaA,
Darmstadt, Germany). For 37 samples, both measurements were available and
showed high agreement (Spearman rho = 0.81).

Samples selected for advanced microbiological analyses were thawed at
room temperature, diluted, and analyzed with plate count methods according
to Koch. The total bacterial count was determined with a standard agar
method (Plate count agar, MERCK KGaA). The following microbiological
groups were assessed by using the respective media and recommended
incubation duration and temperature: pseudomonades (LAB 108: Pseudo-
monas Agar plus X107 C.N. selective supplement; LAB M Ltd, Bury,
United Kingdom), Enterobacteriaceae (110275 Violet Red Bile Dextrose
Agar according to Mossel, MERCK KGaA), micrococci and staphylococci
(LAB 285: Baird Parker Media plus X085 egg yolk tellurit-supplement,
LAB M Ltd), lactobacilli (110660 MRS Agar according to de Man, Rogosa
and Sharpe, MERCK KGaA), yeast and molds (LAB 200: Yeast & Mould
Agar, LAB M Ltd), bacilli and endospores (107324 Tryptic Soy Agar
plus Polysorbate 80 und Lecithin, MERCK KGaA), and psychrotropic bac-
teria (1.10878 Plate count agar sugar free FIL-IDF, MERCK KGaA). The
detection limit for all analyses was 10 colony-forming units/mL. Further-
more, human pathogenic bacteria (Salmonella species and Listeria species)
were determined and identified.

Statistical analyses

All statistical analyses were performed with STATA/SE 10.1 software for
Windows. The stratification of the study sample was taken into account by
using fixed weights (weighted up to the participants eligible for phase II
[34491]) and the linearized Taylor series method for variance estimation.
First, the association of milk exposure and health outcomes was determined
based on the phase II dataset by using weighted multivariate logistic
regression models. Point estimate changes of at least 10% in bivariate
models were a criterion for a covariate to be added to the final regression
models. All models were adjusted for age, sex, farming status (exposed
nonfarmers and nonexposed nonfarmers were combined for analyses),
number of siblings, familial history of asthma or hay fever, study center,
and breast-feeding. Other factors that were tested but not included in the final
models were body mass index, milk avoidance caused by allergies, parental
smoking, parental education, and milk storage time and location. In
sensitivity analyses all final models were adjusted for food allergens (fx5),
asthma models were adjusted for atopy, and atopy and hay fever models were
adjusted for asthma. An additional adjustment for contact with farm animals
or contact with stables and barns was performed to avoid confounding by
concomitant farm exposures.

The phase III data were used to explore associations between the
objectively assessed heating status of milk or measured milk components
and asthma and atopy. These regression models were adjusted for the same
set of confounders as the phase II data. Milk type and heating status were
categorized into 4 groups, with highly heated shop milk as the reference
category. To take into account the distribution of milk constituents with
high proportions of nondetects (total viable bacterial count, lactoferrin,
total IgG, and BSA), samples within the detection range were split at the
median representing low and high levels, whereas nondetects were used as
the reference group. Milk constituents that were measurable in all samples
(a-lactalbumin, B-lactoglobulin, TGF-B2, and fat content) were divided
into tertiles, with the lowest tertile as a reference group to test for linearity
of the association with health outcomes. a-Lactalbumin and B-lactoglob-
ulin were subsequently entered as continuous variables in the regression
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models. A factor analysis with continuous variables and varimax rotation
(extraction of eigenvalues of >1.5) was used to evaluate whether the different
milk constituents could be separated into different factors. Results from
weighted logistic regression models were expressed as aORs with correspond-
ing 95% Cls.
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TABLE E1. Weighted prevalence of childhood asthma, atopy, hay
fever, and atopic dermatitis by farming status (phases Il and Ill)

Phase Il Phase Il

Prevalence (%)& Farmer Nonfarmer Farmer Nonfarmer
Asthma 14.0 21.1% 12.9 18.37F
Current asthma 9.2 15.2% 8.7 12.8%

Atopic 4.5 8.1% 52 8.6%*

Nonatopic 35 5.7% 3.8 5.0
Atopy 24.7 40.8% 24.1 40.3%
Hay fever 6.2 16.31 7.4 13.57%
Atopic dermatitis 12.9 17.8% 11.2 18.0*

Differences in numbers occur because of varying proportions of missing values.
#P value of the Pearson X test for farmer versus nonfarmer < .05.

+P value of the Pearson x> test for farmer versus nonfarmer < .01.

1P value of the Pearson X2 test for farmer versus nonfarmer < .001.

§Weighted number in phase II = 34,491; weighted number in phase III = 11,183.
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TABLE E2. Agreement of the reported milk consumption in phase Il and the milk samples collected in phase lll at the participants’
homes (agreement tested for n = 796)

Reported milk consumption in phase Il

Milk samples collected in phase Il Exclusively shop milk (n = 419)* Shop and farm milk (n = 257) Exclusively farm milk (n = 120)*
Shop milk 98.3% 64.2% 2.0%
Farm milk 1.7% 35.8% 98.0%

Exclusively farm milk (n = 120)
Any unboiled farm milk (n = 102) Only boiled farm milk (n = 18)

Shop milk 2.0% 0.0%
Farm milk >72°C 12.7% 66.7%
Farm milk <72°C 85.3% 33.3%

*Kk Value of exclusive shop/farm milk consumption in phase II and collected shop/farm milk in phase III = 0.95 (95% CI, 0.92-0.98).
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4 APPROPRIATE AND ALTERNATIVE METHODS TO
DETERMINE VIABLE BACTERIAL COUNTS IN COW MILK
SAMPLES

This paper has been published:

Loss G, Apprich S, Kneifel W, Von Mutius E, Genuneit J, Braun-Fahrldnder C, on behalf of
the GABRIELA study group. Appropriate and alternative methods to determine viable
bacterial counts in cow milk samples. Journal of Dairy Science 2012; 95(6):2916-8.
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ABSTRACT

Farm milk consumption is reported to be inversely
related to the development of asthma and atopy in
children and it has been hypothesized that microorgan-
isms in milk might contribute to this protective effect.
The GABRIEL study was designed to investigate this
hypothesis in a large population of European children,
calling for a rapid alternative to classical culture tech-
niques to determine bacteriological properties of milk
samples. One objective was to evaluate 2 different rapid
methods to determine bacteriological properties in a
large number of cow milk samples collected under field
conditions. BactoScan (Foss Analytical, Hillerad, Den-
mark), an automated standard flow cytometric method
utilized for routine testing of milk quality, and TEMPO
(bioMérieux, Marcy I’Etoile, France), an automated
most-probable-number method, were used to assess
the total viable bacterial count in farm and commer-
cial milk samples. Both methods were compared with
standard plate count method and each other. Measure-
ments based on the TEMPO method were in good
agreement with the standard plate count method and
showed reliable results, whereas BactoScan results did
not correlate with standard plate count measurements
and yielded higher bacteria counts in heat-treated milk
samples compared with raw milk samples. Most likely,
these discrepant results were due to inferences with
staining reactions and detection of bacteria in heat-
treated milk samples. We conclude that, in contrast
to the routinely used BactoScan method, the TEMPO
method is an inexpensive and rapid alternative to stan-
dard culture methods suitable to assess total bacterial
counts in processed and raw milk samples.
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Short Communication

Previous epidemiological studies have shown that
consumption of farm milk is associated with less child-
hood asthma and atopy (Riedler et al., 2001; Waser
et al., 2007; Loss et al., 2011). The hygiene-hypothesis
states that infections or microbial exposure in early
childhood decrease the risk for allergy development
(Strachan, 1989). The microbial load of unpasteurized
milk thus offers a possible explanation for the protec-
tive effect of farm milk (Perkin and Strachan, 2006). To
establish valid associations of environmental exposures
and health outcomes, large numbers of samples are
required. The standardized classical culture method is
regarded as the gold standard to determine microbio-
logical properties of foods. However, a serious drawback
is that it is laborious and time consuming to perform.
During recent decades, several rapid methods have
been developed, reducing the time, and thus cost, to
obtain a microbiological test result. However, it remains
a challenge to choose the ideal method for the user’s
practical context. Although molecular, immunological,
and microscopic methods are automatable, rapid, less
labor-intensive, and show better reproducibility com-
pared with conventional methods, they require high
investment for equipment and materials (Jasson et al.,
2010).

The GABRIEL study (Multidisciplinary Study to
Identify the Genetic and Environmental Causes of
Asthma in the European Community) used 2 differ-
ent rapid methods to analyze the total viable bacte-
rial count (TVC) of milk samples that were collected
at participants’ homes during a field visit. BactoScan
(Foss Analytical, Hillerad, Denmark) is a rapid flow
cytometry system that is utilized in routine testing
of bacteriological quality of milk where bacteria are
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stained with ethidium bromide and their optical char-
acteristics are quantitatively measured by a focused
light beam (Suhren and Walte, 1998; Jasson et al.,
2010). The ready-to-use TEMPO system (bioMérieux,
Marcy I'Etoile, France) is a modified culture method
that makes use of vials with culture medium specific
to the test and cards simulating the most-probable-
number method. It is based on an automated system
that reduces workload and number of manipulations
without the necessity of a full laboratory infrastructure
(Torlak et al., 2008; Jasson et al., 2010). The aim of
this communication is to compare the flow cytometry
and the automated most-probable-number method to
standard plate count measurements and to each other,
and to suggest the most appropriate rapid method to
measure the TVC in this epidemiological setting.

The cross-sectional GABRIEL study was conducted
in rural areas in Germany, Switzerland, Austria, and
Poland. Environmental samples were taken from a
stratified random subsample of 895 Bavarian partici-
pants, and milk samples were collected in 2 periods of
the year [October to December (n = 543) and April to
August (n = 744); Genuneit et al., 2011]. During a field
visit at the participants’ homes, trained field workers
collected 9 aliquots of cow’s milk (6 x 45 mL and 3 x
20 mL per visit) as it was consumed by the child. Chil-
dren consumed either boiled or unboiled milk directly
from a farm or pasteurized or UHT commercial milk.
Samples were transported on ice and frozen at —18°C
immediately after arriving at the laboratory. The TVC
was assessed in 1,287 milk samples by flow cytometry
(BactoScan) and by the TEMPO method (detection
limit = 1 cfu/mL) using TEMPO TVC (total viable
count). For validation of the rapid methods, the viable
count of every tenth milk sample was also assessed by
SPC method (IDF Standard 100B; International Dairy
Federation, 1991). All microbiological measurements
were performed at the University of Natural Resources
and Life Sciences (Vienna, Austria).

The heating status of all milk samples was defined by
residual activity of the milk intrinsic enzymes alkaline
phosphatase [fluorimetric method according to EN ISO
118161 (ISO, 2000); lower detection limit = 10 mU/L)
and lactoperoxidase (Reflectoquant, Merck KGaA,
Darmstadt, Germany; lower detection limit = 5,000
mU/L) at the Max Rubner Institut (Kiel, Germany)
according to the EC council directive 92/46/EC. The
measurements allowed the samples to be categorized as
(1) commercial milk heated to at least 85°C (n = 986),
(2) commercial milk heated to below 85°C (pasteurized
commercial milk, n = 72), (3) farm milk heated to at
least 72°C (n = 49), and (4) raw farm milk or farm milk
heated to below 72°C (n = 180). For all analyses, staff
was blinded to all milk properties.

2017

Statistical analyses were performed with Stata/SE
10.1 for Windows (Stata Corp., College Station, TX),
and TVC were expressed as geometric means with 95%
confidence intervals.

Measurements using the TEMPO method were in
good agreement with bacterial counts based on standard
culture technique (Spearman rho = 0.81), whereas Bac-
toScan measurement did not correlate at all (Spearman
rho = —0.29). Figure 1A illustrates the geometric mean
levels of TVC measured with BactoScan and TEMPO
in all 1,287 milk samples according to milk type and
milk heating status. Figure 1B shows bacterial levels
measured with BactoScan, TEMPO, and SPC method
in a subsample of 95 samples that were measured by
all 3 methods. Total viable bacteria counts were high in
raw farm milks when measured by both the BactoScan
and TEMPO methods and became decreasingly lower
in heated farm milk, pasteurized commercial milk, and
high-heated commercial milk samples when measured
by SPC or the TEMPO method. Conversely, Bacto-
Scan measurements showed significantly higher levels
of total viable bacteria in heated farm and commercial
milk samples compared with raw milk levels.

The 2 rapid methods to measure TVC in milk
samples collected at study participants’ homes showed
contrasting results when compared with each other and
to the standard culture technique. Only the TEMPO
method yielded valid and appropriate results when
both raw and heat-treated milk samples were analyzed.
BactoScan was developed as an automated instrument
to assess the bacteriological quality of raw milk (Suhren
and Walte, 1998) and is widely used for routine qual-
ity control of milk (Jasson et al., 2010). In contrast
to routine raw milk quality control, the present study
aimed at analyzing milk samples as they were usually
consumed by the participating children and their fami-
lies. Thus, processed milk samples such as boiled farm
milk as well as pasteurized and UHT milk purchased
on the retail market were tested. The discrepant results
obtained by the BactoScan flow cytometry method are
most likely explained by the presence of proteins and
lipid globules in heated milk that have been reported
to bind nonspecifically to fluorescent stains and in-
terfere with staining and detection of bacteria unless
milk-clearing treatments are applied before measure-
ment (Gunasekera et al., 2000). Future epidemiological
studies aiming at detecting microorganisms in raw and
heat-treated milk need to account for this methodologi-
cal aspect.

We conclude that the automated most-probable-
number TEMPO method is an inexpensive and rapid
alternative to standard culture that is suitable for as-
sessing total bacterial counts in processed and raw milk
samples.

Journal of Dairy Science Vol. 95 No. 6, 2012
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Figure 1. Geometric means and 95% confidence intervals of total
viable bacterial count measured with (A) BactoScan (Foss Analytical,
Hillergd, Denmark) and TEMPO method (bioMérieux, Marcy I’Etoile,
France) in all 1,287 commercial and farm milk samples and (B)
BactoScan, TEMPO, and plate count method in 95 commercial and
farm milk samples stratified by milk’s heating status.
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Atopic dermatitis and skin disease

Development of atopic dermatitis according to age of onset
and association with early-life exposures
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Background: Environmental factors can affect the development
of atopic dermatitis, and this was described to be already
effective during pregnancy and in early life. An important early
postnatal exposure is nutrition, although its association with
allergic disease remains unclear.

Objective: We sought to determine prospectively whether early
postnatal exposures, such as the introduction to complementary
food in the first year of life, are associated with the development
of atopic dermatitis, taking into account the reverse causality.
Methods: One thousand forty-one children who participated in
the Protection Against Allergy—Study in Rural Environments
birth cohort study were included in the current study. Atopic
dermatitis was defined by a doctor’s diagnosis reported by the
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parents of children up to 4 years of age, by questionnaires, and/
or by positive SCORAD scores from 1 year of age and according
to the age of onset within or after the first year of life. Feeding
practices were reported by parents in monthly diaries between
the 3rd and 12th months of life.

Results: The diversity of introduction of complementary food in
the first year of life was associated with a reduction in the risk of
having atopic dermatitis with onset after the first year of life
(adjusted odds ratio for atopic dermatitis with each additional
major food item introduced, 0.76; 95% CI, 0.65-0.88). The
introduction of yogurt in the first year of life also reduced the
risk for atopic dermatitis (adjusted odds ratio, 0.41; 95% CI,
0.23-0.73).

Conclusion: As early-life exposure, the introduction of yogurt
and the diversity of food introduced in the first year of life might
have a protective effect against atopic dermatitis. (J Allergy
Clin Immunol 2012;130:130-6.)

Key words: Atopic dermatitis, diversity, complementary food

Increasing evidence suggests that prenatal and early-life envi-
ronmental exposures can influence immune responses and the
development of allergic diseases. Atopic dermatitis is a chronic
inflammatory skin disease, and in 60% of children, the onset of
disease occurs during the first year of life."

As early-life exposure, nutrition is a major environmental
factor that might have an effect on the immune system and could
be a factor that would lead to the prevention of allergic diseases.
Studies of the farming environment have shown that consumption
of unprocessed farm milk was associated with fewer allergic
diseases, although there was some heterogeneity of the effects,
especially with atopic dermatitis. In addition, this evidence was
based on cross-sectional studies of school-aged children only.>®
First introduction of complementary food in an infant’s life and
its association with allergic diseases is another aspect of nutrition
raising much controversy. Food allergen avoidance during preg-
nancy or infancy has provided no consistent evidence of allergy
prevention’® and is no longer recommended.” A systematic re-
view of 13 studies of the relationship between early introduction
of solid food and the development of allergies concluded that the
evidence of this relation is inconsistent and conflicting.'® Some
recent studies even showed that early introduction of complemen-
tary food, like the introduction of fish before 1 year of age or early
exposure to cow’s milk, might have a protective effect against
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allergic diseases.''"!*> One study found a protective effect of the
introduction of any complementary food within the first 4 months
on atopic dermatitis but only among children with allergic par-
ents.'® Therefore more evidence with respect to the role of early
nutritional exposures is needed.

The birth cohort study Protection Against Allergy—Study in
Rural Environments (PASTURE) offered the opportunity to
evaluate the effect of prenatal and postnatal exposures on the
development of allergic diseases.'” We previously reported an in-
verse association between prenatal contact with animals and
atopic dermatitis up to 2 years of age.'® In the present analysis
we longitudinally evaluated whether early postnatal exposures,
especially food introduction and its diversity, were associated
with the development of atopic dermatitis, with data available
up to 4 years of age. One major concern with postnatal exposures,
especially with the association between feeding practices and
atopic dermatitis, is the potential bias caused by the reverse cau-
sality effect. This source of bias arises when the reason for intro-
ducing or not introducing a certain type of food is strongly
associated with the outcome. Among children with early symp-
toms of the disease, those with allergic parents, or both, introduc-
tion of certain complementary food, especially allergenic food,
tends to be delayed. We thus focused our analyses on children
with atopic dermatitis occurring after the first year of life, ensur-
ing that exposure occurred before onset of the disease.

METHODS

Study design

PASTURE is a prospective birth cohort study involving children from rural
areas in 5 European countries (Austria, Finland, France, Germany, and
Switzerland) designed to evaluate risk factors and preventive factors for atopic
diseases. The design of this cohort has been described in detail elsewhere.'”
Briefly, pregnant women were recruited during the third trimester of preg-
nancy and divided into 2 groups. Women who lived or worked on family-
run farms on which any kind of livestock was kept were assigned to the
farm group. The reference group was composed of women from the same rural
areas not living on a farm. In total, 1133 children were included in this birth
cohort. The questionnaires developed within the PASTURE study group
used questions on various exposures and outcomes from the Asthma Multicen-
ter Infants Cohort Study,'” the Allergy and Endotoxin study,” and the Preven-
tion of Allergy Risk Factors for Sensitization in Children Related to Farming
and Anthroposophic Lifestyle study.20 Questionnaires were administered in
interviews or self-administered to the mothers within the third trimester of
pregnancy; when the children were 2, 12, 18, and 24 months of age; and
then yearly up to 4 years of age. Feeding practices and the occurrence of itchy
rash were reported by parents between the 3rd and 12th months of life in
monthly and weekly diaries, respectively. The study was approved by the local
research ethics committees in each country, and written informed consent was
obtained from all parents.

Study population

Children from the PASTURE birth cohort with data available on atopic
dermatitis up to 4 years of age, farming status, parental allergic history, and
feeding practices in the first year of life (n = 1041) were included.
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Definitions

Children were labeled as having atopic dermatitis when the parents
reported in the questionnaires that the child had atopic dermatitis diagnosed
by a doctor at least once between 12 months and 4 years of age, positive
SCORAD scores (>0) assessed at the age of 1 year during medical exami-
nation, or both. Among the 144 children defined as having atopic dermatitis at
the age of 1 year, 44 had only a positive SCORAD score, 50 had only a doctor’s
diagnosis, and 50 had both. Children with no atopic dermatitis but missing
information at 1 or more time points were defined as “missing” (n = 129)
when the prevalence of atopic dermatitis up to 4 years was calculated. In most
children atopic dermatitis occurs early in life, and to be able to evaluate
exposures occurring before the disease, we used 2 different definitions of
atopic dermatitis depending on the occurrence of the disease: atopic dermatitis
with onset within the first year of life and atopic dermatitis with onset after the
first year of life. Farmer’s children were defined as children who were living on
afarm on which livestock was held and whose family ran the farm according to
parental reports. Maternal farm-related exposures during pregnancy were
obtained from the self-reported questionnaires at the third trimester of
pregnancy. Prenatal contact with farm animal species was assumed if the
mother reported contact at least several times per month in one of the
pregnancy trimesters. Postnatal exposures to stables during the first year of life
were defined as the child’s exposure for at least a quarter of an hour per week.
Feeding practices were reported by parents in monthly diaries between the 3rd
and 12th months of life. Parents indicated for each food item whether it was
given to the child in the last 4 weeks and, if so, how often. A diversity score was
calculated, including the major food items, which were defined as the ones
introduced in the first year of life to approximately 80% of the children or
more. The score included vegetables or fruits, cereals, bread, meat, cake, and
yogurt. The same food items were used to define the diversity score within the
first 6 months of life. For the association between single food items and atopic
dermatitis, we used as reference children for whom the item was not
introduced in the first year of life. When it was introduced for less than 15%
of the children, cutoffs to earlier time points were used. Introduction of cow’s
milk was defined as either exclusive consumption of milk purchased in a shop
(shop milk) or introduction of milk produced or purchased directly from a
farm exclusively or in combination with shop milk and irrespective of whether
the milk was boiled or unboiled (any farm milk).

Data on potential confounders, such as smoking during pregnancy, sex,
mode of delivery, birth weight, gestational age, maternal education, and
duration of breast-feeding were obtained from the self-reported question-
naires at the third trimester of pregnancy and at 2 months and 1 year of age.
Duration of breast-feeding was categorized according to the number of
months children were breast-fed (not exclusively). Parental history of
allergies was defined as ever had asthma, hay fever, or atopic dermatitis,
which was self-reported.

Statistical analysis

Data analysis was conducted with SAS software, version 9.2 (SAS
Institute, Inc, Cary, NC).

The X test was used to evaluate the differences between the prevalences of
atopic dermatitis depending on parental allergic status and also to compare the
diversity score among subgroups of children. Generalized estimating equa-
tions were used to investigate the longitudinal effects of prenatal and postnatal
exposures on atopic dermatitis with onset after the first year of life, taking into
account the correlation between repeated measures (age 18, 24, 36, and 48
months) in the same subject. For the associations between exposures and
atopic dermatitis with onset within the first year of life, we used logistic regres-
sion because only 1 time point (age 12 months) was taken into account. From
these analyses, odds ratios (ORs) with 95% CIs were reported. To avoid re-
verse causality, with timing of introduction of food in the first year of life,
we limited the analyses to children with atopic dermatitis first occurring after
the first year of life. For the analysis comparing introduction of food before or
after 6 months of age, the analysis was restricted to children without skin
symptoms (itchy rash and diary data) within the first 6 months of life. To eval-
uate the relation between the diversity score and atopic dermatitis, we per-
formed nonparametric smoothing regression analysis. Family history of
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TABLE I. Prevalence of atopic dermatitis, according to time of onset and parental allergic status
Total No allergic parents Only 1 allergic parent Two allergic parents P
(n =912), % (n) (n = 426), % (n) (n = 385), % (n) (n =101), % (n) value*
Atopic dermatitis up to age 4 y 27.1 (247) 21.8 (93) 28.3 (109) 44.6 (45) <.001
Atopic dermatitis with onset within the first year of life 15.9 (144) 12.9 (55) 15.0 (57) 32.0 (32) <.001
Atopic dermatitis with onset after the first year of lifef 10.7 (97) 8.7 (37) 12.6 (48) 12.0 (12) 18

*Based on x” test between parental allergic status and atopic dermatitis.
FtMissing information for the first year of life for 6 children.

allergies is a dominant predictive factor of allergic diseases, particularly atopic
dermatitis. Therefore all models were adjusted for parental history of allergy
(ever eczema, hay fever, or asthma). For the association between food expo-
sures and atopic dermatitis, we stratified the analyses by this variable. To
test for effect modification between food item exposures and parental history
of allergy, we calculated terms for interactions in the generalized estimating
equation model.

All models were adjusted for study centers as a fixed effect because we did
not find heterogeneity between the centers (tested by means of meta-analytic
techniques). Multivariate models were further adjusted for farming and
duration of breast-feeding in the first year of life because these variables are
well known as potential confounders. Smoking during pregnancy and
maternal education were added to the model but did not change the results,
and therefore they were not kept in the final model. A P value of less than .05
was considered statistically significant.

RESULTS
Prevalence of atopic dermatitis

In total, 1041 children were included in this study. The
proportion of farmer’s children was 47.8%, and 558 (53.6%)
had at least 1 allergic parent; among them, 39.1% (218/558) were
farmer’s children. The general characteristics of this study
population were described in our previous analysis.'® The cumu-
lative prevalence of children with atopic dermatitis in the first
4 years of life was 27.1% (Table I). This prevalence was signifi-
cantly higher in children with 2 allergic parents than among chil-
dren with nonallergic parents (44.6% and 21.8%, respectively).
For 59.8% (144/241) of these children, the disease appeared in
the first year of life. The influence of parental allergy was more
pronounced in these children than in those with disease onset after
the first year of life (Table I).

Association between early postnatal exposures to
farm animals and atopic dermatitis

We did not observe an association between early postnatal
contact with farm animals (presence of the child in the stable in
the first year of life) and atopic dermatitis with onset after the first
year of life. After adjustment for prenatal exposures (adjusted
OR, 0.97; 95% CI, 0.53-1.75), unadjusted results were very
similar (data not shown). To separate the influence of prenatal and
postnatal exposures to farm animals, a variable with 4 mutually
exclusive categories was computed: children with both exposures,
those with only prenatal or only postnatal exposure, and those not
exposed. The negative association between prenatal contact with
farm animals and atopic dermatitis was observed only when the
disease onset occurred during the first year of life (see Table E1 in
this article’s Online Repository at www.jacionline.org). By con-
trast, postnatal exposure was inversely associated with atopic der-
matitis with onset after the first year of life, but this analysis was
based on small numbers and not statistically significant.

Feeding practices in the first year of life

At 2 months of age, exclusive breast-feeding was observed
among 66.0% of the children, and 18.6% were not breast-fed.
About half of the children (46.4%) were breast-fed for more than
6 months (not exclusively), and no difference with respect to the
parental history of allergy was observed (data not shown).

For only 18 (1.7%) children, no complementary food was
introduced in the first year of life (Table II). These children did not
differ from those with complementary food introduced in terms of
farming status, parental allergic history, maternal education, or
duration of breast-feeding (data not shown). In the first year of
life, cow’s milk was introduced to half of the study population
(Table II). Of these children, 43.8% consumed only shop milk,
and 56.2% consumed any farm milk, and 118 (37%) of the farm
milk drinkers consumed unboiled farm milk.

About 80% of the children consumed vegetables or fruits,
cereals, bread, meat, cake, and yogurt during the first year of life.
A diversity score including these 6 major food items was
calculated, and more than two thirds of the children consumed
all 6 items (Table III). Significantly fewer food items were intro-
duced among nonfarmer’s children and those with at least 1 parent
with a history of allergy. The diversity score showed no difference
between children breast-fed for more or less than 6 months. As ex-
pected, among children with allergic parents, the allergenic food
items, such as dairy products, egg, nut, and soy, were introduced
later (data not shown).

Association between complementary food
introduction and atopic dermatitis

The analyses of atopic dermatitis with onset within the first
year of life showed an inverse association with the introduction in
the first year of life for most of the food items, especially the
allergenic foods (see Table E2 in this article’s Online Repository
at www.jacionline.org). This negative association is most likely
due to delayed introduction of certain foods in children with early
symptoms. Analyses were restricted to children having no atopic
dermatitis in the first year of life but who had it later to avoid this
form of bias. The introduction of yogurt and shop milk within the
first year of life showed an inverse association with the develop-
ment of atopic dermatitis with onset after the first year of life
compared with no introduction, indicating a protective effect
(adjusted OR, 0.41; 95% CI, 0.23-0.73 and adjusted OR, 0.52;
95% CI, 0.30-0.92, respectively); unadjusted results were very
similar (data not shown). Analyses stratified by parental history
of allergy showed similar associations (Fig 1 and see Table E3
in this article’s Online Repository at www.jacionline.org). The
consumption of farm milk in the first year of life had a tendency
to decrease the risk of having atopic dermatitis but only among
children with no allergic parents (adjusted OR, 0.49; 95% CI,
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TABLE Il. Time of first introduction of different food items in the first year of life (n = 1041)

3-6 mo, % (n)

7-9 mo, % (n)

In total introduced in

10-12 mo, % (n) the first year of life, % (n)

Any food items (15 items) 72.2 (752) 25.6 (267) 0.4 (4) 98.3 (1023)
Any cow’s milk 7.2 (75) 20.1 (209) 26.9 (280) 54.2 (564)
Only shop milk (n = 724)* 2.2 (16) 10.6 (77) 21.3 (154) 34.1 (247)
Any farm milk (n = 794)* 6.4 (51) 16.0 (127) 17.5 (139) 39.9 (317)
Yogurt 14.1 (147) 38.4 (400) 26.8 (279) 79.3 (826)
Other milk products 6.7 (70) 30.5 (317) 36.4 (379) 73.6 (766)
Eggs 3.2(33) 28.1 (292) 36.1 (376) 67.3 (701)
Nuts 0.6 (6) 6.2 (65) 17.6 (183) 24.4 (254)
Vegetables or fruits 71.1 (740) 26.5 (276) 0.6 (6) 98.2 (1022)
Cereals 32.9 (342) 44.3 (461) 10.7 (111) 87.8 (914)
Bread 16.5 (172) 59.1 (615) 18.0 (187) 93.6 (974)
Meat 25.6 (266) 55.6 (579) 11.8 (123) 93.0 (968)
Fish 4.8 (50) 28.7 (299) 23.4 (244) 57.0 (593)
Soy 0.9 (9) 2.0 21 2.3 (24) 5.2 (54)
Margarine 8.6 (90) 28.1 (292) 22.0 (229) 58.7 (611)
Butter 6.0 (62) 33.6 (350) 30.2 (314) 69.7 (726)
Cake 11.2 (117) 47.1 (490) 27.9 (290) 86.2 (897)
Chocolate 3.8 (39) 15.2 (158) 27.3 (284) 46.2 (481)

*Reference group: children who did not consume any cow’s milk in the first year of life.

TABLE Ill. Diversity score with major food items introduced in
the first year of life among all study populations and subgroups

Diversity score*

0-3 items, 4-5 items, 6 items, P
% (n) % (n) % (n) valuet
All study population 5.4 (56) 31.9 (332) 62.7 (653)
Farmer
Yes 2.8 (14) 27.9 (139) 69.3 (345) <.001
No 7.7 (42) 35.5 (193) 56.7 (308)
Allergic parents (>1)
Yes 6.8 (38) 34.4 (192) 58.8 (328) .007
No 3.7 (18) 29.0 (140) 67.3 (325)
Breast-feeding >6 moj
Yes 6.3 (30) 31.9 (153) 61.9 (297) 31
No 4.2 (23) 31.4 (172) 64.4 (352)

*Diversity score with major food items: vegetables or fruits, any cereals, meat, bread,
cake, and yogurt.

+P value based on x> test.

fMissing information for 14 children.

0.21-1.18). Tests for interaction between parental history of
allergy and farm milk showed a P value of .08. Introduction of
vegetables or fruits in the first 6 months reduced the risk of atopic
dermatitis (adjusted OR, 0.56; 95% CI, 0.31-1.00).

A smoothed plot of the prevalence of atopic dermatitis in
relation to the diversity score (0-6) was performed to evaluate
whether the diversity of foods consumed during the first year of
life was associated with atopic dermatitis occurring after the first
year of life, showing a decrease in prevalence of the disease with
an increasing score (Fig 2). Dividing the diversity score into 3
different categories with the largest as the reference category,
we observed a dose-response association with atopic dermatitis
(Table 1V). For each additional major food item introduced in
the first year of life, we observed a significant reduction of 25%
in the development of atopic dermatitis. Similar results were ob-
tained in separate analyses stratified by parental history of allergy
(adjusted OR for each food item introduced among children with
parents with no allergy, 0.70; 95% CI, 0.56-0.87; among those

with at least 1 parent with allergy: adjusted OR, 0.81; 95% CI,
0.65-1.01). The score was recalculated excluding yogurt to
evaluate the influence of the yogurt item in this score and showed
the same association with atopic dermatitis (Table IV). Moreover,
yogurt remained significantly associated with atopic dermatitis
after adjustment for the reduced score. Smoothed plots with a di-
versity score including all 15 food items also showed a decrease in
prevalence of the disease with an increasing score most strongly
with up to 6 items (see Fig El in this article’s Online Repository
at www.jacionline.org). When the major food items were ex-
cluded from the score, no association was observed (see Fig E2
in this article’s Online Repository at www.jacionline.org).

Additionally, we evaluated the association between the intro-
duction of food in the first 6 months of life and atopic dermatitis
with onset within the first year of life in the subgroup of children
and no symptoms of atopic dermatitis (itchy rash) within the first
6 months (60.3% of the children with atopic dermatitis with early
onset). We could also observe a decreased risk of atopic dermatitis
with increasing numbers of major food introduced in the first 6
months, indicating a dose-response effect (Table V). We also ob-
served similar results in separated analyses stratified by the paren-
tal history of allergy, as well as in unadjusted analyses (data not
shown).

DISCUSSION

Our study shows a strong association between the family
history of allergies and atopic dermatitis with early onset but not
with onset occurring after the first year of life. The previously
reported protective prenatal effect of exposure to farm animals
was limited to atopic dermatitis occurring during the first year of
life. The postnatal exposure to farm animals was not significantly
associated with atopic dermatitis.

Feeding practices in the first year of life seem to be associated
with atopic dermatitis. We showed that the diversity of food items
introduced in the first year of life reduces the risk of atopic
dermatitis later in life. Introduction of yogurt in the first year of life
showed a strong protective effect against atopic dermatitis with
onset after the first year of life independently of the diversity of food.
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FIG 1. Association between food item introduction in the first year of life and atopic dermatitis with onset
after the first year of life stratified by parental allergies. *Adjusted for farmer, center, breast-feeding, and
parental history of allergies (ever eczema, hay fever, or asthma). For dairy products: introduction in the first
year of life compared with no introduction before 1 year of age. For vegetables or fruits: introduction in the
first 6 months of life compared with no introduction before 6 months of age.
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FIG 2. Association between increasing numbers of different major food
items (n = 6) introduced in the first year of life and atopic dermatitis (AD)
with onset after the first year of life. *Diversity score with major food items:
vegetables or fruits, any cereals, meat, bread, cake, and yogurt.

Our results suggest that the association between genetic factors
and prenatal exposures is stronger with atopic dermatitis with
onset early in life than with late-onset atopic dermatitis. In a
Dutch birth cohort study it was shown that filaggrin gene
mutations were associated with atopic dermatitis when the
occurrence of the disease was in the first year of life but not
after”’ and that cat exposure increased the effect of filaggrin gene
mutations on atopic dermatitis, indicating a gene-environment in-
teraction.” Epigenetic mechanisms in the development of aller-
gic diseases have recently raised much interest.”> Our finding
that the protective effect of prenatal exposures was not observed
in children with atopic dermatitis occurring after the first year of
life challenges the idea of epigenetic mechanisms underlying the
association between prenatal contact with animals and atopic der-
matitis with late onset. It might be that atopic dermatitis depend-
ing on the age of onset represents 2 different phenotypes of the
disease and that genetic and epigenetic mechanisms influence
mainly the early onset. However, our study was not sufficiently
powered to evaluate the independent role of postnatal exposure
to farm animals on atopic dermatitis occurring after the first
year of life.

Our results support recent studies showing an inverse associ-
ation between early introduction of complementary food, such as
fish and cow’s milk, and allergic diseases and highlight the role of
the diversity of environmental exposures for the development of
allergic diseases. We have previously shown that the diversity of
maternal exposure to different farm animal species during
pregnancy had a protective effect on atopic dermatitis early in
life.'® Moreover, recent findings have shown that the diversity of
microbial exposures might play a role in the protective effect with
regard to asthma.?* Bacterial diversity of the intestinal flora has
also been suggested to be associated with atopic diseases, even
though its association with atopic dermatitis remains unclear.”
Food is a major environmental factor, especially for infants who
encounter large quantities of new food components during their
first year of life. Diversity of food seems to be protective against
the development of atopic dermatitis. This was observed only
when the diversity score was composed of major food items.
This might be due to the fact that the number of children exposed
to the other items was too small to show an effect or that these
items had no effect. Our findings on the diversity of food intro-
duced in the first year of life might support the hypothesis that
exposure to a variety of antigens, such as food protein, during a
specific time window early in life might be essential for the devel-
opment of immune tolerance.”®

The strengths of this study are the prospective design and the
detailed data collection of feeding practices in the first year of life.
Focusing the analyses on atopic dermatitis occurring after the first
year of life allowed us to avoid the reverse causality effect.
However, this focus also reduced the number of affected children
because the onset of this disease occurred in the first year of life
for most of the children, thus limiting the power of the present
analysis. Food exposures early in life might differently affect the
disease with early or late onset. However, when we restricted our
analyses to children without symptoms of atopic dermatitis
during the first 6 months but atopic dermatitis with onset within
the first year of life, similar associations with introduction of food
in the first 6 months were found as in patients with late onset of the
disease.

Yogurt is produced by bacterial fermentation of milk by lactic
acid bacteria. Many of these bacterial strains have been selected
as probiotics. The strong protective effect of consumption of
yogurt in the first year of life on atopic dermatitis could be due to
these bacteria. In the present study, unfortunately, no information
on children’s consumption of yogurt with or without live
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TABLE IV. Association between the diversity score with major items introduced in the first year of life and atopic dermatitis with onset

after the first year of life

Atopic dermatitis with onset after the first year of life

No. OR* 95% ClI P valuet
Diversity score with major food itemsZ (0-6)
No. of items introduced in the first year
0-3 56 2.87 1.26-6.56 .01
4-5 332 1.72 1.06-2.80 .03
6, reference 653 1 -
For each major food item introduced§ 1041 0.76 0.65-0.88 <.001
Diversity score with major food items, without yogurt (0-5)
For each major food items introduced§ 1041 0.75 0.62-0.91 .003

Boldface values are significant (P <.05).

*Adjusted for farmer, center, duration of breast-feeding, and parents with atopy (eczema, asthma, or hay fever).

TP value based on generalized estimating equation analysis.

iDiversity score with major food items: vegetables or fruits, any cereals, meat, bread, cake, and yogurt.
§OR for atopic dermatitis with each additional food item introduced in the first year of life.

TABLE V. Association between the diversity score with major items introduced in the first 6 months and atopic dermatitis with onset

within the first year of life but no symptoms in the first 6 months

Atopic dermatitis with onset within the first year of life but no symptoms

(itchy rash) in the first 6 mo

No. OR* 95% ClI P valuet
Diversity score with major food itemsZ (0-6)
No. of items introduced in the first 6 mo
0-1 532 2.12 1.12-4.03 .02
2 190 1.76 0.85-3.69 .16
>3, reference 319 1 -
For each major food item introduced§ 1041 0.88 0.73-1.05 .16
Diversity score with major food items, without yogurt (0-5)
For each major food item introduced§ 1041 0.85 0.70-1.04 12

Boldface values are significant (P <.05).

*Adjusted for farmer, center, duration of breast-feeding, and parents with atopy (eczema, asthma, or hay fever).

TP value based on logistic regression analysis.

iDiversity score with major food items: vegetables or fruits, any cereals, meat, bread, cake, and yogurt.
§OR for atopic dermatitis with each additional food items introduced in the first 6 months of life.

bacterial cultures was available. One of the first randomized
controlled trials, which was conducted by Kalliomaki et al?” in
pregnant women with a family history of allergy, showed a
50% reduction in clinical eczema among the probiotic group.
Even though several other studies and meta-analyses on probi-
otics and the prevention of allergic diseases have been conducted,
most of them concluded that there is insufficient evidence to
recommend probiotics for prevention. Recently, a Finnish study
observed that probiotics were protective for allergic disease
only among children born by means of cesarean section.”® In
our study we observed the same protective effect of the introduc-
tion of yogurt on atopic dermatitis when analyses were restricted
to children born by means of vaginal delivery, arguing against
effect modification by mode of delivery in the present study
(data not shown).

Levels of metabolites produced by intestinal microbiota, such
as short-chain fatty acids (SCFAs), have been shown to be
increased in fecal and plasma samples after yogurt consump-
tion.?>** Moreover, it has been suggested that SCFAs might have
anti-inflammatory properties,”'* and thus it has been proposed
that factors that influence the intestinal microbiota and the pro-
duction of SCFAs might have an effect on immune and inflamma-
tory responses. Interestingly, more fecal SCFAs were found
among children from rural Africa compared with those from

urban Europe, providing indirect evidence of a role of SCFAs.
As among children from Africa, a lower prevalence of allergic
diseases was observed compared with the prevalence seen in
children from western Europe.33’34

The protective effect of cow’s milk in the present study was
mainly related to consumption of shop milk. Previously, cross-
sectional studies on farm milk consumption and allergies
suggested a protective effect of farm milk consumption on
asthma, whereas the association with atopic dermatitis was
more controversial.”** In the present study the relationship be-
tween farm milk consumption in the first year of life and atopic
dermatitis tended to be modified by parental history of allergies,
which has not been observed in the cross-sectional studies.®
A tendency toward a decreased risk of atopic dermatitis with con-
sumption of farm milk was observed only among children with
parents without allergies. These results could be explained by a
gene-environment interaction effect, which is supported by a pre-
vious study showing that a polymorphism in the gene encoding
CD14 modified the effect of farm milk consumption on allergic
diseases and CD14 gene expression.*® With other complementary
foods, we did not have evidence for effect modification by
parental allergies in the association with atopic dermatitis.

Children exposed to complementary foods, especially yogurt,
and an increased diversity of foods within the first year of life have
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a reduced risk of atopic dermatitis independently of parental
history of allergies.
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Clinical implications: The diversity of food introduced in the

first year of life might decrease the risk of atopic dermatitis in
children.
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FIG E1. Association between increasing numbers of all different food items (n = 15) introduced in the first
year of life and atopic dermatitis (AD) with onset after the first year of life. *Food items (n = 15): any cow'’s
milk, yogurt, other milk products, eggs, nuts, vegetables or fruits, cereals, bread, meat, fish, soy, margarine,
butter, cake, and chocolate.
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FIG E2. Association between increasing numbers of all different food items excluding major foods (n = 9)
introduced in the first year of life and atopic dermatitis (AD) with onset after the first year of life. *Food items
(n = 9): any cow’s milk, other milk products, eggs, nuts, fish, soy, margarine, butter, and chocolate.
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TABLE E1. Association between prenatal and postnatal exposures to farm animals and atopic dermatitis with different time of onset

Atopic dermatitis with onset
within the first year of life

Atopic dermatitis with onset
after the first year of life

Percent (n) OR* 95% ClI OR* 95% CI
Contact with farm animal
Prenatal and postnatal combined
Prenatal and postnatal 37.7 (345) 0.51 0.26-1.00 1.20 0.53-2.71
Only prenatal 22.8 (209) 0.61 0.35-1.08 1.09 0.56-2.14
Only postnatal 2.9 (26) 2.01 0.78-5.15 0.34 0.03-3.75
No contact, reference 36.6 (335) 1

Postnatal: presence of the child in the stable within the first year of life.
*Adjusted for farmer, center, parents with atopy, smoking during pregnancy, and duration of breast-feeding.
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TABLE E2. Association between introduction of food items in the first year of life and atopic dermatitis up to 4 years of age and with
onset within the first year of life

Atopic dermatitis with
onset within the first

Atopic dermatitis with year of life but no
Atopic dermatitis up to onset within the first symptoms of itchy rash
4y of age year of life in the first 6 mo
OR* 95% Cl OR* 95% CI OR* 95% Cl
Dairy items
Cow’s milk
3-12 mo 0.46 0.32-0.65 0.60 0.41-0.87 0.65 0.40-1.05
Not in first year, referencet 1.00 - 1.00 1.00
Only shop’s milk
3-12 mo 0.31 0.20-0.49 0.54 0.33-0.87 0.57 0.31-1.07
Not in first year, referencef 1.00 - 1.00 1.00
Any farm’s milk
3-12 mo 0.61 0.39-0.95 0.63 0.38-1.03 0.67 0.36-1.24
Not in first year, referencef 1.00 1.00 1.00
Yogurt
3-12 mo 0.31 0.20-0.46 0.52 0.34-0.82 0.60 0.33-1.07
Not in first year, reference 1.00 1.00 1.00
Other milk products (eg, cheese and quark)
3-12 mo 0.62 0.41-0.94 0.60 0.40-0.90 0.58 0.35-0.96
Not in first year, reference 1.00 1.00 1.00
Other food items
Nuts
3-12 mo 0.99 0.62-1.57 0.54 0.33-0.90 0.51 0.26-0.99
Not in first year, reference 1.00 1.00 1.00
Eggs
3-12 mo 0.76 0.51-1.12 0.55 0.38-0.80 0.61 0.38-1.00
Not in first year, reference 1.00 1.00 1.00
Fish
3-12 mo 0.45 0.29-0.69 0.52 0.35-0.77 0.51 0.30-0.87
Not in first year, reference 1.00 1.00 1.00
Meat
3-8 mo 0.75 0.49-1.14 0.71 0.47-1.08 0.77 0.46-1.31
Not in first 8 mo, reference 1.00 1.00 1.00
Cereals
3-8 mo 0.95 0.62-1.44 1.14 0.74-1.74 1.29 0.75-2.21
Not in first 8 mo, reference 1.00 1.00 1.00
Vegetables or fruits
<6 mo 0.46 0.31-0.70 0.81 0.53-1.25 0.67 0.38-1.15
Not in first 6 mo, reference 1.00 1.00 1.00
Bread
3-8 mo 0.82 0.57-1.17 0.80 0.55-1.16 0.63 0.39-1.02
Not in first 8 mo, reference 1.00 1.00 1.00
Soy
3-12 mo 0.78 0.35-1.75 1.13 0.53-2.41 1.16 0.43-3.13
Not in first year, reference 1.00 1.00 1.00
Margarine
3-12 mo 0.72 0.48-1.07 0.76 0.51-1.14 0.75 0.45-1.26
Not in first year, reference 1.00 1.00 1.00
Butter
3-12 mo 0.89 0.60-1.30 0.78 0.52-1.16 0.83 0.50-1.41
Not in first year, reference 1.00 1.00 1.00
Cake
3-8 mo 0.70 0.47-1.02 0.72 0.49-1.07 0.66 0.40-1.10
Not in first 8 mo, reference 1.00 1.00 1.00
Chocolate
3-12 mo 0.53 0.36-0.77 0.66 0.45-0.98 0.95 0.58-1.54
Not in first year, reference 1.00 1.00 1.00

Boldface values are significant (P <.05).
*Adjusted for farmer, center, breast-feeding (duration), and parental history of allergies (ever eczema, hay fever, or asthma).
fReference = no introduction of any cow’s milk in the first year of life.
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TABLE E3. Association between introduction of food items in the first year of life and atopic dermatitis with onset after the first year of
life stratified by parents with or without allergies

Entire study population Parents without allergy At least 1 parent with allergy
Atopic dermatitis, Atopic dermatitis, Atopic dermatitis,
with onset after the with onset after the with onset after the
first year of life first year of life first year of life
No. OR* 95% CI No. OR* 95% Cl No. OR* 95% CI
Dairy items
Cow’s milk
3-12 mo 564 0.68 0.44-1.05 289 0.49 0.24-1.01 275 0.86 0.51-1.45
Not in first year, referencef 477 1.00 - 194 1.00 283 1.00
Only shop’s milk
3-12 mo 247 0.52 0.30-0.92 98 0.54 0.17-1.77 149 0.58 0.30-1.10
Not in first year, referencef 477 1.00 - 194 1.00 283 1.00
Any farm’s milk}
3-12 mo 317 0.88 0.49-1.57 191 0.49 0.21-1.18 126 1.50 0.77-2.89
Not in first year, referencef 477 1.00 194 1.00 283 1.00
Yogurt
3-12 mo 826 0.41 0.23-0.73 411 0.36 0.15-0.87 415 0.46 0.23-0.95
Not in first year, reference 215 1.00 72 1.00 143 1.00
Other milk products (eg, cheese and quark)
3-12 mo 766 1.07 0.59-1.91 373 1.25 0.47-3.34 393 1.00 0.47-2.13
Not in first year, reference 275 1.00 110 1.00 165 1.00
Other food items
Nuts
3-12 mo 254 1.35 0.79-2.31 135 1.49 0.66-3.37 119 1.28 0.62-2.61
Not in first year, reference 787 1.00 348 1.00 439 1.00
Eggs
3-12 mo 701 1.02 0.63-1.66 353 1.08 0.46-2.53 348 1.01 0.55-1.85
Not in first year, reference 340 1.00 130 1.00 210 1.00
Fish
3-12 mo 593 0.73 0.43-1.24 288 1.09 0.43-2.75 305 0.58 0.31-1.09
Not in first year, reference 448 1.00 195 1.00 253 1.00
Meat
3-8 mo 697 0.87 0.50-1.54 333 1.01 0.42-2.42 364 0.81 0.37-1.77
Not in first 8 mo, reference 344 1.00 150 1.00 194 1.00
Cereals
3-8 mo 700 0.72 0.42-1.25 304 0.79 0.35-1.80 396 0.70 0.36-1.37
Not in first 8 mo, reference 341 1.00 179 1.00 162 1.00
Vegetables or fruits
<6 mo 462 0.56 0.31-1.00 218 0.59 0.26-1.36 244 0.52 0.26-1.06
Not in first 6 mo, reference 579 1.00 265 1.00 314 1.00
Bread
3-8 mo 787 0.84 0.52-1.35 378 0.70 0.36-1.35 409 0.96 0.51-1.81
Not in first 8 mo, reference 254 1.00 105 1.00 149 1.00
Soy
3-12 mo 54 0.92 0.39-2.17 18 0.88 0.12-6.65 36 0.92 0.38-2.21
Not in first year, reference 987 1.00 465 1.00 522 1.00
Margarine
3-12 mo 611 0.69 0.41-1.16 267 0.62 0.24-1.62 344 0.74 0.40-1.34
Not in first year, reference 430 1.00 216 1.00 214 1.00
Butter
3-12 mo 726 1.00 0.64-1.55 358 0.87 0.41-1.83 368 1.09 0.63-1.89
Not in first year, reference 315 1.00 125 1.00 190 1.00
Cake
3-8 mo 444 0.75 0.47-1.21 239 0.75 0.37-1.51 205 0.76 0.41-1.44
Not in first 8 mo, reference 597 1.00 244 1.00 353 1.00
Chocolate
3-12 mo 481 0.73 0.47-1.15 251 0.86 0.41-1.82 230 0.67 0.38-1.17
Not in first year, reference 560 1.00 232 1.00 328 1.00

Boldface values are significant (P <.05).

*Adjusted for farmer, center, breast-feeding (duration), and parental history of allergies (ever eczema, hay fever, or asthma).
fReference = no introduction of any cow’s milk in the first year of life.

fInteraction term between parents with atopy and food item (P = .08).
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Background: There is evidence that gene expression of innate
immunity receptors is upregulated by farming-related
exposures.

Objective: We sought to determine environmental and
nutritional exposures associated with the gene expression of
innate immunity receptors during pregnancy and the first year
of a child’s life.

Methods: For the Protection Against Allergy: Study in Rural
Environments (PASTURE) birth cohort study, 1133 pregnant
women were recruited in rural areas of Austria, Finland,
France, Germany, and Switzerland. mRNA expression of the
Toll-like receptor (TLR) 1 through TLR9 and CD14 was
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assessed in blood samples at birth (n = 938) and year 1 (n =
752). Environmental exposures, as assessed by using
questionnaires and a diary kept during year 1, and
polymorphisms in innate receptor genes were related to gene
expression of innate immunity receptors by using ANOVA and
multivariate regression analysis.

Results: Gene expression of innate immunity receptors in cord
blood was overall higher in neonates of farmers (P for
multifactorial multivariate ANOVA = .041), significantly so for
TLR7 (adjusted geometric means ratio [aGMR], 1.15; 95% CI,
1.02-1.30) and TLRS (aGMR, 1.15; 95% CI, 1.04-1.26). Unboiled
farm milk consumption during the first year of life showed the
strongest association with mRNA expression at year 1, taking
the diversity of other foods introduced during that period into
account: TLR4 (aGMR, 1.22; 95% CI, 1.03-1.45), TLR5 (aGMR,
1.19; 95% CI, 1.01-1.41), and TLR6 (aGMR, 1.20; 95% ClI,
1.04-1.38). A previously described modification of the
association between farm milk consumption and CDI4 gene
expression by the single nucleotide polymorphism
CD14/C-1721T was not found.

Conclusion: Farming-related exposures, such as raw farm milk
consumption, that were previously reported to decrease the risk
for allergic outcomes were associated with a change in gene
expression of innate immunity receptors in early life. (J Allergy
Clin Immunol 2012;130:523-30.)

Key words: Innate immunity, Toll-like receptors, CDI14, prenatal,
childhood, farming, farm milk, nutrition

Innate immunity is the pivotal system that facilitates interac-
tions with microbes at the interfaces of an organism with the
environment.' These immune responses are mediated in large part
by Toll-like receptors (TLRs) and CD14, a group of transmem-
brane and intracellular proteins that recognize pathogen-
associated molecular patterns.’?

The development of innate immunity is determined based on
genetic and environmental factors and possibly a combination of
both. Environmental exposures rich in microbes encountered
during pregnancy or early life have been shown to be associated
with upregulating mRNA expression of innate immunity recep-
tors>* and with a decreased risk for allergic diseases.”° Variations
in innate immunity receptor genes can influence the mRNA ex-
pression of these genes’ or receptor-mediated cytokine produc-
tion and have been shown to be associated with asthma and
allergic disease.'””"'! Furthermore, it has been reported that poly-
morphisms in innate immunity receptor genes modified the effect
of environmental exposure, such as contact with animals or farm

523



524 LOSS ET AL

Abbreviations used
aGMR: Adjusted geometric means ratio
Ct: Cycle threshold
MANOVA: Multivariate ANOVA
PASTURE: Protection Against Allergy: Study in Rural Environments
SNP: Single nucleotide polymorphism
TLR: Toll-like receptor

milk consumption, on allergic disease occurrence.”'"'* How-
ever, these previous investigations were limited to cross-
sectional analyses and often lacked reproducibility.13

Studies also found that introduction of complementary foods,
such as fish and cow’s milk, or the diversity of foods introduced
early was inversely related to allergic outcomes, proposing that
exposure to a variety of antigens, including but not limited to
nutritional sources, early in life might be essential for the
development of immune tolerance. 1135

The development of asthma and allergic disease might be
mediated by the innate immune system and its orchestration of
complex immune cascades.' The first stages of life seem critical
for the maturation of the innate immune system,16 but little is
known about the development of gene expression over time and
the relevant environmental exposures influencing it.

The Protection Against Allergy: Study in Rural Environments
(PASTURE) study'” offered the opportunity to prospectively in-
vestigate the development of gene expression of innate immunity
receptors from birth to year 1, taking into account polymorphisms
in receptor genes, and to analyze the environmental and nutri-
tional exposures influencing gene expression.

METHODS

Study population

PASTURE is a large prospective birth cohort study conducted in rural areas
of Austria, Finland, France, Germany, and Switzerland. The study team
contacted 2871 women, of whom 1772 (61.7%) were identified as eligible for
participation (Fig 1). Potential participating families were contacted in the
third trimester of pregnancy. Exclusion criteria were living on a farm without
livestock, maternal age of less than 18 years, premature delivery, genetic dis-
ease in the offspring, no telephone connection, and insufficient knowledge of
the country’s language. Women living on a farm where livestock was held or
whose partners actively run a farm were considered farming women. A subset
of the population living in close neighborhoods in likewise rural environments
not occupationally involved in farming activities were selected as the compar-
ison group (nonfarmers). For more details, see the Methods section in this ar-
ticle’s Online Repository at www.jacionline.org.

Those 1133 (63.9%) subjects willing to participate were included in the
study (530 farming and 603 nonfarming women). For mRNA analyses, 938
(82.3%) cord blood samples and 752 (72.8%) blood samples from year 1 were
available. The study population and the populations with available mRNA
measurements at birth and year 1 did not differ in respect to farming status,
but slightly more Finnish than French women provided blood samples. No
differences were seen with respect to age of pregnant mothers; educational
level; number of older siblings; smoking status; pet ownership; family history
of asthma, hay fever, and eczema; or prevalence of farm milk consumption.

Questionnaires

Extensive questionnaires were administered by means of interview to the
mother of the child within the third trimester of pregnancy and 2 and 12
months after the birth of the study child. Questions were based on previously
published studies'®?' and designed to assess respiratory and other health
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issues of the mother, agricultural exposures, and potential confounders, such
as active and passive smoking, parental education, and family size. In addition
to the extensive questionnaires, the mothers kept a weekly diary from month 3
to year 1 of the child’s life to record, among other items, the introduction of a
variety of food items. Relevant pregnancy variables were farming (living on a
farm vs not), maternal farm work (mother working on a farm during preg-
nancy), contact with a stable/barn (stay in stable/barn during pregnancy at
least 15 minutes per week in 1 trimester), contact with a number of farm an-
imals (horse, cow, pig, and poultry: 0, 1-2, or 3-4), maternal/paternal history
of asthma or hay fever (doctor’s diagnosis and self-reported symptoms for
both outcomes), smoking during pregnancy (in any trimester), and farm
milk consumption during pregnancy (never, only boiled farm milk, or any un-
boiled farm milk). Variables during the first year were farming (child living on
a farm during first year of life), regular visits to a farm, regular stays in a stable/
barn (child stayed in stable/barn at least 15 minutes per week), smoking during
lactation, duration of breast-feeding (never, <3 months, 3-6 months, or >6
months), duration of exclusive breast-feeding (never, <3 months, or >3
months), and child’s farm milk consumption (never, only boiled farm milk,
or any unboiled farm milk during year 1).

Measurement of mRNA expression in cord blood

and at year 1

Blood samples were collected from the umbilical cord at birth and at the
age of 1 year. For the assessment of mRNA, the blood was collected in a
PAXgene Blood RNA tube containing an RNA-stabilizing solution (PreAna-
lytiX/Qiagen, Hilden, Germany) and then frozen to —80°C within 24 hours.?
At the central laboratory of the Children’s Hospital of Zurich, the RNA was
isolated with the PAXgene 96 Blood RNA Kit (PreAnalytiX/Qiagen) supple-
mented with RNase-free DNase (Qiagen). The mRNA was reverse transcribed
into cDNA by using the TagMan Reverse Transcription Reagents (Applied Bi-
osystems, Foster City, Calif). Quantitative real-time PCR was performed on
the 7900HT Fast Real-Time PCR System using the Micro fluidic card TagMan
Array system (Applied Biosystems). The data presented are normalized values
for the endogenous controls (/8S rRNA and 3,-microglobulin /B2M]) by us-
ing the comparative (AA cycle threshold [AACt]) method, according to the
manufacturer’s instructions (Applied Biosystems). TLR3 expression was ex-
cluded from the analyses because the expression level was less than the detec-
tion limit in most of the cord blood samples. Extensive quality control
measures have been incorporated in the PASTURE cohort study, particularly
for laboratory work but also for field work.'” Genotyping was described in de-
tail elsewhere.'! For detailed methods, see the Methods section in this article’s
Online Repository.

Statistical analyses

Differences in environmental and farming characteristics between farmers
and nonfarmers in pregnancy (mothers) and during year 1 (children) were
tested by using the Pearson x> test.

To quantify the results obtained by using real-time RT-PCR of mRNA of
CD14 and TLRI, TLR2, and TLR4 through TLR9, the comparative threshold
method of Giulietti et al*> was used. This method expresses the measured
number of PCR cycles of the participants relative to 1 participant. We chose
anonfarmer with results of greater than the detection limit for all mnRNA mea-
surements in cord blood as a reference. The results provide a multiple of
amount of mRNA in comparison with the reference. Because the distribution
of the gene expression levels were skewed, the calculated variables were log
transformed (natural logarithm), resulting in an approximately normal
distribution.

The transformed data were used in linear regression models to calculate
associations between mRNA expression and single nucleotide polymor-
phisms (SNPs) in innate immunity genes and exposures in pregnancy and the
first year of life (expressed as geometric mean ratios and P values). Maternal
exposure during pregnancy and child’s exposure in the first year of life were
combined to also test the effects of continued exposure of farming, farm milk
consumption, contact with a stable, contact with pets, and smoking on mRNA
expression at age 1 year. A solid food score was developed to test the influence
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’ Eligible: 1772 (61.7%)

A4

Recruited#: 1133 (63.9%)
Farmer: 46.8%

A4

Inclusion criteria not fullfilled or missing dataf:
1099 (38.3%)

Not willing to participate: 639 (36.1%) ‘

mRNA data in cord blood:
938 (82.3%)
Farmer: 47.6%

Farmer: 47.7%

Diary and year 1 questionnaire completed: 1033 (91.2%)

mRNA data at year 1:
752 (72.8%)
Farmer: 49.3%

FIG 1. Selection of PASTURE study population and participants for mRNA analyses. fInclusion criteria:
living on a farm with livestock, maternal age greater than 18 years, term delivery, no genetic disease in
offspring, telephone connection, and sufficient knowledge of the country’s language. {Selection criteria:

pregnancy questionnaire was completed.

of early introduction of a variety of solid foods on mRNA expression. The
time of first food introduction was subdivided into 4 periods (introduced in
months 3-6, 7-9, or 10-12 or never in the first year of life). Early introduction
of a food item was defined as the period when at least 25% of the children re-
ceived the respective food to generate dichotomous variables with sufficient
numbers for analysis. The crude association of early introduction of each solid
food item with mRNA expression was then tested and, if significant for at
least 1 receptor, added to the solid food score (the final score included yogurt,
butter, vegetable, fruit, meat, nut, fish, chocolate, and cereal with and without
gluten).

Multivariate models were developed as follows. Pregnancy exposures
were related to mRNA expression in cord blood, and exposures during year
1 were related to expression at year 1 in crude regression models. Maternal
history of asthma or hay fever, sex, and center were chosen as covariates a
priori and were included in all multivariate analyses (paternal history was
also tested but did not change models). Variables significantly associated
with mRNA expression of 2 or more receptor genes or significantly associ-
ated with expression of 1 receptor gene and significantly associated with
mRNA expression in simple multivariate analysis of variance (MANOVA)
were included in a final model: the pregnancy model included maternal
smoking during pregnancy and farming (unboiled farm milk consumption
was not included because of colinearity with farming), and the year 1 model
included maternal smoking during breast-feeding, education, the solid food
score, child’s farm milk consumption, and duration of breast-feeding. Heter-
ogeneity between centers was tested by means of meta-analytic techniques.
If heterogeneity was present, final models were additionally adjusted for cen-
ter with a random effect estimate, and if not, center was included as a fixed
effect.

To avoid spurious findings because of testing multiple TLRs, the overall
association of exposures on mRNA expression was additionally calculated in a
MANOVA, adjusting for the same covariates as the regression models.
MANOVAs provided omnibus tests that inherently correct for multiple
comparisons. Levels of significance in all ANOVAs were evaluated based
on Wilks lambda. To assess the development of mRNA expression from birth
to year 1, the difference of normalized mRNA expression from cord blood and
year 1 was calculated (diff-mRNA), and regression models were developed
accordingly. Finally, interaction terms were included in the final models to test
for gene-environment interactions of child’s farm milk consumption and all
assessed genetic variations of innate immune receptors on the effect on mRNA
expression. All statistical analyses were performed with STATA/SE 10.1
software (StataCorp, College Station, Tex), and P values of less than .05 were
considered significant.

Ethical approval

The ethical boards of the 5 study centers approved the study, and written
informed consent was obtained from the children’s parents for questionnaires,
blood samples, and genetic analyses.

RESULTS

Farming mothers were significantly more exposed to stables,
barns, and farm animals and more often consumed farm milk
during pregnancy than nonfarming mothers (Table I). Parental
history of hay fever or asthma and maternal smoking was more
common among nonfarmers, whereas farm families more often
kept a cat or dog and tended to have a higher number of children.
A higher proportion of nonfarmers breast-fed for longer than 6
months, and they were less likely to never breast-feed. Similar re-
sults were found for exclusive breast-feeding. At year 1, farm and
nonfarm children showed similar differences in environmental
exposures as observed for their mothers during pregnancy.
More farmers introduced unboiled farm milk within the first
year of life (29.0%) compared with nonfarmers (4.5%), and
they introduced a higher number of different solid foods early
within the first year of life.

Pregnancy exposures

In univariate analyses maternal farming in pregnancy was
significantly positively associated with cord blood mRNA ex-
pression of several receptor genes and in a simple MANOVA
(Table II). Significant and positive associations were also found
for maternal consumption of unboiled farm milk; however, this
variable was strongly correlated with farming. Smoking during
pregnancy and male sex decreased the expression of the receptor
genes. Multifactorial MANOVA showed that mRNA expression
was significantly greater in neonates of farmers compared with
that seen in neonates of nonfarmers (P = .041). For individual re-
ceptor genes, a significantly higher mRNA expression was found
in farmers for 7LR7 (adjusted geometric means ratio [aGMR],
1.15; 95% CI, 1.02-1.30; P = .021) and TLRS (aGMR, 1.15;
95% ClI, 1.04-1.26; P = .005; Fig 2).
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TABLE I. Environmental and farming characteristics of pregnant
women and children in the first year of life by farming status

Farmer, Nonfarmer,
no. (%) no. (%)

No. Percent No.

P value
for
Percent difference

Population at birth 530 46.8 603 532
Male sex 266 514 294 514 988
Center
Austria 105 477 115 523 .389
Switzerland 107 442 135 558
France 94 463 109 537
Germany 112 44.1 142 559
Finland 112 523 102 47.7
Education
Low 116 219 86 143 <.001
Medium 234 442 253 420
High 180 340 264 438
Maternal history of asthma 38 7.2 61 10.1 .080
Maternal history of hay fever 108 204 196 325 <.001
Maternal farming exposure during pregnancy*
Contact with stable 464  89.6 107 189 <.001
Contact with barn 362 70.0 65 115 <.001
Contact with >2 farm animals 208  39.2 64 10.7 <.001
Contact with cats and/or dogs 430  81.3 233 38.6 <.001
Farm milk consumption 406 76.6 98 163 <.001
Only boiled farm milk 94 178 27 4.5 <.001
Any unboiled farm milk 310 58.7 70 11.6
Smoking 46 8.7 112 18.6 <.001
Child’s farming exposure during first year
of life* ¥
Population at year 1 493 477 540 523
Child living on a farm 486  98.6 10 1.9 <.001
Regular visit to farm 487  99.0 77 144 <.001
Regular stay in stable 332 71.7 40 7.6 <.001
Contact with cats and/or dogs 402  81.5 188  34.8 <.001
Farm milk consumption 283 578 51 9.5 <.001
Only boiled farm milk 141  28.8 27 5.1 <.001
Any unboiled farm milk 142 29.0 24 4.5
Unboiled farm milk 78 16.0 15 2.8 <.001
after month 10
Unboiled farm milk 60 123 8 1.5
before month 10
Early introduced solid food
items (food score)
0 51 103 102 189 <.001
1-3 191 387 214 39.6
4-6 174 353 157  29.1
7-11 77 156 67 124
Smoking during 18  (3.8) 35 (6.8) .034
breast-feeding
Any breast-feeding
>6 mo 240 487 285 528 .027
3-6 mo 118 239 9% 17.8
<3 mo 89 18.1 120 222
Never 46 9.3 39 7.2
>2 Siblings 235 477 111 20.6 <.001

*There are minor discrepancies in percentages because of missing values in variables.
fPercentage of population at year 1.

Exposures during the first year of life

Children’s consumption of unboiled farm milk during the first
year of life showed the strongest association with mRNA
expression at year 1, upregulating mRNA expression of CDI4,
TLR4, TLR5, TLR6, and TLR7 when compared with no farm
milk consumption, whereas other farming-related exposures
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during year 1 showed no significant associations (Table III). Early
introduction of several food items was associated with mRNA ex-
pression of individual receptors (for details, see Table E1 in this
article’s Online Repository at www.jacionline.org). When sum-
marized as solid food score, an increasing number of items was
significantly associated with TLR4 mRNA expression (Table III).

After adjustment for all potential confounders, mRNA expres-
sion of TLR4 (aGMR, 1.22; 95% CI, 1.03-1.45; P =.020), TLRS
(aGMR, 1.19; 95% CI, 1.01-1.41; P = .034), and TLR6 (aGMR,
1.20; 95% CI, 1.04-1.39; P = .015) was statistically significantly
upregulated by unboiled farm milk consumption compared with
no farm milk consumption (Fig 3), whereas the association of
the food score and mRNA expression was no longer significant
(see Tables E2 and E3 in this article’s Online Repository at
www.jacionline.org).

We also examined relations of prenatal exposures to mRNA
expression at year 1, but no significant associations were observed
(data not shown).

The correlations of mRNA expression of single innate immu-
nity receptors between cord blood and year 1 were poor, with the
highest and only significant correlations for TLRS (Pearson
correlation = 0.35, P <.001) and TLRI (Pearson correlation =
0.31, P <.001). When exposures were related to the difference
in mRNA expression between year 1 and cord blood, results
were similar to findings with only year 1 expression as the out-
come, although they were less pronounced (data not shown).
Among the tested continued exposures from pregnancy to age
1 year, only raw farm milk consumption was found to be signifi-
cantly associated with increased gene expression of 1 receptor
(TLR6) in unadjusted models.

Polymorphisms in TLR1, TLR4, TLR6, and TLRS were signifi-
cantly associated with gene expression of the respective receptors
at birth and similarly at year 1 (see Tables E4 and E5 in this arti-
cle’s Online Repository at www.jacionline.org). We also tested
whether polymorphisms modified the association between a
child’s unboiled farm milk consumption and gene expression of
innate immunity receptors, yet only 2 SNPs in TLRS (TLRS/
C9008T) and TLRY (TLR9/T—2622C) showed significant interac-
tions (P for both interactions = .007).

DISCUSSION

This study shows that farming status of pregnant mothers was
associated with increased gene expression of innate immunity
receptors at birth (overall and individually with TLR7 and TLRS),
whereas increased gene expression at year 1 was most strongly as-
sociated with child’s consumption of raw farm milk during the
first year of life (TLR4, TLRS5, and TLR6). Several genetic varia-
tions in genes of the innate immunity receptors were associated
with expression of the respective receptors, but only 2 SNPs in
TLRS8 and TLR9 significantly modified the association of unboiled
farm milk and mRNA expression of the respective receptor at year
1. Changes in gene expression of innate immunity receptors
caused by farming exposure and unboiled farm milk consumption
might be involved in explaining the reported protective effects of
farming-related exposures on the development of allergic disease
in children.>*?!

In contrast to previous cross-sectional studies, the present
analyses allowed us to prospectively relate a variety of exposures
during pregnancy and the first year of life to the expression of in-
nate immunity genes. Early life is a critical time window because
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TABLE II. Crude association* of exposures during pregnancy and mRNA expression at birth (n = 938, only significant associations are

shown)

mRNA expression, GMR (95% Cl)

P value of simple

Exposure during pregnancy CD174 TLR1 TLR2 TLR4 TLR5 TLR6 TLR7 TLR8 TLR9 MANOVA
Farming 1.08+ 1.09t 1.17% 1.16% .041
(1.00-1.16) (1.00-1.18) (1.04-1.31) (1.06-1.28)
Farm milk consumption
No .047
Only boiled farm milk
Any unboiled farm milk 1.10F 1.14%
(1.01-1.20) (1.03-1.26)
Maternal farm work 301
Contact with stable 1117 174
(1.01-1.22)
Contact with barn .376
Contact with number of
farm animals
0 .206
1-2
3-4
Cats or dogs 450
Smoking 0.85t.§ 0.86F 279
(0.75-0.97) (0.74-0.99)
Male sex 0.897,8§ 0.907,8§ .002
(0.81-0.98) (0.85-0.98)
Center <.001

*Geometric mean ratios (GMRs) and 95% Cls were calculated by using regression models.

TP <.05.
P <.01.
§Associations were also significant after farming adjustment.
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FIG 2. Adjusted association of farming/nonfarming during pregnancy and
mRNA expression at birth expressed as geometric mean ratios and 95% Cls
adjusted for maternal history of asthma or hay fever, sex, center (random),
and maternal smoking during pregnancy. Fully adjusted multifactorial
MANOVA of mRNA expression and farming P value = .041.

it has been shown that the neonatal TLR system undergoes rapid
and differential development during the first month of life.**
Maternal involvement in farming during pregnancy was an
exposure associated with expression of several innate immunity
receptors in cord blood, whereas specific activities, such as
working in stables or barns or contact with farm animals, were
not. Maternal farming might thus be an overall indicator of other
activities, including consumption of farm milk during pregnancy.

In previous cross-sectional studies®* higher gene expression of in-
nate immunity receptors at school age in farm compared with non-
farm children has clearly been observed and might reflect
continuous exposure of children growing up on a farm over several
years. However, the previously reported association between pre-
natal farm animal exposure and innate immunity gene expression'>
was not found in this prospective study. The gene expression of in-
dividual receptors significantly upregulated by farming varied be-
tween studies,” likely reflecting the different composition of the
respective environments. TLR-binding ligands were mainly as-
cribed to microbial origin.l Recent evidence suggests that the di-
versity of the microbial environment and not individual
microbes is important to confer protection against asthma,’ and
TLR-mediated innate response pathways are believed to be impor-
tant in promoting regulatory pathways that inhibit the allergic im-
mune response.”> Nonmicrobial ligands were recently shown to
trigger TLR4 signaling. The major house dust mite allergen Der
p 2 functionally mimicked MD-2, the LPS binding component
of TLR4, triggering TLR4 signaling in the absence of MD-2,%°
whereas the heavy metal Ni** directly activated human TLR4.>’

The expression of TLRs and CD14 at birth and at year 1 was not
closely correlated, suggesting that environmental exposures encoun-
tered by the infant induce substantial changes in innate immunity
during the first year of life. Food is a main source of the infant’s new
exposure during early life. Breast-feeding has recently been shown
to modulate innate immunity responses during the neonatal period. 16
In the present study the infant’s consumption of raw farm milk during
the first year of life was the exposure most strongly upregulating the
expression of TLRs, whereas duration of breast-feeding had no sig-
nificant effect. Also, the child’s contact with stables, farm animals, or
pets was not associated with receptor gene expression. It is possible
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TABLE lll. Crude association* of exposures during the first year of life and mRNA expression at year 1 (n = 752)

mRNA expression, GMR (95% Cl)

P value of simple

Exposure during first year of life CcD14 TLR1 TLR2 TLR4

TLRS TLR6 TLR7 TLR8 TLR9 MANOVA

Farming

Farm milk consumption
No
Only boiled farm milk
Any unboiled farm milk 1.15%

(1.02-1.31)

1.27%

Regular visit to farm
Regular stay in stable
Cats or dogs

Smoking during lactation 1.297
(1.00-1.67)

1.24%
(1.00-1.54)
Duration of breast-feeding

>6 mo

3-6 mo 1.157
(1.02-1.29)
<3 mo
Never

Exclusive breast-feeding
>3 mo
<3 mo
Never

No. of solid food items introduced early
0
1-3
4-6 1.25%
(1.06-1.48)
7-11 1.27
(1.04-1.54)

1.19%
(1.09-1.47) (1.04-1.37) (1.10-1.40) (1.06-1.46)

947
.079
1.24§ 1.24%
.848
.943

172
406

198

0.77+
(0.62-0.97)

229

0.75%
(0.60-0.94)

.018

All significant associations are shown.

*Geometric mean ratios (GMRs) and 95% Cls were calculated by using regression models.
TP <.05, tP < .01, and §P <.001: all associations with gene expression of individual receptors were also significant after farming adjustment.

aGMR of mRNA-expression
L

58]

CD14 TLR1 TLR2 TLR4 TLRS TLR6 TLR7 TLR8 TLR9

No farm milk 4 Only boiled farm milk ~ ® Any unboiled farm milk

FIG 3. Adjusted association of child’s farm milk consumption during first
year of life and mRNA expression at year 1 expressed as geometric mean
ratios and 95% Cls adjusted for farming, maternal history of asthma or hay
fever, sex, center, maternal smoking during breast-feeding, solid food
score, education, and duration of breast-feeding.

that the intensity of exposure to stable microbes is too low to increase
expression of innate immunity receptors as long as children do not
walk around themselves in stables or barns.

Raw farm milk is rich in (mostly) nonpathogenic microorgan-
isms.®?® It is conceivable that the microorganisms ingested with
raw milk influence the composition of the gut flora and stimulate
expression of innate immunity receptor genes.”’ Whether in-
creased expression of TLRs associated with raw milk consump-
tion reflects a relevant pathway underlying allergic disease
development or whether it is merely an indicator of exposure to
microbes remains an open question. A recent cross-sectional
study found whey protein levels but not the actual counts of bac-
teria in farm milk to be associated with less asthma in children.®
However, the actual level of microorganisms in farm milk con-
sumed at school age might not be a precise indicator of the child’s
regular exposure to a diversity of microorganisms in raw milk,
which could be involved in inducing tolerance and protecting
against chronic inflammation.*

Several SNPs in innate immunity receptor genes were
reported to modify the risk for asthma or atopy, but results
were often not reproducible.' Bieli et al” described a modifica-
tion of the association between farm milk consumption at
school age and CDI4 gene expression by the SNP CDI14/C-
1721T; however, this could not be confirmed in the present
study, in which modifications by SNPs in TLR8 and TLR9Y
were found. Given the many SNPs tested, spurious findings can-
not be excluded, and further investigations are needed. A recent
genome-wide association study could not reproduce previously
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reported interactions of SNPs and farming-related factors on al-
lergic outcomes in childhood and concluded that common ge-
netic polymorphisms are unlikely to modify the protective
influence of the farming environment on childhood asthma
and atopy.l3 A similar conclusion might apply to interactions
of SNPs and farming-related factors on gene expression of in-
nate immunity receptors, given the low reproducibility of such
results.

As a further limitation in interpreting the results presented in
this article, it should be considered that mRNA was measured in
whole-blood samples, and the observed effects cannot be ascribed
to a distinct cell type.

The farming-related factors that we identified to alter gene
expression of innate immunity genes (farming and raw farm
milk consumption) were also associated with a decreased risk
for allergic disease in previous studies.®** Regulation of the in-
nate immune system might be relevant to explain the protective
effects of these microbe-rich farming exposures. The present
study does not allow us to answer whether the upregulation
of innate immune receptors directly modulates the development
of allergic disease or whether it is a marker for the effect of
genes and the environment on allergic disease. Future analyses
of this cohort will allow us to disentangle whether the timing of
exposure or repeated exposure are more relevant in inducing
the protective effects observed in cross-sectional studies at
school age.

Farming-related exposures, such as raw farm milk consump-
tion, that were previously reported to decrease the risk for allergic
outcomes were associated with a change in gene expression of
innate immunity receptors in early life.

The PASTURE study group members (in alphabetical order by study
center):

Anne Hyvirinen, Anne M. Karvonen,* Sami Remes,” Pekka Tiittanen®
(Finland); Vincent Kaulek® (France); Gisela Biichele,d Martin Depner,” Mar-
kus Ege,* Petra Pfefferle,f Harald Renz,f Bianca Schaub® (Germany); and Gert
Doekes® (The Netherlands)

From “the Department of Environmental Health, National Institute for
Health and Welfare, Kuopio, Finland; Sthe Department of Pediatrics, Kuopio
University Hospital, Kuopio, Finland; the Department of Respiratory Dis-
ease, Université de Franche-Comté, University Hospital, Besancon, France;
dthe Institute of Epidemiology and Medical Biometry, Ulm University, Ulm,
Germany; °LMU Munich, University Children’s Hospital, Munich, Germany;
fthe Department of Clinical Chemistry and Molecular Diagnostics, Philipps
University of Marburg, Marburg, Germany; and ®the Institute for Risk Assess-
ment Sciences (IRAS), Division of Environmental Epidemiology, Utrecht
University, Utrecht, The Netherlands.

Key messages

o Farming status of pregnant mothers was associated with
increased gene expression of innate immunity receptors
at birth (overall and individually with TLR7 and TLRS).

The child’s consumption of raw farm milk during the first

year of life was associated with increased gene expression
of innate immunity receptors at year 1 (I'LR4, TLRS5, and
TLR6).

A previously described modification of the association be-
tween farm milk consumption and CD14 gene expression
by the SNP CD14/C-1721T was not found.
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METHODS

Study population

PASTURE is a large prospective birth cohort study conducted in rural areas
in Austria, Finland, France, Germany, and Switzerland. The study team
contacted 2871 women, of whom 1772 (61.7%) were identified as eligible for
participation. Initially, farming and nonfarming pregnant women living in the
5 rural areas were identified in the third trimester of pregnancy. Contact with
pregnant women was achieved either by study staff visiting birth preparatory
courses (Austria and Germany); by lists of pregnant women received from
hospitals (Finland) or insurance companies (France); by advertising in
hospitals, doctors’ offices, and shops in rural areas (Switzerland); or by
involving the midwives in distributing study information material at any type
of contact they had with pregnant women. Furthermore, articles in regional
newspapers and farmers’ journals and on the Internet, as well as spots on the
radio or television, were used to make the project better known among the
rural population.

Pregnant women contacted were asked to fill in a short recruitment
questionnaire, assessing eligibility and possible nonparticipation bias. Eligi-
ble women were then contacted by telephone and asked to participate.

To be eligible, pregnant women had to fulfill the following inclusion
criteria:

A. A woman was considered to be a “farming woman” if at the time of
recruitment she and her family lived on a farm where livestock was
held. No distinction was made between full-time and part-time
farmers. This criterion was also fulfilled when a family lived on a
farm only as a tenant without being involved in farm work at all. If
the family had moved away from the farm by the time of the child’s
birth, the status of the family was changed to “nonfarmer.” Because
it was clear from the beginning that the number of farming women in-
cluded in the study would not be very high (only approximately 400-
500), the type of farming was restricted as far as possible, and crop
farms, for example, were not included to avoid too much heterogene-
ity in exposure, which could lead to small numbers in any subgroup
analysis.

B. The nonfarming women lived in the same areas as the farming women
and were recruited at the same hospitals. To reduce differences in
other lifestyle factors, they were not taken from an urban hospital
(eg, Munich or Salzburg). As a limit for the size of the town in which
a nonfarming participant could live, women were included from towns
of less than 30,000 inhabitants only. However, women from smaller
towns but with relevant (heavy) industry were not recruited either.
In addition, in the Bavarian study center, where the large city of Mu-
nich was quite near and easy to reach, all families in which either the
mother or the father travelled to Munich every day for work (com-
muters) were not considered eligible.

C. Farming families not living on a farm where livestock was held (or
running such a farm) but just on a farm where exclusively poultry
was held or on an exclusive crop farm were not considered eligible ei-
ther as farmers or as nonfarmers (intermediate exposure).

In addition, the following exclusion criteria were defined:

women less than 18 years of age;

twin pregnancy/siblings of a child already included in the study;
mother who intended delivery at home;

families who intended to move away from the area where the study
was done;

e families without telephone connection; and

e insufficient knowledge of the country’s language.

Furthermore, after delivery, the following participants were excluded:

e premature delivery (before the 37th week of pregnancy, n = 14) and
e serious genetic illnesses (eg, Down syndrome; n = 2).

Those 1133 (63.9%) subjects willing to participate were included in the
study (530 farming and 603 nonfarming women). For mRNA analyses, 938
(82.3%) cord blood samples and 752 (72.8%) blood samples of year 1 were
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available. The study population and the populations with available mRNA
measurements at birth and year 1 did not differ in respect to farming status, but
slightly more Finnish than French women provided blood samples. No
differences were seen with respect to age of pregnant mothers; educational
level; number of older siblings; smoking status; pet ownership; family history
of asthma, hay fever, and eczema; or prevalence of farm milk consumption.

Questionnaires

Extensive questionnaires were administered by interview to the mother of
the child within the third trimester of pregnancy and 2 and 12 months after
birth of the study child. Questions were based on previously published
studies™ ™ and designed to assess respiratory and other health issue of the
mother, agricultural exposures, and potential confounders, such as active
and passive smoking, parental education, and family size. In addition to the
extensive questionnaires, the mothers kept a weekly diary from month 3 to
year 1 of the child’s life to record, among other things, the introduction of a
variety of food items. Relevant pregnancy variables were farming (living on
a farm vs not), maternal farm work (mother working on a farm during preg-
nancy), contact with a stable/barn (stay in stable/barn during pregnancy at
least 15 minutes per week in 1 trimester), contact with a number of farm an-
imals (horse, cow, pig, or poultry: 0, 1-2, or 3-4), maternal/paternal history
of asthma or hay fever (doctor’s diagnosis and self-reported symptoms for
both outcomes), smoking during pregnancy (in any trimester), and farm
milk consumption during pregnancy (never, only boiled farm milk, or any un-
boiled farm milk). Variables during the first year were farming (child living on
a farm during first year of life), regular visit to a farm, regular stay in a stable/
barn (child stayed in stable/barn at least 15 minutes per week), smoking during
lactation, duration of breast-feeding (never, <3 months, 3-6 months, or >6
months), duration of exclusive breast-feeding (never, <3 months, or >3
months), and child’s farm milk consumption (never, only boiled farm milk,
or any unboiled farm milk during year 1). The time of exposure to stables
or barns was assessed by questionnaire in days per week and minutes per
day for farmers and in hours per month for nonfarmers. This separate informa-
tion was combined in a variable for both farmers and nonfarmers (time of
exposure in minutes per week). A mother or child staying in a stable/barn
for at least 15 minutes per week was defined as exposed. The cutoff (at least
15 minutes per week) was based on the distribution of exposure in the whole
population to provide sufficient numbers of exposed subjects for statistical
models.

Measurement of mRNA expression in cord blood

and at year 1

Blood samples were collected from the umbilical cord at birth and at age
1 year. For the assessment of mRNA, the blood was collected in a PAXgene
Blood RNA tube containing an RNA-stabilizing solution (PreAnalytiX/
Qiagen) and then frozen to —80°C within 24 hours.®> At the central laboratory
of the Children’s Hospital of Zurich, the RNA was isolated with the PAXgene
96 Blood RNA Kit (PreAnalytiX/Qiagen) supplemented with RNase-free DN-
ase (Qiagen). The concentration and purity of the RNA was assessed by Nano-
drop (Thermo Scientific, Waltham, Mass). Samples with a concentration of at
least 20 ng/pL and a purity quotient (absorbance at 260 nm/absorbance at 280
nm) of between 1.8 and 2 were used for quantitative real-time PCR. Immedi-
ately after RNA isolation, it was reverse transcribed into cDNA by using the
TagMan Reverse Transcription Reagents (Applied Biosystems). Quantitative
real-time PCR was performed on the 7900HT Fast Real-Time PCR System
with the Micro fluidic card TagMan Array system (Applied Biosystems).
The data presented are calculated by using the comparative (AACt) method
according to the manufacturer’s instructions (Applied Biosystems)."*F7 In
brief, the Ct values of the target genes were normalized to the geometric
mean of the housekeeping genes /85 rRNA and ,-microglobulin (B2M) to
normalize the PCR for the amount of RNA added to the reaction because there
is variability in quantification and reverse transcription (ACt). In a second step
anonfarming child was used as a reference to assess relative quantification de-
scribing the change in expression of a target gene (eg, TLR2) of a distinct child
relative to the expression of the same gene of the reference child (AACt). To
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get the numeric value, we then used the 2745 calculation. TLR3 expression
was excluded from the analyses because the expression level was less than the
detection limit in most of the cord blood samples. Extensive quality control
measures have been incorporated in the PASTURE cohort study, particularly
for laboratory work but also for field work.F®

Genotyping

Genotyping was performed by means of matrix-assisted laser desorption/
ionization time-of-flight mass spectrometry, as described previously.®” De-
rived genotype frequencies were compared with the expected allelic popula-
tion equilibrium based on the Hardy-Weinberg equilibrium test to control
for technical genotyping errors. cDNA was amplified in duplicate by using
an iCycler (Bio-Rad Laboratories, Hercules, Calif), with /8S as a reference
gene. Polymorphisms in TLRs were selected as previously described.®'*
These SNPs were as follows: TLR1/C—2299T (rs5743594), TLR1/T—2192C
(rs5743595), TLR1/A742G (rs4833095), TLR2/T1349C (rs3804100), TLR2/
T596C  (rs3804099), TLR2/T—16934A  (rs4696480), TLR4/C8851T
(rs4986791), TLR4/A8551G (rs4986790), TLR4/G—2570A (rs2737190),
TLR4/T—1607C (rs10759932), TLR5/A1774G (1s2072493), TLR5/T1845C
(rs5744174), TLR5/C1173T (rs5744168), TLR6/T—1928C (rs5743792),
TLR6/T—2079A (rs5743789), TLR7/A17961T (rs179008), TLR7/C12318T
(rs1620233), TLRS/C10907A (rs3747414), TLRS/C9008T (rs2159377),
TLRS8/A—4824G (1s3761624), TLR9/T-2622C (rs5743836), TLR9/T—2871C
(rs187084), and CD14/C-1721T (rs2915863).

Statistical analyses

The overall association of exposures on mRNA expression was additionally
calculated in MANOVA (adjusting for the same covariates as the regression
models) to avoid spurious findings caused by testing multiple TLRs.
MANOVA provided omnibus tests, which inherently correct for multiple
comparisons. MANOVA can protect against type I errors that might occur if
multiple ANOVAs were conducted independently. Repeated univariate mea-
sures can dramatically increase type I errors. Furthermore, multiple univariate

J ALLERGY CLIN IMMUNOL
AUGUST 2012

measures do not equal a multivariate measure because they do not take into
account colinearity (correlations among dependent variables). Therefore a
MANOVA acts as an inherent Bonferroni correction by keeping the
experiment-wide probability of making type I error less than 5%. Levels of
significance in all ANOVAs were evaluated based on Wilks lambda.
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TABLE E1. Crude association* of food exposures during the first year of life and mRNA expression at year 1 (n = 752)

Early food introduction

mRNA expression

P value of simple

vs late or never CcD14 TLR2 TLR4 TLR6 TLR7 TLR8 MANOVA
Other milk products 1.15F 385
(exclusive cow’s milk) (1.02-1.30)
Yogurt 1.18% 110
(1.02-1.37)
Butter 0.89F .046
(0.81-0.98)
Vegetable 1.187 .033
(1.06-1.32)
Fruit 1.16F .010
(1.04-1.29)
Meat 1.13F 1.20% 1.20% <.001
(1.02-1.25) (1.07-1.35) (1.05-1.36)
Nut 0.827F .019
(0.70-0.96)
Fish 1.16F 163
(1.04-1.29)
Chocolate 1.17+ .692
(1.01-1.35)
Cereal (gluten) 0917 0.90t <.001
(0.83-1.00) (0.81-0.99)
Cereal (no gluten) 1.13F .064
(1.02-1.26)

All significant associations are shown.

*Geometric mean ratios and 95% CIs were calculated by using regression models.

P <.05 and {P < .01, all associations with gene expression of individual receptors were also significant after farming adjustment.
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TABLE E2. Adjusted associations* of exposures during pregnancy and mRNA expression at birth (n = 938)
mRNA expression
Exposure during pregnancy TLR1 TLR2 TLR5 TLR6 TLR7 TLR8
Farming 1.05 (0.98-1.12)  1.06 (0.98-1.15) 1.15% (1.02-1.30)  1.15% (1.04-1.26)
Smoking 0.85t (0.75-0.97) 0.87 (0.76-1.01)

Male sex 0.907 (0.82-0.99)  0.907 (0.85-0.97)

Results from final adjusted models in Fig 2 are shown for variables with significant crude associations with mRNA expression in Table II.

*Geometric mean ratios and 95% Cls were calculated by using regression models adjusted for maternal history of asthma or hay fever, sex, center (random), and maternal smoking
during pregnancy.

TP <.05.

1P < .0l
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TABLE E3. Adjusted associations* of exposures during first year of life and mRNA expression at year 1 (n = 752)

mRNA expression
Exposure during first year of life CcD14 TLR4 TLR5 TLR6 TLR7 TLR9

Farm milk consumption

No

Only boiled farm milk

Any unboiled farm milk 1.15 (1.00-1.32)  1.22F (1.03-1.45)  1.19F (1.01-1.41)  1.20F (1.04-1.38)  1.15 (0.95-1.39)
Smoking during lactation 1.04 (0.85-1.29) 1.11 (0.86-1.44)
Duration of breast-feeding

>6 mo

3-6 mo 1.10 (0.98-1.24)

<3 mo

Never 0.747 (0.56-0.98)
No. of solid food items

introduced early

0

1-3

4-6 1.10 (0.92-1.33)
7-11 1.10 (0.88-1.37)

Results from final adjusted models in Fig 3 are shown for variables with significant crude associations with mRNA expression in Table III.

*Geometric mean ratios and 95% CIs were calculated by using regression models adjusted for farming, maternal history of asthma or hay fever, sex, center, maternal smoking
during breast-feeding, solid food score, education, and duration of breast-feeding.

TP <.05.
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TABLE E4. Crude associations of genotypes and mRNA expression in cord blood and at age 1 year
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mRNA expression in cord blood

mRNA expression at age 1y

Receptor/SNPS Genotype No. GMR 95% Cl P value No. GMR 95% Cl P value
TLRI1/C—2299T (1rs5743594) CC 597 1.00 483 1.00

CT 242 1.21 1.09-1.35 <.001 193 1.19 1.06-1.34 .003

TT 22 1.41 1.04-1.92 .028 19 1.55 1.13-2.13 .006
TLRI1/T—2192C (rs5743595) TT 547 1.00 453 1.00

TC 271 0.68 0.62-0.74 <.001 208 0.61 0.56-0.68 <.001

CC 45 0.20 0.17-0.25 <.001 38 0.26 0.21-0.32 <.001
TLRI/A742G (rs4833095) AA 462 1.00 385 1.00

AG 337 0.74 0.67-0.81 <.001 263 0.69 0.62-0.76 <.001

GG 67 0.34 0.29-0.40 <.001 52 0.32 0.27-0.39 <.001
TLR2/T1349C (rs3804100) TT 746 1.00 601 1.00

TC 119 1.01 0.92-1.12 .824 97 0.98 0.88-1.09 713

CC 0 1
TLR2/T596C (rs3804099) TT 267 1.00 218 1.00

TC 422 0.95 0.88-1.03 225 353 1.00 0.92-1.09 914

CC 158 0.94 0.85-1.04 220 115 1.01 0.90-1.13 910
TLR2/T—16934A (rs4696480) AA 239 1.00 202 1.00

AT 401 0.93 0.86-1.01 .093 314 1.06 0.97-1.16 .192

TT 219 0.97 0.89-1.07 .589 182 1.00 0.90-1.10 938
TLR4/C8851T (rs4986791) CC 758 1.00 604 1.00

CT 106 1.42 1.23-1.64 <.001 94 1.23 1.04-1.44 .013

TT 4 1.11 0.56-2.19 762 2 1.40 0.50-3.94 525
TLR4/A8551G (1s4986790) AA 762 1.00 611 1.00

AG 97 1.43 1.24-1.66 <.001 83 1.29 1.09-1.53 .004

GG 4 1.11 0.56-2.20 763 2 1.41 0.50-3.96 518
TLR4/G—2570A (rs2737190) GG 89 1.00 71 1.00

GA 352 0.86 0.73-1.00 .056 270 1.04 0.85-1.26 733

AA 367 0.78 0.66-0.91 .002 294 1.02 0.84-1.25 816
TLR4/T—1607C (rs10759932) TT 625 1.00 503 1.00

TC 201 0.95 0.85-1.07 413 171 0.94 0.82-1.07 336

CC 26 1.20 0.91-1.58 198 20 1.21 0.87-1.69 259
TLR5/A1774G (rs2072493) AA 610 1.00 503 1.00

AG 225 1.01 0.92-1.11 .859 174 0.92 0.82-1.04 189

GG 17 1.20 0.90-1.61 216 11 0.95 0.62-1.45 814
TLR5/T1845C (1s5744174) TT 276 1.00 222 1.00

TC 426 0.94 0.86-1.03 214 357 0.88 0.78-0.99 .030

CC 152 0.90 0.80-1.01 .085 111 0.93 0.79-1.10 .397
TLR5/C1173T (rs5744168) CC 766 1.00 621 1.00

CT 95 0.98 0.86-1.11 753 76 1.04 0.88-1.23 .629

TT 4 1.05 0.58-1.89 .883 2 1.80 0.67-4.81 241
TLR6/T—1928C (rs5743792) TT 806 1.00 661 1.00

TC 50 1.26 1.05-1.52 .014 34 0.88 0.71-1.09 238

CC 1 0
TLR6/T—2079A (rs5743789) TT 539 1.00 449 1.00

TA 264 0.94 0.86-1.04 227 204 0.90 0.82-1.00 .046

AA 50 0.75 0.62-0.91 .003 37 0.92 0.75-1.13 437
TLR7/A17961T (rs179008) AA 599 1.00 475 1.00

AT 137 1.18 1.00-1.41 .054 121 0.97 0.83-1.14 731

TT 127 0.89 0.75-1.06 204 103 0.98 0.82-1.16 .803
TLR7/C12318T (rs1620233) CC 738 1.00 594 1.00

CT 70 1.12 0.89-1.41 331 63 1.15 0.93-1.42 202

TT 52 0.88 0.67-1.14 325 40 1.12 0.86-1.45 401
TLRS/C10907A (rs3747414) CC 468 1.00 361 1.00

CA 208 0.98 0.87-1.10 705 173 0.95 0.82-1.09 460

AA 187 0.79 0.69-0.89 <.001 163 0.81 0.70-0.93 .003
TLRS/C9008T (rs2159377) CC 658 1.00 531 1.00

CT 128 0.85 0.74-0.97 .015 105 0.71 0.61-0.83 <.001

TT 74 0.40 0.34-0.47 <.001 61 0.44 0.36-0.54 <.001
TLRS/A—4824G (rs3761624) AA 562 1.00 461 1.00

AG 181 0.71 0.64-0.79 <.001 143 0.67 0.59-0.76 <.001

GG 125 0.32 0.29-0.37 <.001 97 0.29 0.25-0.33 <.001

(Continued)
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mRNA expression in cord blood

mRNA expression at age 1y

Receptor/SNPS Genotype No. GMR 95% Cl P value No. GMR 95% Cl P value
TLRY/T—2622C (rs5743836) TT 662 1.00 532 1.00
TC 189 0.94 0.85-1.05 274 158 1.00 0.87-1.16 957
CC 12 0.98 0.67-1.43 .899 10 0.84 0.50-1.41 504
TLRY/T—2871C (rs187084) TT 265 1.00 220 1.00
TC 437 1.01 0.91-1.12 .870 346 0.97 0.84-1.11 .633
CC 155 0.95 0.83-1.08 415 130 1.10 0.91-1.31 .320
CD14/C-1721T (rs2915863) CC 130 1.00 102 1.00
CT 380 0.98 0.86-1.11 721 296 0.99 0.86-1.14 .898
TT 294 1.04 0.91-1.19 553 233 0.98 0.84-1.14 778

GMR, Geometric mean ratio.
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TABLE E5. Adjusted associations of genotypes and mRNA expression in cord blood and at age 1 year
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mRNA expression in cord blood

mRNA expression at age 1y

Receptor/SNPS Genotype No. aGMR* 95% CI P value No. aGMRt 95% CI P value
TLRI1/C—2299T (1rs5743594) cC 597 1.00 483 1.00

CT 242 1.22 1.09-1.36 <.001 193 1.19 1.06-1.35 .004

TT 22 1.46 1.08-1.98 .014 19 1.59 1.16-2.18 .004
TLRI/T—2192C (rs5743595) TT 547 1.00 453 1.00

TC 271 0.68 0.62-0.75 <.001 208 0.62 0.56-0.69 <.001

CC 45 0.21 0.17-0.25 <.001 38 0.26 0.21-0.31 <.001
TLRI/A742G (rs4833095) AA 462 1.00 385 1.00

AG 337 0.74 0.68-0.82 <.001 263 0.70 0.63-0.77 <.001

GG 67 0.34 0.29-0.40 <.001 52 0.31 0.26-0.38 <.001
TLR2/T1349C (rs3804100) TT 746 1.00 601 1.00

TC 119 1.01 0.91-1.11 .892 97 0.98 0.87-1.09 671

CC 0 1
TLR2/T596C (rs3804099) TT 267 1.00 218 1.00

TC 422 0.95 0.88-1.03 .184 353 1.00 0.92-1.09 981

CC 158 0.94 0.85-1.04 211 115 0.98 0.87-1.11 796
TLR2/T—16934A (rs4696480) AA 239 1.00 202 1.00

AT 401 0.93 0.86-1.01 .105 314 1.06 0.97-1.17 182

TT 219 0.98 0.89-1.08 .695 182 1.00 0.90-1.11 946
TLR4/C8851T (rs4986791) CC 758 1.00 604 1.00

CT 106 1.44 1.25-1.66 <.001 94 1.22 1.03-1.44 .020

TT 4 0.98 0.50-1.93 950 2 1.42 0.50-3.99 .506
TLR4/A8551G (1s4986790) AA 762 1.00 611 1.00

AG 97 1.47 1.27-1.70 <.001 83 1.26 1.06-1.50 .010

GG 4 0.98 0.49-1.93 .949 2 1.44 0.51-4.04 491
TLR4/G—2570A (rs2737190) GG 89 1.00 71 1.00

GA 352 0.87 0.74-1.02 .089 270 1.08 0.87-1.33 495

AA 367 0.78 0.67-0.92 .002 294 1.13 0.91-1.39 273
TLR4/T—1607C (rs10759932) TT 625 1.00 503 1.00

TC 201 0.95 0.85-1.06 .376 171 0.90 0.79-1.03 138

CcC 26 1.21 0.91-1.60 191 20 1.02 0.73-1.44 905
TLR5/A1774G (1s2072493) AA 610 1.00 503 1.00

AG 225 1.01 0.92-1.11 813 174 0.92 0.81-1.05 210

GG 17 1.27 0.94-1.71 125 11 0.93 0.61-1.41 719
TLR5/T1845C (1s5744174) TT 276 1.00 222 1.00

TC 426 0.93 0.85-1.02 126 357 0.89 0.79-1.01 .072

CC 152 0.90 0.79-1.01 .072 111 0.92 0.78-1.09 334
TLR5/C1173T (rs5744168) CC 766 1.00 621 1.00

CT 95 0.98 0.86-1.11 716 76 1.01 0.85-1.21 .881

TT 4 1.11 0.61-2.02 127 2 1.59 0.59-4.28 359
TLR6/T—1928C (1s5743792) TT 806 1.00 661 1.00

TC 50 1.30 1.08-1.56 .006 34 0.86 0.69-1.07 176

CC 1 0
TLR6/T—2079A (rs5743789) TT 539 1.00 449 1.00

TA 264 0.93 0.85-1.03 165 204 0.90 0.81-1.00 .058

AA 50 0.74 0.61-0.90 .002 37 0.92 0.74-1.13 419
TLR7/A17961T (rs179008) AA 599 1.00 475 1.00

AT 137 1.18 0.98-1.43 .086 121 0.99 0.83-1.19 954

TT 127 0.88 0.73-1.05 165 103 0.93 0.77-1.12 423
TLR7/C12318T (rs1620233) CC 738 1.00 594 1.00

CT 70 1.11 0.87-1.41 .398 63 1.22 0.97-1.53 .087

TT 52 0.92 0.70-1.20 .539 40 1.20 0.91-1.59 202
TLRSE/C10907A (1s3747414) CC 468 1.00 361 1.00

CA 208 0.96 0.83-1.10 525 173 0.98 0.83-1.15 .805

AA 187 0.80 0.70-0.91 <.001 163 0.79 0.68-0.92 .002
TLRS/C9008T (1s2159377) CC 658 1.00 531 1.00

CT 128 0.84 0.73-0.97 .018 105 0.71 0.60-0.84 <.001

TT T4 0.41 0.34-0.49 <.001 61 0.46 0.37-0.57 <.001
TLRSE/A—4824G (1s3761624) AA 562 1.00 461 1.00

AG 181 0.70 0.62-0.79 <.001 143 0.69 0.60-0.80 <.001

GG 125 0.33 0.29-0.38 <.001 97 0.29 0.25-0.34 <.001

(Continued)
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TABLE E5. (Continued)

mRNA expression in cord blood mRNA expression at age 1y

Receptor/SNPS Genotype No. aGMR* 95% CI P value No. aGMRt 95% CI P value
TLRY/T—2622C (rs5743836) TT 662 1.00 532 1.00

TC 189 0.94 0.84-1.05 265 158 1.02 0.88-1.20 765

CC 12 0.90 0.62-1.32 .601 10 1.00 0.55-1.80 997
TLRY/T—2871C (rs187084) TT 265 1.00 220 1.00

TC 437 1.02 0.92-1.13 .670 346 0.96 0.83-1.11 .566

CC 155 0.94 0.82-1.07 339 130 1.09 0.90-1.31 .368
CD14/C-1721T (rs2915863) CcC 130 1.00 102 1.00

CT 380 0.97 0.85-1.10 .628 296 0.97 0.84-1.12 .632

TT 294 1.01 0.88-1.15 .900 233 0.96 0.83-1.12 .603

*Adjusted for center, farming, sex, maternal history of asthma and hay fever, siblings, and smoking during pregnancy.
TAdjusted for center, child’s farming status at year 1, sex, maternal history of asthma and hay fever, maternal smoking during lactation, siblings, and solid food score.
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7 GENERAL DISCUSSION AND CONCLUSIONS

Findings presented in Chapters 2 to 6 will be summarized and discussed in this chapter. After
the summary and interpretation of main findings more general aspects of this thesis will be

discussed.

7.1 Summary of main findings

The goals and objectives of this thesis were defined by research questions in Chapter 1: Goals
and objectives of this thesis which will be answered here in short. More detailed results and

discussions are given in the chapters covering the respective topic.

Disentangling the protective associations of a child’s distinct farm exposures

1.) Can the previously reported ‘‘farm effect” on childhood asthma and allergies be
attributed to specific types of farms?

2.)  Which distinct farm-related exposures are responsible for the association of farming

environments with childhood asthma, hay fever and atopic dermatitis?

A traditional type of farming namely with cows and cultivation was protective for
childhood asthma, hay fever and atopy. The inverse association of general farm exposure
with asthma could be explained by three specific early life exposures i) consumption of
farm milk, i1) contact with cows and iii) contact with straw. The association with atopy and
hay fever could not be fully explained by these factors indicating different underlying
protective mechanisms for asthma, atopy and hay fever (detailed findings see Chapter 2:
Protection from childhood asthma and allergy in Alpine farm environments — The

GABRIEL advanced studies).
Association of farm milk consumption with childhood asthma and allergy

3.) What is the prevalence of allergic health outcomes and cow milk consumption in the

GABRIELA study sample?

4.) How does the composition of commercial and farm milk relate to commercial milk
processing (homogenization, fat standardization, pasteurization or ultra-high
temperature processing), home processing of milk (skimming, boiling), farm

characteristics (farm size, cow’s fodder) and milk storage (location, duration)?



Summary of main findings

The prevalence of asthma, atopic sensitization, hay fever and atopic dermatitis was
significantly lower in children living on a farm who also consumed more farm milk and
unboiled farm milk. The latter showed higher levels of whey proteins, bacterial counts and
was associated with a higher fat content when compared with boiled farm milk or grouped
commercial milks (1 category comprising pasteurized and UHT milks). Pasteurized shop
milk, however, showed higher levels of heat-sensitive milk constituents compared to UHT
and boiled farm milk. The influence of skimming, milk storage and farm characteristics

was tested but was not of importance in these analyses.

5.) Is unprocessed cow’s milk consumed in early life associated with asthma and
allergic health outcomes in childhood and which specific constituents or

microorganisms in milk are responsible?

Reported consumption of unboiled farm milk was significantly associated with reduced
risk for asthma, atopic sensitization, hay fever and atopic dermatitis. The association was
stronger for children who consumed it before age 1 including maternal consumption during
pregnancy. Whey proteins (bovine serum albumin, a-lactalbumin, B-lactoglobulin) were
identified as milk constituents possibly explaining the epidemiologically observed
protective farm milk association with asthma whereas reduced risk for atopic sensitization
could not be associated with any investigated milk constituent. Microorganisms (total
counts or counts of sub-groups) and fat content of milk showed no associations with
allergic health outcomes (detailed findings see Chapter 3: The protective effect of farm
milk consumption on childhood asthma and atopy: The GABRIELA study).

6.) Which rapid method, a flow cytometry system or an automated most-probable
number system, measures total viable bacterial counts in raw and processed cow’s
milk more reliably when compared with standard plate count method while keeping

time and costs low?

Both the flow cytometry system and the automated most-probable number system were
fast and inexpensive, however, the flow cytometry system did not measure total viable
bacterial counts in milk samples correctly. Results of the automated most-probable number
system were in good agreement with the gold standard method (standard plate count
method) and it should be favored for microbial exposure assessment in future
epidemiological studies (detailed findings in Chapter 4: Appropriate and alternative

methods to determine viable bacterial counts in cow milk samples).
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Association of early life nutrition with development of atopic dermatitis

7.)  Which complementary foods or combinations thereof do mothers introduce within
the first year of their children’s lives and how are they associated with the

development of atopic dermatitis?

Feeding practices in the first year of life were associated with development of atopic
dermatitis in childhood, independently of farming exposure. The increasing diversity of
introduced complementary food items was inversely associated with the risk to develop
atopic dermatitis after age 1. An inverse association was also found with the introduction
of yogurt during the first year of life, independently of the diversity of introduced foods
(detailed findings see Chapter 5: The development of atopic dermatitis according to age

of onset and the association with early life exposures).

Farm related exposures in early life and associations with innate immunity

8.) Which environmental especially farm related exposures during pregnancy are

associated with a child’s gene expression of innate immunity receptors (TLRs -9

and CD14) at birth?

Maternal farming during pregnancy showed the strongest associations with gene
expression of innate immunity receptors at birth statistically significantly associated with
up-regulation of TLR7 and & after adjustment for potential confounders. Except raw farm
milk consumption, distinctive farm related exposures failed to show associations with

these gene expressions at birth.

9.) How does the innate immune system change from birth to age 1 and which farm-
related and nutritional exposures during the first year of life are associated with a

child’s gene expression of innate immunity receptors at age 1?

Gene expression of innate immunity receptors at birth and age 1 were not highly
correlated indicating a substantial change of the innate immune system during the first
year of life. Child’s farm milk consumption was the exposure during first year of life with
the strongest associations with gene expression of innate immunity receptors at age 1
statistically significantly associated with up-regulation of 7LR4, 5 and 6 after adjustment

for potential confounders.



Summary of main findings

10.) Can gene-environment interactions of associations of farm milk consumption with
the gene expression of innate immunity receptors found in previous cross-sectional

studies be confirmed?

There were two single nucleotide polymorphisms (SNPs) in 7LRS and 9 which modified
the associations of raw farm milk consumption with gene expression of the respective
genes. A previously described gene-environment interaction by the SNP CDI14/C-
1721T"® was not found (detailed findings on see Chapter 6: Prenatal and early life

exposures alter expression of innate immunity genes: The PASTURE cohort study).
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7.2 Discussion

The findings published in the framework of this thesis gave new insights into the inverse
associations of farming environments, raw farm milk consumption and early life nutrition
with atopic disease in childhood and further elucidated immunological pathways how this
protection might be conferred on the human organism. Besides deepening the understanding
of the hygiene hypothesis, methodological improvements for the microbial exposure
assessment of milk samples were achieved. In the following section, I want to discuss what
these findings mean in the context of the multiple dimensions of the hygiene hypothesis
concept, i.e. 1) type of environmental exposures in early life, ii) childhood atopic diseases and
distinct phenotypes, iii) timing of exposure and iv) genetic susceptibility to react on respective
exposures.”® I will then assess how and to what extend the inverse associations of raw milk
consumption with atopic outcomes would impact on atopic disease in Switzerland and how
they could be translated into a public health measure. Finally, I will discuss what should be

considered for future investigations in this field of research.

7.2.1 Type of environmental exposures and specific atopic disease

The first section covers two dimensions of the hygiene hypothesis concept: i) type of
environmental exposures in early life and ii) childhood atopic diseases and distinct

phenotypes.

7.2.1.1 Farming

The atopic outcomes in early childhood (including pregnancy) investigated with GABRIEL
data in Chapter 2 and 3 were asthma, hay fever, atopic sensitization and atopic dermatitis
(AD). Due to the study design, constituents of milk samples could only be related to asthma
and atopic sensitization. We showed that a general exposure to a farming environment and the
consumption of raw farm milk in alpine areas had statistically significant and independent
protective associations with all of these outcomes. This met our expectations and corroborated
with previous studies in Western countries.” The strength of association for both exposures
was strongest with hay fever and weakest with atopic dermatitis which is in line with previous
reports. The association with asthma was heterogeneous in numerous other farming studies
but in a recently published meta-analysis including all relevant studies'** the overall farming
association with childhood asthma was of similar magnitude as the farming association
presented here. In our analyses, the associations of farming furthermore held for all

phenotypes of asthma. When taking a closer look at the associations of distinctive farm
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exposures with a novel approach using newly designed questionnaires and different types of
farm milk and its constituents, only associations with asthma could be explained. In Chapter
2, contact to straw had protective associations with all outcomes (to a lesser extent on atopic
dermatitis) whereas contact to hay, grass and manure could not be assessed separately and
might be a part of this straw association. Contact to stables and barns, where participants were
most likely exposed to straw, was shown before to be protective for atopic disease but

d.*'** Whether oligosaccharides in straw which showed
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distinctive exposures were not assesse
such protective relations in animal models'™ or a high diversity of microorganisms (or
specific microorganisms) found in straw'** underlie this association with straw needs to be
investigated. Recent evidence showing a relation of haying with Toll-like receptor up-
regulation’” points to an involvement of microorganisms (see Chapter 7: The role of innate
immunity). Contact to cows was strongly related to the respiratory outcomes asthma and hay
fever. Farm animals were also identified as protective farm specific exposures in other studies
but they often lacked information to disentangle associations of contact to individual animals.
It was argued that the exposure to the diversity of animals is actually driving this
association.”” Ege et al. found protective associations with children exposed to certain farm
characteristics (associations of farms rearing pigs with asthma which was stronger on dairy
farms, farms rearing poultry with atopic sensitization, cattle farms showed no associations)
but no associations of individual exposure to any animal type including cattle were found with
atopic disease.”” A completely new insight presented in Chapter 2 was that farming contact
with a combination of cows and straw explained the association of general farm exposure
with asthma together with exposure to farm milk. The association of farming with atopic
sensitization, hay fever and atopic dermatitis couldn’t be fully explained by these or other
assessed specific exposures. A need for a simultaneous exposure to certain farm factors to
explain the association with asthma indicates why the associations of asthma and farm
environment were rather heterogeneous in the literature whereas they were more consistent

for hay fever and atopy.

7.2.1.2 Farm milk consumption and dietary factors

The protective association of farm milk consumption with all atopic outcomes described in
Chapter 2 was further investigated in Chapter 3 where it could be explained by raw farm milk
consumption as opposed to consumption of boiled farm milk which showed not associations.
Raw or unpasteurized farm milk consumption in childhood was previously found to be related
to lower risks for atopic disease.”'* For further and novel investigations presented here,

objectively measured milk sample components were related to outcomes. Asthma but not
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atopy was inversely associated with whey proteins (statistically significantly with bovine
serum albumin, a-lactalbumin, B-lactoglobulin) which were present in raw and to a lesser
extend in low heated milk. These associations were indicative of dose response relationships.
Associations of individual proteins could not be disentangled with GABRIEL data and it
remains open whether one specific protein or a combination of proteins is involved. It is not
clear from these results whether the identified whey proteins are actually responsible for the
observed protective relations because the pathways are not yet known. Although these

486668 they may only

specific whey proteins were ascribed immunomodulatory effects before
be proxies for other substances in milk that might be destroyed, denaturated or inactivated at
the same temperatures but that have not been assessed in the GABRIEL samples. Fat content
and total counts of microorganisms in milk were not associated with atopic outcomes. Fatty
acids patterns, diversity of microflora and individual microorganisms were not assessed and

cannot be excluded to be associated with atopic disease (see Chapter 7: Study design and

methodological aspects: strengths and limitations).

Atopic dermatitis in early life and its relation to dietary factors were investigated in Chapter
5. With the longitudinal design of the PASTURE study, evidence for a causal relationship was
stronger. Interestingly, the diversity of complementary foods introduced in the first year of
life was found to be more protective for the development of atopic dermatitis (with onset after
age 1) than individual food items. This was indicative of a dose response relationship. Yogurt
consumption stood out among all 15 individual tested food items and was associated with a
decreased risk for AD (after age 1) independently of the diversity of other complementary
foods introduced. Cow milk consumption had a protective association with AD but this
finding was based on shop milk consumption whereas consumption of farm milk had no clear
individual association. In contrast, with cross-sectional data in Chapter 3 it was found that
farm milk consumption in early life was inversely associated with atopic dermatitis in
childhood. The strength of this association was however weaker than for other outcomes. This
discrepancy of results between our studies could be based on the different definitions of AD.
To avoid reverse causality in the longitudinal PASTURE study, AD was defined as a doctor’s
diagnosis between age 1 and 4 excluding onset before age 1. In the GABRIEL study on the
other hand, participants were asked retrospectively at ages 6-12 years whether they were ever
diagnosed with AD. Furthermore, results of the PASTURE study showed that family history
of atopic disease affected only early onset AD but not late onset which indicated that there
might be 2 different phenotypes of AD, namely early and late (after age 1) onset AD. These

potential phenotypes were also not considered in GABRIEL analyses.
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Potential pathways of farm milk consumption and dietary factors

The question remains how these specific nutritional factors (consumption of raw farm milk,
diversity of complementary foods and yogurt during first year of life) that were identified
during this thesis exert their potentially protective effects on the development of atopic
disease. With the introduction of foods a flush of new antigens enter the infant’s body which
might directly stimulate the uneducated immune system. Immunomodulatory whey proteins in
native milk described in Chapter 3 might interact with the immune system by altering T cell
response as demonstrated with isolates in animal models (reviewed by Krissansen®). It was
further shown that lactoferrin exerted anti-microbial immunity and a-lactalbumin appeared to
be effective in inhibiting associations of the pathogens with intestinal cells which might

contribute to balancing the gut flora.

It is known that ingestion of these foods in one way or another has an impact on the gut
microbiota which in turn is associated with the development and maintenance of immune
system. The role of the gastrointestinal (GI) microbiota in development of atopic disease is an
unresolved issue but received much attention lately. Noverr et al. even proposed the
microflora hypothesis as an alternative interpretation of the hygiene hypothesis in relation to
allergic airway disease.'”® Therein, increased incidence of these outcomes is caused by
perturbations in the GI microbiota because of antibiotic use and dietary differences (dietary
fat, antioxidants or bottle-feeding) in industrialized countries leading to a disruption of the
normal microbiota-mediated mechanisms in immunological tolerance in the mucosa.
Probiotics were argued to prevent or reverse these adverse perturbations and to reduce the risk
for atopic diseases in early life but studies so far could not consistently show such a protective
effect on humans by probiotics containing certain bacterial strains or by prebiotics.'*’
GABRIEL analyses in Chapter 3 showed total counts of microorganisms or counts of specific
groups (e.g. lactobacilli) in milk samples were not associated with asthma or atopic
sensitization in early life. The influence on the GI microbiota especially during the susceptible
phase in early life, however, might be determined by how diverse the composition of the
ingested microorganisms is (such data were not available in the GABRIEL study, see Chapter
7: Study design and methodological aspects: strengths and limitations). The inverse
association of farming with childhood asthma was partially explained by the child’s exposure
to the diversity of microorganisms in house dust® and it seems natural that ingestion of a
wide array of microorganisms with raw milk might exert similar effects in the gut. The
influence of the diversity of dietary factors on atopic dermatitis assessed in Chapter 5 might

reflect the influence of microbial exposure that is more diverse than microbes specific to
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individual foods. Indeed, a study found that lower bacterial diversity of the gut flora during
infancy was associated with higher risk for atopic disease at school age.'*® This is in line with
conclusions drawn in recent reviews that microbiota diversity could be a more important
factor for healthy immune maturation than a specific strain or strains of colonizing
bacteria.'””'* Underlying mechanisms are unclear. Protection could be based on the diversity
of microbes signaling through the innate immune system but diversity could represent the
importance of the actual composition of microbes or just be a proxy for levels of pro-
inflammatory markers which trigger immunological responses.’*® This diversity might also
have a stabilizing effect on the gut microbiota balance thus preventing colonization with

adverse or pathogen microbes causing unfavorable immune responses.

The strong protective association of yogurt consumption in early life with AD found in
Chapter 5 might be mediated by abundant lactic acid bacteria affecting the balance of the
gastrointestinal microbiota but as mentioned before results of human studies with isolated
strains (probiotics) were inconsistent. The consumption of yogurt might also favor the
colonization with bacteria producing short-chain fatty acid which are metabolites associated

3134 1t is intriguing that the colonization of the GI

with immune and inflammatory responses.
tract happening in the first months and years of life potentially determines the acquisition of
an optimal composition of the adult flora'® and that farm related exposures may affect atopic

outcomes in early life with a potential impact lasting into adulthood.**

The relevant pathways of how microorganisms affect the immune system and atopic disease
remain essentially unclear. Microbial antigens are actively transported by epithelial cells and
constantly sampled by dendritic cells triggering T cell responses.'”” These antigens also
directly stimulate Toll-like receptors (see Chapter 7: The Role of innate immunity). Results in
Chapter 6 showed that up-regulation of these innate immunity receptors was associated with
farming and farm milk exposure which adds to the assumption that these receptors might be

relevant to explain associations of farm related factors with atopic diseases in early life.

7.2.1.3 The role of innate immunity

The innate immune system has been argued before to mediate protective effects for atopic
disease by inhibiting allergic immune response.'*® In the PASTURE study (Chapter 6), we
found that farming specific and dietary factors occuring in utero and during first year of life
were associated with an up-regulation of innate immunity receptors. Previous studies also
showed that being a farm child and contact to stables during early life were associated with

gene expression of innate immunity receptors but these were cross-sectional studies and only
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a limited number of receptors was assessed.*"”> We could show that in utero exposure to
farming was associated with gene expression at birth whereas raw farm milk consumption
during first year of life was associated with expression at age 1 independent of farming status.
The stimulation of the innate immunity is likely to be based on microbes from these exposures
which are rich in non-pathogenic microorganisms. Increased levels of microbial markers such
as endotoxin, muramic acid, extracellular polysaccharide or glucan at the interface of an
organism with the environment which originate from farm related or dietary exposure lead to
increased stimulation of innate immunity receptors by pathogen-associated molecular
patterns. There are evolved mechanisms for modulating TLR-mediated responses exemplified
by the well known “endotoxin tolerance”: “Exposure to microbial components such as LPS
results in a severely reduced response to a subsequent challenge by LPS”.”° Thus, innate
immunity in children exposed more frequently to high amounts of these markers might simply
become desensitized against antigens resulting in inhibition of inappropriate adaptive immune
responses. Induction of molecules which are involved in the negative regulation of TLR
signaling (e.g. SOCS-1) by exposure to microbes leading to decreased adaptive immune
response may also be a relevant pathway."’”'** Unfortunately, the microflora of our
investigated exposures was not assessed in detail and it could not be further explored whether
the observed associations were driven by levels of microbial markers, presence of specific

microbes or actual composition of microorganisms.

We found that individual foods (e.g. meat) introduced early during the first year of life were
also associated with TRL expression at age 1 albeit not as strong as raw farm milk
consumption. Yogurt consumption and increasing diversity of complementary foods during
first year of life were associated with an up-regulation of 7LR4 however not significantly in
fully adjusted models. Interestingly, these were the same dietary factors which were
associated with atopic dermatitis with onset after age 1 in Chapter 5. It remains unresolved
whether the prospective associations in Chapter 5 represent a causal chain of relationships
from exposure over innate immunity to decreased risk for atopic disease because we did not
assess how these innate immunity receptors in turn were associated with atopic disease
(Chapter 6). The up-regulation of gene expression of innate immunity receptors might merely
be a proxy for increased microbial markers and not be causally involved with health
outcomes. Recent findings suggest, however, that TLR activation is directly involved in

<o 139,14
development of atopic disease.'*'*°
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Furthermore, the expression of receptors was not correlated between birth and age 1 which is
in line with reports about rapid changes and development of innate immunity in the early
life."*" Different associations of specific farming factors with TLR expression at different
times in the infant’s life might indicate varying susceptibility and involvement of different
pathways in utero and during first year of life. Whether this also reflects associations of

specific exposure with only specific atopic outcomes is unclear and needs to be investigated.

The conclusion regarding the first two dimensions of the hygiene hypothesis is that the
varying associations with different atopic diseases suggest that there are specific pathways
involved in the inverse associations of farming exposures and nutrition with individual
outcomes. From afar, the atopic outcomes seem to co-manifest when they appear in early life
but recent studies already showed that both genetic and environmental factors associated with
these health outcomes differed, i.e. genes related to asthma and total IgE levels did not
overlap in a recent genome-wide association study and microbial diversity in house dust was
associated with decreased risk for asthma but not atopy.*'" The fact that protective
associations of farming environment and raw farm milk consumption appear to be diseases
specific adds to the complexity of the hygiene hypothesis concept. During this thesis, several
factors were found to explain decreased risk for asthma but specific factors explaining atopy
are yet to be identified. Whereas microbial diversity seems to be of importance for the
associations with asthma, associations with atopy might be more dependent on the presence of

specific microbes.

7.2.2 Timing of exposures

The third dimension that was argued to be part of the hygiene hypothesis concept is the timing
of exposures. In previous investigations it was shown that associations of farm related factors
with atopic disease may depend on when these exposures occur in early life.***** Riedler et
al., for instance, reported that a “substantial protection against development of asthma, hay
fever, and allergic sensitization was seen only in children exposed to stables, farm milk, or
both in their first year of life” with an indication that “prenatal exposures had a substantial
protective effect”.** Indeed, the findings in these thesis produced with data from two different
studies confirmed these timing depended associations (also with the development of innate
immunity). In general, we could show that the associations were stronger when exposures
occurred earlier in life including in utero exposure. In cross-sectional analyses in Chapter 2,
the protective associations of farming specific exposures with atopic diseases were strongest

when they happened in the first 3 years of life plus pregnancy. Associations with current
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exposure at age 6-12 years were weaker. The raw farm milk association with asthma and
atopic dermatitis among mixed milk drinkers (children consumed both shop and farm milk
during early life) was only observed for children which consumed the raw farm milk before
age 1 including maternal consumption during pregnancy (Chapter 3). For atopy and hay fever
and among exclusive farm milk drinkers this timing effect was much less pronounced.
Admittedly, with GABRIEL data we found that for a substantial part of children who were
exposed to a farming specific exposure by school age the exposure already began very early;
e.g. almost 70% of children exposed to raw farm milk by age 6 were already exposed to raw
milk by age 1. This was also observed in other studies.** Hence the power to assess detailed
timing effects (e.g. by age of introduction in yearly steps or to separate in utero and postnatal
exposure) was limited. Similarly, protective associations of raw milk consumption with atopic

disease were stronger if consumed more frequently in early life.

In the prospective PASTURE study, timing effects were tested as well. In Chapter 5, early
life nutrition was related to late onset AD (after age 1) to avoid reverse causality effects but
this resulted in a lack of power to assess the effects of timing when certain complementary
foods were introduced during the first year of life. We found an indication that prenatal and
postnatal contact to farm animals had different effects on early and late forms of AD. Prenatal
exposure tended to reduced the risk for AD with onset before age 1. This was reported in
more detail in a previous PASTURE publication in which contact to the diversity of farm
animals was inversely associated with the risk for atopic dermatitis up to age 2.°° Postnatal
exposure, however, tended to reduce the risk for AD with onset after first year of life. These

results were however not significant because of low sample sizes in regression models.

Timing proved to be of utmost importance for the associations of environmental factors with
the development of the innate immune system (Chapter 6). Maternal exposure to general
farming environment during pregnancy (in utero exposure) was associated with gene
expression of Toll-like receptors at birth but a continued farming exposure of the child up to
age 1 was not associated with gene expression at age 1. Raw farm milk consumption during
first year of life was strongly related to up-regulated mRNA expression of several TLRs
independent of exposure to farming environment. The association of maternal farm milk
consumption during pregnancy with innate immunity receptors on the other hand, was less
pronounced. A further result not presented in Chapter 6 was that earlier introduction of raw
farm milk (introduction at age 3-9 months vs. age 10-12 months) was more strongly related to

the expression of innate immunity receptors. A previous study made similar observations in



Chapter 7

which only contact to stables during pregnancy but not at school age (current exposure during
period of assessment) was associated with an up-regulation of TLR and CDI4 gene

. 4]
expression.

Apparently different pathways are involved in utero and when infants are exposed directly.
Potentially protective effects on fetal immunity might be mediated in utero by transamniotic
and transplacental allergen exposure and further modification of the antigen-specific immune
response could then occur postnatally through interaction with the newly acquired gut
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microbiota. "~ Also, maternal innate immune responses to microbial stimulation in the lung

were shown to transplacentally program the fetal immune system in utero in a mouse
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mode Another route could be that protection is passed on to the child through epigenetic

inheritance.'** Due to given limitations these could not be investigated further.

7.2.3 Genes and susceptibility to react on environmental exposures

The estimated risk for atopic disease attributable to genes is substantial (for asthma or hay
fever: 35-80%, eczema: 72%)"*'* but it was recently shown for childhood asthma that “both
genetic and environmental components may independently contribute to distinct mechanisms
underlying this condition”.'"” Although associations with genetic disposition were not the
focus of this thesis, the analysis had to be adjusted for this strong genetic influence. This was
done by assessment of the maternal and paternal history of allergic disease (in PASTURE
partially with objective measurements) and adjusting for them when calculating the
associations of environmental exposures with atopic outcomes. There were, however, two
interesting PASTURE sub-analyses regarding genetic disposition and its association with
outcomes. It was found that family history of allergies determined the development of atopic
dermatitis occurring before age 1 but not the development of AD with onset after age 1
(Chapter 5). With information from previous studies we suggested that these could be 2
different phenotypes of AD whereas genetic and epigenetic mechanisms act only on the early
onset phenotype. The second finding showed that SNPs in several innate immunity receptor

genes determined the gene expression of the respective receptors (Chapter 6).

Results for gene-environmental interactions are debatable. The protective associations of
farming, contact to straw and cow with asthma presented in Chapter 2 were shown to be
indicative of a gene-environment interaction in a previous publication of GABRIEL. In this
GWAS analysis “a cluster of 4 highly correlated genotyped SNPs and 2 imputed SNPs related

to the GRMI1 gene were found to interact for asthma with farming, contact with cows and
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straw, or contact with straw alone”.'" Replications in other settings are however needed.
Genotyping data in the PASTURE study made it possible to assess a previously described
association of farm milk consumption with gene expression of the respective innate immunity
receptor in early life depending on genetic variations in CDI4.'"® Indeed, we found
modifications of these associations but by SNPs in 7LRS and 9 (Chapter 6). These gene-
environment interactions could be spurious findings because due to their strength of statistical
significance they are unlikely to be found after an adjustment for multiple testing. Previous
findings of such interactions were generally not reproducible and may play a minor role in
protective effects on atopic outcomes.''” How much the dimension of genetic susceptibility
actually contributes to the concept of the hygiene hypothesis is still not clear and will continue

to be much-debated.

7.2.4 Study design and methodological aspects: strengths and limitations

The following segment covers more general strengths and limitations of this thesis whereas
several specific advantages and limitations were already mentioned in the previous sections. I
had the advantage to work on two different studies with the opportunity to address several
interrelated research questions. It was possible to directly compare findings of both studies
and to use results from one study to generate new ideas for analyses in the other study.
Moreover, the results presented in this thesis are plausible and in agreement with findings

from previous studies.

7.2.4.1 The GABRIEL study

The GABRIEL study comprised a large study population of over 100’000 children living in
rural areas in several countries. A strength was the comprehensive assessment which included
objective measurements of exposures (e.g. milk samples) and data on a multitude of atopic
diseases in early life based on validated questionnaires. Atopic sensitization was also defined
by objective measurements of specific IgE. There were 3 sampling phases with a
disproportionate stratified random sampling technique to provide enough statistical power
with a sufficient number of children with farming exposures and atopic disease. This allowed
to relate a substantial amount of objectively analyzed milk samples (800 milk samples with a
full set of measurements) to atopic health outcomes using statistical weighting methods to
account for the stratified sampling and to maintain the internal validity regarding the initial
study population. A detailed evaluation of the GABRIEL study concluded that “the
association of exposure to farm environments with asthma or rhino conjunctivitis was not

biased by participation or consenting behaviour” and that “avoidance of exposure to farming
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due to asthma or allergic disease and subsequent distortion of the association does not play a

major role in our study population”.'*

With the cross-sectional study design, however, came inherent limitations. The temporal
relationships of exposures and outcomes were assessed more or less at the same time and
there is only limited possibility for causal inference. GABRIEL findings presented in Chapter
2 and 3 are sound hypotheses about causal relationships but need to be confirmed in

prospective studies.

Generalizability of findings

The results can be applied to children at school age in alpine rural regions where the
participants were recruited and areas with similar farming structures and living conditions.
Generalizability to the total population of 6-12 year olds might not be possible because
participants were only from rural areas (urban areas were not included). Whether the
protective farming and farm milk associations can be applied to rural areas in other climate
zones or regions with generally different hygienic lifestyles is in question. Results from such
farming studies in developing countries are inconsistent (see Chapter 7: Farm related
exposure and atopic disease in developing countries). The farming study model established in
GABRIEL was based on family run farms excluding large industrialized farms. The
conception of farming, as it was understood in the geographical areas of this research, might
be different in other regions of the world and even within Europe. This has been exemplified
in analyses with participants from the Polish study site of GABRIEL (which were excluded
from GARBIEL analyses in Chapter 2 and 3 and will be analyzed separately). In Poland
farming structures were quite different from structures in German speaking areas making it

hard to interpret and compare associations of “farms” with atopic outcomes between regions.

Limited data on heat treatment of milk samples

Objective measurements of milk samples in GABRIEL phase 3 revealed that whey protein
levels in milk were inversely associated with occurrence of asthma (Chapter 3). Interestingly
there was indication of a similar association of pasteurized shop milk with asthma which was
not found with UHT shop milk. Unfortunately, shop milk drinkers mainly consumed UHT
milk which limited numbers of pasteurized shop milk samples. The sample size and the
necessity to weight logistic regression models limited our further investigation of the effects
of pasteurized milk. On an epidemiological level (questionnaire data and a large study
population in GABRIEL sampling phase 2) we found that raw milk had a strong protective

association with asthma, atopic sensitization, hay fever and atopic dermatitis whereas boiled
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farm milk did not show this association (Chapter 3). A further investigation of different heat
treatments was not possible because we did not have information on participants’ exact heat
processing of farm milk or information to distinguish the milk type of commercial milk

drinkers (pasteurized or UHT shop milk).

Methodological considerations: microbial exposure assessment

The importance of microbial exposure assessment was shown in Chapter 4. The consequences
of a misleading assessment are not only a waste of resources especially if measurements have
to be repeated but they may have a strong impact on subsequent calculations of associations

of exposures with health outcomes.

During statistical analyses with the GABRIEL dataset to answer research questions regarding
microorganisms in milk samples (Chapter 3) it was discovered that the rapid flow cytometry
method first used to assess total viable bacterial counts (TVC) in the GABRIEL milk samples
did not yield reliable results for heat processed milk. Apparently proteins in heated milk
interfere with detection of bacterial cells so that the measured levels of bacteria are higher
than the true levels.'* This error was found because of implausible results which showed
levels of viable bacteria to be higher in UHT and boiled farm milk compared to raw milk.
About 1400 milk samples were measured again by a modified culture method (automated
most-probable number method) and validated by measuring a random sample of milk samples
with the gold standard (standard plate count method). Sub-groups of microorganisms in milk
were assessed in 222 milk samples by standard plate count agar. It was the first time that
objectively measured microbial properties of milk were related to atopic health outcomes but
neither the sub-groups nor the TVC in milk were associated with asthma or atopy in the

GABRIEL study population.

Research shows, however, that such cultivation techniques can only measure a certain
proportion of all microorganisms in environmental samples. Microbial investigations based on
these techniques cannot be regarded as reliable in terms of their reflection of the true
microbial diversity.'*® Their shortcomings can be avoided by using less biased DNA-based
strategies such as PCR amplification of 16s ribosomal RNA.'Y" Furthermore, recent
investigations of gut microbiota composition showed that there is a need for even more
powerful fingerprinting techniques than DNA-based methods to get a complete map of enteric
microbiota.'*® DNA-microarrays such as phylogenetic oligonucleotide microarrays'* and
other advancements might become useful to decipher the microbial flora of environmental

exposures such as raw farm milk right down to the last microbe. This might be necessary to
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further assess the association of the diversity of microbial exposure with atopic disease and to
see whether there is an “effect” based on actual diversity or whether key organisms are
driving such a “diversity effect”. It will however be challenging to interpret results of high
resolution techniques due to type 1 errors (multiple comparisons issues), type 2 errors
(sensitivity issues) or replication of associations considering variability in exposure over

time. ¢

How representative is one milk sample?

There were 2 milk samples per participant (winter and summer) but only 1 sample (winter)
was analyzed extensively and could be related to atopic health outcomes. With questionnaire
data it could be shown that participants were generally consuming the same type of milk but a
one-point measurement has to be considered as a shortcoming in exposure assessment. Ideally
milk should be sampled over certain time periods (e.g. over 2 weeks) at least twice a year to
establish a milk consumption pattern and to allow assessment of continued exposure to milk
constituents. The sampling periods should also cover different seasons of the year to account
for variations in milk composition due to season specific fodder (mainly affects fatty acid

composition of milk which is not part of this thesis).

7.2.4.2 The PASTURE study

With the longitudinal design of this study the exposures were assessed before the outcomes
occurred which ensured the establishment of temporal relationships or temporality which was
described as the key component to substantiate causality.'”® Relating farm and dietary factors
during pregnancy and the first year of life to gene expression of innate immunity receptors
occurring after these exposures was novel (Chapter 6). This allowed temporal inferences thus

strengthening evidence from previous cross-sectional studies.

The assessment of exposures and outcomes in PASTURE was comprehensive providing the
opportunity to confirm previous hypothesis of associations with atopic outcomes and innate
immunity receptors prospectively but also to investigate further associations. At age 1,
already 3 extensive questionnaires were administered (during pregnancy, at month 2 and at
age 1) recording farming and lifestyle factors. In addition, dietary factors analyzed in Chapter
5 and 6 were recorded with very detailed weekly and monthly food frequency questionnaires
from age of 3-12 months which allowed a detailed analysis of timing and composition of
complementary food introduction. Furthermore, a wide array of innate immunity receptors

(measured by mRNA expression) and SNPs in their genes were assessed. In combination with



Discussion 102

the extensive exposure assessment, limited information on innate immunity receptors or early

life exposures as found in previous studies was not an issue in PASTURE analyses.

In terms of generalizability, the PASTURE study is comparable to the GABRIEL study (see
previous section). There were no noticeable differences between responders and non-
responders indicating that the study population was not biased. mRNA samples for
measurement of expression of innate immunity receptors were available for 82.3% (at birth)
and 72.8% (at age 1) subjects. Participants with and without samples did, however, not differ

regarding relevant variables.

A limitation was that consumption of food items was only reported in questionnaires and no
samples were taken to be analyzed objectively. Components such as microbes and whey
proteins in yogurt and farm milk would have given further insight in how these exposures
were associated with late onset atopic dermatitis or the gene expression of innate immunity
receptors. AD was defined not only by doctors’ diagnosis but included also the standardized
SCORAD score and was stratified in early and late onset to avoid reverse causality effects.
This stratification also meant a reduction of power and different associations of prenatal and

postnatal exposures could not be assessed.

7.2.5 How to translate these research findings

In depth analyses and new insights like presented in this thesis are much needed but it is not
straightforward to comprehend what risk measures mean in the context of public health
issues. In other words, what would be the potential health impacts of the findings in this thesis
and could they be implemented by public health initiatives? I want to give an example to
illustrate how effect measures of raw farm milk consumption produced during this thesis

might impact on childhood asthma in Switzerland.

7.2.5.1 Raw milk: medicine or health hazard, the perspective counts

There are several ways to look at milk consumption. From a nutritional point of view, milk is
an excellent source. For thousands of years, humans employed milk beyond infant nursing
with breast milk by using milk from other animals. But from a health perspective, milk and
especially raw milk are an optimal medium for microbial growth including human pathogens.
Milk was described as “one of the most dangerous articles in our dietary” (Sir Graham Wilson
quoted by Leedom™) for a good reason considering milkborne pathogens. With the
emergence of the germ theory and the development of pasteurization techniques at the end of

the 19" century the raw milk health hazard could be circumvented. Thermal processing



Chapter 7 103

combined with improved hygienic standards removed pathogens from milk and it became a
safe product. Now, at the beginning of the 21* century our study results and similar recent
research findings offer yet another way to look at the consumption of raw milk. It is also from
a health perspective but this time it is something promoting, namely the “protective raw milk

effect” on atopic disease in childhood.

To assess the translatability of these protective associations with raw farm milk consumption,
we will explore the potential impact on childhood asthma in Switzerland. I will address the
two following questions: i) how many cases of asthma were prevented in the year 2000
among 6-12 year old Swiss children consuming raw farm milk? and the more hypothetical
question ii) how many cases of asthma could have been prevented in the year 2000 among 6-
12 year old Swiss children if 20% of exclusive shop milk drinkers had consumed raw farm

milk instead of shop milk?

7.2.5.2 The risk for childhood asthma attributable to shop milk consumption

For the purpose of this calculation we shall use health outcomes of children aged 6-12 years
assessed in the GABRIEL study (see Chapter 3) limited to the Swiss study population.
Therein, a broad asthma definition was used including diagnosis, symptoms and treatment.
The asthma prevalence for Swiss farmer and non farmer children was 14.6% and 21.9%
respectively. The exposure to shop and raw farm milk from ages 0-6 included maternal
exposure during pregnancy and was taken from the GABRIEL study where the milk
consumption could be stratified by farming status. Mixed milk drinkers (consumption of both
farm and shop milk) were excluded to simplify calculations. The following data restricted to
Switzerland are needed for the impact assessment; Swiss population in 2000: 7°288°010 with

2.8% farming population (Table 1);*' proportion of 6-12 year olds: 7.02%;""

exclusive shop
milk consumer: farmer: 7.4%, non farmer: 63.9%; exclusive farm milk consumers (with any
raw farm milk): farmer 60.0% (69.8%); non farmer: 3.0% (57.7%). Shop milk consumption is
regarded as exposure in this example. We can calculate the prevalence of milk consumption
for farmers and non farmers and find that 95.6% of our example population was exclusively

exposed to shop milk and 4.4% to raw farm milk (Table 2).
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Table 7-1: Swiss population in 2000*""*' (rounded values)

Farmer (all in household)

Non farmer

Proportion of 6-12

All ages year olds Ages 6-12
203369  x 0.0702 = 14279
7'084'641 x 0.0702 = 497'422

Table 7-2: Milk consumption among 6-12 year olds in Switzerland (data from GABRIEL study)

(rounded values)

Farmer (ages 6-12)

Proportion Farmer in Switzerland Total
Exclusive shop mik 0.074 x 14279 = 1'057
consumption
E i milk
xclusive farm 0.600 x 14279 = 8567
consumption
Any raw farm milk (% of , B ,
excl FM drinkers) 0.698 x 8'567 = 5'980
total 7'037
Non farmer (ages 6-12)
Proportion Non farmer in Switzerland Total
E ive shop milk
xclusive shop 0.639 x 497422 = 317'853
consumption
Exclusive farm mil 0.030 x 497422 = 14'923
consumption
Any raw farm milk (% of , B ,
excl. FM drinkers) 0.577 x 14'923 = 8'610
Total 326'463
Swiss-wide (ages 6-12)
Farmer Non farmer Total
Exclusive shop milk
HOWSIVE SIOP 1'057 + 317'853 = 318910
consumption
E i milk
xclisive farm 8567 + 14'923 = 23'490
consumption
Any raw farm milk (% of
' + ' — '
excl FM drinkers) 5'980 8'610 14'590
Total 333'500
Proportion of excl. sh
| OPOTHON OF exEL SHop 318910 / 333'500 = 0.956

milk drinkers
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The adjusted association of raw farm milk consumption vs. exclusive shop milk consumption
between ages 0-6 years with childhood asthma was: 0.59, 95% confidence interval: 0.46-0.74
(from GABRIEL study in alpine areas in 6-12 year old children, see Chapter 3). The
reciprocal value of this odds ratio (1.695) corresponds to the adjusted association of shop milk

consumption vs. raw farm milk consumption.

proportion of pop. with exposure X (risk measure — 1) (7 1)

Population attributable fraction = , - ,
proportion of pop. with exposure X (risk measure — 1) + 1

152(7.1) we get the population attributable fraction (PAF) which is the

Using Levin’s formula
fraction of the risk for asthma which is attributable to the exposure “exclusive shop milk

consumption” for 6-12 year old Swiss children in 2000 (7.1.1) (rounded values).

PAF = 0956 X (1695 -1 _ (399 (7.1.1)
0.956 X (1.695 — 1) +1

7.2.5.3 Impact of farm milk consumption on childhood asthma

Now the two question put forward at the beginning of this section can be answer.

i) Asthma cases in early life prevented by raw farm milk consumption
First we calculate the total observed cases of asthma among children consuming raw farm

milk (y) according to prevalence data from the GABRIEL study in Chapter 3 (Table 3).

Table 7-3: Cases of asthma among 6-12 year old raw farm milk drinkers in Switzerland
(rounded values)

Population Prevalence
Farmer 5'980 * 0.146 = 874
Non Farmer 8'610 * 0.219 = 1'883
Observed cases (y) 2'757

To determine how many asthma cases were prevented by raw farm milk consumption (x) we
use equation (7.2) solved for x, the number of expected asthma cases if all children had
consumed exclusively shop milk instead of raw farm milk (y+x) and the asthma risk

attributable to exclusive shop milk consumption (PAF) calculated in (7.1.1) (Table 4).

Total cases * PAF = Attributable cases (7.2)
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Table 7-4: Prevented cases of asthma among 6-12 year olds in Switzerland due to raw farm milk
consumption (rounded values)

Expected cases * PAF = Prevented cases
(y+x) * PAF = X
Prevented cases (x) (Y*PAF)/(1-PAF) = 1'832

We found that 1’832 cases of asthma were prevented in the year 2000 among 6-12 year old
Swiss children consuming raw farm milk between ages 0-6 years instead of consuming

exclusively shop milk.

This calculation can be repeated with risk measures and respective prevalence for other atopic
disease presented in Chapter 3 to find prevented cases of hay fever: 1’840, atopic

sensitization: 1’718, atopic dermatitis: 652.

ii) Asthma cases in early life potentially preventable by raw farm milk consumption

For the second question we assumed that 20% of exclusive shop milk drinkers were
consuming raw farm milk between ages 0-6. First we calculate the total observed cases of
asthma for our study population according to prevalence data from the GABRIEL study
(Table 5).

Table 7-5: Cases of asthma among all 6-12 year olds in Switzerland (rounded values)

Population Prevalence Asthma cases
Farmer 7'037 * 0.146 = 1'028
Non farmer 326'463 * 0.219 = 71'398
Observed cases 72'426

Then we calculate the total number of cases of asthma in our population attributable to
exclusive shop milk consumption with equation (7.2) (Table 6), i.e. how many cases of
asthma would have been prevented if all (100%) exclusive shop milk drinkers had consumed
raw farm milk (N=28’914). Finally, to answer the second question we take 20% of all

preventable cases.
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Table 7-6: Preventable cases of asthma among 6-12 year olds in Switzerland (rounded values)

Cases PAF
All preventable cases 72'426 * 0.399 = 28'914
Preventable cases if 20% of exclusive shop milk drinkers had consumed *0.2

raw farm milk
5'783

Calculations showed that 5’783 cases of asthma could have been prevented in the year 2000
among 6-12 year old Swiss children if 20% of shop milk drinkers had consumed raw farm

milk instead of shop milk between ages 0-6.

Repeating this calculation with numbers for other outcomes (Chapter 3) gives cases
preventable by raw farm milk consumption: hay fever: 5’848, atopic sensitization: 6’969,

atopic dermatitis: 2°789.

For the interpretation of these results it should be kept in mind that the group of non farmer
children included rural non famers but no urban population. The prevalence of health
outcomes and milk consumption especially raw milk consumption may differ between rural
and urban population. The data used for this example did not allow to assess the impact of this

potential difference.

7.2.5.4 Practicability of raw milk as preventive measure for atopic disease

These calculations for Switzerland show that there lies a great potential in raw farm milk
consumption (or components in it) to be used as preventive measure for atopic disease.
Similarly high prevalence of these diseases in other industrialized countries and reports of
protective associations with farm milk consumption suggest that similar impacts would be
found there. On an economical level which is beyond the scope of this thesis, such a
preventive measure could have a great impact as well considering the estimated annual costs
of €17.7 billion for asthma care in the EU (EU-15 plus Switzerland and Norway).'>> A Swiss-
wide implementation of raw farm milk consumption let alone an international implementation
would be challenging. One big issue would be the logistic effort for producers and distributors
to provide a high quality raw milk product which has to be consumed within a narrow time
frame due to very short shelf life of a few days. Compared to pasteurized and UHT milk
where shelf life is a matter of weeks or months this would surely be less profitable. For the
calculations I assumed that 20% of the Swiss children would consume raw farm milk instead

of only shop milk. It is unclear whether producers are capable or would want to satisfy a
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market of 20% raw milk consumers (not counting adults) given considerations of profitability

and potentially high dispose of quickly expired product.

Safety issues and health concerns

The main problem associated with raw farm milk consumption is the potential health hazard
due to pathogen microorganisms and this makes an implementation as health promoting food
debatable. Health concerns towards raw milk are reasonable in any part of the world although
it is difficult to estimate the actual number of milkborne disease. Sources of noticeable
foodborne disease outbreaks are generally recorded but individual cases often remain
unreported or pathogen sources are not specified. A study combining records of 6 European
countries and the U.S.A. concluded that 1-5% of foodborne diseases were based on
consumption of dairy products.”> About 50% of these were ascribed to raw or unpasteurized
milk products but this number might be higher because for a substantial amount of these
products heat treatment was not specified. Between 2002 and 2011 the average numbers of
reported cases per year of various pathogens commonly associated with food in Switzerland
were Campylobacteriosis: 6’311, Salmonellosis: 1’801, EHEC: 47, Listeriosis: 45 (compare
Brucellosis: 7 cases per year)."* Assuming all of these cases were foodborne, 0.5-2.5% can

be estimated to be based on raw milk consumption.

Disease caused by consumption of raw milk products is not a major health concern in German
speaking regions because of an (practical) absence of brucellosis, zoonotic tuberculosis and
adherence to highest quality standards. In the U.S.A. which is similarly developed milkborne
pathogens remain a real problem. This discrepancy becomes evident when comparing
isolation rates of Listeria monocytogenes in U.S. bulk tank milk from 1987-2004 which were
as high as 12.6%" with results of the representative GARBIEL samples where in less than
2% of raw milk samples only non-pathogen listeria strains were found. Furthermore, the
Swiss national dairy product monitoring system did not find any Listeria monocytogenes in
their most recent publications about annual assessments in 2009 and 2010 which included raw

milk products and it was concluded that the quality of Swiss dairy products was “good”."**"*’

P89 hygienic and quality standards are generally lower

In developing countries (e.g. Mali
and risks for milkborne infections or exposure to antibiotic residues in milk surely outweigh
potentially protective effects on atopic disease. The WHO estimated that in Sahelian countries
up to 70% of diarrhea in infants may be milkborne.'® Considering that this is a major cause
of child mortality in under 5 year olds,'®" consumption of milk products and especially raw

milk is a major health hazard.
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Raw milk: an informed and emotional discussion

Informed and lay discussions and reports regarding the relation of raw milk consumption and
health are dominated by milkborne human pathogens posing health risks. Recommendations
regarding native milk consumption are inconsistent between but also within countries. There
are institutions on a governmental, specifically in North America and the U.K., and on a
supranational level pointing out safety issues of raw milk and products thereof for the general
public and advocating that milk be pasteurized (e.g. U.S. FDA, U.S. CDC, the American
Medical Association, International Association for Food Protection and the WHO).***!? For
specific groups of people public health services give special recommendations to avoid raw
milk consumption, e.g. the Swiss department of health issued leaflets for pregnant women
informing them to avoid raw milk because of Listeria monocytogenes.'®® In the U.S.A. main
concerns are not restricted to pathogens associated with raw milk but stretch to potential
contamination of pasteurized milk and its distribution via milk pooling in dairy processing.'"’
An unrelated concern is milks natural fat content. Public health campaigns encourage the
consumption of fat-free or low-fat milk and milk products also early in life to reduce calorie

intake and risks for obesity and cardiovascular disease.’*”>

In contrast to these negative effects ascribed to milk in its native state, availability and
promotion of organic, local and healthy foods and arguments for enhanced nutritional
qualities and health benefits increase the demand for minimally processed foods like
unprocessed cow’s milk.’****%!%* These different perspectives make raw milk a controversial
topic especially in North America where laws are much more rigid than in Europe. Limited
sale of raw milk is only allowed in about half of the U.S.A. and selling it across state lines
violates federal law. Canada prohibits unpasteurized products nationwide with strict law
enforcement.'**'® A consequence are pro- raw milk lobbies exchanging polemic arguments
with policy makers and raw milk advocates circumvent these laws with cow leasing programs
which allow “drinking cow milk from their own cow”.”*'*® In Europe specifically in alpine
areas on the other hand, reasons for fewer restrictions regarding raw milk products might be
continuing traditions of raw milk cheese production and high hygienic standards resulting in a

generally low prevalence of milkborne disease.

Potential for implementation of raw milk consumption
So how should we weigh the benefits and risks of raw milk consumption? The protective
association with atopic disease has only been shown for a certain age group (early life

including pregnancy, see Chapter 3) although a prevention of atopic disease in early life
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might continue into a disease free adulthood®*. Also, so far it has only been shown in specific
industrialized regions. The potential health hazard, however, is real for all age groups and in
all regions of the world, in some more in some less. Ironically, the health hazard is especially

167,168 Who were

high for individuals (pregnant women with developing fetuses and newborns)
found to be protected from atopic disease by raw milk consumption. In countries with low
hygienic standards, raw milk consumption would pose a too high risk for these individuals but
also in highly developed countries a commercially available raw milk product would require
enormous efforts to ensure health safety. This was exemplified by an observation made in
Northern Italy where raw milk has been allowed to be sold in vending machines since 2004.
The raw milk was tested for pathogens and did not meet criteria fixed by the law in terms of
safety for hygienic quality.'® Giacometti et al. listed core necessities for the management and
control of a commercial raw milk chain: 1) authorization to produce and sell raw milk, ii)
implementation of good dairy farming practices and iii) appropriate handling procedures and

control of the cold chain at the farm, during transport and in vending machine.'®* A further

necessity would be rigorous surveillance programs of producers and product quality.

During the course of this discussion it became evident that safety concerns and logistics do
not allow a straightforward Swiss-wide (or elsewhere) implementation of raw milk
consumption. A way to circumvent these limitations could be the production of a safe product
which still exerts potentially protective effects of raw farm milk. To meet demands of a low
processed yet pathogen-free milk product, alternatives to traditional thermal processing such
as pulsed electric fields, high hydrostatic pressure, irradiation and filtration techniques are
already under investigation®'(a patent application based on the findings in Chapter 3 has been

filed by members of the GABRIEL study group and is currently pending'®

). Such a native
milk product could then be distributed like pasteurized milk and would also be ideal to
elucidate the protective “raw milk effect” in future studies (see Chapter 7: Outlook). Another
option would be to use isolates or preparations of protective components in milk for clinical
applications. Effects and applicability of whey protein isolates, fatty acids and microoranisms

(probiotics) are under investigation.
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7.2.6 Outlook

Ideas and necessities for future investigations and implementation of findings can be derived
from arguments made throughout this discussion. Considering the results from the cross-
sectional GABRIEL study, a confirmation of these results with longitudinal data is needed. As
a matter of fact, milk consumed by the participating children was also collected during the
PASTURE cohort study at multiple time points during early life. Due to financial constraints
these samples were kept in storage and have not been analyzed yet (for a nested case controls
study fatty acid patterns were measured in only about 100 samples). An extensive objective
assessment of proteins, fat and microorganisms as performed in the GABRIEL study would
make it possible to relate these milk components to atopic health outcomes. With the
prospective design, the components ingested over time in early life could be related to
outcomes occurring after the repeated exposures or to the development of the outcome over
time. With these analyses the inverse associations of whey proteins with asthma found with
GABRIEL data in Chapter 3 (which were only based on a one-point assessment of exposure)
could be tested and the influence of timing and impact of continued exposure could be further
explored. Raw farm milk consumption was inversely associated with asthma, atopy, hay fever
and atopic dermatitis on an epidemiological level (GABRIEL phase 2) but due to the study
design it was only possible to relate milk constituents to asthma and atopy. Information on all
these outcomes is now available up to age 6 in the PASTURE study which would allow a
comprehensive analysis of how raw milk consumption and its components are associated with

a multitude of different atopic health outcomes.

Compared with asthma, atopy was not associated with whey proteins and other milk
components might be relevant to explain the protective “farm milk effect” on atopy. The same
may or may not be true for hay fever and atopic dermatitis. To find this out, however,
microbial assessment of milk samples must be more advanced than in the GABRIEL study.
As mentioned before (see Chapter 7: Methodological considerations: microbial exposure
assessment), DNA-based or even newer methods are needed to capture the diversity and
potential key organisms which may remain undetected with culture methods. A drawback of
observational studies is that we can only “observe” what kind of milk children are exposed to
and these types of milks can only be categorized into relatively rough heating categories (e.g.
raw or boiled farm milk, pasteurized or UHT commercial milk). As demonstrated with
GABRIEL data (Chapter 3), whey proteins are very heat sensitive and only small changes in

heat treatment lead to a substantial inactivation of one protein whereas other proteins may



Discussion 112

remain relatively unharmed. With these rough categories we cannot assess these fine
differences in heating steps and are thus not able to separate the effects of individual proteins.
To avoid this and other problems of observational studies we need to control all aspects of our
exposure. Envisaging approaches in the more distant future, the epidemiological gold standard
of an intervention study may become possible. Ideally, all the milk for the study should come
from the same source (e.g. specific cow breed, same fodder, with the same processing
methods) considering the season of milking (to account for seasonal fodder changes and
impact on milks fatty acid composition) as opposed to commercial cow milk which is pooled
milk from different farms. The intervention would then be administering milk processed at
specific temperatures (e.g. raw and specific temperatures at which relevant proteins are
inactivated/ denatured). An example would be to administer this milk at a certain frequency
during pregnancy or early life and to assess gene expression of innate immunity receptors and
atopic health outcomes in early life. Nowadays such a study would not be possible due to
ethical constraints. As discussed before, raw milk consumption always comes with a certain
health risk due to pathogens. The plan for the more distant future would be to produce
pathogen-free native milk by novel non-thermal processing techniques and to use this milk for
the trial described above. This might not allow to assess potentially protective “microbial

effects” because microorganisms will be removed from all milk types.

In PASTURE, the association of dietary factors in early life was only assessed for atopic
dermatitis and these analyses should be continued with asthma, hay fever and atopic
sensitization. Future investigations should include objective measurements of complementary
foods (e.g. microorganisms, fatty acids) and have bigger sample sizes to assess associations
with early and late forms of atopic dermatitis. We established that farm and dietary exposures
which were associated with lowered risk for atopic disease in childhood were also associated
with gene expression of innate immunity receptors in early life. How these receptors in turn
are associated with atopic disease and whether this is a causal chain from exposure over
innate immunity to lowered risk for atopic disease is completely unresolved. With data from
the PASTURE study it will be possible in upcoming analyses to relate the gene expression of
innate immunity receptors between birth and school age to atopic outcomes and get an idea
whether there are such causal relationships. Varying susceptibilities to “effects” of farming
and raw milk exposure on innate immunity or atopic disease due to genetic variations appear
to be of minor importance. The importance of gene-environment interactions is still not clear

and should be further assessed in future studies investigating these associations.
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Farm related exposure and atopic disease in developing countries

Further studies are needed to investigate associations of farm and dietary factors and related
lifestyle with atopic disease in childhood in developing countries. Studies in non-Western
countries are scarce and their findings are inconsistent. For example, investigations in
Belarus, Chile and Nepal found that contact to farm animals in childhood was associated with

170-172

lower risk for asthma, wheeze or eczema whereas in China, Mexico and Vietnam

contact to farm animals or farming was associated with an increased risk for asthma.'”*"'”*> A
recent analysis of the ISAAC study with 6-7 year olds concluded that exposure to farm
animals during pregnancy and first year of life was positively associated with atopic disease at

school age on a global level.'”®

This global association was based on positive associations in
non-affluent countries whereas in affluent countries, no protective associations with farm
animals were found. This is in contrast to results from many studies in affluent countries (see
Chapter 1: Farming environment).”” Studies in developing countries so far lacked the
inclusion of rural population, objective assessment of outcomes and exposures or
consideration of parasitic infections. Exposure to parasites may in fact be important to
understand these heterogeneous results between developed and developing countries as well
as inconsistent findings between developing countries. Parasitic infections were generally
associated with lower risk for asthma and atopy'’’ but infections with certain helminths
(Ascaris, Toxocara) from animal sources were reported to contribute to increased occurrence
of atopic disease in childhood, diminished lung function or exacerbation of asthmatic

symptoms. 178-182

Findings in developing countries might in the end not be directly comparable to protective
associations found in Europe because of different meanings and definitions of “farming” and
“farm environment” but it is necessary to understand whether the hygiene hypothesis also
applies to developing countries. If protective agents and habits could be identified and
respective measures could be implemented in developing countries in a timely fashion, the
expected rise of atopic disease associated with westernization might be avoidable. This
research would further be “unique in having the potential simultaneously to help understand
two extremely common diseases, one being one of the most common diseases in developing
countries [parasitic disease] and the other one of the most common diseases in developed

countries [atopic disease]”'™.



114




References for Chapters 1 and 7 115

REFERENCES FOR CHAPTERS 1 AND 7

1. Eder W, Ege MJ, von Mutius E. The asthma epidemic. N Engl ] Med 2006;355:2226-35.
2. Stone KD. Atopic diseases of childhood. Curr Opin Pediatr 2003;15:495-511.
3. Holgate ST. The epidemic of allergy and asthma. Nature 1999;402:B2-4.

4, Grize L, Gassner M, Wuthrich B, et al. Trends in prevalence of asthma, allergic rhinitis and
atopic dermatitis in 5-7-year old Swiss children from 1992 to 2001. Allergy 2006;61:556-62.

5. Braun-Fahrlander C, Gassner M, Grize L, et al. No further increase in asthma, hay fever and
atopic sensitisation in adolescents living in Switzerland. Eur Respir J 2004;23:407-13.

6. de Marco R, Cappa V, Accordini S, et al. Trends in the prevalence of asthma and allergic
rhinitis in Italy between 1991 and 2010. Eur Respir J 2012;39:883-92.

7. Williams H, Stewart A, von Mutius E, Cookson W, Anderson HR. Is eczema really on the
increase worldwide? J Allergy Clin Immunol 2008;121:947-54 el5.

8. Anandan C, Nurmatov U, van Schayck OC, Sheikh A. Is the prevalence of asthma declining?
Systematic review of epidemiological studies. Allergy 2010;65:152-67.

9. WHO. Global Surveillance, Prevention and Control of Chronic Respiratory Diseases: A
Comprehensive Approach: World Health Organization, Geneva, Switzerland; 2007.

10.  Asher MI, Montefort S, Bjorksten B, et al. Worldwide time trends in the prevalence of
symptoms of asthma, allergic rhinoconjunctivitis, and eczema in childhood: ISAAC Phases One
and Three repeat multicountry cross-sectional surveys. Lancet 2006;368:733-43.

11. Tesse R, Pandey RC, Kabesch M. Genetic variations in toll-like receptor pathway genes
influence asthma and atopy. Allergy 2011;66:307-16.

12.  Warner JO. Early life nutrition and allergy. Early human development 2007;83:777-83.

13.  Koppelman GH, Los H, Postma DS. Genetic and environment in asthma: the answer of twin
studies. Eur Respir J 1999;13:2-4.

14. Rasanen M, Laitinen T, Kaprio J, Koskenvuo M, Laitinen LA. Hay fever--a Finnish nationwide
study of adolescent twins and their parents. Allergy 1998;53:885-90.

15.  Asher MI. Worldwide variations in the prevalence of asthma symptoms: the International Study
of Asthma and Allergies in Childhood (ISAAC). Eur Respir J 1998;12:315-35.

16. Mannino DM, Homa DM, Pertowski CA, et al. Surveillance for asthma--United States, 1960-
1995. MMWR CDC surveillance summaries : Morbidity and mortality weekly report CDC
surveillance summaries / Centers for Disease Control 1998;47:1-27.

17. Beasley R, Crane J, Lai CK, Pearce N. Prevalence and etiology of asthma. J Allergy Clin
Immunol 2000;105:S466-72.

18. Emanuel MB. Hay fever, a post industrial revolution epidemic: a history of its growth during
the 19th century. Clinical allergy 1988;18:295-304.



References for Chapters 1 and 7 116

19.  Gershwin LJ. Effects of air pollutants on development of allergic immune responses in the
respiratory tract. Clinical & developmental immunology 2003;10:119-26.

20. Cook DG, Strachan DP. Health effects of passive smoking-10: Summary of effects of parental
smoking on the respiratory health of children and implications for research. Thorax
1999;54:357-66.

21.  Slaughter JC, Lumley T, Sheppard L, Koenig JQ, Shapiro GG. Effects of ambient air pollution
on symptom severity and medication use in children with asthma. Annals of allergy, asthma &
immunology : official publication of the American College of Allergy, Asthma, & Immunology
2003;91:346-53.

22.  Wahn U, von Mutius E. Childhood risk factors for atopy and the importance of early
intervention. J Allergy Clin Immunol 2001;107:567-74.

23.  Brunekreef B, Stewart AW, Anderson HR, Lai CK, Strachan DP, Pearce N. Self-reported truck
traffic on the street of residence and symptoms of asthma and allergic disease: a global
relationship in ISAAC phase 3. Environmental health perspectives 2009;117:1791-8.

24.  Anderson HR, Butland BK, van Donkelaar A, et al. Satellite-based Estimates of Ambient Air
Pollution and Global Variations in Childhood Asthma Prevalence. Environmental health
perspectives 2012.

25.  Strachan DP. Hay fever, hygiene, and household size. Br Med J 1989;299:1259-60.

26. Kramer U, Heinrich J, Wjst M, Wichmann HE. Age of entry to day nursery and allergy in later
childhood. Lancet 1999;353:450-4.

27. Ball TM, Castro-Rodriguez JA, Griffith KA, Holberg CJ, Martinez FD, Wright AL. Siblings,
day-care attendance, and the risk of asthma and wheezing during childhood. N Engl J Med
2000;343:538-43.

28. von Mutius E. Allergies, infections and the hygiene hypothesis--the epidemiological evidence.
Immunobiology 2007;212:433-9.

29.  von Mutius E, Vercelli D. Farm living: effects on childhood asthma and allergy. Nat Rev
Immunol 2010;10:861-8.

30. Blackley CH. Experimental Researches on the Cause and Nature of CATARRHUS AESTIVUS
(Hay fever or Hay Asthma). Baillere Tinal and Cox: London 1873:p. 202.

31. Eidgendssische Volkszdhlung 2000. Schweizerisches Bundesamt fiir Statistik;Neuchatel,
accessed 2 March 2012:http://www.bfs.admin.ch/.

32. Eidgendssische Volkszédhlung 1850-2000. Schweizerisches Bundesamt fiir Statistik;Neuchatel,
accessed 2 March 2012:http://www.bfs.admin.ch.

33.  Wuthrich B, Schindler C, Leuenberger P, Ackermann-Liebrich U. Prevalence of atopy and
pollinosis in the adult population of Switzerland (SAPALDIA study). Swiss Study on Air
Pollution and Lung Diseases in Adults. International archives of allergy and immunology
1995;106:149-56.



References for Chapters 1 and 7 117

34.  Lluis A, Schaub B. Lesson from the farm environment. Curr Opin Allergy Clin Immunol
2012;12:158-63.

35. Sozanska B, Macneill SJ, Kajderowicz-Kowalik M, et al. Atopy and asthma in rural Poland: a
paradigm for the emergence of childhood respiratory allergies in Europe. Allergy 2007;62:394-
400.

36. Gore C, Custovic A. Protective parasites and medicinal microbes? The case for the hygiene
hypothesis. Prim Care Respir J 2004;13:68-75; discussion 83.

37. Bousquet J, Reid J, van Weel C, et al. Allergic rhinitis management pocket reference 2008.
Allergy 2008;63:990-6.

38. Fujimura T, Okamoto Y, Taniguchi M. Therapeutic effects and biomarkers in sublingual
immunotherapy: a review. Journal of allergy 2012;2012:381737.

39. Gassner-Bachmann M, Wuthrich B. [Farmers' children suffer less from hay fever and asthma].
Dtsch Med Wochenschr 2000;125:924-31.

40. Remes ST, livanainen K, Koskela H, Pekkanen J. Which factors explain the lower prevalence of
atopy amongst farmers' children? Clin Exp Allergy 2003;33:427-34.

41. Ege MJ, Bieli C, Frei R, et al. Prenatal farm exposure is related to the expression of receptors of
the innate immunity and to atopic sensitization in school-age children. J Allergy Clin Immunol
2006;117:817-23.

42. Braun-Fahrlander C, Riedler J, Herz U, et al. Environmental exposure to endotoxin and its
relation to asthma in school-age children. N Engl J Med 2002;347:869-77.

43.  Ege MJ, Mayer M, Normand A-C, et al. Exposure to Environmental Microorganisms and
Childhood Asthma. N Engl J Med 2011;364:701-9.

44.  Riedler J, Braun-Fahrlander C, Eder W, et al. Exposure to farming in early life and development
of asthma and allergy: a cross-sectional survey. Lancet 2001;358:1129-33.

45.  Michalski MC. On the supposed influence of milk homogenization on the risk of CVD, diabetes
and allergy. Br J Nutr 2007;97:598-610.

46. European Commision Council Directive 92/46/EEC. 16 June 1992.

47. Lorenzen PC, Clawin-Raedecker I, Einhoff K, et al. A survey of the quality of extended shelf
life (ESL) milk in relation to HTST and UHT milk. International Journal of Dairy Technology
2011;64:166-78.

48. Krissansen GW. Emerging health properties of whey proteins and their clinical implications.
Journal of the American College of Nutrition 2007;26:713S-23S.

49. Mansson HL. Fatty acids in bovine milk fat. Food & nutrition research 2008;52.

50. Baltes W, Matissek R. Proteinreiche Lebensmittel. In: Baltes W, Matissek R, eds.
Lebensmittelchemie. 7 ed. Heidelberg, Dortrecht, London, New York: Springer
Science+Business Media; 2011.



References for Chapters 1 and 7 118

51. Bermudez-Aguirre D, Fernandez S, Esquivel H, Dunne PC, Barbosa-Canovas GV. Milk
processed by pulsed electric fields: evaluation of microbial quality, physicochemical

characteristics, and selected nutrients at different storage conditions. Journal of food science
2011;76:S289-99.

52.  Alexy U, Kersting M. Time trends in the consumption of dairy foods in German children and
adolescents. European journal of clinical nutrition 2003;57:1331-7.

53.  Ng SW, Ni Mhurchu C, Jebb SA, Popkin BM. Patterns and trends of beverage consumption
among children and adults in Great Britain, 1986-2009. Br J Nutr 2011:1-16.

54. Speake SW. Infectious milk: issues of pathogenic certainty within ideational regimes and their
biopolitical implications. Studies in history and philosophy of biological and biomedical
sciences 2011;42:530-41.

55.  De Buyser ML, Dufour B, Maire M, Lafarge V. Implication of milk and milk products in food-
borne diseases in France and in different industrialised countries. International journal of food
microbiology 2001;67:1-17.

56. Oliver SP, Boor KJ, Murphy SC, Murinda SE. Food safety hazards associated with consumption
of raw milk. Foodborne pathogens and disease 2009;6:793-806.

57. Pappas G, Akritidis N, Bosilkovski M, Tsianos E. Brucellosis. N Engl J] Med 2005;352:2325-
36.

58.  Perkin MR. Unpasteurized milk: health or hazard? Clin Exp Allergy 2007;37:627-30.

59. Leedom JM. Milk of nonhuman origin and infectious diseases in humans. Clinical infectious
diseases : an official publication of the Infectious Diseases Society of America 2006;43:610-5.

60. Allerberger F, Friedrich AW, Grif K, et al. Hemolytic-uremic syndrome associated with
enterohemorrhagic Escherichia coli O26:H infection and consumption of unpasteurized cow's
milk. International journal of infectious diseases : IJID : official publication of the International
Society for Infectious Diseases 2003;7:42-5.

61. D'Anastasio R, Staniscia T, Milia ML, Manzoli L, Capasso L. Origin, evolution and
paleoepidemiology of brucellosis. Epidemiology and infection 2011;139:149-56.

62. Etter E, Donado P, Jori F, Caron A, Goutard F, Roger F. Risk analysis and bovine tuberculosis,
a re-emerging zoonosis. Annals of the New York Academy of Sciences 2006;1081:61-73.

63. Perkin MR, Strachan DP. Which aspects of the farming lifestyle explain the inverse association
with childhood allergy? J Allergy Clin Immunol 2006;117:1374-81.

64. Waser M, Michels KB, Bieli C, et al. Inverse association of farm milk consumption with asthma
and allergy in rural and suburban populations across Europe. Clin Exp Allergy 2007;37:661-70.

65. Desmasures N, Bazin F, Gueguen M. Microbiological composition of raw milk from selected
farms in the Camembert region of Normandy. J Appl Microbiol 1997;83:53-8.

66. Rusu D, Drouin R, Pouliot Y, Gauthier S, Poubelle PE. A bovine whey protein extract can
enhance innate immunity by priming normal human blood neutrophils. J Nutr 2009;139:386-93.



References for Chapters 1 and 7 119

67. Puddu P, Valenti P, Gessani S. Immunomodulatory effects of lactoferrin on antigen presenting
cells. Biochimie 2009;91:11-8.

68. Li MO, Wan YY, Sanjabi S, Robertson AK, Flavell RA. Transforming growth factor-beta
regulation of immune responses. Annu Rev Immunol 2006;24:99-146.

69. Katz Y, Rajuan N, Goldberg MR, et al. Early exposure to cow's milk protein is protective
against IgE-mediated cow's milk protein allergy. J Allergy Clin Immunol 2010;126:77-82 el.

70.  Wijga AH, Smit HA, Kerkhof M, et al. Association of consumption of products containing milk
fat with reduced asthma risk in pre-school children: the PIAMA birth cohort study. Thorax
2003;58:567-72.

71.  Braun-Fahrlander C, von Mutius E. Can farm milk consumption prevent allergic diseases? Clin
Exp Allergy 2011;41:29-35.

72.  Rodriguez-Rodriguez E, Perea JM, Jimenez Al, Rodriguez-Rodriguez P, Lopez-Sobaler AM,
Ortega RM. Fat intake and asthma in Spanish schoolchildren. European journal of clinical
nutrition 2010;64:1065-71.

73.  Frei R, Lauener RP, Crameri R, O'Mahony L. Microbiota and dietary interactions: an update to
the hygiene hypothesis? Allergy 2012;67:451-61.

74. Agostoni C, Decsi T, Fewtrell M, et al. Complementary feeding: a commentary by the
ESPGHAN Committee on Nutrition. Journal of pediatric gastroenterology and nutrition
2008;46:99-110.

75. Zutavern A, Brockow I, Schaaf B, et al. Timing of solid food introduction in relation to atopic
dermatitis and atopic sensitization: results from a prospective birth cohort study. Pediatrics
2006;117:401-11.

76. Zutavern A, Brockow I, Schaaf B, et al. Timing of solid food introduction in relation to eczema,
asthma, allergic rhinitis, and food and inhalant sensitization at the age of 6 years: results from
the prospective birth cohort study LISA. Pediatrics 2008;121:e44-52.

77. Tarini BA, Carroll AE, Sox CM, Christakis DA. Systematic review of the relationship between
early introduction of solid foods to infants and the development of allergic disease. Archives of
pediatrics & adolescent medicine 2006;160:502-7.

78.  Ellwood P, Asher MI, Bjorksten B, Burr M, Pearce N, Robertson CF. Diet and asthma, allergic
rhinoconjunctivitis and atopic eczema symptom prevalence: an ecological analysis of the
International Study of Asthma and Allergies in Childhood (ISAAC) data. ISAAC Phase One
Study Group. Eur Respir J 2001;17:436-43.

79. Devereux G, Seaton A. Diet as a risk factor for atopy and asthma. J Allergy Clin Immunol
2005;115:1109-17; quiz 18.

80. Chatzi L, Kogevinas M. Prenatal and childhood Mediterranean diet and the development of
asthma and allergies in children. Public health nutrition 2009;12:1629-34.

81. Kull I, Bergstrom A, Lilja G, Pershagen G, Wickman M. Fish consumption during the first year
of life and development of allergic diseases during childhood. Allergy 2006;61:1009-15.



References for Chapters 1 and 7 120

82. Alm B, Aberg N, Erdes L, et al. Early introduction of fish decreases the risk of eczema in
infants. Archives of disease in childhood 2009;94:11-5.

83. Nwaru BI, Erkkola M, Ahonen S, et al. Age at the introduction of solid foods during the first
year and allergic sensitization at age 5 years. Pediatrics 2010;125:50-9.

84. Snijders BE, Thijs C, van Ree R, van den Brandt PA. Age at first introduction of cow milk
products and other food products in relation to infant atopic manifestations in the first 2 years of
life: the KOALA Birth Cohort Study. Pediatrics 2008;122:e115-22.

85. Rosenlund H, Kull I, Pershagen G, Wolk A, Wickman M, Bergstrom A. Fruit and vegetable
consumption in relation to allergy: disease-related modification of consumption? J Allergy Clin
Immunol 2011;127:1219-25.

86.  Prescott SL, Calder PC. N-3 polyunsaturated fatty acids and allergic disease. Current opinion in
clinical nutrition and metabolic care 2004;7:123-9.

87. Bach JF. The effect of infections on susceptibility to autoimmune and allergic diseases. N Engl
J Med 2002;347:911-20.

88. Romagnani S. The increased prevalence of allergy and the hygiene hypothesis: missing immune
deviation, reduced immune suppression, or both? Immunology 2004;112:352-63.

89. Fearon DT, Locksley RM. The instructive role of innate immunity in the acquired immune
response. Science 1996;272:50-3.

90. Takeda K, Akira S. Toll-like receptors in innate immunity. International immunology
2005;17:1-14.

91.  Pulendran B, Ahmed R. Translating innate immunity into immunological memory: Implications
for vaccine development. Cell 2006;124:849-63.

92. Ege MJ, Frei R, Bieli C, et al. Not all farming environments protect against the development of
asthma and wheeze in children. J Allergy Clin Immunol 2007;119:1140-7.

93. Lauener RP, Birchler T, Adamski J, et al. Expression of CD14 and Toll-like receptor 2 in
farmers' and nonfarmers' children. Lancet 2002;360:465-6.

94. Schaub B, Liu J, Hoppler S, et al. Maternal farm exposure modulates neonatal immune
mechanisms through regulatory T cells. J Allergy Clin Immunol 2009;123:774-82 eS5.

95. Brand S, Teich R, Dicke T, et al. Epigenetic regulation in murine offspring as a novel
mechanism for transmaternal asthma protection induced by microbes. J Allergy Clin Immunol
2011;128:618-25 el-7.

96. Roduit C, Wohlgensinger J, Frei R, et al. Prenatal animal contact and gene expression of innate
immunity receptors at birth are associated with atopic dermatitis. J Allergy Clin Immunol
2011;127:179-85, 85 el.

97. Schmidt M, Raghavan B, Muller V, et al. Crucial role for human Toll-like receptor 4 in the
development of contact allergy to nickel. Nature Immunology 2010;11:814-U64.

98. Trompette A, Divanovic S, Visintin A, et al. Allergenicity resulting from functional mimicry of
a Toll-like receptor complex protein. Nature 2009;457:585-U91.



References for Chapters 1 and 7 121

99. O'Hara AM, Shanahan F. The gut flora as a forgotten organ. EMBO reports 2006;7:688-93.

100. Shanahan F. Gut microbes: from bugs to drugs. The American journal of gastroenterology
2010;105:275-9.

101. Lee YK, Mazmanian SK. Has the microbiota played a critical role in the evolution of the
adaptive immune system? Science 2010;330:1768-73.

102. Sudo N, Sawamura S, Tanaka K, Aiba Y, Kubo C, Koga Y. The requirement of intestinal
bacterial flora for the development of an IgE production system fully susceptible to oral
tolerance induction. J Immunol 1997;159:1739-45.

103. Kirjavainen PV, Gibson GR. Healthy gut microflora and allergy: factors influencing
development of the microbiota. Annals of medicine 1999;31:288-92.

104. Koenig JE, Spor A, Scalfone N, et al. Succession of microbial consortia in the developing infant
gut microbiome. Proceedings of the National Academy of Sciences of the United States of
America 2011;108 Suppl 1:4578-85.

105. Schmidt B, Mulder IE, Musk CC, et al. Establishment of normal gut microbiota is compromised
under excessive hygiene conditions. PloS one 2011;6:28284.

106. Watanabe S, Narisawa Y, Arase S, et al. Differences in fecal microflora between patients with
atopic dermatitis and healthy control subjects. J Allergy Clin Immunol 2003;111:587-91.

107. Ly NP, Litonjua A, Gold DR, Celedon JC. Gut microbiota, probiotics, and vitamin D:
interrelated exposures influencing allergy, asthma, and obesity? J Allergy Clin Immunol
2011;127:1087-94; quiz 95-6.

108. McLoughlin RM, Mills KH. Influence of gastrointestinal commensal bacteria on the immune
responses that mediate allergy and asthma. J Allergy Clin Immunol 2011;127:1097-107; quiz
108-9.

109. Kosiewicz MM, Zirnheld AL, Alard P. Gut microbiota, immunity, and disease: a complex
relationship. Frontiers in microbiology 2011;2:180.

110. Scrivener S, Yemaneberhan H, Zebenigus M, et al. Independent effects of intestinal parasite
infection and domestic allergen exposure on risk of wheeze in Ethiopia: a nested case-control
study. Lancet 2001;358:1493-9.

111. van den Biggelaar AH, van Ree R, Rodrigues LC, et al. Decreased atopy in children infected
with Schistosoma haematobium: a role for parasite-induced interleukin-10. Lancet
2000;356:1723-7.

112. Maizels RM, Yazdanbakhsh M. Immune regulation by helminth parasites: cellular and
molecular mechanisms. Nat Rev Immunol 2003;3:733-44.

113. Dagoye D, Bekele Z, Woldemichael K, et al. Wheezing, allergy, and parasite infection in
children in urban and rural Ethiopia. Am J Respir Crit Care Med 2003;167:1369-73.

114. Huang SL, Tsai PF, Yeh YF. Negative association of Enterobius infestation with asthma and
rhinitis in primary school children in Taipei. Clin Exp Allergy 2002;32:1029-32.



References for Chapters 1 and 7 122

115. Eder W, Klimecki W, Yu L, et al. Toll-like receptor 2 as a major gene for asthma in children of
European farmers. J Allergy Clin Immunol 2004;113:482-8.

116. Eder W, Klimecki W, Yu L, et al. Association between exposure to farming, allergies and
genetic variation in CARD4/NOD1. Allergy 2006;61:1117-24.

117. Eder W, Klimecki W, Yu L, et al. Opposite effects of CD 14/-260 on serum IgE levels in
children raised in different environments. J Allergy Clin Immunol 2005;116:601-7.

118. Bieli C, Eder W, Frei R, et al. A polymorphism in CD14 modifies the effect of farm milk
consumption on allergic diseases and CDI14 gene expression. J Allergy Clin Immunol
2007;120:1308-15.

119. Ege MJ, Strachan DP, Cookson WO, et al. Gene-environment interaction for childhood asthma
and exposure to farming in Central Europe. J Allergy Clin Immunol 2011;127:138-44, 44 e1-4.

120. Genuneit J, Biichele G, Waser M, et al. The GABRIEL Advanced Surveys: study design,
participation, and evaluation of bias. Pediatric and Perinatal Epidemiology 2011;25:436-47.

121. von Mutius E, Schmid S. The PASTURE project: EU support for the improvement of
knowledge about risk factors and preventive factors for atopy in Europe. Allergy 2006;61:407-
13.

122. Genuneit J. Exposure to farming environments in childhood and asthma and wheeze in rural
populations: a systematic review with meta-analysis. Pediatr Allergy Immunol, epud ahead of
print 25 May 2012; doi:10.1111/j.1399-3038.2012.01312.x.

123. Peters M, Kauth M, Scherner O, et al. Arabinogalactan isolated from cowshed dust extract
protects mice from allergic airway inflammation and sensitization. J Allergy Clin Immunol
2010;126:648-56 e¢1-4.

124. Pfender WF, Fieland VP, Ganio LM, Seidler RJ. Microbial community structure and activity in
wheat straw after inoculation with biological control organism. Appl Soil Ecol 1996;3:69-78.

125. Wickens K, Lane JM, Fitzharris P, et al. Farm residence and exposures and the risk of allergic
diseases in New Zealand children. Allergy 2002;57:1171-9.

126. Noverr MC, Huffnagle GB. The 'microflora hypothesis' of allergic diseases. Clin Exp Allergy
2005;35:1511-20.

127. Yao TC, Chang CJ, Hsu YH, Huang JL. Probiotics for allergic diseases: realities and myths.
Pediatr Allergy Immunol 2010;21:900-19.

128. Bisgaard H, Li N, Bonnelykke K, et al. Reduced diversity of the intestinal microbiota during
infancy is associated with increased risk of allergic disease at school age. J Allergy Clin
Immunol 2011;128:646-52 el-5.

129. Adlerberth I, Wold AE. Establishment of the gut microbiota in Western infants. Acta Paediatr
2009;98:229-38.

130. Heederik D, von Mutius E. Does diversity of environmental microbial exposure matter for the
occurrence of allergy and asthma? J Allergy Clin Immunol 2012.



References for Chapters 1 and 7 123

131. Rizkalla SW, Luo J, Kabir M, Chevalier A, Pacher N, Slama G. Chronic consumption of fresh
but not heated yogurt improves breath-hydrogen status and short-chain fatty acid profiles: a

controlled study in healthy men with or without lactose maldigestion. The American journal of
clinical nutrition 2000;72:1474-9.

132. Matsumoto M, Aranami A, Ishige A, Watanabe K, Benno Y. LKM512 yogurt consumption
improves the intestinal environment and induces the T-helper type 1 cytokine in adult patients
with intractable atopic dermatitis. Clin Exp Allergy 2007;37:358-70.

133. Tedelind S, Westberg F, Kjerrulf M, Vidal A. Anti-inflammatory properties of the short-chain
fatty acids acetate and propionate: a study with relevance to inflammatory bowel disease. World
journal of gastroenterology : WJG 2007;13:2826-32.

134. Maslowski KM, Vieira AT, Ng A, et al. Regulation of inflammatory responses by gut
microbiota and chemoattractant receptor GPR43. Nature 2009;461:1282-6.

135. Round JL, Mazmanian SK. The gut microbiota shapes intestinal immune responses during
health and disease. Nat Rev Immunol 2009;9:313-23.

136. Prescott SL. Effects of early cigarette smoke exposure on early immune development and
respiratory disease. Paediatr Respir Rev 2008;9:3-9; quiz 10.

137. Lang T, Mansell A. The negative regulation of Toll-like receptor and associated pathways.
Immunology and cell biology 2007;85:425-34.

138. Knisz J, Rothman PB. Suppressor of cytokine signaling in allergic inflammation. J Allergy Clin
Immunol 2007;119:739-45.

139. Iwasaki A, Medzhitov R. Toll-like receptor control of the adaptive immune responses. Nat
Immunol 2004;5:987-95.

140. Bullens DM, Ceuppens JL. Influence of Toll-like-receptor ligands on the dendritic cell-T cell
interactions: therapeutic options for allergic diseases? Mini-review. Inflammation & allergy
drug targets 2008;7:211-6.

141. Belderbos M, Levy O, Bont L. Neonatal innate immunity in allergy development. Current
Opinion in Pediatrics 2009;21:762-9.

142. Holloway JA, Warner JO, Vance GH, Diaper ND, Warner JA, Jones CA. Detection of house-
dust-mite allergen in amniotic fluid and umbilical-cord blood. Lancet 2000;356:1900-2.

143. Conrad ML, Ferstl R, Teich R, et al. Maternal TLR signaling is required for prenatal asthma
protection by the nonpathogenic microbe Acinetobacter lwoffii F78. The Journal of
experimental medicine 2009;206:2869-77.

144. Miller RL, Ho SM. Environmental epigenetics and asthma: current concepts and call for studies.
Am J Respir Crit Care Med 2008;177:567-73.

145. Gunasekera TS, Attfield PV, Veal DA. A flow cytometry method for rapid detection and
enumeration of total bacteria in milk. Appl Environ Microbiol 2000;66:1228-32.

146. Park HK, Shim SS, Kim SY, et al. Molecular analysis of colonized bacteria in a human newborn
infant gut. J Microbiol 2005;43:345-53.



References for Chapters 1 and 7 124

147. Marques TM, Wall R, Ross RP, Fitzgerald GF, Ryan CA, Stanton C. Programming infant gut
microbiota: influence of dietary and environmental factors. Current opinion in biotechnology
2010;21:149-56.

148. Wang M, Ahme S, Antonsson M, Molin G. T-RFLP combined with principal component
analysis and 16S rRNA gene sequencing: an effective strategy for comparison of fecal
microbiota in infants of different ages. Journal of microbiological methods 2004;59:53-69.

149. Rajilic-Stojanovic M, Heilig HG, Molenaar D, et al. Development and application of the human
intestinal tract chip, a phylogenetic microarray: analysis of universally conserved phylotypes in
the abundant microbiota of young and elderly adults. Environmental microbiology
2009;11:1736-51.

150. Hill AB. The Environment and Disease: Association or Causation? Proceedings of the Royal
Society of Medicine 1965;58:295-300.

151. Statistik der Bevdlkerung und der Haushalte (STATPOP). Schweizerisches Bundesamt fiir
Statistik;Neuchatel, effective 7 October 2010:http://www.bfs.admin.ch/.

152. Levin ML. The occurrence of lung cancer in man. Acta - Unio Internationalis Contra Cancrum
1953;9:531-41.

153. European Respiratory Society in conjunction with the European Lung Foundation. Asthma. In:
European Lung White Book. Brussels; 2003.

154. Meldesystem fiir Meldepflichtige Infektionskrankheiten. Schweizerisches Bundesamt fiir
Gesundheit;Bern, effective 1 Mai 2012:http://www.bag.admin.ch.

155. Oliver SP, Jayarao BM, Almeida RA. Foodborne pathogens in milk and the dairy farm
environment: food safety and public health implications. Foodborne pathogens and disease
2005;2:115-29.

156. Breidenbach E, Blumer C, Gut C, et al. Nationales Untersuchungsprogramm Milchprodukte:
Ergebnisse des Jahres 2010. Bundesamt fiir Gesundheit, Bundesamt fiir Veterindrmedizin,
Bundeseinheit fiir die Lebensmittelkette, Forschungsanstalt Agroscope Liebefeld-Posieux,
Verband der Kantonschemiker der Schweiz, Bern 2011.

157. Breidenbach E, Lutz A, Blumer C, et al. Nationales Untersuchungsprogramm Milchprodukte:
Ergebnisse des Jahres 2009. Bundesamt fiir Gesundheit, Bundesamt fiir Veterindrmedizin,
Bundeseinheit fiir die Lebensmittelkette, Forschungsanstalt Agroscope Liebefeld-Posieux,
Verband der Kantonschemiker der Schweiz, Bern 2010.

158. Bonfoh B, Wasem A, Traore AN, et al. Microbiological quality of cows' milk taken at different
intervals from the udder to the selling point Bamako (Mali). Food Control 2003;14:495-500.

159. Hetzel MW, Bonfoh B, Farah Z, Simbe CF, Alfaroukh OI, Zinsstag J. Milk consumption
patterns in an area with traditional milk production: data from a case control study in peri-urban
Bamako, Mali. Revue Africaine de Santé et de Productions Animales 2005;3:174-7.

160. WHO. Food Safety And Food Borne Illness: World Health Organization, Geneva, Switzerland,
2000.



References for Chapters 1 and 7 125

161. Black RE, Cousens S, Johnson HL, et al. Global, regional, and national causes of child mortality
in 2008: a systematic analysis. Lancet 2010;375:1969-87.

162. Canadian Health Protection and Promotion Act. 1990;http://www.e-
laws.gov.on.ca/html/statutes/english/elaws_statutes 90h07 e.htm#BK21 (accessed 11 May
2012).

163. Bundesamt fiir Gesundheit Direktionsbereich Verbraucherschutz Abteilung
Lebensmittelsicherheit. Listeria monocytogenes und der Konsum von Milch und
Milchprodukten wéhrend der Schwangerschaft — Empfehlungen und Hintergrundinformationen.
In. Bern; June 2011.

164. Giacometti F, Serraino A, Finazzi G, et al. Sale of raw milk in northern Italy: food safety
implications and comparison of different analytical methodologies for detection of foodborne
pathogens. Foodborne pathogens and disease 2012;9:293-7.

165. Weir E, Mitchell J, Rebellato S, Fortuna D. Raw milk and the protection of public health.
CMAJ : Canadian Medical Association journal = journal de |'Association medicale canadienne
2007;177:721-3.

166. www.realmilk.com. The Weston A. Price Foundation, 2012. (Accessed 29 April, 2012, at
www.realmilk.com.)

167. Baltimore RS. Listeria monocytogenes. In: Kliegman RM, Behrman RE, Jenson HB, Stanton
BF, eds. Nelson Textbook of Pediatrics. 19 ed. Philadelphia: Saunders Elsevier; 2011.

168. Bennett L. Listeria monocytogenes. In: Mandell GL, Bennett JE, Dolin R, eds. Principles and
Practice of Infectious Diseases. 7 ed. Philadelphia: Elsevier Churchill Livingstone; 2009.

169. Von Mutius E, Braun-Fahrlinder C, Kneifel W, inventors; Priavention von Asthma bronchiale,
allergischen und Autoimmun-Erkrankungen mittels aus Rohmilch gewonnenen bioaktiven
Komponenten; European patent application number EP 11 005 880.7. applied 18 July 2011.

170. Boneberger A, Haider D, Baer J, et al. Environmental risk factors in the first year of life and
childhood asthma in the Central South of Chile. The Journal of asthma : official journal of the
Association for the Care of Asthma 2011;48:464-9.

171. Melsom T, Brinch L, Hessen JO, et al. Asthma and indoor environment in Nepal. Thorax
2001;56:477-81.

172. Kramer MS, Matush L, Bogdanovich N, Dahhou M, Platt RW, Mazer B. The low prevalence of
allergic disease in Eastern Europe: are risk factors consistent with the hygiene hypothesis? Clin
Exp Allergy 2009;39:708-16.

173. Dong GH, Ding HL, Ma YN, et al. Asthma and asthma-related symptoms in 16 789 Chinese
children in relation to pet keeping and parental atopy. J Investig Allergol Clin Immunol
2008;18:207-13.

174. Del-Rio-Navarro B, Berber A, Blandon-Vijil V, et al. Identification of asthma risk factors in
Mexico City in an International Study of Asthma and Allergy in Childhood survey. Allergy and
asthma proceedings : the official journal of regional and state allergy societies 2006;27:325-33.



References for Chapters 1 and 7 126

175. Chai SK, Nga NN, Checkoway H, et al. Comparison of local risk factors for children's atopic
symptoms in Hanoi, Vietnam. Allergy 2004;59:637-44.

176. Brunekreef B, Von Mutius E, Wong GK, Odhiambo JA, Clayton TO. Early life exposure to
farm animals and symptoms of asthma, rhinoconjunctivitis and eczema: an ISAAC Phase Three
Study. International journal of epidemiology 2012.

177. Feary J, Britton J, Leonardi-Bee J. Atopy and current intestinal parasite infection: a systematic
review and meta-analysis. Allergy 2011;66:569-78.

178. Chan PW, Anuar AK, Fong MY, Debruyne JA, Ibrahim J. Toxocara seroprevalence and
childhood asthma among Malaysian children. Pediatrics international : official journal of the
Japan Pediatric Society 2001;43:350-3.

179. Ferreira MU, Rubinsky-Elefant G, de Castro TG, et al. Bottle feeding and exposure to Toxocara
as risk factors for wheezing illness among under-five Amazonian children: a population-based
cross-sectional study. Journal of tropical pediatrics 2007;53:119-24.

180. Pinelli E, Willers SM, Hoek D, et al. Prevalence of antibodies against Ascaris suum and its
association with allergic manifestations in 4-year-old children in The Netherlands: the PIAMA
birth cohort study. European journal of clinical microbiology & infectious diseases : official
publication of the European Society of Clinical Microbiology 2009;28:1327-34.

181. Walsh MG. Toxocara infection and diminished lung function in a nationally representative
sample from the United States population. International journal for parasitology 2011;41:243-7.

182. Flohr C, Quinnell RJ, Britton J. Do helminth parasites protect against atopy and allergic
disease? Clin Exp Allergy 2009;39:20-32.

183. Lynch NR, Goldblatt J, Le Souef PN. Parasite infections and the risk of asthma and atopy.
Thorax 1999;54:659-60.



Curriculum vitae

CURRICULUM VITAE

Georg Johannes Loss was born on 11 November 1982 in Bregenz, Austria, grew up in
Villach, Austria and studied in Vienna, Austria, Hanoi, Vietnam, Basel, Switzerland and
London, England.

Education

1989 - 1993

1993 - 2001

2001 - 2002

2002 - 2006

2006 - 2008

2009 - 2011

2009 - 2012

Elementary school: Kevenhiiller Volksschule in Villach, Austria.

Secondary school: Perau-Gymnasium in Villach, Austria. Graduated with
distinction.

Military service in Klagenfurt, Austria.

Bachelor program in Food- and Biotechnology at the University of Natural
Resources and Life Sciences, Vienna, Austria

Master program in Food Science and Technology at the University of
Natural Resources and Life Sciences, Vienna, Austria. Graduated with
distinction.

2008 Master thesis at the Institute for Biological- Food Technology at the
Hanoi University of Technology in Hanoi, Vietnam.

Postgraduate Diploma in Epidemiology at the London School of Hygiene
and Tropical Medicine, University of London, England.

PhD student in Epidemiology at the Swiss Tropical and Public Health
Institute, Basel, Switzerland.

Work experience

1999/2000
2002

2003/2004

2005/2006

2005/2006

2008

Busboy, Hotel-Restaurant Stidrast in Arnoldstein, Austria
Fine food salesperson, SPAR in Velden am Worthersee, Austria.

German teacher, ,ActiLingua Language School fiir Deutschkurse* at
Theresianum, Vienna, Austria

Internship: Department for Microbiology, Gerot Pharmaceuticals, Vienna,
Austria

Internship: Clinical Laboratory “Blutlabor Dr. Holzweber”, Villach, Austria

English teacher, ,,Hello Kids English School for Children* in Hanoi, Vietnam

127



Curriculum vitae 128

Teaching and Training

2005 - 2007 Tutor for practical courses “Process engineering” and “Mechanical and
Thermal Process Technology*“ at the Institute for Chemical and Energy
Engineering at the University of Natural Resources and Life Sciences, Vienna,
Austria

2011 Training of medical doctoral student

Awards and scholarships

2007 “Wissenschaftliches Forderstipendium” (scholarship) from University of
Natural Resources and Life Sciences, Vienna, Austria.

2007/2008  “Leistungsstipendium” (scholarship) from University of Natural Resources and
Life Sciences, Vienna, Austria.

2009 Invited to ,,Profil- High Potential Day for promising graduates 2009%, Vienna,
Austria.

2009 Pediatric Respiratory Epidemiology Abstract Award, European Respiratory
Society

2012 Young Scientist Award (Nachwuchsforscherpreis): “science for health”,
Yakult Germany GmbH.

2012 Swiss School for Public Health Award for “best published PhD article in

public health” in 2011



Curriculum vitae 129

List of publications

Bocking C, Genuneit J, Biichele G, Loss G, Ege M, Pekkanen J, Dalphin JC, Riedler J,
Lauener R, von Mutius E, Renz H, Braun-Fahrldnder C, Pfefferle PI on behalf of the
PASTURE/Efraim-Study-group. Milk serum fatty acid composition is associated with
preschool asthma but does not correspond with fatty acid pattern in serum in children from
the PASTURE/EFRAIM study. J Allergy Clin Immunol; submitted 11 July 2012.

Loss G, Bitter S, Wohlgensinger J, Frei R, Roduit C, Genuneit J, Pekkanen J, Roponen M,
Hirvonen MR, Dalphin JC, Dalphin ML, Riedler J, von Mutius E, Weber J, Kabesch M,
Michel S, Braun-Fahrlédnder C, Lauener R, the PASTURE study group. Prenatal and early
life exposures alter expression of innate immunity genes: The PASTURE cohort study. J
Allergy Clin Immunol 2012; 130(2):523-530.€9.

Stocklin L, Loss G, von Mutius E, Weber J, Genuneit J, Horak E, Sozanska B,
Danielewicz H, Cullinan P, Heederik D, Braun-Fahrlinder C, the GABRIELA study
group. Health-realted quality of life in rural children living in four European countries: the
GABRIEL study. International Journal of Public Health 2012; revision under review.

Fuchs O, Genuneit J, Latzin P, Biichele G, Horak E, Loss G, Sozanska B, Weber J,
Boznanski A, Heederik D, Braun-Fahrldnder C, Frey U, von Mutius E, the GABRIELA
study group. Farming environments and childhood atopy, wheeze, lung function, and
exhaled nitric oxide. J Allergy Clin Immunol 2012; 130(2):382-388.¢6.

Stocklin L, Loss G, von Mutius E, Genuneit J, Horak E, Braun-Fahrlinder C. Health-
related quality of life does not explain the protective effect of farming on allergies. Pediatr
Allergy Immunol 2012; Epub 3 May 2012.

Ili S, Depner M, Genuneit J, Horak E, Loss G, Strunz-Lehner C, Buchele G, Boznanski A,
Danielewicz H, Cullinan P, Heederik D, Braun-Fahrlinder C, von Mutius E, the
GABRIELA study group. Protection from childhood asthma and allergy in Alpine farm
environments-the GABRIEL Advanced Studies. J Allergy Clin Immunol 2012;
129(6):1470-7.¢6.

Roduit C, Frei R, Loss G, Biichele G, Weber J, Depner M, Loeliger S, Dalphin ML,
Roponen M, Hyvarinen A, Riedler J, Dalphin JC, Pekkanen J, von Mutius E, Braun-
Fahrlinder C, Lauener R, the PASTURE study group. Development of atopic dermatitis

according to age of onset and association with early-life exposures. J Allergy Clin
Immunol 2012; 130(1):130-136.e5.

Loss G, Apprich S, Kneifel W, von Mutius E, Genuneit J, Braun-Fahrldnder C, on behalf
of the GABRIEL study group. Appropriate and alternative methods to determine viable
bacterial counts in cow milk samples. Journal of Dairy Science 2012; 95(6):2916-8.



Curriculum vitae 130

Loss G, Apprich S, Waser M, Kneifel W, Genuneit J, Biichele G, Weber J, Sozanska B,
Danielewicz H, Horak E, van Neerven RJ, Heederik D, Lorenzen PC, von Mutius E,
Braun-Fahrldnder C, the GABRIELA study group. The protective effect of farm milk
consumption on childhood asthma and atopy: the GABRIELA study. J Allergy Clin
Immunol 2011; 128(4):766-73 e4.

Listed as study group author

Karvonen AM, Hyvirinen A, Gehring U, Korppi M, Doekes G, Riedler J, Braun-
Fahrldnder C, Bitter S, Schmid S, Keski-Nisula L, Roponen M, Kaulek V, Dalphin JC,
Pfefterle PI, Renz H, Biichele G, von Mutius E, Pekkanen J, the PASTURE study group.
Exposure to microbial agents in house dust and wheezing, atopic dermatitis and atopic
sensitization in early childhood: a birth cohort study in rural areas. Clin Exp Allergy 2012;
42(8):1246-56.

Genuneit J, Biichele G, Waser M, Kovacs K, Debinska A, Boznanski A, Strunz-Lehner C,
Horak E, Cullinan P, Heederik D, Braun-Fahrldnder C, von Mutius E; GABRIELA study
group. The GABRIEL Advanced Surveys: study design, participation, and evaluation of
bias. Pediatric and Perinatal Epidemiology 2011; 25:436-47.

Ege MJ, Mayer M, Normand A-C, Genuneit J, Cookson WOCM, Braun-Fahrldnder C,
Heederik D, Piarroux R, von Mutius E; GABRIELA Transregio 22 Study Group.

Exposure to Environmental Microorganisms and Childhood Asthma. N Engl J Med 2011;
364:701-9.

Ege MJ, Strachan DP, Cookson WO, Moffatt MF, Gut I, Lathrop M, Kabesch M, Genuneit
J, Buchele G, Sozanska B, Boznanski A, Cullinan P, Horak E, Bieli C, Braun-Fahrlander
C, Heederik D, von Mutius E; GABRIELA study group. Gene-environment interaction

for childhood asthma and exposure to farming in Central Europe. J Allergy Clin Immunol
2011; 127:138-44, 44 el-4.



Curriculum vitae 131

Congress contributions

Loss G, Waser M, Kneifel W, Apprich S, von Mutius E, Riedler J, Genuneit J, Braun-
Fahrlinder C, the GABRIEL study team. Can farm milk consumption prevent allergic
diseases? First results from the GABRIEL advanced studies. European Respiratory Society
Annual Congress; 2009; Vienna, Austria; 2009.

Abstract and oral presentation

Loss G, Waser M, Kneifel W, Apprich S, von Mutius E, Riedler J, Genuneit J, Braun-
Fahrlinder C, the GABRIEL study team. Can farm milk consumption prevent allergic
diseases? First results from the GABRIEL advanced studies. Milk Conference; 2009;
Vienna, Austria; 2009.

Abstract and oral presentation

Loss G, Braun-Fahrlinder C, the GABRIEL study team. Can farm milk consumption
prevent allergic diseases? Milk Seminar at the Swiss Tropical and Public Health Institute;
2010; Basel, Switzerland; 2010.

Oral presentation

Loss G, Apprich S, Waser M, Kneifel W, von Mutius E, Genuneit J, Biichele G, Weber J,
Sozanska B, Danielewicz H, Horak E, van Neerven RJJ, Heederik D, Lorenzen PC, Braun-
Fahrlinder C, the GABRIELA study group. The protective effect of farm milk
consumption on childhood asthma and atopy: The GABRIELA study. Organic Food
Quality and Health Research Conference; 2011; Prague, Czech Republic; 2011.

Abstract and poster presentation

Loss G, Apprich S, Waser M, Kneifel W, von Mutius E, Genuneit J, Biichele G, Weber J,
Sozanska B, Danielewicz H, Horak E, van Neerven RJJ, Heederik D, Lorenzen PC, Braun-
Fahrlinder C, the GABRIELA study group. The protective effect of farm milk
consumption on childhood asthma and atopy: The GABRIELA study. European Academy
of Allergy and Clinical Immunology Congress; 2011; Istanbul, Turkey; 2011.

Abstract and oral presentation

Loss G, Apprich S, Waser M, Kneifel W, Braun-Fahrldnder C, the GABRIELA study
group. The effect of farm milk on childhood asthma and allergies: The GABRIELA study.
Swiss Public Health Conference; 2011; Basel, Switzerland; 2011.

Abstract, oral presentation and session chair

Loss G, Apprich S, Waser M, Kneifel W, von Mutius E, Genuneit J, Biichele G, Weber J,
Sozanska B, Danielewicz H, Horak E, van Neerven RJJ, Heederik D, Lorenzen PC, Braun-
Fahrldnder C, the GABRIELA study group. Effect of farm milk on development of asthma
and allergies. International Society for Environmental Epidemiology Conference; 2011;
Barcelona, Spain; 2011.

Abstract and invited oral presentation

Loss G, Bitter S, Frei R, Roduit C, Lauener R, Genuneit J, Pekkanen J, Dalphin ML,
Riedler J, von Mutius E, Braun-Fahrldnder C, the PASTURE study group. Prenatal and
early life exposures alter the expression of innate immunity genes: The PASTURE cohort



Curriculum vitae 132

study. Global Risk Forum- One Health Summit; 2012; Davos, Switzerland; 2012.
Abstract and oral presentation

Loss G, Bitter S, Frei R, Roduit C, Lauener R, Genuneit J, Pekkanen J, Dalphin JC, Riedler
J, von Mutius E, Braun-Fahrlinder C, the PASTURE study group. Gene expression of
innate immunity receptors is associated with prenatal and early life exposures: The
PASTURE cohort study. FEuropean Academy of Allergy and Clinical Immunology
Congress; 2011; Geneva, Switzerland; 2012.

Abstract and oral presentation

Loss G. Der protektive Effekt von Rohmilch auf Asthma und allergische Erkrankungen bei
Kindern. Yakult Kolloquium ,,Probiotika in Praxis und Forschung”; 2012; Bonn, Germany;
2012.

Abstract and oral presentation

GABRIEL and PASTURE/EFRAIM study group meetings

Oral presentations and discussions in Vienna (Austria), Frankfurt, Giinzburg, Munich,
Tutzing, Ulm (Germany), Davos, Basel, Ziirich (Switzerland), Amsterdam, Utrecht (The
Netherlands).

Peer reviewer for

Pedriatic Allergy and Immunology, 2010

Patents based on this thesis

von Mutius E, Braun-Fahrliander C, Kneifel W, inventors; Pravention von Asthma bronchiale,
allergischen und Autoimmun-Erkrankungen mittels aus Rohmilch gewonnenen bioaktiven

Komponenten; European patent application number EP 11 005 880.7. applied 18 July 2011.



Curriculum vitae 133

Course list

Course Title Date ECTS  Location

Various

BOMS- Basics of medical statistics. Feb.-Mar. 2009 1.5 Basel

Internetlehrgang der Universitéit Basel

BEPI- Basic Epidemiology, Feb.-Mar. 2009 Basel

Internetbasierter Lehrgang des ISPM

ERS Postgraduate Course: "Asthma: 12.09.2009 ERS Congress,

Pathology and treatment" Vienna

Swiss Tropical Institute: Research Seminar HS 2010 1 Swiss TPH
Basel

Master of Public Health Courses

Einfiihrung in die Statistiksoftware 27.04-29.04 1.5 ISPM Bern

STATA

Umwelt und Gesundheit 03.-05.06. & 25.- 2 ISPM Basel

26.06.2009

Statistische Methoden zum Umgang mit 05.08.-07.08.2009 1.5 ISPM Basel

Confounding und Interaktionen in

epidemiologischen Studien

Swiss School of Public Health + Courses

Multilevel Modeling: Analysis of clustered 04.11.-06.11.2009 1.5 ISPM Basel

data

Writing a journal article and getting it 13.01.-15.01.2010 1 ISPM Bern

published

Media Training Workshop: 06.07.2010 0.25 ISPM Bern

Communication Skills

How to pass your research protocol 29.11.2010 0.25 University of

through an ethics review committee Zurich

Analysis of data with non-detects 14.02.-16.02.2011 1 Swiss TPH
Basel

Systematic reviews and meta-analysis: A 10.03.-11.03.2011 0.75 ISPM Bern

practical approach

Postgraduate Diploma in Epidemiology at London School of Hygiene and Tropical Medicine

Fundamentals of Epidemiology Oct. 2009- Jun. 2010 5 LSHTM DL
Statistics with computing (STATA) Oct. 2009- Jun. 2010 5 LSHTM DL
Practical Epidemiology Oct. 2010- Jun. 2011 5 LSHTM DL
How to write and review a paper Oct. 2010- Jun. 2011 5 LSHTM DL
London School of Hygiene and Tropical Medicine

Introduction to Genetic Epidemiology in 06.09-09.09.2011 1 LSHTM

the GWAS era




134




Appendix 135

APPENDIX

Excerpts from GABRIEL-A questionnaires




Excerpts from GABRIEL-A questionnaires

136

m76_1,
m76_2,
m76_3 ,
m76_4 ,
m76_5,

GABRIEL Advanced Surveys | WP 4.1 | Annotated CRF | Annex B1 - Phase Il

r9961364891

study_id

Milk ‘;‘%

The following questions concern the milk that your child drinks.
We distinguish between milk that comes directly from the farm and
milk that was bought in a store.
T
Milk directly from the farm
We mean the milk that was produced or acquired directly on a farm (for example from

barnyard sales, milk stations). We are interested to know if you boil or skim the milk
before you drink it.

m75 75) Did your child, or the mother during the pregnancy with the child,
reqularly (meaning at least once a month over half a year) drink milk
directly from a farm?

O Yes O No = If no, please continue with the question 81
1 0

76) How often did your child drink milk directly from the farm that was
neither boiled nor skimmed?

At least Less than

once 1-6times once

a day a week a week Never
m76_1x - _1XX During pregnancy O3 0 01 oo
m76_2x - _2xx In the first year of life 03 o2 01 0o
m76_3x-_3xx In the 2. and 3. year of life [13 B2 01 Ooo
m76_4x- _4xx In the 4. and 5. yearoflife [ 3 o2 11 0o
m76_5x-_5xx In the last 12 months B 02 19 Op

L B1-33
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GABRIEL Advanced Surveys | WP 4.1 | Annotated CRF | Annex B1— Phase Il

r9961364891 1

study_id

77) How often did your child drink milk directly from the farm that was boiled
but not skimmed?

At least Less than

once 1 -6 times once

a day a week a week Never
m77_1,m77_1x- _1xx During pregnancy O3 o2 01 oo
m77_2,m77_2x-_2xx In the first year of life a3 02 i ao
m77_3 ,m77_3x-_3xx Inthe 2.and 3. yearof life [J3 o2 01 oo
m77_4 ,m77_4x-_4xx Inthe 4. and 5. year of life [ 3 a2 11 ao
m77_5,m77_5x-_5xx Inthe last 12 months O3 a2 01 Oo

78) How often did your child drink milk directly from the farm that was
skimmed but not boiled?

At least Less than

once 1 -6 times once

a day aweek a week Never
m78_1,m78_1x-_1xx During pregnancy a3 LI 01 0o
m78_2,m78_2x-_2xx In the first year of life O3 o2 5l Oo
m78_3 ,m78_3x-_3xx Inthe2.and 3. yearof life O 3 12 R oo
m78_4 ,m78_4x-_4xx |Inthe 4.and 5. yearof life [ 3 .2 £ Oo
m78_5,m78_5x-_5xx In the last 12 months O3 i O O o

79) How often did your child drink milk directly from the farm that was boiled
and skimmed?

At least Less than

once 1 -6 times once

a day a week a week Never
m79_1,m79_1x- _1xx During pregnancy O3 o2 m oo
m79_2,m79_2x-_2xx In the first year of life O3 o2 a1 do
m79_3 ,m79 3x- _3xx Inthe 2.and 3. yearoflife O 3 i 4 19 )
m79_4,m79_4x-_4xx Inthe4.and 5. yearoflife [ 3 02 o 09
m79_5,m79_5x-_5xx In the last 12 months 0Os a2 i i | Oo

L B1-34 J
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GABRIEL Advanced Surveys | WP 4.1 | Annotated CRF | Phase llla - Annex C6 - Milk
2509585273 |
G A B R I E L mom17_1 moml17_2 mom17_3

-> mom17x study_id

Short questionnaire concerning the collection of cow milk

Please refer to the cow milk sample you filled in the test tube when answering
the following questions!

1. When did you fill the cow milk sample into the test tube?

->mom1x

DD MM YY HH MM
mom1_1 mom1_2 mom1_3 mom1_4

2. Temperature of the cow milk at the time of the sample drawing:

[] «c

mom2_1

3. What sort of cow milk is it?

mom3
Cow milk directly coming from 10 > please go on with question 4!
one’s own or another farm
Cow milk from the supermarket or shop 20 =»please go on with question 7!

Please do only answer questions 4 — 6, if the cow milk you filled in the test tube was
coming directly from a farm (your own or another one)!

4. Where and how long was the cow milk being stored ...

a. ...from the time of the milking until the last preparation for the child?

-> mom4ax mom4al_23x
mom4a mom4al_1 mom4al_2 mom4al_3
In the fridge 10 atca. °C ca. Days Hours
In the pantry 20 wica & ca Days Hours
Other depository: 30 mom4a2_1 mom4a2_2 mom4a2 3
mom4a2_23x
at ca. °C ca. Days Hours
mom4a3_4 mom4a3_1 mom4a3 2 mom4a3 3
mom4a3_23x

C6-1

L -
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Excerpt from PASTURE questionnaire: age 1




Excerpt from PASTURE questionnaire: age 1 140

35. Hat die Mutter wahrend der Stillzeit eines oder mehrere der folgenden
Medikamente eingenommen?

ja nein
Asthmamedikamente
(Tabletten, Sprays, Inhalationen)...............cccccccoeee. O1.......... g2 [EH.0
Heuschnupfenmedikamente.................c.ccccoevevevennnnnn, m I 0 2 [F35.02

36. Hat die Mutter wahrend der Stillzeit irgendwelche Antibiotika

eingenommen?
E36
Ja. a1
Nein ..cccoceveviiiiiieeenns 0 2= weiter mit Frage 38

37. Hat die Mutter in dieser Zeit, wahrend sie Antibiotika einnahm,

ja nein
weiter gestillt? ..........oooovoeveeeeeeeeeeeeeeeeeeee, T 02 [B37.01
die Milch abgepumpt und verworfen? ................ m e [ 02 |E37.02

38. Hat lhr Kind seit unserem letzten Hausbesuch Kuhmilch oder Ziegenmilch
(verdiinnt oder unverdiinnt) getrunken?
Bitte beachten Sie, dass hier nicht Sauglingsmilchprodukte gemeint sind.

ja nein
Kuhmilch direkt vom Bauernhof, ohne Abkochen.......0 1.......... 02 [B38.01
Kuhmilch direkt vom Bauernhof, abgekocht ............... m I I 02 [F3802
VorzugsmilCh ... O1.......... 0 2 [B38.93

Schweiz: Vorzugsmilch (z.B. Demeter), Rohmilch
Osterreich: keine Antwortkategorie Vorzugsmilch!
Pasteurisierte Frischmilch (Kuhmilch) ........................ T, 023804
H-Milch (KURMIICK) ..., m T 02 B389
Schweiz: UHT-Milch, H-Milch
Zubereitungen aus Milchpulver (Kuhmilch)................. O1.......... 2 |E38.06

Nicht pasteurisierte Ziegenmilch................................. O1......... 0 2 |E38 07
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39. Wie alt war |Ihr Kind, als es zum ersten Mal Kuhmilch direkt vom
Bauernhof getrunken hat?

Mein Kind hat noch keine Kuhmilch direkt vom
E39 01

Bauernhof getrunken ... 01
Kuhmilch direkt vom Bauernhof, ohne Abkochen ...Alter: Monate | F39_
Kuhmilch direkt vom Bauernhof, abgekocht ........... Alter: Monate | E39 |

40. Hat Ihr Kind jemals Kiase gegessen?

E40

Nein ..o, O 2= weiter mit Frage 42

41.

Welche Kasesorte hat Ihr Kind iiberwiegend gegessen? Bitte geben
Sie die Sorte und den Markennamen an

Sorte: | E41 01 Marke: | E41 02

K1. Welche Art von Kase haben Sie lhrem Kind gefiittert?

Diese Frage nur in Frankreich!

AusschlieBlich Kase aus pasteurisierter Milch...... a
AusschlieBlich Rohmilchkase ...............cccoeeeee. a
Sowohl Kase aus pasteurisierter Milch,

als auch Rohmilchk&se..........cccooiiiiieiiieiii a
Kase aus Milch vom eigenen Bauernhof .............. d




