Abstract

JONES, MARTHA LOUISE. A Retrospective Method for Inference on Haplotype Main
Effects and Haplotype-environment Interactions Using Clustered Haplotypes. (Under
the direction of Dr. Jung-Ying Tzeng.)

Many regression-based methods exist for conducting haplotype association analysis
in case-control studies. Such methods generally are based on either a prospective frame-
work (modeling the probability of disease conditional on haplotypes and covariates) or
a retrospective framework (modeling the probability of haplotypes and covariates con-
ditional on disease). For haplotype analysis, both theoretical and simulation work have
demonstrated that a retrospective framework can be more efficient than a prospective
framework in this context. Given this result, we aim to improve the performance of
the retrospective haplotype framework by more efficiently modeling haplotype informa-
tion. We do so by clustering evolutionarily close haplotypes and studying the effects of
haplotype clusters. Previous work has shown that the strategy of clustering haplotypes
under the prospective framework can increase the power of haplotype-based associa-
tion analysis. This work extends the clustering idea to the retrospective framework
and improves the performance of haplotype analysis for case-control studies.

Specifically, we construct a retrospective likelihood that allows for environmental
covariates and interactions between haplotypes and covariates. We derive generalized
score statistics to test for haplotype main effects and interaction effects at the global
and individual levels. We also derive tests for interaction effects that can be applied
to case subjects only. Through simulation, we assess the validity of the proposed
tests and, where appropriate, compare the power with the power of the retrospective

full-dimensional and prospective analyses. We also present a new strategy for



evaluating haplotype specific effects that allows us to identify haplotypes that have
similar effects on disease. Finally, we apply our proposed method to real data from a

genetic study of hypertriglyceridemia.
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Chapter 1

Introduction

1.1 Problem of Interest

The goal of genetic association studies is to find the disease susceptibility genes that
increase the risk for developing complex diseases. Study designs may involve collecting
data from groups of related individuals or from a cohort of patients over time, but
more often researchers use a case-control study design. A case-control study identifies
subjects who have a particular trait (e.g. a disease) and then identifies appropriate
control subjects. Researchers are then interested in the relationship between genetic
factors and the disease status of the subjects. Many genetic association studies today
measure the genetic variation through single nucleotide polymorphisms (SNPs). A
SNP is a variation in DNA consisting of a single base change. Through identifying
SNPs that are associated with disease, one can approximately locate the region of
disease susceptibility genes. This strategy is based on the conjecture that the observed
SNPs are causal variants themselves, or more often, are in linkage disequilibrium with
a causal variant.

It is generally believed that jointly analyzing multiple SNPs together, such as in the
format of haplotypes, may be more effective in identifying gene-trait associations. A

haplotype is a set of alleles from several loci that are located on the same chromosome



Chapter 1. Introduction

and inherited as a unit. Haplotypes represent a unit of inheritance and preserve the
linkage disequilibrium among the loci. Previous studies have shown that haplotype
analysis can be more powerful than single SNP analysis, especially when there are
multiple disease causing variants (Morris and Kaplan (2002)). But there are practical
limitations that limit the use of haplotype analysis in practice. One limitation is that
haplotype phase is usually not known. The most commonly used genotyping methods
do not provide information on which alleles occur on the same chromosome. Therefore
we know which alleles occur at each loci, but not which alleles occur together across
multiple loci. Molecular haplotyping methods that can provide this information ex-
ist, but they are expensive and not practical for use on large samples of genetic data.
Alternatively, statistical methods can handle missing phase information by using the
expectation-maximization (EM) algorithm and using genotype data to infer haplotype
frequencies. Several early haplotype association studies demonstrated that the EM al-
gorithm is successful at accurately estimating haplotype frequencies (Fallin and Schork
(2000), Zhao et al. (2000)).

Haplotype analysis can have a power disadvantage due to an increasing number
of parameters as the number of possible haplotypes increases. This problem is even
more pronounced when considering interactions between haplotypes and covariates.
When relatively rare haplotypes exist, degrees of freedom are expended on haplotypes
and interaction terms that we have a limited ability to detect, even if a significant
association exists. The common way of dealing with this problem is to exclude the
rare haplotypes from the analysis. However, by doing so, one has to discard samples
of rare haplotypes. One way to retain all of the sample information while reducing

the degrees of freedom is to cluster haplotypes. The advantage of clustering is that
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it does not throw away the information provided by rare haplotypes. Most haplotype
clustering methods fall into two major categories: methods that use haplotype simi-
larity and methods that use evolutionary relationships (also called cladistic methods).
Haplotype similarity methods define a pairwise similarity measure and then assess how
the similarity differs between cases and controls. The assumption is that if cases have
inherited a disease-causing variant from a common founder haplotype, they will also
have inherited more of the same alleles at nearby markers, resulting in a greater degree
of haplotype similarity than controls (Yu et al. (2004)). Molitor et al. (2003), Yu et al.
(2004), and Waldron and Whittaker (2006) have all developed methods for genetic
association analysis based on haplotype similarity. Clustering methods that use evolu-
tionary relationships are based on representing how haplotypes evolve from an ancestral
haplotype with a cladogram. A cladogram is a tree diagram used to represent a genetic
evolutionary history. Templeton et al. (1987), Templeton (1995), Seltman et al. (2003),
and Durrant et al. (2004) all use cladistic approaches to cluster haplotypes. Seltman
et al. (2003) develop a cladogram-collapsing algorithm that performs 1-df tests to see
if two haplotypes (or clusters) occurring at nearby nodes of the cladogram should be
collapsed into a new cluster. The challenge of cladistic methods is that they rely on
the knowledge of the true, but unknown, evolutionary tree. As a result, most of the
cladistic methods have to estimate this tree and then cluster haplotypes based on the
estimated tree. The haplotype clustering method of Tzeng (2005) bypasses this issue
by probabilistically assigning haplotypes to clusters based on all possible evolution-
ary relationships. Instead of inferring the most likely relationship and performing the
clustering, the method assigns probabilities to all possible relationships based on the

relatedness between haplotypes and the ages of haplotypes. Tzeng et al. (2006) in-
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corporate this clustering method into a generalized linear model framework and show
that the clustered approach has greater power than the full dimensional approach for
detecting global haplotype main effects.

Most complex diseases are thought to be caused by both genetic and environ-
mental factors, as well as interactions between them. Methods to analyze effects of
interactions between haplotypes and environmental factors in case-control studies are
relatively new, and are generally based on either a prospective framework (modeling
the probability of disease status conditional on haplotype and covariates) or a retro-
spective framework (modeling the probability of haplotype and covariates conditional
on disease status). The method of Lake et al. (2003), which is incorporated into the
haplo.stats package in R, estimates and tests for haplotype-covariate interactions us-
ing a prospective approach under the generalized linear model framework. The classic
result of Prentice and Pyke (1979) says that analyzing case-control data with a logistic
regression model and treating the data as if they were sampled prospectively does not
affect the estimates of the odds ratios. They show that the retrospective likelihood
function can be factored into a piece that looks like the prospective likelihood and a
piece that is only a function of the regression variable. But Carroll et al. (1995) show
that standard errors calculated assuming a prospective likelihood will only be correct
if the distribution of the regression variable is unrestricted. In haplotype analysis,
the regression variable of interest is the haplotype, while only genotypes are observ-
able. To reconstruct haplotypes from genotypes, we must make an assumption on the
haplotype pair distribution (usually Hardy-Weinberg Equilibrium (HWE)) to ensure
that the haplotype frequencies will be identifiable. The HWE assumption results in

a restricted distribution for the regression variable. Epstein and Satten (2003) have
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shown that using a retrospective likelihood is more efficient when making assumptions
about the distribution of covariates. As a result, it would be more appropriate and
more efficient to take into account the case-control sampling scheme and use a retro-
spective likelihood to study the effects of haplotypes, environmental covariates, and
their interactions. One difficulty with using a retrospective likelihood is specifying the
distribution for the environmental covariates. Several approaches, including the work
of Chatterjee and Carroll (2005), Spinka et al. (2005), Chen et al. (2007), Lin and Zeng
(2006), Chen and Kao (2006), and Kwee et al. (2007), have been developed to study
haplotype effects based on a retrospective likelihood while being able to incorporate
covariates and interactions. These approaches differ in how the distribution of the co-
variates is handled and what assumptions are imposed on the haplotype-environment
relationship, HWE, and the prevalence of the disease being investigated. Chatterjee
and Carroll (2005) and Spinka et al. (2005) assume haplotype-environment indepen-
dence and HWE in the population, but do not make any assumptions about the disease
prevalence. Lin and Zeng (2006) assume that the disease of interest is rare, but allow
for Hardy-Weinberg disequilibrium and only assume that haplotype and the environ-
mental covariate are independent conditional on genotype. Chen and Kao (2006) and
Kwee et al. (2007) both assume haplotype-environment independence in the popula-
tion, but Kwee et al. (2007) assume a rare disease and HWE in the population, while
Chen and Kao (2006) only assume HWE in the control population.

These methods all recognize gains in efficiency from using a retrospective likelihood
when analyzing effects of haplotypes and haplotype-environment interactions, but they
are still all limited by large degrees of freedom from including all possible haplotypes in

the model. We propose to further improve the performance of the retrospective frame-
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work by allowing for haplotype clustering. Kwee et al. (2007) and Spinka et al. (2005)
both suggest that using techniques to reduce the haplotype space could improve the
power of their methods. But there is no method available yet that incorporates clus-
tering and a retrospective likelihood. We incorporate the clustering method of Tzeng
(2005) into a retrospective likelihood that assumes haplotype-environment indepen-
dence, HWE in the target population, and a rare disease. The clustering algorithm
can easily be incorporated into the logistic regression framework, and we derive tests
for main haplotype and interaction effects that are practical to implement. Our method
handles data with unknown haplotype phase, addresses the power limitation due to
an increasing number of parameters, and can be used to study haplotype-environment

interactions.

1.2 Literature Review

Schaid et al. (2002) presented a prospective method to test for haplotype association
that can be used with binary, quantitative, or ordinal responses. Their method can
be used with unphased genetic data and can adjust for the effect of environmental
covariates. They use a generalized linear model framework to develop score tests for
assessing global haplotype association and haplotype specific effects. The method is
implemented in the haplo.stats package in R. Lake et al. (2003) extended the work of
Schaid et al. (2002) to incorporate interactions between haplotype and covariates. Lake
et al. (2003) use the EM algorithm to iteratively estimate the haplotype frequencies
and regression parameters. Parameter estimates can be obtained from the haplo.glm

function in haplo.stats, and can be used to create multivariate Wald statistics to test
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for global or specific interaction effects.

Tzeng et al. (2006) incorporated the clustering algorithm of Tzeng (2005) into a
generalized linear model framework and derived score tests for global haplotype associ-
ation. The clustering algorithm constructs a core set of haplotypes and probabilistically
incorporates rare haplotypes into the core clusters by evaluating all possible evolution-
ary relationships. The method uses an entropy-based information criterion to find the
balance between information and dimensionality to determine the core set of haplo-
types. Through clustering, they assume that all haplotypes in a cluster have the same
effect on disease. Tzeng et al. (2006) based their work on the prospective method of
Schaid et al. (2002), and allow for adjustment of covariates and modeling a binary
or quantitative trait. They find that their clustering method improves power when
compared with the full-dimensional method.

Zhao et al. (2003) developed a prospective estimating equation approach to estimate
and test for haplotype and interaction effects in case-control studies. They use score
equations derived from the prospective likelihood of disease given the environmental
covariate, and only require assuming HWE in the control population. Some of the
advantages of the method are that it is easy to implement and suitable for estimating
haplotype frequencies based on a large number of SNPs. But Satten and Epstein
(2004) found the method to be inefficient when compared to more recent retrospective
approaches.

Chatterjee and Carroll (2005) developed a retrospective model that assumes in-
dependence between haplotypes and environmental covariates in the population, and
showed that this model is more efficient when estimating regression parameters than the

traditional logistic regression approach. Their method used a semiparametric frame-
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work in which a nonparametric distribution is assumed for the covariate. They then
used the profile likelihood technique to obtain maximum likelihood estimates for the
parameters of interest. Spinka et al. (2005) extend this method to allow for haplo-
type phase ambiguity and missing genetic data. The method does not explicitly need
the rare disease assumption, but does assume HWE in the population. When the rare
disease assumption is not made, the true intercept parameter (the log odds of the base-
line category, log(%

Spinka et al. (2005) show that this parameter is identifiable but difficult to estimate

)) appears in the risk function and must be estimated.

without information on the marginal probability of disease (P(D = 1)). Because in
practice this information on P(D = 1) tends to be unavailable, Spinka et al. (2005)
also proposed a modified approach that does not require estimation of the intercept.
The modification assumes a rare disease so as to remove the intercept parameter from
the likelihood, and is equivalent to some of the methods discussed below.

Lin et al. (2005) and Lin and Zeng (2006) presented a retrospective likelihood-
based approach that assumes haplotype-environment independence conditional on the
genotype data. Their method allows for Hardy-Weinberg disequilibrium, but does
assume that the disease of interest is rare. They also use the profile likelihood technique
to calculate the maximum likelihood estimates of the parameters. Assuming that
haplotypes and environmental covariates are independent conditional on genotypes
allows Lin and Zeng (2006) to avoid having to specify the distribution of the haplotypes
for each level of the covariate. However in reality, if haplotypes and covariates are
not independent at the population level, it is not likely that they will be independent
conditional on the genotypes (Kwee et al. (2007)). Hence it is generally recognized that

this conditional independence assumption does not realistically release the haplotype-
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environment independence assumption, but ends up adding complexity to the method.

Kwee et al. (2007) developed a simpler retrospective likelihood-based approach that
assumes both a rare disease and haplotype-environment independence. These assump-
tions allow them to write the likelihood as a product of the likelihood of haplotypes
conditional on disease and environmental covariates and the prospective likelihood of
disease conditional on environmental factors. The second piece results from assuming
a saturated distribution for the environmental covariate and applying the results of
Prentice and Pyke (1979) to the probability of the environmental covariate conditional
on disease. Specifying the distribution of the disease conditional on the environmental
factors allows them, as the methods above, to avoid specifying the distribution of the
covariates. Kwee et al. (2007) also assume HWE in the target population, which along
with the rare disease assumption, implies HWE in the controls. It can be shown that
the method of Kwee et al. (2007) and the method of Spinka et al. (2005) with the rare
disease assumption are equivalent. Kwee et al. (2007) found that their retrospective
approach has greater power and results in more efficient estimators than the traditional
prospective approach.

Chen and Kao (2006) presented a method that is very similar to the method of Kwee
et al. (2007). They introduced a multinomial logistic model where the combinations
of disease status and haplotype pairs are considered the outcome variables and the
environmental factors are considered as explanatory variables. By using the profile
likelihood technique to profile out the distribution of the covariate, they can write
their retrospective likelihood as a prospective multinomial likelihood of disease status
and haplotype pair given the covariate. Chen and Kao (2006) assumed haplotype-

environment independence, but instead of assuming a rare disease as Kwee et al. (2007),



Chapter 1. Introduction

they only make an assumption of HWE for the distribution of haplotype pairs in the
controls. Their assumption of HWE in the controls is equivalent to the assumptions
made by Kwee et al. (2007) of a rare disease and HWE in the target population.

All of these methods recognize that assuming haplotype-environment independence
leads to simpler models and easier parameter estimation. But Spinka et al. (2005) and
Kwee et al. (2007) both have shown that violation of this assumption can lead to
biased inference. There are many examples of environmental covariates of interest
that we would expect to be independent of genetic factors, for example, exposure to a
certain toxin. But Chatterjee and Carroll (2005) gave an example in which the genetic
polymorphisms that may increase a person’s risk of developing a disease from smoking
can also affect the person’s tendency to be addicted to smoking. In this example, the
covariate of interest, whether or not a person smokes, may be dependent on the person’s
genetic makeup. To release the assumption of haplotype-environment independence,
Chen et al. (2007) developed a method that directly models the relationship between
haplotypes and environmental factors. They used a multinomial logistic regression to
describe the relationsip between haplotypes and covariates while still allowing for HWE
in the marginal distribution of haplotype pairs. This parametric model, along with
a nonparametric model for the environmental covariate, results in a semiparametric
model for the distribution of the covariates conditional on the haplotype pairs. They use
semiparametric estimating equations to make inferences on the odds ratios of interest.
As Spinka et al. (2005), they also proposed the rare disease assumption to avoid having

to estimate the true intercept parameter and to simplify the estimation.
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Chapter 1. Introduction
1.3 Dissertation Outline

In Chapter 2 we will present a retrospective likelihood that incorporates clustering and
allows for environmental covariates in the model. The assumptions we make and the
likelihood we use are based on the work of Kwee et al. (2007). We feel that the rare
disease assumption is appropriate when considering methods for case-control studies,
and the haplotype-environment independence assumption is reasonable since there are
many cases where we can expect the assumption to hold. We derive generalized score
statistics to test for global and specific haplotype main effects. We compare the tests
for haplotype main effects to the retrospective full-dimensional method as well as the
clustering and full-dimensional prospective methods. In Chapter 2, we also propose
a strategy for evaluating haplotype specific effects that allows us to further group
haplotypes that have similar effects on risk of disease.

In Chapter 3 we extend this likelihood to include haplotype-environment interac-
tions, and derive score statistics to test for global and specific interaction effects. Most
of the methods described in the literature only present tests for specific interaction
effects, assuming the other effects are zero. To implement these interaction tests, we
need prior knowledge about which haplotype will interact with the covariate, but in
practice this information will not usually be known. Ideally, we wish to perform the
same analysis for studying interaction effects as for studying main effects. That is, we
would first carry out a global test on all interaction terms; if we detect a significant
effect, we would then carry out the specific tests for interactions. However, such a pro-
cedure is usually not practical due to a lack of power from a large number of degrees of

freedom. With clustered haplotypes, this test strategy is more feasible since we have
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reduced the parameter space of haplotypes.

In Chapter 4 we present a likelihood for a cases-only analysis and derive score
statistics to test for interaction effects. We compare the results from the case-only
analysis to results using a case-control sample in Chapter 3. In Chapters 2-4, we assess
the validity and power of the proposed tests through simulations.

In Chapter 5 we apply our methods to data from a genetic study of hypertriglyc-
eridemia and confirm previous findings. In Chapter 6 we present a summary of the

contributions of our work and discuss future extensions.
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Chapter 2

Testing for Haplotype Main Effects

2.1 Introduction

The first step in a haplotype association analysis is to assess the main effects of hap-
lotype on the trait being studied. For the retrospective clustering method, we are in-
terested in evaluating the effects of the core haplotypes. In Chapter 2, we will present
the retrospective likelihood and derive the robust score test for testing both for global
and specific haplotype effects. Robust score tests are robust to misspecification of the
model for the odds of disease and do not require maximization of the observed likeli-
hood under the alternative hypothesis. We will present simulation results evaluating
the size and power of the score test, and compare the results to those obtained from the
retrospective, full-dimensional analysis and the prospective, clustering and prospective
full-dimensional analyses.

The retrospective clustering method incorporates the clustering algorithm of Tzeng
et al. (2006) through the allocation matrix, B(p). The algorithm divides the space of
haplotypes into a core category, a group that differs from the core category by one
mutation, a group that differs by two mutations, and so on until all haplotypes are

assigned to a group. The clustering algorithm starts with the last group of haplotypes,
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and clusters each haplotype in the current group into the group that is one step closer
to the core group based on haplotype similarity and age, and this continues until
the space has been collapsed to the group of core haplotypes. In each step, Tzeng
et al. (2006) used an allocation probability matrix to describe how a haplotype is
allocated to each of the haplotypes in the previous group. Specifically, the allocation
probability matrices from each step can be combined together by taking their product.
The combined matrix, denoted by B(p), describes how each haplotype is grouped into
the core haplotypes. By multiplying the design matrix for the full-dimensional space
of haplotypes by B(p), we obtain the design matrix for the clustered haplotypes. This
design matrix is then incorporated into the logistic regression model for disease.

For detecting the global haplotype-phenotype association, we compare our method
to the prospective clustering method of Tzeng et al. (2006) and the retrospective, full-
dimensional method of Kwee et al. (2007). For completeness, we also compare the
method to the prospective, full-dimensional method of Schaid et al. (2002). Schaid
et al. (2002) use a generalized linear model (GLM) framework and derive score tests
for testing for haplotype main effects using a prospective likelihood. The method allows
for environmental covariates and missing phase information, and is implemented in the
haplo.stats package in R.

We will also present a new framework for evaluating the effects of specific hap-
lotypes. If the global haplotype test is significant, the next step is to examine the
effects of specific haplotypes. Investigators commonly employ one of two strategies for
investigating haplotype specific tests. They may choose one haplotype as the reference
haplotype and then test to see if the other haplotypes have a significant effect relative

to the reference. Or they may choose one haplotype of interest and test to see if it is

14



Chapter 2. 'Testing for Haplotype Main Effects

different relative to the pooled group of remaining haplotypes. We present an example
where these strategies may lead us to incomplete or misleading conclusions about the
effects of specific haplotypes. We propose an alternative procedure which carries out
all pairwise comparisons between haplotypes and allows us to partition the clusters

into groups that have similar effects on disease.

2.2 Methods

2.2.1 The Retrospective Likelihood for Haplotype Main Ef-

fects

Let D represent the disease status for a subject, with D = 1 denoting a case and D = 0
denoting a control. Let G represent a subject’s multilocus genotype for the region of
interest and let E represent a subject’s value for the environmental covariate. Let H
denote the haplotype pair (h, h'), where (h', h) is counted as a separate haplotype pair.

We can write the observed retrospective likelihood as

Lobs = HP(GZaElez) = H Z P(H7 E2|DZ)

i=1 i=1 HeS(Gy)
where n is the total number of subjects and H € S(G;) represents the set of haplotype
pairs (h, h') that are consistent with a subject’s genotype. We can further factorize the

likelihood into

Lobs = H Z P(H|E17DZ)P(EZ|DZ)
i=1 HeS(G:)
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Kwee et al show that the above can be further written as

Las o< [[ Y P(H|E;, D;)P(Di|E)). (2.1)
i=1 HeS(G;)
This comes from the result of Prentice and Pyke (1979) that says the retrospective
likelihood P(D;|E;) is proportional to the prospective likelihood P(E;|D;) if we assume
a saturated distribution for F.

We further assume that the disease of interest is rare (defined as having a prevalence
<10%) and that haplotypes and the environmental covariate are independent in the
target population. We first consider P(H|F;, D; = 0), which simplifies to P(H|D; =
0) under the assumption of haplotype-environment independence. Assuming Hardy-
Weinberg Equilibrium (HWE) in the target population, along with the rare disease
assumption, allows us to assume that the controls will represent a sample from the

population that is also in HWE. Then we can write
P(H|D; = 0) = pppp.

Epstein and Satten (2003) show that the distribution of haplotypes conditional on
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disease and coviarates in cases can be written as

P(D; = 1|H, E;) P(H) P(E;)
ZH’P(Di:HH/ i) P(H')P(E;)

(

)

0(H, E;)P(D; = 0|H, E;)P(H)
> O(H', E)P(D; = O|H', E;) P(H')
0(H, E,)P(D; = 0|H)P(H)
2o O(H', E)P(D; = 0|H')P(H')
o(H, ) (H|Di = )P(Dz 0)
> O(H', E)P(H'|D; = 0)P(D; = 0)
(
)

0(H, )P H|D; = )
> O(H', E;) P(H'|D; = 0)

where 0(H, FE) = % and is the odds of disease for haplotype pair H and
covariate E. Using a logistic regression model for the probability of disease, we write
the odds as

0(H,E) = exp(a + Xcy8 + Xg7)

where X, is the row of the clustering design matrix X« that corresponds to haplotype
pair H, 3 is the vector of haplotype cluster effects, Xg is the design matrix for the
environmental covariates, and = is the vector of covariate effects. The clustering design
matrix is a product of the design matrix for the full dimensional space of haplotypes

and the clustering allocation matrix. We can write X¢ as

Xp has dimension (L+1)? by (L+1) where (L+1) is the number of observed haplotypes.

X has a row for each of the (L+1)? possible pairs of observed haplotypes and a column
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for each observed haplotype. Each row of Xg corresponds to a unique (with respect
to order) haplotype pair and each column corresponds to an observed haplotype. The
design matrix assumes a multiplicative genetic model, which says that the haplotypes
are multiplicative in their effect on the odds of disease. Xp,, is the row corresponding to
haplotype pair H = (h, ') and counts the number of each haplotype in the haplotype
pair. The matrix B(p) is a function of the haplotype frequencies and has dimension
(L+1) by (L* 4+ 1) where (L* + 1) is the number of clusters. Matrix B(p) contains
the allocation probabilities that describe how the (L + 1) haplotypes are grouped into

the (L* + 1) clusters. We write B(p) as

Bu(p) - Bign(p)
BZl(p) e B2(L*+1)(p)
B(p) =
B(L+1)1(P) e B(L+1)(L*+1)(P)

where each element Bj;, describes how haplotype j is allocated to cluster k. We can

write XgB(p) as

L+1 L+1
22;{ )XFlhBhl (p) ZEL:JE )XFlhBh(L*+1)(p>
S X Bu() oo S8 Xy, Bresn) (p)
XFB(P) =
L+1 L+1
2:1 ) XF e Bu(p) - 221 ) XF(L+1)2hBh(L*+1)(p)

To determine P(D;|E;), Kwee et al show we can write the odds of disease given F
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as,
P(D =1|FE)
Q(F) = ———~ = O(H,EYP(H|E,D =0).
Therefore
= Z exp(a + Xcy B+ XpY)prpn-
H
Since

P(D=0|E) P(D=1|E)
14+0(H, F) =
HOULE) = 55 o) T P(D=0B)
B 1
~ P(D=0|E)
we can write P(D = 0|F) = HG;(E) and P(D = 1|E) = 1+(9(1)E) In logistic regression

analysis of case-control data we cannot estimate the true intercept a, so we replace it

with a modified intercept that we can estimate. Let a* = o —

probability a case is sampled
probability a control is sampled

odds 60*(E). We can now write (2.1) as

and use it to replace « in §(F). We will call this new

~ H [ZHGS exp(a + Xy B+ Xg~) oo 0*(E;) ] {ZH@S Phph/] 1-d;
Lot Yogexpla+Xe, B+ XeY)prpry 1+ 0%(E;) 1+ 0*(E;)
(2.2)

The term exp(«) in the numerator and denominator of the first part of the likelihood for
a case will cancel, and we can replace it in the numerator with the a* from 6*(E;). The
remaining terms in 6*(E;) cancel with ) exp(X¢, B+Xg,¥)prpr in the denominator.

This leads us to a simplified version of (2.2)

x H ZHGS(G ) exp(a” + Xy B + X y)papw " ZHGS(Gi)phph’ o (2.3)
Lops 1_|_9*( z) 1+6*<Ez) .
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2.2.2 Score Test for Global Haplotype Effects

The global test for main haplotype effects tests the hypothesis that all of the hap-
lotype cluster parameters are 0, Hy : 8 = 0. The generalized score statistic is

-1 . . . .
S 8= 5 5 U 3 ot E where U 3 is the score function and V,B is the generalized
variance function for 3. S 3 has a x? distribution with L* degrees of freedom. Let &€ be

the vector of nuisance parameters, which consists of o, the covariate parameter vector

~ and the vector of haplotype frequencies p. The score function is defined as

and
_ _ 1T
V6 = Dpp ~IpeleePpe ~ Poeleelpe + 1peleePeelee!pe:
(Boos (1992)). D is the variance-covariance matrix of the score function U = (U 3, é)T
and [ is the observed Fisher information matrix which is constructed by taking first

derivatives of U 3 and Uf' See Appendix A for the detailed expressions for these

quantities.

Estimation

We evaluate the score statistic using estimates of the nuisance parameters under the

null hypothesis that 3 = 0. Under the null hypothesis, 2.3 becomes

morexp(af + XpY) D pesian PP 19T Pmesiany Prow "
Lobs:H ) .

pale 1+ exp(a* 4+ Xg,y 1+ exp(a* + Xg,7)
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We see that the observed likelihood factors into terms only involving the haplotype
frequencies p and terms only involving the regression parameters o* and . For esti-

mating p, we consider the terms of the observed likelihood that contain p:

obs OCH Z phph’

i=1 HeS(G

If we assume haplotype phase is known, we can write the full data likelihood involving
p as

qull o< H (phph,)(chh/+dhh/)7
(h,h)

where ¢y, is the number of controls with haplotype pair (h, ') and dp,, is the number of
cases with haplotype pair(h, h'). Therefore, the full data likelihood has a multinomial
distribution and we can use the EM algorithm implemented in the haplo.em function
in R to estimate p.

For estimating a* and -y, we write the terms of the observed likelihood that contain

the regression parameters:

ocH exp(a* + Xp,v)%
L 1+ exp(a” + Xpg,7)

o* and v are the parameter estimates from regressing the response d; on the environ-
mental covariate E. Therefore, we can use the glm function in R to obtain estimates

for these parameters.
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2.2.3 Score Test for Specific Haplotype Main Effect

The test for a specific haplotype tests the hypothesis that the effect of the specific
haplotype is 0 (compared to the reference haplotype) while the other haplotype effects
are unconstrained. If we are interested in haplotype t, the null hypothesis will be

H, : 3, = 0. Here the score function is

Ugt log Lobs

95

and the generalized variance function is

Vs, = Dg,p, — IﬁtéfgféDgts — Dﬁtéféélgté + IﬁtglééD&]éé[;g

where & now consists of a*, 7, p, and the set of haplotype cluster parameters excluding

B (ie. By) Sp = Ug;Vﬁlegt and has a x? distribution with 1 degree of freedom.

Estimation

Because we must now estimate all but one of the haplotype cluster parameters under
Hy, we use the expectation-conditional-maximization (ECM) algorithm (Meng and Ru-
bin (1993)) to iteratively estimate the regression parameters and haplotype frequencies.

Under the null hypothesis that 5; = 0, the full data likelihood assuming the missing
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data (haplotype phase) is known is

- PhDi hi
Ly =
fu kl:[l (g) {1 + 2 g explar + Xe, B+ XEk'Y)phph’:|

{ exp(o* + Xe, 8 + Xg,Y)pnpw rhh”’“
L+ gexp(a* + Xey, B+ Xp,Y)prpn ’

The steps for estimating the nuisance parameters are

1. Obtain initial estimates of p, a*, v, and 3.

2. For step s, use E Step to estimate cﬁf,f, , and d,(;z/ i

3. Use M step 1 to find p®**+? that maximizes L pyu1, using B(S), ~) ) plo) cﬁf,z,’k

and d;f,z,7 -

4. Use M step 2 to find a*¢+) 46+ and B&) that maximize L.y, using p©+,

(s) (s)
Chpr g A0 dpyp

5. Check differences between parameters at steps (s + 1) and s.

6. If difference for at least one of the parameters is greater than a specified limit,
start over with step 2 to estimate cgs,j?, and d;jj? using peth | e A (s+D)

and a*6+1),
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E step

The E step estimates the number of controls with haplotype pair (h,h’) and covariate

level k£ as

E(ch k ch WI(H € S(g))P(H|g)

g

chkIHES ))%

p 2 _Hes(g) PhPh

and the number of cases with haplotype pair (h, k') and covariate level k as

E(dpw i) = ng,k](H € S(9))P(Hlg)

9

* X X )

- ngak](H € S(g)) exp(a” + Xoy B + X Y)pnpn
9

ZHES(Q) exp(a* + Xey, B+ Xp,Y)pupn’

where ¢, and d, i, are the number of controls and cases, respectively, with genotype g

and covariate level k.
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M step 1: Estimating p

To estimate p, we maximize the log of the full data likelihood subject to the constraint

> npn = 1. We introduce a Lagrange multiplier A and call the new likelihood L;:

Ly =log Ly + )\(th -1)
h
= Z Z {Chh/,k log(pnpw) + du k(@ + Xe,,, B+ Xp,7v) + log(prpn )] —
k=1 (h,h')

log(1 + Z exp(a” + Xoy B+ Xg,Y)pupn) (Chn ik + dhh’,k):| + )\(Z pr—1)
H h

=> > {Chh/,k log(pnpw) + dpw il (a” + Xe,,, 8 + Xp,v) + log(prpw )] —
k=1 (h,h')

log(1 + Z exp(a” + Xey, B + Xg,Y)pupn) (Chn k + dhh’,k)} + /\(Z pr—1)
H h

= Z Z {log(phph’)(chh’,k + dpp ) + dpw k(0" + Xe,,, B+ X, v)—
k=1 (h,h/)

nhh/’k lOg(l + Z eXp(Oé* + XCH/B -+ XEk’Y)Phph)} + )\(Z Ph — 1)
H h

The portion of L, that depends on p is

Ly o Z Z [10g(phph')nhh',k—

k=1 (h,h’)

NhK Kk 10g(1 + Z eXp(a* + XH/B + XEk7)phph’):| + /\(Z[)h — 1)
H h

XX Z ( Z Mhpk log(ph)) —

Z Z (nthk 10g<1 + Zexp(a* + XH,B + XEk’Y)phph’)) + A(Z Prn — 1),
h

k=1 (h1) H
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where my, ;, is the number of haplotypes of type h with covariate level k. The derivative

of this expression with respect to a specific p, is

0 - mer g
LM X 7
op- ; pr

- Youexp(a’ + Xeo, B+ Xp,v)I(h = T7)2py
Z Z MR ke +A
)

1 + ZH exp(a* + XCHﬁ + XEk7)phph’

k=1 (h,h/

e
mrk

)

i Pr

Ze: { >owexp(a® + X ,,B + Xi,v) 20w } )
n
"1+ pexp(a® + Xey B+ Xi,¥)phpw

XX

k=1

This expression is still difficult to solve for an analytical expression for p,, therefore we

define the quantity u(p), as

( ) i Zh/ eXp(Oé* + XCT’hlﬁ + XEk7)2ph/
up)r=>» n
P — 1+ Yopexplar + Xey, B+ Xp,Y)pndw

Then we can write the derivative with respect to p, as

0 “m,
L,, x Mork
op- pr

k=1

By setting the above equal to 0 and solving for p, we obtain the updating equation for

b

D p=1 Mk
= {ulp): A 24

We carry out another iteration within the M step for estimating p by estimating

pr
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s,k)

u(p)®* based on p'®), then estimating p***V) based on u(p)**). This iteration con-

(s,k+1)

tinues until the difference between p®*) and p is less than a specified limit. Then

p*+t) becomes ptY.

M step 2: Estimating o*, 8, and ~

The log of the full likelihood that depends on the regression parameters is

log Lpuu Z Z —npn g log(1 + Z exp(a” + Xc, B+ Xe,Y)pnpbi)
H

k=1 (h,h/)

+ dpp 1o [log(exp(a* + Xy, B+ X, 7v)) + log prpw ]

x Z Z —Npp g log(1 + Zexp o + X, B+ X, Y)pnpr)
k=1 (h,h')

+ dpw k(" + Xeoy B+ Xg, )

We obtain maximum likelihood estimates for a*, B, and ~ using the optimization

function nlminb in R.

2.2.4 Testing Framework for Haplotype Specific Tests

After a global effect is detected, the next step is to make inferences about specific
haplotype cluster effects. The ideal outcome from the haplotype cluster specific tests
is to be able to partition the clusters into groups that have similar effects on risk of
disease. Suppose we have 6 haplotype clusters with clusters 3 and 5 having a significant
effect on disease and clusters 1, 2, 4, and 6 having no effect. We want our testing
framework to conclude that clusters 1, 2, 4, and 6 belong in a different group than

clusters 3 and 5. In addition, we also want to know if clusters 3 and 5 have different or
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similar effects on disease, and therefore if they should be assigned to the same group or
2 different groups. We propose a new strategy that considers all pairwise comparisons
between haplotypes by assigning each of the haplotypes in turn to be the reference,
and then testing for relative effects of the others.

To evaluate haplotype specific tests, often researchers choose one haplotype to be
the reference and test the effects of the others relative to it. This strategy may be
appropriate if we know in advance there is one haplotype of interest. But in practice
we usually do not have any prior knowledge of a haplotype of interest, and therefore
wish to examine the relationships between all of the haplotypes. Arbitrarily assigning
a haplotype as the reference may make our conclusions dependent on which haplotype
we designate as the reference. Another common strategy is to compare one haplotype
of interest to the group of remaining haplotypes. This strategy may not be adequate to
group the haplotypes, especially when haplotypes being grouped together have opposite
effects.

As an example, we simulated data where we have 7 haplotype clusters defined by the
haplotypes 100010, 011010, 100011, 010000, 010100, 010010, and 100000. Haplotypes
011010 and 010010 have a significant effect on the odds of disease. The odds ratio
for haplotype 011010 is 3 and the odds ratio for haplotype 010010 is 2. We first
assign the most frequent haplotype, 100010, as the reference and test if the others
have different effects relative to it. The results of these tests are in Table 2.1, where
the p-value denotes the p-value for the haplotype specific score test described in the
previous section. From these results, we can conclude that 011010 and 010010 have
different effects from the others, but we do not know anything about the relationship

between the effects of these 2 haplotypes. Suppose instead we had assigned haplotype

28



Chapter 2. 'Testing for Haplotype Main Effects

Table 2.1: Haplotype Specific Testing Example: Reference haplotype=100010

Haplotype p-values

011010 3.33 x10°15

100011 5.58 x10701
010000 7.18 x10701
010100 7.01 x1070!
010010 9.66 x10704
100000 3.49 x10701

011010 as the reference haplotype and tested the relative effects of the others. The
results from these tests are in Table 2.2. From these results alone, we could only divide
the haplotypes into 2 groups, one containing haplotype 011010 and one containing the
remaining haplotypes. These results would be misleading because we would not be
able to distinguish haplotype 010010 from the group of remaining haplotypes. But
putting these results together with those from using haplotype 100010 as a reference,
we can conclude that 011010 and 010010 are both different from all of the others and
different from each other. If we carry out the remaining pairwise comparisons, shown
in Table 2.3, we then have the complete picture of the relationships between all of the
haplotype clusters.

Our haplotype specific testing framework can be compared to the cladogram col-
lapsing clustering method of Seltman et al. (2003) discussed in Chapter 1. The method
of Seltman et al. (2003) collapses high frequency core haplotypes together if they have
similar effects on disease. Their method uses marginal tests by simply comparing hap-

lotype A to haplotype B. Our test is a conditional test, as we compare one haplotype
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Table 2.2: Haplotype Specific Testing Example: Reference haplotype=011010

Haplotype p-values

100010 1.34 x10710
100011 6.41 x10706
010000 6.20 x10706
010100 5.77 x10799
010010 1.92 x107%4
100000 1.60 x10796

Table 2.3: Haplotype Specific Testing Example: Remaining Comparisons

Reference Haplotype p-values

100011 010000 8.88 x10~%
010100 5.54 x107%1
010010 3.50 x10702
100000 2.87 x10701
010000 010100 6.77 x10701
010010 3.30 x10702
100000 4.14 x10791
010100 010010 2.37 x10702
100000 5.85 x10701

010010 100000 1.20 x10793
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to the reference while conditioning on the effects of the other haplotypes. We choose
to include separate terms for all of the core haplotypes in our model, but then col-
lapse these haplotypes together if appropriate according to the results of the haplotype
specific tests.

When we conduct all possible pairwise haplotype specific comparisons, we must
control the familywise error rate by adjusting for multiple comparisons. We use the
Bonferroni correction method, which adjusts the a level by dividing by the number
of comparisons being made. The Bonferroni method is a conservative method that is
easy to implement. In the example above, if the original « level was 0.05, we would

declare a comparison significant if the p-value is less than 0.05/21=0.002.

2.3 Simulations

2.3.1 Scenarios

To assess the size and power of the proposed score tests, we simulated data using
two different scenarios. We will describe the coalescent simulation and the FUSION

simulation.

Coalescent Simulation

For the coalescent simulation, we used case-control sampling and single SNPs as the
disease loci for evaluating the global test. We generated haplotype data using the coa-
lescent model similar to the method used by Roeder et al. (2005) and Tzeng (2005). We

generated 100 SNP haplotypes using a variable recombination rate to simulate regions
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of varying haplotype diversity. The parameters used to simulate the haplotypes were
chosen so that the simulated data were similar to the SELP gene in the SeattleSNP
database in terms of the number of SNPs and the linkage disequilibrium (LD) pattern.
We then determined six different liability loci according to allele frequency and hap-
lotype diversity in the region. We chose liability loci with frequencies, denoted by g,
equal to 0.1 and 0.3 and in regions with high, moderate, and low haplotype diversity.
The high haplotype diversity regions represent recombination hotspots and have an
average of 10-16 observed haplotypes. The moderate haplotype diversity regions have
9-12 haplotypes, and the low diversity regions represent haplotype blocks with 5-8 hap-
lotypes. We defined 6-SNP haplotypes using the 3 adjacent SNPs directly to the left of
the liability locus and the 3 SNPs directly to the right of the liability locus. To perform
the case-control sampling, we sampled 2 haplotypes with replacement from the original
sample of 100 haplotypes and sampled the binary environmental covariate from a uni-
form distribution to form an individual’s data. Case-control status is determined using
a penetrance function fj;, where f;; is the probability that an individual is a case given
they have j copies of the liability allele and level i of a binary environmental covariate.
We assumed a logistic model at the liability locus so that logit(f;;) = by + b1j + bai.
We are assuming a genetic effect that is additive on the log scale by assuming the logit
increases by the same amount for each copy of the liability allele. We determined the
appropriate penetrance function for an individual, and if a randomly chosen number
was less than f;;, the subject was assigned case status, otherwise they were assigned
control status. The process was repeated until we obtained 500 cases and 500 controls.

We conduct simulations with b, = 0.0 for size analysis and b, = 0.5 for power

analysis. b; = 0.5 implies that the odds ratio for the liability allele is exp(0.5) = 1.6.
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This says that the odds of disease for one copy of the liability allele are 1.6 times the
odds for zero copies of the liability allele. We set by = 0.3 and let by range from -3.0 to
-3.3, depending on the frequency of the liability locus. These parameter values were
chosen so that the disease prevalence would be approximately 5 % for each scenario.
To evaluate the haplotype specific test, we chose a high haplotype diversity region
with 10 haplotypes. We generated data assuming 2 different liability haplotypes with
frequencies 0.12 and 0.08. For 2 liability haplotypes, the penetrance function fj;, is the
probability that an individual is a case given they have j copies of liability haplotype
1, k copies of liability haplotype 2, and level ¢ of a binary environmental covariate.
The model at the liability haplotypes becomes logit(fjx) = by + b1j + b2k + bsi. To
evaluate power, we generated data assuming the 2 liability haplotypes had the same
effect (by = by = 0.5) and also assuming they had different effects (b = 0.7, = 0.5
and by = 0.7,bp = 0.3). We set b3 = 0.3 and varied by to achieve a 5 % disease

prevalence.

FUSION Simulation

For the FUSION simulation, we used retrospective sampling and a haplotype as the
causal variant. The data simulation was based on the procedure used in Kwee et al.
(2007), which uses parameter estimates based on the retrospective analysis of the
Finland-United States Investigation of Non-Insulin Dependent Diabetes Mellitus (FU-
SION) study in Epstein and Satten (2003). Epstein and Satten (2003) analyzed 5 SNPs
in a region of interest on chromosome 22 in a sample from the FUSION study and found
2 haplotypes with a significant effect on risk of Type II diabetes. We simulated data

based on the observed haplotypes formed from these 5 SNPs. We used the haplotype
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01100 as the causal haplotype, as Epstein and Satten (2003) found this haplotype to
increase the risk of Type II diabetes using their retrospective approach. We simulated
the haplotype data and binary environmental covariate for each individual conditional
on disease status. We assumed haplotype-environment independence and HWE for

simulating control data. For case subjects, we used the model

X X, [,
P(H = (h,N),E=¢lD=1)= exp(Xo,, B+ Xey)onbr Fole) . (2.5)
You e exD(Xe,,, B+ Xe=)prpw Fo(e*)

where Fy(e) is the probability of having covariate e in controls. Based on the FUSION
results, we set Fy(0) = 0.17, Fy(1) = 0.83, and v = 1.39. To evaluate Type I error, we
set Bo1100 = 0.0, and evaluated power for By1100 = 0.2 and (p1100 = 0.4. We also used
the same sample size as the FUSION study: 727 cases and 415 controls. To evaluate
the haplotype specific test, we set (g11090 = 0.5.

For the global haplotype test, we simulated 2000 datasets to assess Type I error
and 1000 datasets to assess power for a = 0.05 and a = 0.01 for both simulation
scenarios. We also conducted the analyses using the retrospective, full-dimensional
approach, and the prospective full-dimensional and clustering approaches on the same
datasets for both simulations.

To evaluate the haplotype specific test, we simulated 1000 datasets to assess Type
I error and 500 datasets to assess power. For the haplotype specific test, we only
evaluated the retrospective clustering method. There is no available haplotype specific
test for the prospective clustering method. The retrospective full-dimensional method
is not feasible because we must estimate all but one of the full-dimensional haplotype

main effect parameters. This estimation becomes prohibitively difficult when there
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Table 2.4: Type I error rate for Coalescent Simulation: Global Haplotype Test (« = 0.05)

Hap Diversity RD retro FD retro RD prosp FD prosp
High:
q=0.1 0.048 (0.005) 0.044 (0.005) 0.050 (0.005) 0.050 (0.005)
q=0.3 0.043 (0.005) 0.047 (0.005) 0.046 (0.005) 0.051 (0.005)
Moderate:
q=0.1 0.047 (0.005) 0.028 (0.004) 0.052 (0.005) 0.051 (0.005)
q=0.3 0.040 (0.004) 0.023 (0.003) 0.041 (0.004) 0.049 (0.005)
Low:
q=0.1 0.054 (0.005) 0.044 (0.005) 0.052 (0.005) 0.047 (0.005)
q=0.3 0.046 (0.005) 0.039 (0.004) 0.045 (0.005) 0.045 (0.005)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Prosp
denotes prospective analysis. Numbers in parentheses are Monte Carlo

standard deviations.

is a large number of estimated haplotypes. The prospective full-dimensional method
can be carried out using haplo.glm in R, but we did not use this method as it is not

comparable to the retrospective clustering method.

2.3.2 Results
Coalescent Simulation

Tables 2.4 and 2.5 presents the Type I error rate analysis for the coalescent simulation.

These results are based on 2000 replicates, with each replicate having 500 cases and 500
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Table 2.5: Type I error rate for Coalescent Simulation: Global Haplotype Test (« = 0.01)

Hap Diversity RD retro FD retro RD prosp FD prosp
High:
q=0.1 0.011 (0.002) 0.012 (0.002) 0.013 (0.003) 0.016 (0.003)
q=0.3 0.007 (0.002) 0.005 (0.002) 0.010 (0.002) 0.008 (0.002)
Moderate:
q=0.1 0.009 (0.002) 0.007 (0.002) 0.009 (0.002) 0.016 (0.003)
q=0.3 0.007 (0.002) 0.003 (0.001) 0.006 (0.002) 0.013 (0.003)
Low:
q=0.1 0.011 (0.002) 0.009 (0.002) 0.011 (0.002) 0.008 (0.002)
q=0.3 0.012 (0.002) 0.011 (0.002) 0.011 (0.002) 0.012 (0.002)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Prosp
denotes prospective analysis. Numbers in parentheses are Monte Carlo

standard deviations.

controls. The Type I error rate for the global tests for main haplotype effects are close
to the nominal level for each of the analyses. This is evidence that the x? distribution
accurately approximates the asymptotic distribution of the score statistics.

Tables 2.6 and 2.7 shows that the clustering retrospective analysis has the greatest
power for all 6 liability loci. For the loci in the low diversity regions we see very
little difference between the clustering and full-dimensional analyses. When haplotype
diversity is low, the dimension reduction due to clustering is small. For the 2 low

diversity regions, the average number of observed haplotypes was 6 and the average

dimension reduction was 0.25. Therefore, we do not expect to see a difference in the
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Table 2.6: Power for Coalescent Simulation: Global Haplotype Test (o = 0.05)

Hap Diversity RD retro FD retro RD prosp FD prosp
High:
q=0.1 0.849 (0.011) 0.775 (0.013) 0.843 (0.012) 0.772 (0.013)
q=0.3 0.646 (0.015) 0.639 (0.015) 0.644 (0.015) 0.639 (0.015)
Moderate:
q=0.1 0.562 (0.016) 0.479 (0.016) 0.560 (0.016) 0.504 (0.016)
q=0.3 0.911 (0.009) 0.844 (0.011) 0.907 (0.009) 0.868 (0.011)
Low:
q=0.1 0.839 (0.012) 0.827 (0.012) 0.835 (0.012) 0.826 (0.012)
q=0.3 0.796 (0.013) 0.779 (0.013) 0.798 (0.013) 0.778 (0.013)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Prosp
denotes prospective analysis. Numbers in parentheses are Monte Carlo

standard deviations.

clustering and full-dimensional analyses. There is also very little difference between
the clustering and full-dimensional analyses for the loci with frequency 0.3 in a high
haplotype diversity region. This is due to a large number of observed haplotypes and
a relatively small dimension reduction due to clustering. For this region, the average
number of observed haplotypes was 15 and the average dimension reduction was 2. The
increase in power due to clustering for the retrospective method is greatest for the loci in
a moderate haplotype diversity region. For the locus with frequency 0.1 in a moderate

haplotype diversity region, there was an average of 12 observed haplotypes and an
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Table 2.7: Power for Coalescent Simulation: Global Haplotype Test (o = 0.01)

Hap Diversity RD retro FD retro RD prosp FD prosp
High:
q=0.1 0.642 (0.015) 0.541 (0.016) 0.640 (0.015) 0.549 (0.016)
q=0.3 0.401 (0.015) 0.377 (0.015) 0.403 (0.016) 0.384 (0.015)
Moderate:
q=0.1 0.319 (0.015) 0.257 (0.014) 0.314 (0.015) 0.269 (0.014)
q=0.3 0.769 (0.013) 0.643 (0.015) 0.763 (0.013) 0.685 (0.015)
Low:
q=0.1 0.660 (0.015) 0.645 (0.015) 0.663 (0.015) 0.644 (0.015)
q=0.3 0.598 (0.016) 0.573 (0.016) 0.597 (0.016) 0.565 (0.016)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes

full-dimensional analysis. Retro denotes retrospective analysis. Prosp

denotes prospective analysis. Numbers in parentheses are Monte Carlo

standard deviations.

Table 2.8: Type I error Rate and Power for Coalescent Simulation: Haplotype Specific Test

(a = 0.05)

True Effect Global Hapl Hap2
B1 = [£2=0.0 0.039 (0.006)  0.025 (0.005)  0.029 (0.005)
81 = P2=0.5 0.958 (0.009) 0.892 (0.014) 0.794 (0.018)
$1=0.7, f2=0.3 0.994 (0.003) 0.998 (0.002) 0.312 (0.021)
$1=0.7, 2=0.5 0.998 (0.002) 1.000 (<0.001) 0.798 (0.018)

Numbers in parentheses are Monte Carlo standard deviations.
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Table 2.9: Type I error Rate and Power for Coalescent Simulation: Haplotype Specific Test
(a=10.01)

True Effect Global Hapl Hap?2
81 = $2=0.0 0.007 (0.003) 0.005 (0.002) 0.003 (0.002)
81 = B2=0.5 0.854 (0.016) 0.716 (0.020) 0.556 (0.022)
£1=0.7, f2=0.3 0.976 (0.007) 0.988 (0.005) 0.120 (0.015)
£1=0.7, f2=0.5 0.990 (0.004) 0.980 (0.006) 0.570 (0.022)

Numbers in parentheses are Monte Carlo standard deviations.

average dimension reduction of 3. For the locus with frequency 0.3 in a moderate
haplotype diversity region, there was an average of 14 observed haplotypes and an
average dimension reduction of 4.

The simulation results for the haplotype specific tests are presented in Table 2.8.
Data were simulated using 2 causal haplotypes, one with frequency 0.12 (haplotype 1)
and the other with frequency 0.08 (haplotype 2). The haplotype specific score statistics
test the hypothesis that one of the haplotype effects is 0 while the other effects are
unconstrained. The Type I error analysis shows that the haplotype specific test is
slightly conservative. The global haplotype test has higher power when there are 2
causal haplotypes with an effect size of 0.5 (0.958 for a = 0.05) than when there is one
liability SNP with an effect size of 0.5 (0.849 for v = 0.05 in Table 2.6). The haplotype
specific tests also have acceptable power, with the test for causal haplotype 1 having
greater power than the test for causal haplotype 2. We expect to have greater power
to detect the effect of causal haplotype 1 because it has a greater frequency. When

causal haplotype 1 has an effect size of 0.7 and causal haplotype 2 has an effect size of
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Table 2.10: Type I Error Rate and Power for FUSION Simulation: Global Haplotype Test
(e =0.05)

True Effect RD retro FD retro RD prosp FD prosp

B=0.0  0.050 (0.005) 0.032 (0.004) 0.051 (0.005) 0.060 (0.005)
B=0.2  0.255 (0.014) 0.158 (0.012) 0.248 (0.014) 0.188 (0.012)
B=04  0.865 (0.011) 0.724 (0.014) 0.834 (0.012) 0.649 (0.015)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Prosp
denotes prospective analysis. Numbers in parentheses are Monte Carlo

standard deviations.

0.3, both the global haplotype test and the test for causal haplotype 1 have very high
power. Causal haplotype 2 has a smaller frequency and effect size, and therefore there

is lower power to detect the effect of this haplotype.

FUSION simulation

For the FUSION simulation, the average number of haplotypes estimated in each sam-
ple is 16 and the average number of haplotype clusters is 9. Therefore, the average
decrease in the degrees of freedom from the full-dimensional test to the clustering test
is 7. The Type I error rate and power results for simulation scenario 2 are presented in
Tables 2.10 and 2.11. These results are based on 2000 replicates for Type I error rate
analysis (3 = 0) and 1000 replicates for power analysis. The true effect refers to the
effect of the causal haplotype (01100) used to generate the data. The global test for

haplotype main effects has type I error close to the nominal level for all of the analy-
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Table 2.11: Type I Error Rate and Power for FUSION Simulation: Global Haplotype Test
(a=10.01)

True Effect RD retro FD retro RD prosp FD prosp

B=0.0  0.010 (0.002) 0.004 (0.001) 0.010 (0.002) 0.021 (0.003)
B=0.2  0.116 (0.010) 0.048 (0.007) 0.110 (0.010) 0.066 (0.008)
B=04  0.676 (0.015) 0.488 (0.016) 0.637 (0.015) 0.436 (0.016)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Prosp
denotes prospective analysis. Numbers in parentheses are Monte Carlo

standard deviations.

Table 2.12: Type I Error Rate and Power for FUSION Simulation: Haplotype Specific Test

a=0.05 a=0.01

True Effect Global Specific Global Specific

3=0.0 0.050 (0.007) 0.033 (0.006)  0.012 (0.003)  0.003 (0.002)
3=0.5 0.976 (0.007) 0.982 (0.006)  0.926 (0.012)  0.912 (0.013)

Numbers in parentheses are Monte Carlo standard deviations.

ses. This indicates that the score statistics under Hy have the proper x? asymptotic
distribution. The full-dimensional retrospective test is slightly conservative, which can
be expected because of the large number of degrees of freedom. The full-dimensional
prospective test is slightly anti-conservative.

The clustering retrospective analysis has the greatest power for each of the effect
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sizes, and has slightly greater power than the clustering prospective analysis. For both
retrospective and prospective approaches, the clustering analysis has greater power
than the full-dimensional analysis. This difference in power is similar for the retrospec-
tive and prospective approaches.

The haplotype specific test results are presented in Table 2.12. As with the coales-
cent simulation, the haplotype specific test is conservative. The global and specific tests
have almost identical power, which is expected as there is only one causal haplotype.

Therefore the global and specific tests are detecting the same effect.

2.4 Conclusions

We have proposed a method that addresses one of the major limitations to the useful-
ness of haplotype analysis for detecting genetic associations in complex diseases. Our
method reduces the degree of freedom by clustering haplotypes and carrying out infer-
ence based on a core set of haplotypes. The method uses unphased genotype data and
can incorporate environmental covariates, which is important when studying complex
diseases. The method has greater power than the retrospective full-dimensional ap-
proach, evidence that reducing the degrees of freedom through clustering improves the
performance of haplotype analysis. The greater the dimension reduction due to clus-
tering, the larger the difference in power between the clustering and full-dimensional
approaches. This can be seen from the larger power difference in our results from the
FUSION simulation, where the dimension reduction is much greater than for any of
the coalescent simulation scenarios.

Our simulations show little difference between the prospective and retrospective
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clustering approaches. This supports the finding of Satten and Epstein (2004) that
retrospective and prospective likelihood analyses have similar power when assuming
haplotypes have a multiplicative effect on the disease odds. Our clustering retrospec-
tive likelihood assumes a multiplicative model of disease odds because the clustering
algorithm must make this assumption.

The clustering retrospective method assumes a rare disease, while the clustering
algorithm is based on the common disease/common variant hypothesis. The com-
mon disease/common variant hypothesis says that common variants are responsible
for common diseases. This assumption for the clustering algorithm allows us to reduce
the degrees of freedom by concentrating attention on common variants that comprise
the set of core haplotypes. We do not expect this contradiction to be a problem as
we expect rare causal variants to be oversampled in a case-control sample. In addi-
tion, Kwee et al. (2007) found that the retrospective method assuming a multiplicative
disease model is robust to the assumption of a rare disease. Case-control studies are
usually used when the disease prevalence is less than 10 %, and they found the method
has similar size and power for disease prevalences of 5 % and 10 %.

Satten and Epstein (2004) also show that the retrospective approach with a mul-
tiplicative model is robust to the assumption of HWE in the target population. They
also propose a method to model departure from HWE due to inbreeding and population
stratification by incorporating a fixation index. The fixation index is a measurement
of how different the subpopulation is from a population in HWE.

The third assumption that our method makes is that haplotypes and the environ-
mental covariate are independent in the population. Spinka et al. (2005) and Kwee

et al. (2007) found that the retrospective methods are sensitive to this assumption of
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haplotype-environment independence. We expect this assumption to be valid in many
cases, but if there is evidence that the environmental covariate is also influenced by
genetic factors, other methods should be used. Spinka et al. (2005) propose a modi-
fied prospective approach that is similar to the estimating equation method of Zhao
et al. (2000). This method is more robust to the haplotype-environment independence
assumption. Chen et al. (2007) develop a method that allows a direct relationship
between haplotypes and environmental covariates. It may be interesting to see if these
methods can incorporate haplotype clustering, resulting in a method that can be used

if there is a known relationship between haplotypes and covariates.
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Chapter 3

Testing for Haplotype-Environment

Interactions

3.1 Introduction

It is known that complex diseases are caused by both genetic and environmental fac-
tors, and researchers are becoming increasingly interested in studying the interactions
between these factors. There are numerous methods available to test for interactions
between single SNPs and environmental covariates, but methods for studying interac-
tions with haplotypes are relatively new and still developing. Recent methods have
focused on retrospective likelihood based approaches for studying these interactions in
case-control studies. It has been shown that a prospective approach for analyzing these
data is equivalent to a retrospective approach that respects the case-control sampling
design (Prentice and Pyke (1979)), but only if we assume a nonparametric distribution
for all of the covariates. But for haplotype-based studies, we must make some as-
sumption about the haplotype distribution to guarantee identifiability when haplotype
phase is unknown. In epidemiological studies, it is also common to assume that the
genetic factors, or haplotypes, are independent of the environmental covariates. If we
wish to makes these assumptions about the covariates, then a prospective approach is

no longer the most efficient (Satten and Epstein (2004)). A retrospective likelihood
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allows us to incorporate these assumptions and improve efficiency.

Some of the retrospective methods presented in Chapter 1 only present tests to test
for interaction between a specific haplotype and the covariate of interest. While there
are situations where this may be an appropriate test to consider, ideally we would use
the same strategy to study interaction effects that we use for studying main effects. We
wish to first carry out a global test for interaction effects. Then if a global association
is detected, we carry out tests for specific interaction effects. This strategy is usually
not practical for methods that consider the full-dimensional haplotype space due to
lack of power from large degrees of freedom. But our method uses a reduced set of
haplotypes, and therefore this strategy becomes feasible.

In Chapter 2, we derived a retrospective likelihood that incorporates haplotype clus-
tering and is based on assuming a rare disease and HWE and haplotype-environment
independence in the target population. In Chapter 3 we extend the methods developed
in Chapter 2 to study haplotype-environment interactions. We present score statistics
to test for both global and haplotype specific interaction effects. The proposed frame-
work for testing for haplotype specific main effects can also be applied to testing for

specific interaction effects.
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3.2 Methods

3.2.1 The Retrospective Likelihood for Haplotype-Environment

Interaction

Here we extend the likelihood in (2.3) to allow for haplotype-environment interactions.
We write the design matrix for haplotype-environment interactions as X¢ ® X g, where
® denotes the Kronecker product. If we assume a binary covariate, we write the row

of the design matrix corresponding to haplotype pair H as

Xpp = Xcy ® Xp = (XCHlXE XoyXE - XCHL*XE')

Xpg will have L*(k — 1) columns, where k is the number of levels of the environmental
covariate and (L* + 1) is the number of haplotype clusters. We write the vector of

L*(k — 1) interaction parameters as v. We can modify the odds of disease as
0(H,FE) =expla+ XcB+ Xgvy + Xypv)

and now the likelihood for testing for interactions becomes

I ﬁ ZHES(Gi) eXp(Oé* +XCHB ‘f‘XEi'Y‘f‘XHEiV)phph’ di ZHes(Gi)phPh’ 1-d;
o A 1+ 6*(E)) 1+ 6*(E))

(3.1)

47



Chapter 3. Testing for Haplotype-Environment Interactions

3.2.2 Score Test for Global Interaction Effect

The null hypothesis to test for global interaction effects for a certain environmental
covariate is Hy : v = 0. The score statistic is Sy = ULV, 'Up , and has a x?

v=0&=§
distribution with L*(k — 1) degrees of freedom.

0
Uy = —log Lps
v o 08 Liop

and
—1 T -1 7T -1 -1 7T
Vi =Dy — IyelgeDpe — Dyelgelle + Iyelet Deelet e
where D is the variance-covariance matrix of the score function U = (U, €)T and [ is
the observed information matrix (Boos (1992)). The vector of nuisance parameters, &,

now consists of a*, 7, B, and p. See Appendix B for detailed expressions for the score

and variance functions.

Estimation

We use the expectation-conditional maximization (ECM) algorithm to estimate all of
the nuisance parameters £ under the null hypothesis. The estimation scheme is the
same as that in section 2.2.3 for the score test for a specific haplotype main effect.
The difference for the global interaction test is that we must estimate the haplotype
main effect parameters 3 for all clusters. The E step estimates the number of cases
and controls of each haplotype pair and covariate value. The first M step estimates
maximum likelihood estimates of p using the updating equation (2.4). The second M

step uses the optimization function nlminb in R to obtain MLEs of a*, 7, and 3.
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3.2.3 Score Test for Specific Haplotype-Environment Interac-

tion Effect

The test for a specific interaction effect tests the hypothesis that the specific effect is
0 while the other interaction effects are unconstrained. If we include one covariate in
the model, the null hypothesis for testing for an interaction between haplotype ¢ and

the covariate is Hy : vy = 0. The score function is

0
(/l/ = —1 obs
t al/t Ong

and the generalized variance function is

_ B 1T 14T -1 —1 4T
Vi, = Dy, IV{]&&DWE DVt€I£€]Vt€ +Iyt€I€€D€€]££]w .

The score statistic is S,, = ULV, 1U,, _, and has a x? distribution with 1 degree
n=0£=€

of freedom. The vector of nuisance parameters & now contains o*, 3, v, p, and the

interaction parameters v, excluding 1.

Estimation

The estimation scheme for the test for a specific haplotype-environment effect is similar
to that for the test of a specific main haplotype effect presented in 2.2.3. Now we must

also estimate the interaction effects v, excluding the parameter of interest v;.

49



Chapter 3. Testing for Haplotype-Environment Interactions

E Step

The E step for estimating the number of controls with haplotype pair (h,h’') and
covariate level k is the same as that in Section 2.2.3. The E step for estimating the

number of cases with haplotype pair (h, k') and covariate level k is now

E(dnw i) = ng,k[<H € S(g9))P(H|g)

=Y " dyI(H € S(g))

exp(a” + Xc, B + Xg, v + Xup, V)pnpw
> mes() expla” + Xey, B+ Xp,y + XupV)papw

where d, j is the number of cases with genotype g and covariate level k.
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M step 1: Estimating p

To estimate p, we use a Lagrange multiplier A and maximize the log of the full-data

likelihood subject to the constraint ), p, = 1.

Ly =log Ly + )\(th -1)
h

€
=> > {Chh/,k log(pnpw) + dp (0" + Xe,,, B+ X5,y + Xy )+
k=1 (1)

log(phph/)] — log(l + Z eXp(Oé>|< + XCH,B -+ XEk")’ -+ XHEkV)phph’)
i
(Chm ke + dhh’,k)] + )\(Z prn—1)
h
=> Y [Chh',k log(prpw) + duw k(0" + X, B+ X5y + Xy, V) +
k=1 (hh')
log(phph’)] — log(l + Z exp(oz* + XCH/B + XEk")’ + XHEkV)phph’)
H

(Chn g + dhh',k)] + A(Z pr—1)
h

=> > {IOg(phph’)(Chh’,k + dpp ) + dpw k(@ + Xe,,, B+ Xpy + Xy g V) —
k=1 ()

N i log(1+ Y exp(a” + Xoy, B+ Xp,y + XHEkV)phph’>} +AO0 - 1)
H h
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The portion of Ly, that depends on p is

Ly Z Z {108; PRDR )i e —

(h,h")

N i log(1+ Y exp(a” + Xoy, B+ Xp,y + XHEkV>phph’):| +AO = 1)
H

X Z (Z Mpk log(ph)) —

Z > (nwwslog(1 + Z exp(* + XoyB + X, v + Xup,V)pwpw))
k=1 (h,h)

+ A pn— 1),

h

where my, i, is the number of haplotypes of type h with covariate level k. The derivative

with respect to a specific p; is

8 = mri
Ly x :
a T M br

k=1

Z Z {nhh k Hexp(a* + XeyB+ Xpy + Xup,v v)I(h = 7)2py } + A
L+ gexpla* + Xe, B+ X, v + Xup,V)pupw

(h,h")

mrk
)
k=1

T

i:{ > o exp(a’ + Xc, B+ Xp Y + X pw) BV v)2pp }+)\
1 + ZH exp(a* -+ XCHﬁ + XEk’)’ + XHEk )phph/ ’

k=1

As in Chapter 2, we define the quantity u(p), as

Z Yo expla + XowB + Xp vy + X e V) 20w
T Yogexp(a* + XuB + Xpy + Xup, V)P Pho
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where n; is the number of subjects with covariate level k. Then the derivative with

respect to p, becomes

LMoczm”“ u(p)s + A

le

Ipr

and the updating equation for p, is

_ 22:1 Mrk

P = ) =N (3.2)

We carry out another iteration within the M step for estimating p by estimating

s,k)

u(p)®*) based on p'®, then estimating p***1) based on u(p)**). This iteration con-

(s,k+1)

tinues until the difference between p'®*) and p is less than a specified limit. Then

p*+t) becomes ptY.

M step 2: Estimating o*, v, 8, and v

The log of the full likelihood that depends on the regression parameters is
log L un Z > —npw g log(1+ ZGXP o + XoyB+ Xp,y + XupV)pnpw)

k=1 (h,n)

+ dhh’ k [log(exp(a* + XCHIB + XEk7 + XHEkV)) + logphph’}

x Z Z —npp i log(1 + ZGXP o + Xep B+ Xg,y + Xug,V)phow)
L (h,h")

+ dpw i (" + Xep B+ Xg, v + Xug,v).

We obtain maximum likelihood estimates for o*, B, «, and v using the optimization

function nlminb in R.
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3.3 Simulations

3.3.1 Scenarios

To assess the size and power of the proposed score tests for interactions, we use simu-

lation scenarios similar to those described in Chapter 2.

Coalescent Simulation

The coalescent simulation uses haplotype data generated using the coalescent model.
We perform case-control sampling and use a single SNP as the disease liability locus.
We use the same 6 scenarios for selecting a disease locus as in Chapter 2, which are
chosen based on allele frequency (0.1 and 0.3) and haplotype diversity (high, moderate,
and low) in the region. The logistic model for the liability variant allows for the effect
of an interaction between the liability variant and the environmental covariate, and is
defined as logit(fj;) = by + b1j + bai + bsi * j where j is the number of copies of the
liability SNP and ¢ is the level of the environmental covariate. We set b3 = 0.0 to
evaluate Type I error rate and b3 = 0.5 and 0.7 to evaluate power. We set by = 0.5,
by = 0.3, and vary by so that the prevalence for each situation is approximately 5 %.
We analyze 6-SNP haplotypes that exclude the liability locus. The haplotypes are
formed from the 3 adjacent SNPs directly to the left and right of the liability locus.
For each replicate we generate 500 cases and 500 controls.

To evaluate the interaction specific test, we chose the same high haplotype diversity
region used to test for specific main haplotype effects in Chapter 2. We generated data
assuming 2 different liability haplotypes with frequencies 0.12 and 0.08. The model at

the liability haplotypes is logit(fji) = bo + b1j + bak + bsi + bai * j + bsi * k, where
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fji is the probability that an individual is a case given they have j copies of liability
haplotype 1, k copies of liability haplotype 2, and level ¢ of the binary environmental
covariate. We evaluated power assuming the interaction effects between both of the
liability haplotypes and the covariate were the same (by = b; = 0.5) and different
(by = 0.7,b5 = 0.5). We set by = by = 0.5, bg = 0.3, and varied by to achieve a 5 %

disease prevalence.

FUSION Simulation

The FUSION simulation uses haplotype data based on 5 SNPs of interest on chromo-
some 22 in the FUSION study. We allow for interaction between the causal haplotype

(01100) and the environmental covariate by modifying equation (2.5) to become

P(H — (h hl) E — 6|D _ 1) _ eXp<XChh//8 + Xe'Y + Xhh’,eV)phph’F0(€>
Y Yo e exp(Xe, B+ Xeoy + Xpp o= V) prpw Fole*)
(3.3)

We set the probability for each level of the covariate in the controls to be 0.5. This
eliminates estimation problems that could result from having low counts for certain
haplotype-environmental covariate combinations. We used the same sample size as in
scenario 1: 500 cases and 500 controls. We set 31190 = 0.65, v = 1.39, and v/91190,1 = 0.0
to evaluate Type I error rate and vpi1001 = 0.3, 0.5, and 0.7 to evaluate power. We
evaluated the interaction specific test using the simulated data with an effect size of
0.7.

For all simulations, we simulated 1000 datasets to assess Type I error rate and 500
datasets to assess power for o = 0.05 and o = 0.01. For the low diversity regions in

the coalescent simulation we also conducted the analyses using the retrospective full-
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dimensional method of Kwee et al. (2007). For this analysis, we must estimate the full-
dimensional main effect parameters. In the case of the interaction specific test, we must
estimate all of the full-dimensional interaction parameters except the one that is being
tested. Therefore the estimation for these parameters of main and interaction effects is
not feasible for the FUSION simulation and the high and moderate haplotype diversity
regions of the coalescent simulation. Furthermore, there is no available interaction test
for the prospective clustering method. Consequently, in this chapter we will evaluate
our proposed test under the retrospective framework, and report the results of the

clustering analysis only for most scenarios.

3.3.2 Results

Coalescent Simulation

Table 3.1 presents the Type I error rate analysis for the global interaction test from
the coalescent simulation. The Type I error rate is at the nominal level for all six
of the liability loci for the global interaction test, indicating that the x? distribution
accurately estimates the asymptotic distribution of the score statistic.

Power results for an interaction effect of 0.5 and 0.7 are presented in Tables 3.2 and
3.3. The interaction effects represent the effect of the interaction between the liability
locus and the environmental covariate. We set v = 0.5, meaning that the odds ratio
of the covariate for individuals with the liability locus is exp(0.5) = 1.65. We see an
increase in power for v = 0.7 compared to v = 0.5. For the liability loci where we
are able to conduct the retrospective full-dimensional analysis, we do see an increase

in power for the retrospective clustering analysis as compared to the retrospective
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Table 3.1: Type I Error Rate for Coalescent Simulation: Global Interaction Test

a=0.05 a=0.01

Hap Diversity RD retro FD retro RD retro FD retro
High:

q=0.1 0.054 (0.007) NA 0.015 (0.004) NA

q=0.3 0.048 (0.007) NA 0.010 (0.003) NA
Moderate:

q=0.1 0.056 (0.007) NA 0.010 (0.003) NA

q=0.3 0.067 (0.008) NA 0.014 (0.004) NA
Low:

q=0.1 0.057 (0.007) 0.042 (0.006) 0.009 (0.003) 0.008 (0.003)

q=0.3 0.047 (0.007) 0.038 (0.006) 0.014 (0.004) 0.011 (0.003)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. NA
indicates that the analysis was not conducted. Numbers in parentheses

are Monte Carlo standard deviations.

full-dimensional analysis. The retrospective full-dimensional analysis is only feasible
in regions with low haplotype diversity. As with the test for global main haplotype
effects, we do not expect a large difference in power between the clustering and full-
dimensional analyses for low haplotype diversity regions since the reduction in degrees
of freedom is small. We are still able to observe slight power improvement. This result
suggests potential power gain that can be brought by the clustering strategy when the
haplotype diversity is moderate and high.

The interaction specific test results are presented in Tables 3.4 and 3.5. Data
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Table 3.2: Power for Coalescent Simulation: Global Interaction Test, v = 0.5

Hap diversity

a=0.05

a=0.01

RD retro

FD retro

RD retro

FD retro

High:
q=0.1
q=0.3

Moderate:
q=0.1
q=0.3

Low:
q=0.1
q=0.3

0.422 (0.022)
0.188 (0.017)

0.240 (0.019)
0.262 (0.020)

0.496 (0.022)
0.280 (0.020)

NA
NA

NA
NA

0.420 (0.022)
0.264 (0.020)

0.222 (0.019)
0.060 (0.011)

0.088 (0.013)
0.110 (0.014)

0.244 (0.019)
0.104 (0.014)

NA
NA

NA
NA

0.208 (0.018)
0.084 (0.012)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes

full-dimensional analysis. Retro denotes retrospective analysis. NA

indicates that the analysis was not conducted. Numbers in parentheses

are Monte Carlo standard deviations.

were simulated using 2 causal haplotypes with frequencies 0.12 and 0.08. The Type
I error rate analysis shows that the specific interaction test is conservative, similar
to the specific haplotype main effect test. This is likely due to having to estimate
all of the main effect haplotype parameters as well as all but one of the interaction
parameters for the specific interaction test. We can compare the power of the global
test in Table 3.4 to the power in Table 3.2 for the liability locus with frequency 0.1
and in a high haplotype diversity region. The power of the global test is greater with

2 causal haplotypes than with 1 causal SNP. When the interaction effect between the
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Table 3.3: Power for Coalescent Simulation: Global Interaction Test, v = 0.7

a=0.05 a=0.01

Hap diversity RD retro FD retro RD retro FD retro
High:

q=0.1 0.717 (0.020) NA 0.469 (0.022) NA

q=0.3 0.310 (0.021) NA 0.112 (0.014) NA
Moderate:

q=0.1 0.452 (0.022) NA 0.244 (0.019) NA

q=0.3 0.436 (0.022) NA 0.204 (0.018) NA
Low:

q=0.1 0.790 (0.018) 0.752 (0.019) 0.586 (0.022) 0.560 (0.022)

q=0.3 0.422 (0.022) 0.388 (0.022) 0.196 (0.018) 0.178 (0.017)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. NA
indicates that the analysis was not conducted. Numbers in parentheses

are Monte Carlo standard deviations.

environmental covariate and each of the causal haplotypes is the same, we see the
power for detecting the interaction effect for causal haplotype 1 (¢ = 0.12) is greater
than that for the interaction effect for causal haplotype 2 (¢ = 0.08). When the effect
of haplotype 1 increases from 0.5 to 0.7, the power of the global test and the test for

haplotype 1 increases.
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Table 3.4: Type I Error Rate and Power for Coalescent Simulation: Interaction Specific Test
(o =0.05)

True Effect Global Hap 1 Hap 2

v =1=0.0  0.051 (0.007) 0.022 (0.005) 0.027 (0.005)
v =1=05 0550 (0.022) 0.456 (0.022) 0.366 (0.022)
1=0.7, 1,=0.5 0.782 (0.018) 0.738 (0.020) 0.340 (0.021)

Numbers in parentheses are Monte Carlo standard deviations.

Table 3.5: Type I Error Rate and Power for Coalescent Simulation: Interaction Specific Test
(v =0.01)

True Effect Global Hap 1 Hap 2

1 =1,=00  0.007 (0.003) 0.004 (0.002) 0.004 (0.002)
m =1,=05  0.324 (0.021) 0.206 (0.018) 0.162 (0.016)
n=0.7, 1,=0.5 0.536 (0.022) 0.470 (0.022) 0.130 (0.015)

Numbers in parentheses are Monte Carlo standard deviations.

FUSION Simulation

The Type I error rate and power results for the global interaction test in the FUSION
simulation are presented in Table 3.6. The global interaction test is anti-conservative
for the FUSION simulation. We found this is caused by low haplotype frequencies
which lead to near-singularities in the observed information matrix. The observed
information matrix for the haplotype frequencies p has eigenvalues close to 0, which
results in an inflated estimate for the variance of the score function.

For the FUSION simulation, we also compare the results from the global interaction
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Table 3.6: Type I Error Rate and Power for FUSION Simulation: Global Interaction Test

RD retro
True Effect a = 0.05 a=0.01
v=0.0 0.075 (0.008) 0.020 (0.004)
v=0.3 0.197 (0.018) 0.077 (0.007)
v=0.5 0.418 (0.022) 0.214 (0.018)

Numbers in parentheses are Monte Carlo standard deviations.

test to results from the test assuming only one interaction term is included in the model.
For this test, we assume all of the interaction effects except the interaction with the
causal haplotype are 0, and therefore the global test becomes a 1-df test. From Table
3.7, we see this test has appropriate Type I error and greater power than the full global
test. This is evidence that if we have prior knowledge of a specific interaction term
of interest, we will have greater power to detect a significant interaction. However, in
practice we rarely have this prior knowledge; in this case it would be more practical to
start with the global interaction test for investigating the interaction effects.

The interaction specific test results are presented in Table 3.8. As with the coales-
cent simulation, we see that the interaction specific test is conservative. The power of
the global test for an interaction effect size of 0.7 can be compared to the results for
effect sizes 0.3 and 0.5 in Table 3.6. For a = 0.05, the power improves to 0.653 for an
effect size of 0.7 as compared to 0.418 for an effect size 0.5. Finally, the power of the

interaction specific test is slightly lower than the power for the global test. This implies
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Table 3.7: Type I Error Rate and Power for FUSION Simulation: One df Global Test

RD retro
True Effect a = 0.05 a=0.01
v=0.0 0.049 (0.007) 0.010 (0.003)
v=0.3 0.415 (0.022) 0.197 (0.018)
v=0.5 0.766 (0.019) 0.520 (0.022)

Numbers in parentheses are Monte Carlo standard deviations.

Table 3.8: Type I Error Rate and Power for FUSION Simulation: Interaction Specific Test

a=0.05 a=0.01

True Effect Global Specific Global Specific

v=0.0 0.087 (0.018) 0.017 (0.006) 0.025 (0.007) 0.000 (<0.001)
v=0.7 0.653 (0.021) 0.529 (0.022) 0.382 (0.022) 0.268 (0.020)

Numbers in parentheses are Monte Carlo standard deviations.

that a global interaction effect is easier to detect than a specific haplotype-environment

effect.

3.4 Conclusions

We have extended our retrospective framework of haplotype clustering to incorporate
interactions between haplotypes and environmental covariates. When testing for inter-

action effects, the nuisance parameter space includes the full-dimensional set of main
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haplotype effect parameters and the haplotype frequencies. The large dimension of
the nuisance parameters can cause problems when estimating them under the null hy-
pothesis. The estimation is especially unstable for low frequency haplotypes, and as
a result, full-dimensional methods can only include specific interaction terms in the
model. This makes the full-dimensional analysis less realistic, as usually we do not
have prior information about what specific haplotypes may interact with the environ-
mental covariate. The advantage of clustering is that we reduce the dimension of the
parameter space and do not have to estimate main effect parameters for low frequency
haplotypes, as these haplotypes will have been incorporated into clusters represented
by more frequent haplotypes.

A significant contribution of our work is that by reducing the degrees of freedom
through clustering, we can derive a global test for interaction that is more feasible in
reality. The global test we refer to is a test involving the interaction terms between
all of the haplotype clusters and a designated environmental covariate of interest. We
do not refer to a test that involves the interaction terms across all haplotype clusters
and all environmental covariates. We wish to use the same testing strategy we use for
testing main haplotype effects to also test for interaction effects. That is, we first wish
to conduct a global test to detect if there is any significant interaction between the
covariate of interest and the haplotype clusters. If a global association is detected, we
would then evaluate specific interaction tests.

The proposed strategy for evaluating specific haplotype effects can also be applied
when evaluating specific interation effects. Our method is especially useful when we
do not have prior knowledge of a haplotype or interaction term of interest. In this

situation, the strategy proposed in Chapter 2 will be useful to evaluate the relationship

63



Chapter 3. Testing for Haplotype-Environment Interactions

between all of the interaction effects and group together interaction terms with a similar
effect on risk of disease.

Another strategy used to evaluate interaction effects is to first test for main haplo-
type effects, and then test for interaction terms involving haplotypes with a significant
main effect. The method proposed here can also be used for this testing strategy. We
can use the haplotype specific tests from Chapter 2 to determine which haplotypes
have a significant main effect and then include interaction terms for these haplotypes
only.

The tests for haplotype-environment interactions presented in this chapter are
subject to the same assumptions described in Chapter 2. We assume haplotype-
environment independence in the target population, Hardy-Weinberg equilibrium (HWE)
in the controls, and a rare disease. Satten and Epstein (2004) show that the retrospec-
tive likelihood is robust to the assumption of HWE when assuming a genetic effect that
is multiplicative with respect to the odds of disease. It has also been shown by Kwee
et al. (2007) that the retrospective method is robust to the rare disease assumption
when the genetic effect is assumed to be multiplicative. If we expect the haplotype-
environment independence assumption is violated, we suggest using another method
(such as that of Spinka et al. (2005) or Chen et al. (2007)) that can incorporate a direct

relationship between the covariate and haplotypes.
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Chapter 4

Case-only Analysis for Testing for

Haplotype-Environment Interactions

4.1 Introduction

Interactions between haplotypes and environmental covariates can also be assessed in
samples of case individuals only. By assuming a saturated distribution for the environ-
mental covariate and a multiplicative genetic effect with respect to the odds of disease,
it can be shown that the retrospective likelihood factors into a piece that contains
information about the haplotype and interaction parameters and a piece that does not
(Kwee et al. (2007)). It can further be shown that the piece containing information
about these parameters only involves case data. Thus, through a reparameterization
involving the haplotype main effect parameters and haplotype frequencies, we can de-
velop a case-only likelihood to study the effects of haplotype-environment interactions.

A method for evaluating interaction effects using only cases has several practical
applications, more commonly seen in cancer therapy efficacy or drug adverse event
studies. In these cases, researchers may be interested in studying how genetic factors
modify the effect of treatment, but may only have data from those who responded to
the treatment. For example, in pharmaceutical research one main focus in studying

drug adverse events is to investigate whether the adverse reaction is different for indi-
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viduals with different genetic variants (i.e. gene-drug interactions). These studies are
often conducted post-marketing, and therefore we may have data for individuals who
experienced an adverse reaction but not for individuals who did not experience one.
In this situation, the environmental covariate is now the drug treatment and cases are
defined as individuals who experience a specific adverse reaction.

To take advantage of such data, in Chapter 4 we construct a retrospective approach
based on case subjects only to study haplotype-environment interaction effects. We
derive score statistics to test for both global and interaction specific effects and compare
the performance of these tests to those based on a sample of cases and controls presented

in Chapter 3.

4.2 Methods

4.2.1 The Case-Only Retrospective Likelihood for Haplotype-

Environment Interaction

We derive the case-only likelihood for testing for interaction effects by first examining
which pieces of the likelihood contain information about the interaction parameters v.
Recall equation (2.1) from Chapter 2 that writes the observed likelihood of the data

as

Lobs (0.8 H Z P(H|E17DZ>P(D1|EZ)
=1 HeS(Gy)
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P(D|E) is a function of the odds of disease given E,
0(F) = Z exp(a + Xe, B+ Xgv + Xgpv)phph-
H

Kwee et al. (2007) show that we can rewrite 0(F) as exp(a + Xgvy + ¢r) where ¢ =
Yoy exp(Xe, B+ Xupv)prpr. Because we assume a saturated distribution for £, we
must estimate £ — 1 main environmental effects, where k is the number of levels of
E. Therefore, 3 and v are incorporated into a reparameterized set of parameters,
v, where g = vg + ¢g. These 7 parameters are a function of 3 and v, but do
not provide us information about them. Thus we see that P(D|FE) does not contain
information about 3 and v, and we can concentrate on P(H|E, D) when interested in
interaction effects. Because of the assumption of haplotype-environment independence
in the target population, we can further say that all of the information about 8 and v
is contained in P(H|E, D = 1). Therefore we can conduct inference on the interaction
parameters v using the cases only. We can write P(H|E, D = 1) as

ZHES(G) 0(H, E)P(H|D = 0)

P(H|E,D = 1) = / :
HGZS(:G) Yow0(H',E)P(H'|D = 0)

_ Ynes) *p(Xcy, B+ Xupv)prpw
Yo exp(Xe,, B+ X pV)prpw

(4.1)

We can write exp(X¢,3) as exp((B(p)lh,] + B(p)[F',])8), where B(p)|h,] is the hth

row of the clustering allocation matrix. B(p)|[h,]| describes how haplotype h is allocated
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to each of the (L* 4 1) core clusters. We can further expand this as

L*
exp(Xc,B3) = exp(z B(p)lh, c]5.) exp( ZB ,c)fe).
c=1

Incorporating this into (4.1) , we can rewrite > g P(H|E, D = 1) as

> s (e Bp)h, dBe) exp(.2, Bp) [, )B.) exp(Xupv)prpw |

S (2 B A8 exp (S, B A oo K
Define the quantity p;, as
5= eXp(Z% B(p)h, cB)pn
> exp(Xo oy B(p)[P*, c]Be )pi
Now we write the case-only likelihood as
Loy, H > nescy) XP(Xup,V)bnbw (4.3)

> i exp (X g, V) prpw

where d is the number of cases. Thus we can conduct inference on the interaction

parameters v using (4.3) and case data only.

4.2.2 Score Test for Global Interaction Effect

The null hypothesis to test for global interaction effects is Hy : v = 0. The score

statistic is Sy = ULV, Uy _, and has a x? distribution with L*(k — 1) degrees
v=0£=¢

of freedom. The score function is

0
=—1logL
Ul/ 01/ 0g Ligps
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and the generalized variance function is

Vv = Dyp — [VEI&DITjg — Dugféélzs +1e £519551551115,

where D is the variance-covariance matrix of the score function U = (Up, U, é)T and [ is
the observed information matrix (Boos (1992)). For the case-only global analysis, the
vector of nuisance parameters, &, only contains the new parameters p. The parameters
p do not have a straightforward interpretation since they are a function of both the
main effect parameters 3 and the haplotype frequencies p. See Appendix C for detailed

expressions for the score and variance functions for the case-only analysis.

Estimation

We use the EM algorithm to maximize the case-only likelihood with respect to p, while
using a Lagrange multiplier to constrain ), p, = 1. We first assume that haplotype

phase is known and construct the full data likelihood:

dhh’,k

Ly = H H { =D XHEk )ﬁhﬁf :

(h) Z ' €XP XH’Ek )phﬁh'

where dpy . is the number of cases with haplotype pair (h, k') and covariate level k.

Under the null hypothesis that v = 0, the full data likelihood becomes

Ly = H H [ Pri ]dhh,’k.

k1 (h h’ EH’ phph’
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Taking the log of the full likelihood and incorporating the Lagrange multiplier, we

maximize the new likelihood, L;:

Ly =log Lpuu + A(Zﬁh - 1)

= Z > {dhh’ k108 (Prpn) — i 1 log () ﬁhﬁh’)} + A0 - 1)
I h

(h,h")

= Z > duw i log(Prin) + A th - 1)

(h,h")

_ Z(Z dn s log(pn)) + A pn — 1),

where dy, ;, is the number of cases with haplotype h and covariate level k. We estimate

dhh’,k in the E Step:

E(dpw k) = ng,kI<H € S(g9))P(H|g)

g

PrPw
= dyil(H € S(Q))W
HeS(g

where d, j, is the number of cases with genotype g and covariate level k. The derivative

of Ly with respect to a specific p, is

‘d
3~ Ly x j’k
Op- p

+ A

By setting the above equal to 0 and solving for p,, we obtain the updating equation

for p,

~ ZZ:l dT,k
pr= =
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4.2.3 Score Test for Specific Haplotype-Environment Interac-

tion Effect

The null hypothesis for testing for an interaction between haplotype ¢t and the envi-

ronmental covariate is Hy : 14 = 0. The score function U, is

t

0
Uy, = z—10og Lops
al/t 08 b

and the generalized variance function is

V,, = Dy, — IytélééDig — Dytglééliﬁ +1,¢ £€DE€ 5213;5-

The score statistic is S,, = ULV, U, _, and has a 2 distribution with 1 degree
n=0&£=€

of freedom. The vector of nuisance parameters & now contains p and the vector of

interaction parameters v, excluding the parameter of interest 1.

Estimation

We use the ECM algorithm to estimate the nuisance parameters £ under the null

hypothesis. Assuming that haplotype phase is known, the full data likelihood is

X D Dy dhh/,k
qu” _ H H { exp HE; )phpjz _ _

(h') Z o €Xp XH’Ek )phph'

The steps for estimating the nuisance parameters are

1. Obtain initial estimates of p and v.
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2. For step s, use E Step to estimate d,(lsfz,’k.

3. Use M step 1 to find pC+Y that maximizes L ¢, using v and dg,’k.
4. Use M step 2 to find v®) that maximizes Ly, using p*? and d;ls,z,’k.
5. Check differences between parameters at steps (s + 1) and s.

6. If difference for at least one of the parameters is greater than a specified limit,

start over with step 2 to estimate d;;;,r? using petY) and v+,

E step

The E step estimates the number of cases with haplotype pair (h,h’) and covariate

level k£ as

E(dws) =Y _dgiI(H € S(g))P(H|g)

g

exp(Xg g, V)Dhbw
= "d,I(H € S(g)) k —
P ! E:Hes(g) exp(X g g, V) Prbn

where d, j is the number of cases with genotype g and covariate level k.

M step 1

Similar to the estimation of p for the global interaction test, we maximize the full

data likelihood subject to the constraint that ), p, = 1. Incorporating the Lagrange
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multiplier, the new likelihood L, is
Ly =log Ly + )\(Zﬁh - 1)

_ Z 3 {dhh, (Xarm, 1) + log(Fupn )] —

k=1 (h,h/)

dy 1 10g (Y eXp<XHEkV)ﬁhﬁh’):| + A - 1)

H h

The portion of Lj; that depends on p is

Ly o Z Z |:dhh’ i log (Prpn)—

k=1 (h,i')

dnn log(z eXP(XHEkV)ﬁhﬁh/)] + A(Z prn—1)

Oczzdhklog +szhh/klog ZGXP XugV)Dpr) + A( th—l

(h,h")

The derivative of this expression with respect to a specific p, is

d. exp(X I(h = 71)2p
LMOCZ k szhthH P(Xup,v)I( )ph+)\

Pr k=1 (h,h') H eXp(XHEkV)ﬁhﬁh’
z s z S XXne )2
Dz ZH exp(Xp g, V)P

As in Chapters 2 and 3, we define a quantity u(p), as

Z Zh’ exp XHEk )Qﬁh’
S 1 (X b, V) P
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Then we write the derivative with respect to p, as

0 ~ d, s .
apTLMocz — —u(p); + A,

1 Pr

and by setting the above equal to 0 and solving for p, we obtain the updating equation

for p,:
_ ZZ:I dT,k

Pr w(P), — N

We carry out another iteration within the M step for estimating p by estimating

(s)k s,k+1 5,k)

) based on p'®, then estimating p' ) based on u(p) This iteration con-

u(p)
tinues until the difference between p®*) and p(++1 is less than a specified limit. Then
pE#+tD) becomes pEtY.

M step 2

The log of the full data likelihood that depends on the interaction parameters v is

log (L un) o Z Z |:dhh’,k log(exp(Xp g, V)prpn) — dnn 10g(z exp(Xug,V)PrDh)-
k=1 (h,1u') H

We use the optimization function nlminb in R to obtain maximum likelihood estimates

of v.
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4.3 Simulations

4.3.1 Scenarios

The simulations for assessing the size and power of the proposed score tests based on

a case-only likelihood use the same simulation scenarios described in Chapter 3.

Coalescent Simulation

The coalescent simulation simulates case-control data using 6 single-SNP liability loci
chosen based on allele frequency and haplotype diversity in the surrounding region. The
logistic model at the liability locus is defined as logit(f;;) = b+ b1 + bai + bsi x j where
j is the number of copies of the liability allele and i is the level of the environmental
covariate. To evaluate the Type I error rate, we set b3 = 0. To evaluate power, we run
the case-only analysis on the same data used for evaluating the case-control method
using an effect size of b3 = 0.7. We set by = 0.5, by = 0.3, and vary by so that the
prevalance for each situation is approximately 5 %. As in Chapter 3, we analyze 6-SNP
haplotypes that exclude the liability locus. For each replicate, we generate 500 cases
and 500 controls.

We evaluated the case-only haplotype specific test using the same data used to eval-
uate the case-control haplotype specific test in Chapter 3. These data were simulated
using two causal haplotypes with frequencies 0.12 and 0.08. The model at the liability
haplotypes is logit(fjix) = bo+b1J+bok~+bsi+byix j+bsixk, where f;;, is the probability
that an individual is a case given they have j copies of liability haplotype 1, k copies of
liability haplotype 2, and level i of the binary environmental covariate. We evaluated

power assuming the interaction effects between both of the liability haplotypes and
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the covariate were the same (by = b5 = 0.5) and different (by = 0.7,b5 = 0.5). We set

by = by = 0.5, bs = 0.3, and varied b, to achieve a 5 % disease prevalence.

FUSION Simulation

The FUSION simulation uses haplotype data based on 5 SNPs of interest on chro-
mosome 22 in the FUSION study. We set the interaction effect between the causal
haplotype (01100) and the environmental covariate equal to 0 to evaluate the Type I
error rate. We evaluated the power of the global and specific interaction tests using
the same data used to evaluate the case-control tests using an effect size of 0.7.

We simulated 1000 datasets to assess Type I error rate and 500 datasets to assess
power for a = 0.05 and a = 0.01. For the case-only analysis of the global interaction
test, we also conducted the analyses using the retrospective full-dimensional method
of Kwee et al. (2007). This full-dimensional analysis is implementable for the case-only
analysis because the estimation is the same for both the clustering and full-dimensional

analyses. For the global interaction test, the nuisance parameters only consist of p.

4.3.2 Results
Coalescent Simulation

Table 4.1 contains the Type I error rate analysis results for the case-only global test
of interaction from the coalescent simulation. The Type I error rate is at the nominal
level for the retrospective clustering analysis, which is evidence that the y? distribution
accurately estimates the asymptotic distribution of the case-only score statistic. The

Type I error rate is conservative for the retrospective full-dimensional analysis.
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Table 4.1: Type I Error Rate for Coalescent Simulation: Case-only Global Test of Interaction

a=0.05 a=0.01

Hap Diversity RD retro FD retro RD retro FD retro
High:

q=0.1 0.054 (0.007) 0.043 (0.006) 0.009 (0.003) 0.006 (0.002)

q=0.3 0.047 (0.007) 0.044 (0.006) 0.010 (0.003) 0.005 (0.002)
Moderate:

q=0.1 0.054 (0.007) 0.039 (0.006) 0.019 (0.004) 0.008 (0.003)

q=0.3 0.046 (0.007) 0.014 (0.004) 0.010 (0.003) 0.002 (0.001)
Low:

q=0.1 0.053 (0.007) 0.045 (0.007) 0.013 (0.004) 0.009 (0.003)

q=0.3 0.050 (0.007) 0.040 (0.006) 0.010 (0.003) 0.008 (0.003)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Numbers

in parentheses are Monte Carlo standard deviations.

The power results for the case-only global test of interaction are presented in Table
4.2. These results are based on the same simulated data used to evaluate the case-
control global test of interaction for an effect size v = 0.7. The power results for
the case-control global test of interaction are in Table 3.3. The case-only test is as
powerful as the case-control test for all of the liability loci, and in some cases the
case-only test has slightly greater power. We also see an improvement in power for the
case-only retrospective clustering method as compared to the case-only retrospective
full-dimensional method. We see the largest reduction in degrees of freedom as a result

of clustering for the locus with frequency 0.3 in a region of moderate haplotype diversity.
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Table 4.2: Power for Coalescent Simulation: Case-only Global Test of Interaction

a=0.05 a=0.01

Hap Diversity RD retro FD retro RD retro FD retro
High:

q=0.1 0.721 (0.020) 0.638 (0.021) 0.481 (0.022) 0.396 (0.022)

q=0.3 0.328 (0.021) 0.278 (0.020) 0.116 (0.014) 0.088 (0.013)
Moderate:

q=0.1 0.452 (0.022) 0.366 (0.022) 0.244 (0.019) 0.170 (0.017)

q=0.3 0.494 (0.022) 0.270 (0.020) 0.266 (0.020) 0.088 (0.013)
Low:

q=0.1 0.802 (0.018) 0.768 (0.019) 0.574 (0.022) 0.556 (0.022)

q=0.3 0.430 (0.022) 0.380 (0.022) 0.204 (0.018) 0.178 (0.017)

RD denotes reduced-dimensional (or clustering) analysis. FD denotes
full-dimensional analysis. Retro denotes retrospective analysis. Numbers

in parentheses are Monte Carlo standard deviations.

For this locus, there was an average of 14 observed haplotypes and an average of 10
haplotype clusters. As a result, we see the largest power improvement for this locus.
For a = 0.05, the power for the full-dimensional analysis is 0.27 and for the clustering
analysis is 0.49.

Results for the case-only interaction specific test are presented in Tables 4.3 and
4.4. As with the case-control interaction specific test, we see that the case-only inter-
action specific test is conservative. When the effect sizes of the 2 causal haplotypes
are the same, the power of the global test is greater than for each of the interaction

specific tests. The test for causal haplotype 1 is more powerful than the test for causal
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Table 4.3: Type I Error Rate and Power for Coalescent Simulation: Case-only Haplotype
Specific Test (a = 0.05)

True Effect Global Hap 1 Hap 2

v =1=0.0  0.054 (0.007) 0.024 (0.005) 0.024 (0.005)
v =1=05  0.566 (0.022) 0.460 (0.022) 0.370 (0.022)
1=0.7, 1,=0.5 0.786 (0.018) 0.746 (0.019) 0.358 (0.021)

Numbers in parentheses are Monte Carlo standard deviations.

Table 4.4: Type I Error Rate and Power for Coalescent Simulation: Case-only Haplotype
Specific Test (a = 0.01)

True Effect Global Hap 1 Hap 2

1 =1,=00  0.008 (0.003) 0.004 (0.002) 0.004 (0.002)
m =1,=05  0.328 (0.021) 0.210 (0.018) 0.162 (0.016)
n=0.7, 1,=0.5 0.544 (0.022) 0.482 (0.022) 0.144 (0.016)

Numbers in parentheses are Monte Carlo standard deviations.

haplotype 2, which is expected as causal haplotype 1 is more frequent. When the effect
size of haplotype 1 increases from 0.5 to 0.7, the power of the global test and the test

for haplotype 1 both increase.

FUSION Simulation

The Type I error rate and power results for the clustering and full-dimensional case-
only global interaction tests from the FUSION simulation are presented in Table 4.5.

As found for the case-control global interaction test, the clustering case-only interaction
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Table 4.5: Type I Error Rate and Power for FUSION Simulation: Case-only Global Interac-
tion Test

a = 0.05 a=0.01

True Effect RD retro FD retro RD retro FD retro

v=0.0 0.066 (0.008) 0.088 (0.009) 0.017 (0.004) 0.024 (0.005)
v=0.7 0.644 (0.021) 0.540 (0.022) 0.376 (0.022) 0.212 (0.018)

Numbers in parentheses are Monte Carlo standard deviations.

Table 4.6: Type I Error Rate and Power for FUSION Simulation: Case-only Interaction
Specific Test

RD retro
True Effect a=0.05 a=0.01
v=0.0 0.019 (0.004) 0.000 (<0.001)
v=0.7 0.505 (0.022) 0.227 (0.019)

Numbers in parentheses are Monte Carlo standard deviations.

test is anti-conservative for the FUSION simulation for both the clustering and full-
dimensional methods. For the FUSION simulation, clustering reduces the degrees of
freedom by 7 on average, and we see a corresponding increase in power compared to
the full-dimensional analysis. In Table 4.6 we see that the interaction specific test is
conservative. The power of the global and interaction specific tests is similar to the

power for the case-control tests evaluated on the same data (Table 3.8).
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4.4 Conclusions

We have derived tests for haplotype-environment interactions at the global and specific
levels that can be applied to a sample of case individuals only. The tests based on the
case-only likelihood have similar power to tests based on a sample of cases and controls.
These results are consistent with those of Kwee et al. (2007), who found the case-only
analysis to have similar power to the case-control analysis for the retrospective full-
dimensional analysis. A test for haplotype-environment interactions in a case-only
sample will be relevant in situations where it is not practical or possible to collect a
control sample. The test may be especially useful in cancer research where collecting
controls is difficult and interactions with environmental covariates are of particular
interest.

We also conclude that the case-only clustering analysis is more powerful than the
case-only full-dimensional analysis. This is an important and encouraging result, as we
were unable to directly verify the power improvement from clustering for the interaction
tests in Chapter 3. In most situations, it is not feasible to carry out the full dimensional
interaction analysis for a case-control sample. For the case-only global interaction
test, we only need to estimate the new parameters p for both the clustering and
full-dimensional analyses. Therefore we are able to compare the power of the two
methods. The power difference we see for the case-only analysis is further evidence of
the advantage of reducing degrees of freedom through clustering.

The case-only analysis method is limited by the assumptions that haplotypes have
a multiplicative effect on the odds of disease and that the distribution for covariate

E is saturated. Assuming that the model for E is saturated ensures that P(FE|D)
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will not contain any information about the haplotype and interaction parameters, and
allows us to conduct inferences on interaction parameters using cases only through
P(G|E,D = 1). If a dominant or recessive model is required, then we are not able to
reparameterize our model using the parameters p, and we must make inferences based
on the full case-control likelihood. Because the clustering algorithm also assumes a
multiplicative effect on the odds of disease, our method will not be further limited by

this assumption for the case-only analysis.
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Chapter 5

Application to Hypertriglyceridemia Study

5.1 Background

We apply the proposed score tests for testing for global and specific haplotype and
interaction effects to data from a study of hypertriglyceridemia conducted by the Na-
tional Taiwan University Hospital. This dataset was also analyzed by Tzeng et al.
(2006) and Chen and Kao (2006). Our goal in analyzing this dataset is to compare our
results with previous findings.

Hypertriglyceridemia is a metabolic disorder characterized by high levels of triglyc-
erides in the blood, and is known to be a risk factor for coronary heart disease.
The study consisted of 290 cases, defined as individuals having serum triglycerides
>400mg/dl, and 303 controls who were recruited through health examinations at Na-
tional Taiwan University Hospital. Controls were excluded if they had secondary hy-
perlipoproteinemia, hypertension, diabetes mellitus, lipid-lowering medications, and
endocrine and metabolic disorders. All participants provided consent for DNA sam-
ples.

From this study, Kao et al. (2003) identified a novel variant in the coding region of
the APOAS5 gene on chromosome 11 that increases the risk of developing hypertriglyc-

eridemia. We will analyze haplotypes comprised of 5 SNPs in this region of interest,
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including the SNP identified by Kao et al. (2003).

5.2 Analysis

Our analysis was motivated by the results of Chen and Kao (2006), who found a
significant interaction between haplotype and age. We dichotomized age and included
it as an environmental covariate in our model. We used the mean age in controls of
49 as the cutoff for the dichotomization. Therefore we set X,4 for individual i as
I(Age; > 49). We excluded participants with missing covariate information or missing
genetic information at all 5 SNPs analyzed. For our analysis, there were 210 cases and
287 controls. We first analyzed global and specific haplotype main effects. We then
included the interactions between all of the haplotype clusters and age in the model

and tested for interaction effects.

5.3 Results

The region of interest contains 12 estimated haplotypes with frequency >1x 107%. The
clustering algorithm creates 4 haplotype clusters represented by the core haplotypes
GGGCT, GGTCT, AGGCC, and GAGTT.

The global test for haplotype main effects is highly significant. The global score
statistic is 133.71 and the p-value is <1 x 1075, Table 5.1 contains the haplotype
specific results from all pairwise comparisons.

All but one of these comparisons is highly significant using the Bonferroni corrected

alevel of 0.05/6 = 8.3x 1073, Therefore we group the 4 haplotype clusters into 3 groups
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Table 5.1: Haplotype Specific Results for Age as Covariate

Reference Haplotype Score Statistic P-value

GGTCT GAGTT 20.50 5.97 x 1076
GGGCT 59.79 <1x1076
AGGCC 8.94 2.79 x 1073
GGGCT GAGTT 12.65 3.75 x 1074
AGGCC 58.88 <1x10°6
AGGCC  GAGTT 5.92 1.50 x 1072

based on similar effects on disease risk. Group 1 contains haplotype GGTCT, group 2
contains haplotype GGGCT, and group 3 contains haplotypes AGGCC and GAGTT.

The global test for interactions is close to significant at the nominal level. The
score statistic is 6.62 and the p-value is 0.08. The interaction specific results are
presented in Table 5.2. Before correcting for multiple testing, we see some evidence
that the interaction effect between age and the haplotype GGTCT is different from the
interaction effects between age and haplotypes GGGCT and AGGCC. The interaction
specific results are inconclusive about the interaction effect with haplotype GAGTT.
Our results show that the interaction between age and GAGTT is not different from
any of the other interaction effects. Based on the uncorrected results, we can group the
interaction term involving age and GGTCT into one group and the interactions with
GGGCT and AGGCC into another. None of the interaction specific results would be

significant after using the Bonferroni correction for multiple testing.
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Table 5.2: Interaction Specific Results for Age as Covariate

Reference Haplotype Score Statistic P-value

GGTCT GAGTT 1.59 2.08 x 1071
GGGCT 3.42 6.46 x 102
AGGCC 3.55 5.97 x 1072
GGGCT GAGTT 0.21 6.43 x 1071
AGGCC 0.03 8.67 x 107!
AGGCC  GAGTT 0.11 7.39 x 1071

5.4 Conclusions

Our analysis of the hypertriglyceridemia study confirms the findings of Tzeng et al.
(2006) that there is a highly significant global haplotype main effect in the region of
interest on chromosome 11 in the APOAb5 gene. Our method is able to further group
the 4 haplotype clusters into 3 groups based on similar effects on risk of hypertriglyc-
eridemia.

Our method is able to confirm the finding of Chen and Kao (2006) of a significant
interaction between age and haplotype GGTCT. But whereas Chen and Kao (2006)
only include the interaction between age and this specific haplotype in their model,
we include all of the haplotype clusters and first test for a global effect. We then
evaluate the interaction specific tests, and are also able to conclude that the effect of
the interaction between age and GGTCT is different from the effects of interactions

involving haplotypes GGGCT and GAGTT.

86



Chapter 6

Summary and Future Work

6.1 Contributions

Haplotypes have the potential to play an important role in the search for genetic
factors that cause complex human diseases. However, due to power limitations from
the large number of degrees of freedom required to test for haplotype effects, haplotype
analyses may not be performed in practice. Also, because of restrictions placed on the
haplotype distribution to ensure identifiability when haplotype phase is unknown, the
traditional method of using a prospective likelihood to analyze haplotype data from a
case-control sample may not be the most efficient. This work increases the potential
for haplotype analysis to find regions of disease susceptibility genes by reducing the
degrees of freedom through haplotype clustering and improving efficiency through use
of a retrospective likelihood.

We have derived a retrospective likelihood that incorporates the haplotype clus-
tering algorithm of Tzeng et al. (2006) and can accomodate environmental covariates
and their interactions with haplotypes. Through clustering, we are able to retain
information from all observed haplotypes, without using degrees of freedom for rare
haplotypes we will have little power to detect. We assume that haplotype and the

environmental covariate are independent in the population, the target population is
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in Hardy-Weinberg Equilibrium, and that the disease of interest is rare. These as-
sumptions lead to a method that is practical to implement and appropriate for many
interesting situations.

We have presented score statistics to test for haplotype main effects at both the
global and specific levels. The global test for main effects based on our retrospective
clustering method has greater power than the test based on the retrospective full-
dimensional method and is at least as powerful as the prospective clustering method.
We have also suggested a new strategy for testing for haplotype specific effects. Com-
monly used strategies may not give us a complete picture of which haplotype clusters
have similar effects on the risk of disease, and the conclusions may be dependent on
which haplotype is chosen as the reference. The strategy we propose looks at all pair-
wise comparisons by assigning all haplotypes in turn to be the reference haplotype
and allows us to group together haplotypes that have similar effects on disease. This
strategy can also be applied to tests for specific haplotype-environment interaction
terms.

One of the most significant contributions of this work is the ability to test for global
interaction effects. As the study of complex diseases becomes an important focus of
scientific research, it is critical that methods for genetic analysis be able to incorporate
environmental covariates and interactions between genetic factors and these covariates.
Including interaction terms involving the full-dimensional space of haplotypes limits
power and causes estimation difficulties for low frequency haplotypes. As a result, many
full-dimensional methods are restricted to only including interaction terms involving
certain pre-determined haplotypes of interest. Our method works with a reduced pa-

rameter space, thereby making a global test more practical. Thus we can employ the
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testing strategy of first testing for a global interaction effect and then testing for spe-
cific haplotype-environment effects. We have presented score statistics to test for both
global and specific haplotype-environment interaction effects.

We have also derived haplotype-environment interaction tests that can be applied to
case-only samples. We have shown that the case-only interaction test is as powerful as
the case-control test. This is an important result in the context of cancer drug efficacy
and adverse event studies, where the drug treatment is the environmental covariate. In
these studies, the main focus is often on gene-drug interactions, and data may only be
available from individuals who respond to a treatment or experience an adverse event.
Our results also show that the retrospective case-only test using clustered haplotypes
is more powerful than the case-only full-dimensional test.

We also plan to make our R code available to users interested in implementing our
methods. We will provide code for testing for haplotype main effects and interactions,
as well as code for carrying out our strategy for haplotype specific tests. Our code for
haplotype specific tests can also be used to obtain estimates of haplotype or interaction
specific effects. Instead of constraining the haplotype of interest to have no effect on
disease and calculating the corresponding score statistic, we can leave all of the effects

unconstrained and estimate effects relative to the reference haplotype.

6.2 Future Work

We plan for future work to improve the clustering algorithm, specifically in the context
of testing for interactions. When assessing interaction effects, we can further reduce the

degrees of freedom by limiting the number of core haplotypes. The clustering algorithm
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Figure 6.1: Haplotype frequency distribution for FUSION simulation. Haplotypes with
frequencies greater than the horizontal cut-off line will be designated as core haplotypes.
The clustering algorithm uses the original penalty function to determine the core haplotypes.

was designed for assessing main haplotype effects, where we are interested in including
all of the core haplotypes in our model. One factor in determining the number of
core clusters is the penalty function used to determine the information criterion. The
penalty function is a function of the sample size. The rationale is that the larger the
sample size, the more information we have about the haplotypes and the more likely
we are to allow for lower frequency core haplotypes. But for interaction tests, we are
willing to sacrifice core haplotypes in return for greater power to detect interactions
between the most common haplotypes and the covariate. One ad-hoc way to reduce the
number of core haplotypes is to use a larger penalty term in the clustering algorithm.
For example, Figure 6.1 presents the haplotype distribution from a sample dataset from

the FUSION simulation. The horizontal line represents the cut-point for determining
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Figure 6.2: Haplotype frequency distribution for FUSION simulation. Haplotypes with
frequencies greater than the horizontal cut-off line will be designated as core haplotypes.
The clustering algorithm uses a doubled penalty term to determine the core haplotypes.

the core haplotypes, which is based on the original penalty function. The 8 haplotypes
with frequency above this cut-point will be included as the core haplotypes. Figure
6.2 presents the distribution from the same dataset, using a doubled penalty term for
determining the core haplotypes. The clustering algorithm assumes a larger penalty
function, and as a result only designates 6 core haplotypes. Another ad-hoc method
is to determine the desired number of core haplotypes by inspecting the haplotype
distribution before performing the clustering. Using this method, the user can directly
choose which haplotypes to include as core haplotypes. Our future work will look at
developing a more rigorous method for determining the core haplotypes in the context
of interaction tests.

We also plan to improve the clustering algorithm by incorporating it into the haplo-
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type frequency estimation. Currently the allocation matrix B(p) is determined based
on original estimates of the haplotype frequencies in the combined sample of cases and
controls. Thus we are assuming one evolutionary tree for the combined sample. For
testing for global haplotype main effects, this is acceptable since cases and controls
are the same under the null hypothesis. But for testing for interaction effects, we may
want to estimate two separate evolutionary trees, and therefore two separate allocation
matrices, for cases and controls. We will explore the feasibility of using two evolution-
ary trees and what effect it might have on the performance of the method. We also
plan to investigate how the determination of the core haplotypes and creation of the
allocation matrix can be combined with the estimation of the haplotype frequencies

into one process.
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Appendix A

Score Statistic Details for Testing for

Haplotype Main Effects

The score statistic for main haplotype effects is

Sg = Ugv[;Uﬁ B0
§=¢

where

and
Vs =Dpg — Igelee Ppe — Daelee e + I8¢ ee Pee et e

We write the variance-covariance matrix D as

»_ | P88 Pse
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where

Ppe = (Dﬁa* Dgy Dp,, - Dﬂm)
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and
Doras Doy Darpy oo Daspy,
Dyy Dyy Dy oo Dy
Dy, *py D’/')’p1 Dy, p, e Dpipria
Dee =
Dpipj
Dt/x *Pr41 DZYPL+1 D1/91PL+1 T DPL+1PL+1
Let

5i(Yis gis ") = 5oz log Ly

si(4:- 9. 8) = ;5108 Li

si(Yi 9isY) = 54 108 Li
Si(yiagiapr) = %log L;.

Then we define the elements of D as

Da*a* = Z Sz(yzagma*)sz(yugza )

*

M > i 5i(Yis 9is ) si(Yi, 96, B)
Doy = 3201 8i(Yis 91 @) 3i(Yis 915 Y)
Do, = > iy 8i(Yis 91 &) 8i(Yi» Gi D7)
Dgg = 31—y 5i(¥i, 9i B)si(vir 9i, )"
Dgny = 31 siWi 96, B)si(yi 91, )"
Dg, = >i—1 5y, i, B)si(yi, i pr)
Dy =301 5i(is 9i,7)5i(Wis 905 Y) "

98



Appendix A. Score Statistic Details for Testing for Haplotype Main Effects

D’YpT
D

prPr

DPTPG

We can write the observed information matrix I as

where

and

Tee =

and the elements of I as

[a*a* =

Ig,. =
I’)’a* —

= Z?:l Si(y’ia 9i, 7)Sz(yza giap‘r>
= Z?:l Si(yiagiapT)Si(yivgiapT)

= Z?zl 5@'(3/1’79@'7]77—)5@'(3/1'7giype)-

Igg ¢
Tge Tee

s = (Iﬁa* Igy 13,

IOt* a* ]Oé*’y

Loy Ty

I&*pl I’/Ym
[éé*pLH L/YPL+1

o _0

T ot Aot

_ 0 0 .
58 9o log L;

log L;

log L;

_0 9
97y Oa*

]a*pl

I “Yp1

Iplpl

I/

pPiPL+1

Iq

*PL+1

I’YPL-H

I

PiPL+1

[pipj

I
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Appendix A. Score Statistic Details for Testing for Haplotype Main Effects

Iy o = logL

pro 6]7

s = 8,6 8,6 log L

Iyg = 8’7 aﬁ log L;
Iprﬁ = —Wm log L;
Iyy = a'y a'y log L;
L.~ = 6p 87 log L;
Ipop. = ap 10g L
I, », = apg 8}77— log L;

To simplify notation, define the quantities v, u, and w for each individual as
v= ZHGS(Gi) exp(a* + X¢, B + Xg,7)pupw
u=>_yexp(a” + Xc, B+ Xg,7)prpw

W= Hes(a,) PP

The derivatives of v with respect to the parameters o*, v, B, and a specific p, are
=D wes(a) &P + Xey, B+ X5, Y)pnpw
= > wes(a) P + Xey B+ X v) XE, prpw

a'yv = D nes(ay xp(a” + Xe, B+ X, ¥) X £, PrDi

ﬁv = mesy 2L(h =1) {ph/exp(a* + X, B+ XEi'y)}

az* ai*“ =v
%ai*“ = %U
%ag*“ = %”
59507 = ¥
00

U= res(an P + Xoy B+ Xpy) XE, Xeyprpw

>

@
)

@
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Appendix A. Score Statistic Details for Testing for Haplotype Main Effects

%%U = > wes(ar) OXP(a* + Xey B+ Xp,v)XE, X, prpi
-850 = Tiesion 2 = 7){ (e’ + Xo B+ Xen)XE, o |
25V = Dpesan (@ + Xoy, B+ Xpv) XE Xppapw
%%v = ZHes(Gi) 2I(h = 7'){ exp(a* + X¢, 8+ XEi’Y)XEiph/}

st = 100 = 1 = ) { 2exp(e” + Xy B+ X}

apg ap ZHES [(hj =T, h; = 9){ exp(a* + X¢, B + XEfV)}

The derivatives of u are the same as those for v, except they are summed over all

haplotype pairs H instead of H € S(G;). The derivates of w are

apf ZHES 2I(h = 7)pw
32 agTw = 2I(h h=r)

apg 8p-r = ZHGS 2I(h; =, h; =0)

Now we can write the components of D and [ in terms of derivatives of v, u, and

aa* IOgL =Y 6; - ?u
(9,6 g L Yi ; au
i AN A

%bng‘ =Yi—,
o)

9
ilogl} =(1—y) o 4 Ui opr’ _ Dpr

w v u

S

u

9 9 )7( 9

£ 2w (52u
aa Ba log L; = ; v(52 52+ )Ug 22:0) (52 v) _ u(gax gaxu = 22 u) (52 )
O 1) — (=2 ) (-2~ w2 DV ( ) (-2n
i P 1 L: "U(D/B(’)a*’v) (6a* )(Bﬁ )_ (Bﬁaa* ) (Ba* )(9/6 )
8,63‘1* Og 7 y’L 02 2

(5% 52 0)—(32 ) (3%v)  ul(z 5o u)—(5=u) (Gw)

20 log L = y, Ny Myt oy
%52* log L; — yiv(%a%:*?f) Ugaa* U)(apTv) _ u(%%u) ugapTu)(ao‘* u)
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(-5 v O ) (2w wl( =2 O )\ — (-2 w) (-2 u

iilOgL = y; (83 Jé} ) 286 )(6,3 ) (aﬁa ) iaﬂ )(aﬁ )

(] (2 v w
9 af (8p % )= ( ﬁv)(ap v) “(apT %U)—(QLU)(BZTu)
———FlogL; =y
0 T g ? 2 2
v o s UL o 0 8 ,ui s
90 Jog L, = g XYV yINHY | ey oy ry ey

i = Yi p) 3
8:97 8’(;/ 1 L U(ai-r B%U)U(%v)(%v) “(327 58'7 )u_(aa")/u)(ap u)
ﬂa_ og L = Y; 02 - u2
Z t;y (8(2722 )= (5p; ) (5p-w) U(%”)*(a%v)(%v) u(832 )= (5 u) (5 u)
dp~ Opr log L; = ( _yz) w2 i - e —
o o w(gh aazw)~(parw)(gpw) | v(ghs 5o ) (a0 (5050)
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Appendix B

Score Statistic Details for Testing for

Interaction Effects

The score statistic for haplotype-environment interaction effects is

o

Sy =UpVy'Uv|,
£

where

0
Uy = 8_1/ log Lops

and
Vo = Dyv = Iyelee Dye — Dygleglye + Tugleg Deeleg e

We write the variance-covariance matrix D as

D D
Do vv Dyg
T
DV£ D€€
where
Dyé’ = (Dya* DV,B qu/ DVp1 DVPL+1)
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and
Doar D, Doy
D.g  Pps  Dpy
Diyny Dg,  Dyy

D£€ _ D *p1 D/ﬁpl D'/Ypl
Dis D Dhy,

Let

si(Yir 91, ") = 35 log L

si(4i, 9 8) = 55108 Li

si(yi, 9i:7) = 55 log Li

si(Yi» 9i»pr) = 50-log L;

si(Yi, 9, V) = 355 10g L;.

Then we define the elements of D as

Da*a - Z

aﬁ i si )si
Doy = 3201 8i(Yis 915 @) 5i(Yi, 95, Y)
)
)

Da*p = Z
Da*l/ Z

Dgg =725

L Si(Yis 91 %) 8i(Yiy g3y 0F)

*

Yis 9is )5 (Y, 9i, B)

*

18i(Yi, giy 0)si(Yiy 9iy D)

*

(
’L<yl7glua Sl( 17927 )
( 17917 )Sz'(y’iagia/@)T

Score Statistic Details for Testing for Interaction Effects

D D

a*py a*pr41
D D
/Bpl ﬁpL-H
D’)’m D")’pL+1
Dplpl DPlPL+1
Dpipj
!
DP1PL+1 T DPL+1PL+1
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Appendix B. Score Statistic Details for Testing for Interaction Effects

Dg»YZZ 15i1(Yi- 90 B)si(Yir 91 )"
= > e 5i(Yis 9i, B)si(Yir Gi, Pr)
= >y 5i(Yi, 93, B)si(Yis g1, v) T
= >0 si(Yis 90 7) 8 (Wi 95 )T
D'fo > i 5i(Yis 9isY)5i(Yis 9is D7)
= >y 8ilYis 9i7)8i (i g )T

DprT = 2?21 8i(Yis 9is Pr)8i(Yis Gis Pr)
Dy, py = 2 i1 5i(Yis 915 Pr)Si(Yis Gis Do)
Dy.v = Z?:l si(Yis Gis Pr)8i(Yis Gis V)
(

DVV = Z?:l Si iagi7’/)8i(yi7g’i7y)T‘

We can write the observed information matrix I as

1 I
I— vv VE
T
Tue lee
where
[V£_<Il/a Il/ﬁ IV’)/ [Vm [VPL+1)
and
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Ia*a* IO[* IO&*’Y ]Oé*pl P Ia’*pL+1
/
Leg 188 gy 18s o 1Bu
Loy gy Iy Iy o Dy
I, I I I o I
_ a*py ﬁp “Yp1 P1p1 P1PL+1
leg 1
]pz‘pj
]z/x *PL+1 IIIBPLH I’/'YPL+1 [1;1pL+1 to IPL+1PL+1

and the elements of [ as

Lo = 8a 6a log L;
]Ba* = 5 8a* log L;
Iyar = a'y 5o

Iy o = ap aa* log L;
— 8,/ 6a log L;
Igg3 _%66 log L;
Iyg= —%%logL,
I, 3= —%%long
IVB = —%%long

o 0

Ipy = —5p; oy 108 Li
o 0

Ivy = —guaylog Li
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Appendix B. Score Statistic Details for Testing for Interaction Effects

are

Iy = &DT apT log L;
]pTPG = 8];9 ap ]'Og L
Ivy, = 8,/ ap log L;.

To simplify notation, define the quantities v, u, and w for each individual as

v= ZHGS(Gi) exp(a* + Xy, B+ Xgy + Xup,V)phpw

u =y gexp(a + Xe, B+ Xpvy + Xup,V)pupw

w= ZHeS(Gi) DhPw

The derivatives of v with respect to the parameters o, v, 3,

ZHGS Gy) exp(a” + Xey B+ Xp, vy + Xug,v)prpw

o + XCH,B + XE Y + XHE V)XCthph/

(
yexp(e* + Xoy B+ Xpy + Xuwv) XE,prpw

v, and a specific p,

= ZHGS(Gi) 2I(h =) {ph/exp(oz* + Xeo, B+ Xg,y + XHEiV)}

U= pes) P + Xc, B+ Xpy + Xug, V)X g, phpw

Zv
aﬁv = Hes(Gy) €XP
afyv = 2 Hes (G,

ag* ag*” =V
%ai*” = %U
%az*“ = %”

59 Ba7! = %

s BV =
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a%%“ = > nesan P + Xy B+ Xpy + Xup,v) XE, Xuppapw

——U—ZHGS exp(a + Xeo, B+ Xpy + Xupv)XE X g, php

Y Y

%ﬁ = ZHGS(G)2I<h ){exp(a*+X0Hﬂ+XEfY+XHEiV>XE.ph/}
d%ﬁ = Y wesia) P + Xey B+ Xey + Xup, V) X§, Xup,prpi

é)iai :2](h:h’:T){exp(a*—}-XcHﬁ—{—XEi'y—i—XHEiV)}

3106 ap =X mescy 2L(hj = 1,1 = 9){ exp(a” + Xoy B+ X,y + XHEW)}

= mesy 2l(h=1# h/){ exp(a + Xey, B+ Xy + XHEiV)ph/XHEi} +

2](h = h/ = 7'){ exp(a* + XC’H,B + XE/Y + XHEZV)pTXHEZ}

Zlv= Y omesay) eXP(a* + Xoy B+ Xy + Xupv) Xip, Xue,papw

The derivatives of u are the same as those for v, except they are summed over all
haplotype pairs H instead of H € S(G;). The derivates of w are

apT ZHGS 2I(h = 7)pw

%ag w—2](h h =)

a;m9 ap-r = ZHES Qf(h =T, h/ =0)

Now we can write the components of D and I in terms of derivatives of v, u, and

i’LL
da* da*
Fa
9 — 4.2 e
85 log L; = y; = -
o 0 .
m log L; = " — ==
0 4 v 9y
logL _(1—yz)31; + y; 2 — 2z
9 u
logL =y @’5 o
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aa_avav w28 B V(D (P,
8(1* 8a* IOgL — y’L ( * da* ’U) /Ugaa* )(Ba* ) _ (Ba* da* )ugaa* )(aa* )
1) (0 ) (-8 wl( == 2 ) — (=2 ) (-2
5 8 .y(aﬁf’“*v) e )(aﬁ ) B (9,53“* )—(5e )(85 )
a3 da* 02 u?
IB U(%%U)—(%v)(%@ U(%az*@—(%w(%w
8"}’ 8a* IOg L =Y v2 ) - o u?
ap Li =y, (50 5w )Ug 5o 0) (52-0) _ u(gpr gar ) ugap,”J)(aa*U)
%8?/ log L; = y; v(5% 3 v) vgayv)(%v) . u( 5o 8%11);2%@(%“)
20D V(D V(D) 2o D) (D) (P
5 ilogL _yv(a,@aﬂ) 29/3 )(aﬁ) (6 5 ) ia )(0 )
a3 o 4 ¢ v u
o0 v(a,)/%v)—(aﬁv)(aiv) U(BLBLU)—(?U)(%U)
ay % log L; = y; 2 w2
v(g2- o) (-Fv)(g5=v)  ulgl—Gu)—(-Fgu)(2-uw)
%%log[ﬂ =Y - 8/8 vZBIB - - i uzaﬁ ’
(50 -Gp(G)  w(G 5w - (Gu)(G5u)
%%log L; = Yi B2 vza a,@ oB° uza,@ 616
v( 5% 5 0)— (32 0)(5Rv)  u(gR 55w —(zRu) (5 w)
%%log Li = v, 7Y @ U2a’y Y a7y @ uza’y Y
(52 5%7v) (69)/11)(810) U(aiaiU)*(a%/U)(aLU)
%% log Lz =Y = 02 = - = 02 -
A ooy )G u -
ﬂw 1Og Lz =Y; U2 - w2
w(Zyw)-GEw)GEw) (-GS
2(,)%a%Tlog Li=(1-y) — Ty —
U(%U)—(%U)(%U)
’LL2
00 ) (=2 ) (2w (B D V(D V(=D
8pe 8p log L; = (1 —y;) oo 20 )w('zapT R )+yz D03 907 )U(am 15"
“(629 B W)~ iapT )(apg w)
log L; = y; (32307 )vga%v)(aﬁ v) U(a,,%a%u);(a%w(a,ﬁw
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Appendix C

Score Statistic Details for Case-only Test

for Interaction Effects

The score statistic for the case-only analysis of haplotype-environment interaction ef-

fects is
Sv =U,Vy'Uy|,,_,
.
where
0
Uy = —log Lgps
V= v 08 Lob
and

Vi = Dyp — IyélééD,T/E — Dyglgélzg + ]VglééD&:]gé]ge

We write the variance-covariance matrix D as

T
Dpe DPeg
where
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DV€ = (Dyﬁl e DyﬁL+1>
and
Dﬁlﬁl DﬁlﬁLﬂ
Dee =1 ... Dy,
D;?113L+1 Tt DﬁL+1ﬁL+1
Let

si(Yi» 9i» br) = 53-l0g L;
$i(Yi, i, V) = 535 log L;.
Then we define the elements of D as
Dj 5. = > 1 5i(Yi, Gis Pr)si(Yi, 9i, Pr)
Dj. 5, = 2

156 ymgmﬁr)Si(yz',gnﬁe)
Dyj, = >0,

(
Si(yia i, V)Si(yi7 91',]57)
(

DVV = Z?:l Si iagi7y)8’i(yi7g’i7y)T‘

We can write the observed information matrix [ as

I I
I vv ¢

Ine et

where
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11/52 (Il/ﬁ1 IVﬁL+1)

and
[151151 ]ﬁlﬁLﬂ
Jee =
g¢ Ly,
/
IfnﬁL.H Ce IPL+1PL+1

and the elements of [ as

]]57137 = ap Bp-,— IOgL
[ﬁrﬁe = 8?99 aiT log L;
IyﬁT = 81/ 8p IOgL

To simplify notation, define the quantities v, u, and w for each individual as
v= ZHGS(Gi) exp(X g gV )Phph

U= ZH exp(XuypV)pnpw

The derivatives of v with respect to the parameters v and a specific p, are
ol = > mes(an SP(Xupv)prpw Xirp

3p7— = X nesa) XP(Xupv)2I(h = 7)pw

apg Bp-r ZHGS 2[(h = 7,0 = 0) exp(Xppv)

apf au ZHES eXP(XHEV)QI(h = T)pw Xt

The derivatives of u are the same as those for v, except they are summed over all
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haplotype pairs H instead of H € S(G;).

Now we can write the components of D and [ in terms of derivatives of v, u, and

5 v
—_— .= . g __ . 2Pz
B log L; = d; = d; =
9 4 Lu
2 log L; = d; 2= — ;5=

6 8 o 52 5 5
‘f v)— ( )(ﬁv) u(szu) (a )(3 u)
8p-r 6]37— lOg L - d = U2 s - = u;o s
9 9 _o el o]
8p9 ap log L; = d; (o755 35 )Ugam V(a5 _ di“(ﬁﬁu);iﬁu)(rﬁgw
v v 6 ’U u ﬁlu _ iu o "
3p lOgL — d (BpT v )vgay )( ) . dz (3197 o )ugay )(ap )
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