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Current methods for mapping imprinted quantitative trait locus (iQTL) with inbred line crosses
assume fixed QTL effects. When an iQTL segregates in experimental line crosses, combining
different line crosses with similar genetic background can improve the accuracy of iQTLs inference.
In this article, we develop a general interval-based statistical variance components framework to
map iQTLs underlying complex traits by combining different backcross line crosses. We propose
a new iQTL variance partition method based on the nature of marker alleles shared identical-
by-decent (IBD) in inbred lines. Maternal effect is adjusted when testing imprinting. Efficient
estimation methods with the maximum likelihood and the restricted maximum likelihood are
derived and compared. Statistical properties of the proposed mapping strategy are evaluated
through extensive simulations under different sampling designs. An extension to multiple QTL
analysis is given. The proposed method will greatly facilitate genetic dissection of imprinted
complex traits in inbred line crosses.

Copyright © 2009 G. Li and Y. Cui. This is an open access article distributed under the Creative
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any medium, provided the original work is properly cited.

1. Introduction

The genetic architecture of complex phenotypes in agriculture, evolution, and biomedicine
is generally complex involving a network of multiple genetic and environmental factors that
interact with one another in complicated ways [1]. The development of molecular markers
makes it possible to identify genetic locus (i.e., quantitative trait locus (QTL)) underlie vari-
ous traits of interest. Genetic designs with controlled crosses are generally pursued to gener-
ate mapping populations aimed to identify QTL underlying the variation of phenotypes. Sta-
tistical method for QTL mapping with experimental crosses dates back to the seminal work
of Lander and Botstein [2]. Various extensions have been developed since then (e.g., [3, 4]).
For a diploid organism, the expression products of most functional regions from each
one of a chromosome pair are equal. A broken of this equivalence, that is, nonequivalent
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genetic contribution of each parental genome to offspring phenotype, can result in genomic
imprinting, a phenomenon also called parent-of-origin effect [5]. Since its discovery,
imprinting-like phenomena have been commonly observed in mammals and seed plants
(reviewed by Burt and Trivers [6]). However, statistical methods for identifying imprinted
genes have not been extensively studied and well developed.

The imprinted inheritance violates the Mendelian theory and brings challenges in
statistical modeling. Currently, there are two frameworks in mapping imprinted genes.
One is based on the random effect model with pedigree-based natural population such as
humans. Hanson et al. [7] first proposed a variance components framework by partitioning
the additive variance component as two parts, a component due to maternal gene and a
component due to paternal gene. The variance component method is developed based on the
identical-by-decent (IBD) idea in which the expression of the gene for a pair of individuals
is expected to be similar if they share alleles IBD. Liu et al. [8] recently applied the model
to map iQTL underlying canine hip dysplasia in a structured canine population. However,
the current IBD-based variance components method for mapping imprinted genes assumes
noninbreeding population. Their applications are immediately limited with fully or partially
inbreeding population such as the controlled inbreeding design in plants and animals. With
inbred mapping population in humans, Abney et al. [9] proposed a method to estimate
variance components of quantitative traits. However, the extension of the method to map
imprinted gene is not straightforward. No variance components method has been proposed
to map imprinted genes with inbred population in the literature.

Another general framework for mapping imprinted genes is based on the fixed-
effect model in which the effects of genetic factors are considered as fixed. A number of
studies were proposed under this framework for mapping imprinted QTL (iQTL) with
controlled crosses of outbred parents [10-12]. One potential limitation of these methods is
that allelic heterozygosity at a locus between two outbred parents could cause confounding
effects for genomic imprinting. The genetic differences detected by such a fixed-effect model
could be caused by allelic heterozygosity of the parents rather than the imprinted effect
of iQTL [13]. A natural alternative for the mapping population is the inbred lines. Fixed-
effect models based on backcross (BC) and F, population were recently proposed under
the maximum likelihood framework [14-17]. When inbred lines are used, Xie et al. [18]
pointed out that it is more meaningful to inference QTL effect by its variance rather than
by the allele substitution effect. The QTL variance is generally calculated conditional on
the cross, and it, as a variable, is different from one cross to another [18]. In a single-line
cross, the estimated QTL variance cannot be simply extended to a statistical inference space
beyond that [18]. Multiple parental lines are needed for QTL variance inference. A solution
to this is to combine data from multiple line crosses [18]. An IBD-based variance component
method was proposed by Xie et al. [18] with multiple line crosses. Extension of the IBD-
based variance component method with multiple line crosses to iQTL mapping has not been
studied.

Motivated by the limitations of current methods aforementioned and by the pressing
need for efficient iQTL mapping procedure, in this article, we propose a statistical variance
components framework for iQTL mapping by combining data from multiple inbred line
crosses. The proposed model is robust in iQTL variance inference by extending the iQTL
inference space from single-line cross to multiple line crosses. A parent-specific IBD sharing
partition method is proposed by considering the inbreeding structure in line crosses. As
discussed by Cui in [14], the phenotype of an offspring is not only controlled by its own
genetic profiles, but also controlled by maternal genotype. The effect of maternal genotype on
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the phenotype of her offspring, termed maternal effect, is one potential source of confounding
effect in the inference of genomic imprinting. The existence of such parental effect may lead
to incorrect interpretations of imprinting when they are not properly accounted for in the
analysis. Parameters that model the maternal effect are also included and adjusted when
testing imprinting.

With the developed model, we propose an interval-based method for genome-wide
scan and testing of iQTL. Both maximum likelihood (ML) and restricted maximum likelihood
(REML) methods are proposed and compared for parameter estimation and power analysis.
An extension to multiple QTL is also proposed in which the multiple QTL model provides
improved resolution for QTL inference. Extensive simulations are conducted to compare
the performance of the proposed model under different sampling designs with different
combinations of family and offspring size. Coparisons of the ML and REML methods, single
QTL and multiple QTL methods are discussed. The proposed method provides a general
framework in iQTL mapping with multiple line crosses and has significant implications in
real application.

2. Statistical Methods
2.1. Genetic Design

The dissection of imprinting effects in line crosses depends on appropriate mating designs,
where the allele parental origin can be traced and distinguished. Most commonly used inbred
line crosses are the backcross, F,, and recombinant inbred line (RIL). Reciprocal backcross
design has been proposed in iQTL mapping [14, 16]. Considering parental origin of an
allele, we use the subscripts m and f to refer to an allele inherited from the maternal
and paternal parents, respectively. The merit of a backcross design is that two reciprocal
heterozygotes in offsprings, Apay and a,,As, can be distinguished and their mean effects
can be estimated and tested to assess imprinting [14, 16]. While all individuals in an F,
segregation population share the same parental information, theoretically it is impossible
to distinguish the phenotypic distribution of A,,as and a,, Ay without extra information.
Considering sex-specific recombination rates, Cui et al. [15] recently developed an imprinting
model by incorporating this information into an interval mapping framework. No study has
been reported to use RILs for iQTL mapping.

The methods proposed in Cui [14] and Cui et al. [16] are fixed-effects QTL models
where the effects of an iQTL are considered as fixed. While only four backcross families are
considered, when extending to multiple backcross families, the inference of iQTL variance
calculation is less efficient. The variance components method, initially proposed in human
linkage analysis [19], offers a powerful alternative in assessing genomic imprinting [7]. In
this paper, we will extend the variance components method to inbred line populations by
combining different backcross lines to map iQTL.

A typical backcross design often starts with the cross between one of the parental lines
and their F; progeny to create a segregation population. Then large number of offsprings are
collected for QTL mapping. When imprinting effect is considered, reciprocal backcrosses are
needed. A basic design framework is illustrated in Table 1 in Cui [14]. The two reciprocal
backcrosses are treated as the base mapping units. Multiple backcross families are sampled
based on these four crosses. For simplicity, we sample equal number of families for each
backcross category. For example, a sample of 8 families would require two of each of the
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four backcrosses. Noted that the variance components method assesses the degree of allele
sharing among siblings. When it is applied to inbred line crosses, each backcross population
is considered as one family and different families are considered as independent. For fixed
total sample size, one issue is to assess whether we should sample large number of families
each with small offspring size or small number of families each with large offspring size.
For example, to sample 400 individuals, shall we sample 4 backcross families each with 100
offsprings or 100 families each with 4 progenies or other sampling strategies? The choice of
optimal designs is intensively evaluated through simulations.

2.2, The Mixed-Effect Variance Components Model

Suppose there is a putative QTL with two segregating alleles Q and g, located in an interval
responsible for the variation of a quantitative trait. The phenotype, yix, for individual i
measured in backcross family k(=1,...,K) can be written as a linear function of QTL,
polygene, and environmental effects:

yik:y+aik+Gik+eik, k=1,...,K,‘ i=1,...,ng, (2.1)

where ny is the number of offsprings in the kth backcross family; y denotes the overall
mean; a; is the random additive effect of the major monogenic QTL assuming normal
distribution with mean zero; Gji is the polygenic effect that reflects the effects of unlinked
genes and is assumed to be normally distributed with mean zero; ejx ~ N (0, 62) is the random
environmental error uncorrelated to other effects. The phenotypic variance-covariance for the
kth family can be expressed as

3 = o + @0 + 107, (2.2)

where 02 and 0"32, are the additive and polygene variances; Iy is a matrix containing the
proportion of marker alleles shared IBD for individuals in the kth backcross family; @,
is a matrix of the expected proportion of alleles shared IBD; I is the identity matrix. The
calculation of the IBD sharing matrix with inbred lines can be found in Xie et al. [18] which
is based on the Malécot coefficient of coancestry [20].

Noted that a backcross offspring with genotype Q,,q5 may be obtained by the QQ xQq
or the Qg x QQ cross. When there is a significant maternal effect, the mean expression for
genotype Q.4 may be different depending on whether its maternal parents carrying QQ or
Qg genotype. As described in Cui [14], maternal effect is one source of potential confounding
factor for genomic imprinting. It should be appropriately modeled and adjusted when testing
imprinting. Here, we model the cytoplasmic maternal effects as fixed effects, and the overall
mean  is replaced by pi which models the maternal effect of the kth distinct backcross family.

To accommodate parent-of-origin effects, the QTL additive effect (a) can be partitioned
as two terms:

(1) a component that reflects the influence of the QTL carried on the maternally derived
chromosome (a,;,);

(2) a component that reflects the influence of the QTL carried on the paternally derived
chromosome (ay).
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The model that accommodates the parent-specific effects can be expressed as
yik:‘uk+aikm+aikf+Gik+eik, k=1,...,K,’i=1,...,le. (23)

Note that the proposed design contains three distinct maternal parent genotypes. Thus the k
maternal effects indexed by p can be compressed to three distinct maternal effects, instead
of k terms. For data vector y in family k, the above model can be reexpressed as

yk=Xkﬁ+akm+akf+Gk+ek, k=1,...,K, (2.4)

where Xy is an indicator matrix corresponding to the kth backcross family and f contains
parameters associated with the three maternal effects; ax,, ~ N(O, Hm‘kcrfn), axr ~ N(0,
Hf|koj%), Gy ~ N(0, (Dgoé), ex ~ N(0,102), where I, and Il are matrices containing
the proportion of marker alleles shared IBD that are derived from the mother and father,
respectively; @, is a matrix of the expected proportion of alleles shared IBD; I is the identity
matrix; o2, and 0']% are the variance of alleles inherited from the maternal and paternal parents,
respectively.

With noninbreeding mapping population, Hanson et al. [7] expressed the phenotypic
variance-covariance for the kth family as

By = Moy, + Lo} + @goy + 107 (2.5)

However, for an inbred mapping population, this IBD-based variance partition method
cannot be directly applied. New method considering the inbreeding structure is needed.

2.3. Parent-Specific Allele Sharing and Covariances between
Two Inbreeding Full-Sibs

Before we get the phenotypic variance-covariance of a pair of individuals i and j, let us first
consider the parent-specific allele sharing status. Within each BC family, there are two alleles
segregating at each locus. Because of inbreeding, the IBD values between two backcross
individuals are different from those calculated from outbred full-sibs. Consider two sibs i
and j in the kth backcross family. Without considering allelic parental origin, Xie et al. [18]
proposed to calculate the IBD value at a QTL as

2 f -Q0Q,
Jrij = 291] = { o QQ QQ (26)

1 for QQ-Qqor Qq-Qq

with 6;; being the Malécot coefficient of coancestry [20]. Thus, for an inbred population, r;; is
not the actual IBD value between individuals i and j, rather interpreted as twice the coefficient
of coancestry [18, 21]. For individuals with itself,

mi=1+F = {2 for QQ - QL 2.7)

1 for Qq-Qgq,
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Figure 1: Possible alleles-shared IBD for individuals i and j in inbreeding backcross families. Lines indicate
alleles-shared IBD.

where F; is the inbreeding coefficient for individual i at the QTL. The elements in @, matrix
are just the expected values of sr;; and sr;; which are ¢;; = 5/4 and ¢;; = 3/2 [18].

When allelic parental origin is considered, the IBD sharing matrix can also be
calculated based on the coefficient of coancestry. By definition, the coefficient of coancestry
is defined as the probability that two randomly drawn alleles from individuals i and j are
identical by descent. Figure 1 displays possible alleles shared IBD for sibs drawn in backcross
families. Consider two backcross individuals i (with two alleles A;, and A;;) and j (with two
alleles A; and Aj, ). Define 6;; as the coefficient of coancestry between individuals i and j. By
definition, 6;; can be calculated as

9,']' = {PI'(A,'m = A]m) +PI'(A,'m = A]f) +Pr(Al~f = A]'m) +PI‘(Al'f = A]f)}
(2.8)

== s

(Binjn + Oy + i + Oij),

im ]m

where 0;;. can be interpreted as the allelic kinship coefficient, that is, the probability that a
randomly chosen allele from individual i is IBD to a randomly chosen allele from individual
j- Note that the two terms 6;,,;, and 6;,;, are not distinguishable. However, their sum is unique
and therefore the two terms can be combined as one single term, denoted as 6;,,;,(= 6;,;, +
0is,)- After the manipulation, the coefficient of coancestry for individuals i and j can be
expressed as 0;; = (1/4)(6,,,;, + 6i,/j, + 6i,j,) which is composed of three components.

Following Xie et al. [18], the alleles shared IBD between individuals i and j can be
expressed as

ﬂ'i]' = 291']'

1
=5 (Binj + Oiurjy + 0ijy) (2.9)

= Tijm + T/ jy + Tigjys

where 7,5, = (1/2)6;,;, and 7;,;, = (1/2)6;;, are the alleles shared IBD derived from the
mother and father, respectively; i, /;, = (1/2)6;,/;, is the alleles shared IBD due to alleles
cross sharing, a special case for inbreeding sibs. Without inbreeding, 7;,/;. takes value of
Zero.

For completely inbreeding population, the inbreeding coefficient F; is 1 if alleles
inherited from both parents are the same since these alleles can be traced back to the same
grandparent. For example, for an individual with genotype Q,,Qy, Pr(Qn, = Qy) = 1 since
both alleles Q,, and Qy are inherited from the same grandparent. Therefore, for individuals
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with itself, 7;; = 1+ F; would be the same as r;; (i # j) when i and j carry the same genotypes.
The expected proportion of alleles shared IBD ¢;; can also be calculated.

Thus, the proportion of alleles-shared IBD can be partitioned as three components for
inbreeding sibs, rather than two components considering parent-of-origin effects proposed by
Hanson et al. [7]. To further illustrate the idea, we use one backcross family to demonstrate
the derivation. A full list of possible IBD sharing values for the two reciprocal backcrosses is
given in Table 1. Considering a backcross family initiated with the Qg x QQ cross. Randomly
selecting two individuals i and j with genotype Q,,Q and Q,,Qy, the Malécot coefficient of
coancestry can be calculated as

]Z'i]' = 261]
= %{Pr(Qim = Qjm) + Pr(Qim = Qjy) + Pr(Qir = Qjm) + Pr(Qis = Qjr) } 010
. .
= 5[1 +1+1+1]
=2.

Thus, m;,j, = i, = 0.5 and a;,/;, = 1. For sib pairs i (with genotype Q,,Qy) and j (with
genotype Qnqy), i, j, = 0.5, Trigj, =0 and Ti,/j; = 0.5, and r;; = 1 which is the same as given
in (2.6) without considering parent-of-origin partition.

Considering the allelic sharing status in a complete inbreeding population, the
relationship between the maternal and paternal alleles is no longer independent if the
two alleles are in identical form. There exists a covariance term (denoted as ofn f) due to
alleles cross sharing for two inbreeding full-sibs when calculating the phenotypic variance.
Corresponding to the partition of the IBD-sharing considering allelic parental origin, the

major QTL additive variance component can be partitioned into three components, that is, o2,

2
om
in inbreeding families. Thus, the trait covariance between two individuals i and j can be

expressed as

,and 02, - in which o2 s can be interpreted as the covariance due to alleles cross sharing

2 2 2 2 2
COV(yi, y]) = JFimijm + yrifffof + .71','m/]'/0'mf + ¢ij0g + Ii]'O'e, (211)

where [;; is an indicator variable taking value 1if i = j and 0 if i # j. The variance-covariance
matrix for a phenotypic vector in the kth backcross family can then be expressed as

By = M0y, + Uiy k0, + L0} + @05 + 107, (2.12)

where the elements of Tk, [1¢x, and Iy, s can be found in Table 1.
For noninbreeding sib pairs with random mating, 7, ,;, = 0 and hence Cov(am, as) =
0. Model (2.12) reduces to 3 = Iuko2 + Ipo? + (I)gof, + o2, the same as the variance

f
components partition model considering parent-of-origin effects given by Hanson et al. [7].
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Table 1: The IBD sharing coefficients for full-sib pairs in a reciprocal backcross design considering allelic
parental origin.

Offspring Parent-specific IBD sharing Total IBD
Backcross  genotype Tmm Ty T/ f a
QumQs Qmar QmQy Qmas QmQy Qmas QmQy Qmdqy
QQxQq  QuQs 0.5 0.5 0.5 0 1 0.5 2 1
Qmaqr 0.5 0.5 0 0.5 0.5 0 1 1
Qme ‘7me Qme Qme Qme Qme QmQj Qme
Qg xQQ QmQs 0.5 0 0.5 0.5 1 0.5 2 1
amQy 0 0.5 0.5 0.5 0.5 0 1 1
amQr  qmds  4mQr  Gmdsr  qmQy  Gmds  GmQr  qmds
79 % Qq anQs 0.5 0.5 0.5 0 0 0.5 1 1
amqf 0.5 0.5 0 0.5 0.5 1 1 2
Qmqr gmds  Qmqr gmds  Qmds  qmdy Qmds  qmdy
Qg xqq Qmqy 0.5 0 0.5 0.5 0 0.5 1 1
amqf 0 0.5 0.5 0.5 0.5 1 1 2

2.4. Likelihood Function and Parameter Estimation

Assuming multivariate normality, the density function of observing a particular vector of
data y for family k is given by

1 B
f(yis pie, Zk) = pl- E(Yk - ) = vk - ) |, (2.13)

(2.71')nk/2|2k|1/2 ex

where yx = (yik, .- .,ynkk)T is an ng x 1 vector of phenotypes for the kth backcross family,
and 7 is the kth backcross family size. The overall log likelihood function for K independent
backcross families is give by

K
€ = Y log|f (yki pr, Z)]- (2.14)

k=1

Note that the maternal effect yy is the same for families with the same maternal
genotype. Thus, only three maternal effects need to be estimated. Two commonly used
methods can be applied to estimate parameters in a mixed effects model, the ML method
and the REML method. Both methods have been applied in genetic linkage analysis in
a variance components model framework [19, 22]. In general, ML estimators tend to be
downwardly biased given that it does not account for the loss in degrees of freedom resulted
from estimation of the fixed effects [23]. The REML is based on a linear transformation of
the data such that the fixed effects are eliminated from the model, hence it provides less-
biased estimators. Even though standard softwares such as SAS have standard procedures to
estimate parameters for a mixed effects model, the estimation for the proposed model cannot
be directly fitted into a standard software. The estimation procedures for the two methods
are detailed here.
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2.4.1. The ML Estimation

The phenotype vector in the kth backcross family follows a multivariate normal distri-
bution, that is, yx ~ MVN(Xkp,Xk). Parameters that need to be estimated are Q =
(B, O 07, Oy 03, 02) With B = (a2, pi3)"

Define 0° = 0y, + 0} + 0, + 03 + 02, iy, = (07,/0%), b} = (07/0%), B, = (0},,/07),
h; = (03/0%),and h; =1 - hj, — h? -k s — hg. 0% is the total phenotypic variance and hence
h2, and h} can be considered as the heritability of maternaland paternal alleles, h2, + h? +h
is the total genetic heritability due to the major QTL, hé is the polygene heritability, and
h* = 2, + h? +h2 it h? is the overall heritability. The phenotypic variance-covariance between
any two individuals i and j in the kth backcross family can then be reexpressed as

Var <yik> = ozHij\kr (2.15)
Yik
where
H, O b (2.16)
T\6y 6 '

with &; = ;i hs, + i, h} + Jrim/ifhfnf + (ﬁiihé + h3; 6; is defined similarly; 6;; = 7, h2, +
infjfhf( + Jrim/jfhfnf + ¢1]h§

If there are ny sibs in each backcross family, Hx = {Hijjjk}yn is simply an
ng x ng matrix. Instead of estimating Q = (B,02, O'J%, o2 P oé, 02), we can estimate Q =
(B, 0% H2, h?, W2 £ hé) and solve above equations to get the original variance estimates. Now,

the log-likelihood can be expressed as

K K
() = S8l (| ©)] -3, { logo? - Log| il - 1 (ve - Xef) HE (v~ Xup) .
e k=1

(2.17)

Maximizing likelihood (2.14) is equivalent to maximize (2.17). Here, we take an
iterated estimation procedure to estimate the parameters contained in Q. For given values of
h?, h;, h 5 hé, we can get the maximum likelihood estimates (MLEs) of parameters (f3, 0?)
by setting the partial derivative of the log-likelihood function (2.17) to zero, that is,

K
B=3 (XIHX)  (XIH'yi),
k=1

: B . (2.18)
6% = K Z (yx = XxP) Hzil (v = Xip).
k:lnk k=1
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It can be seen that § and 62 are functions of h2, h?, h? ;- and h3. Plug the updated

m
parameter values for  and o2 into likelihood equation (2.17), the log-likelihood function can
be simplified as

Nk

K
~ 2

K K
2(Q) = D log[f (yx | Q)] - log 6% — %Zlog|Hk|. (2.19)
k=1 k=1

k=1

The simplex algorithm [24] can be applied to maximize the function (2.19) with respect
to parameters h2, h}, h r and hé subject to the the constraints that 0 < k2, h/%, h2 5 h§ <1and
0<h*<1.

To guarantee a positive definite covariance matrix when searching for these heritability
values over the constraint parameter space, a reparameterization technique is adopted [25].
Taking 6;; = h* (7, Yo + ﬂ'if;‘fYJ% + ﬂ'i,,,/ijfnf + ¢iiY§)/ where y;, = hy,/1?, YJ% = hi/hzf ernf =
h2 f/ K2, Y; = hé/ h?, and h? = b2, + h; +h it hé. We now have four new unknowns with the
constraints: 0 < h? < 1,72 + yj% + Y;if +yz7=1,and yfn,y?,yif,yé > 0.

The new constraints can be easily satisfied by a reparameterization technique. Let u,
Um, Uf, Ums, and v, be any real numbers. Estimating h?, y3, szf, Y2 P and yé% can be done by
maximizing the likelihood function (2.19) via searching through the real domain space with
respect to u, U, V5, Uy, and vg with the reparameterization

2_ e
1+e*’
2 e
Y = o 1 e + et + &%
e’s
= evn + e + eV + %’ (2.20)
2 e’
Yinf = Gon v €% + eonr + &%
2 e’
V8 = Gon 4 o7 1 ev 4 ebs

MLEs of h?, y2, yj%, Ymss and yg can be obtained through the estimated values for
Um, Uf, Umf, and vg according to the invariance property of MLEs. These estimated MLEs are
used to update h?, h2,, hf(, w2 £ and hé, and hence 02 and p. The iteration steps continue until
converge.

2.4.2. The REML Estimation

The REML method was first proposed by Patterson and Thompson [26]. This method has
been broadly applied to estimate variance components in a mixed-effect model framework.
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Taking Q = (f,0), where © = (2, o%, o 5 03,02). The REML method starts with maximizing
the following likelihood function:

K 1 K e ,
£1©) = Y, log[f (3¢ 1 ©)] = —3 3 {log|Si| +log(IX¢ T Xil) +yiPeye),  (2:21)
k=1 k=1

where Py = Z;l—Zile (X;{Z;le)_lX;cZzl. We can combine all family data together as one N x
1 vector denoted as y, where N = 35 n;. All the X, and the variance-covariance matrix ¥,
corresponding to each family can be combined. The log-likelihood function for the combined
data is expressed as

2*(©) =log[f(y |©)] = —%{log|2| +log (|X'=7'X]|) +y Py}, (2.22)

where 3’ is a block diagonal matrix with the kth diagonal block Y}, corresponding to the
kth family and off-diagonal blocks being zeros; P is also a block diagonal matrix with block
elements given by Py. The dimension of }; is N x N. With this combination, we develop the
following REML estimation procedure.

We apply the Fisher scoring algorithm to estimate the unknowns, which has the form

et — o . 9(@(0)—1¥ | o, (2.23)

where 2(©®) is the Fisher information matrix evaluated at ©® which can be expressed as

tr(Pl_[mPHm) tr(PHmPHf) tr(PHmPHm/f) tr(PHmP(I)g) tr(PHmP)
tr(PHfPHm) tr(PHfPHf) tr(PHfPHm/f) tr(PHqu)g) tr(PHfP)
= % tl‘(PHm/fPHm) tl‘(PHm/fPHf) tr(PHm/fPHm/f) tl‘(PHm/fP(Dg) tr(PHm/fP)
tr(P(I)gPHm) tr(P(DgPHf) tr(P(DgPHm/f) tr(P(I)gP(Dg) tr(P(DgP)
tr(PHmP) tr(PHfP) tr(PHm/fP) tr(P(I)gP) tr(PP)
(2.24)
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The first derivative of the log-likelihood function ¢* with respective to each variance
components is given by

o =~ 3(x(PTLy) -y P, Py)

S(i; = —%(tr(PHf) ~y' PIIsPy),

a?gf = —%(tr(PHm/f) =y PITy/sPy), (2.25)
2_2 = —% (tr(P®y) ~ y' PO, Py),

22 = —%(tr(PIN) -y’ PPy).

The REML estimator of f is the generalized least squares estimator, that is,
p=(X"=1x)"' X"y, (2.26)

Under the current mapping framework, the likelihood function is very complex and no
global maxima is guaranteed. Thus, initial values are very important. In both ML and REML
estimation procedures, the estimated values under the null are set as the initial parameters
for the alternative model. The additional variance component(s) to be estimated under the
alternative model is(are) set to a small positive number. In this way, we can guarantee that
the alternative model always produces larger likelihood values than the null model does, and
hence positive likelihood ratio value.

2.5. QTL IBD Sharing and Genome-Wide Linkage Scan

The above IBD computation procedure assumes that a putative QTL is located right on a
marker. When a QTL is located within an interval, a more efficient approach would be to
do an interval scan and to test the imprinting property of QTLs at positions across the
entire linkage group. Under the proposed framework, essentially, we need to estimate the
proportion of putative QTL alleles shared IBD at every genome position. Here, we propose
a method to calculate QTL alleles-shared IBD inside an interval conditional on the flanking
markers. The so-called expected conditional IBD values can be derived at each test position as
a function of recombination fraction between the two flanking markers, and the one between
one flanking marker and the QTL.

We use one backcross initiated with the cross QQ x Qg as an example to illustrate
the idea. For a putative QTL with two alleles Q and g, four QTL genotype pairs QQ — QQ,
Q0 - Qq, Qg - QQ, and Qg — Qg can be formed. If the QTL genotype is observed, the
corresponding QTL alleles-shared IBD can be calculated (see Table 1). In general, the QTL
genotype is unobservable, but its conditional distribution can be calculated from the two
flanking markers. For individuals i and j with flanking marker genotypes g; and gj, let
Tp/G,G; be the IBD values calculated at the QTL position between individual i carrying QTL
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genotype G; (= 1 or 2 corresponding to QQ or Qg, resp.) and individual j carrying genotype
G; (similarly 1 or 2), where v = iyjm,ifjs OF in/js. For example, TriyjmlGiG; 18 the proportion
of IBD sharing between individual i carrying QTL genotype G; and individual j carrying
genotype G; for alleles derived from the mother.

Let ¢g,q, and ¢g,|g be the conditional distribution of QTL genotype G; and G; for
individuals i and j given on the flanking markers g; and g;, respectively. This conditional
probabilities can be easily calculated and can be found at standard QTL mapping literature
(see [27]). The probability to observe G, is just @G, ¢G,s- Thus, the expected IBD
values between individuals i and j at the tested QTL position conditioning on the flanking
markers g; and g; can be calculated as 7, = E(ﬂ'v|c,-c,~) = ZZG,»=1Zé,-:ﬂfvlcicj‘l’cilgi‘l’cjlgj- For
the above example, the IBD values derived from the maternal and paternal parents can be
calculated as i, j,, = E(7i, j,/G,6;) = 05 1igpujg; +0-5 P1ig2ig; +0.5 i pryg; + 0.5 oy pasg; and
Tisje = B(isj,06:6,) = 0.5 @16.0115, + 0.5 o152, Similarly, we can calculate the conditional
expectation of IBD sharing for other backcross families.

Since @g,; and ¢g,|g; are functions of recombinations, the conditional QTL IBD values
vary at different testing positions. Once the estimated IBD matrix is calculated at every 1 or
2cm on an interval bracketed by two markers throughout the entire genome, a grid search
can be done at all testing positions. The amount of support for a QTL at a particular map
position can be displayed graphically through the use of likelihood ratio profiles, which plot
the likelihood ratio test statistic as a function of testing positions of putative QTL (see details
in Section 2.6). The peaks of the profile plot that pass certain significant threshold correspond
to the positions of significant QTL.

2.6. Hypothesis Testing

With the estimated parameters using either the ML or REML method, we are interested in
testing the existence of QTL across the genome and assess their imprinting mechanism. The
first hypothesis is to test the existence of major QTL, termed overall QTL test, which can be
formulated as

Hy:o; =0}=0,,=0,

. (2.27)
Hi : at least one parameter is not zero.

Likelihood ratio (LR) test is applied which is computed between the full (there is a
QTL) and the reduced model (there is no QTL) corresponding to H; and H), respectively.
Let Q and Q be the estimates of the unknown parameters under Hy and Hj, respectively. The
log-likelihood ratio can be calculated as

LR; = 2[log L(Q]y) ~log L(Q | y)]. (2.28)

When testing the hypothesis, the polygene and the residual variances are nuisance
parameters which are constrained to be nonnegative. The three tested genetic variance
components under the null are lied on the boundaries of their alternative parameter spaces.
Following Self and Liang [28], when the null is true, LR; may asymptotically follows a
mixture of y? distribution on 0,...,3 degrees of freedom (df) with the mixture proportion
for the x; components being (})27°. The theoretical distribution can be used to assess
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significance in linkage scan. However, since there are many point tests across the genome,
the pointwise significance value may not guarantee an appropriate genome-wide error rate.
Another approach to assess significance is to use nonparametric permutation tests in which
the critical threshold value can be empirically calculated on the basis of repeatedly shuffling
the relationships between marker genotypes and phenotypes [29]. In simulation studies, we
also simulate the null distribution and compare it with the theoretical distribution.

For those detected QTL, the next step is to assess their imprinting property. An
identified QTL can be imprinted, completely imprinted, partially imprinted, or not imprinted
at all. These can be tested through the following sequential tests. The first imprinting test is
to assess whether a QTL shows imprinting effect, which can be done by formulating the
following hypotheses:

Hy:o02 = 0}% =0?, Hi:02# oj%. (2.29)

Rejection of Hj provides evidence of genomic imprinting and the QTL is called iQTL.
Again, likelihood ratio test can be applied in which the log-likelihood ratio test statistics
asymptotically follows an y? with one df [7]. We denote the log-likelihood ratio test statistic as
LRimp. If the null is rejected, one would be interested to test if the detected iQTL is completely
maternally or paternally imprinted. The corresponding hypotheses can be formulated as

Hy: 02, =0, H; :02,#0 (2.30)

for testing completely maternal imprinting and

Hy: oj% =0, Hi : o};eo (2.31)

for testing completely paternal imprinting. The likelihood ratio test statistics for the above
two tests asymptotically follow a 50:50 mixture of y3 and y? distributions [28]. Rejection of
complete imprinting indicates partial imprinting.

2.7. Multiple QTL Model

In reality, more than one QTL may contribute to the phenotypic variation located in one
chromosome region or across the whole genome. The polygenic effect in model (2.4) absorbs
the effects of multiple QTL located on other chromosomes. However, when there are multiple
QTL located on the same linkage group as the tested QTL, if their effects are not properly
adjusted, the estimation could be biased due to interference caused by these QTL outside of
the testing interval [3, 30-32]. A multiple QTL model that can test the putative QTL effect
while adjusting the effects of interference QTL deserves more attention.

Zeng [32] previously showed that IBD variables share the same property as the
indicator variables in which the shared proportion of alleles IBD for a QTL conditional on the
IBD of one flanking marker is independent of that of a QTL on the other side of that flanking
marker. Thus, conditional on one flanking marker, the interference of QTL located on the
other side of the marker can be eliminated. By conditional on the IBD of the flanking markers,
the IBD sharing of a QTL is uncorrelated with that outside this interval. Xu and Atchley [25]
showed that one marker is enough to block the interference caused by other QTL located on
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the same linkage group. The authors derived the next-to-flanking markers structure to block
additional QTL effects from both sides of testing region in one chromosome. We derive a
multiple QTL model adopting a similar idea as Xu and Atchley [25]. Assume there are total S
QTL located on a linkage group. Considering parent-specific allelic effects, the multiple QTL
model can be expressed in general as

S S
Yik = Pk + D ikms + O, 8ikfs + Gik +eix, k=1,...,K; i=1,..., n. (2.32)
s=1 s=1

In an interval-based linkage scan, only one putative QTL is considered at each testing
position conditioning on the effects of all other QTL. Assuming there are total L and R QTL
located on the left and right sides of the putative QTL on a linkage group, model (2.32) can
be modified as

L R
Yik :ﬂk+Zaik1+ (aikm+aikf) +Zaik,+G,~k+eik, k=1,...,K; i=1,...,n, (233)
=1 r=1

where a;i; and aji, are the Ith and rth QTL random effects on the left and right sides of the
putative QTL, respectively. When testing the putative QTL effect, we are only interested in
blocking the total effects of QTL outside of the tested interval. Therefore, in the modified
model, the effects of QTL outside of the tested interval are not partitioned. This, however,
does not affect the inference of the tested QTL.

As shown by Zeng [32] and Jansen [31, 33], one marker is enough to block the
correlation between a locus on its left and a locus on its right. Therefore, only two additional
markers flanking the current interval are needed to block interference caused by outside QTL
[25]. Let t; and M, denote two flanking markers for the tested interval, and £ and R denote
the two markers next to _#; and M., with the marker order £ - M; - M1 - R. With the
modified model given in (2.33), the covariance of phenotypes between individuals i and j in
the kth backcross family can be expressed as

L

COV(yik,y]‘k) = ZCov(aikl, a]-kl) + Cov(aikm, a]-km) + Cov(aikf, a]-kf) + COV(ﬂikm, a]-kf)
I=1

R
+ ZCOV(aikrr ajkr) + (}51-]-0'; + Iiio'e%
r=1

L R
2 2 2 2 2 2 2
= Zyz—”kol + TTiyyj Oy + i/ O + i OF + Zyrr\kcr, + ¢ijo; + Lijoy,
=1 r=1

(2.34)

where s and i are the IBD values for QTL located on the left and right sides of the
putative QTL in the kth backcross family, and can be calculated following (2.6) and (2.7)
if their genotype information is known. Unfortunately, the number and exact locations of
QTL outside the testing interval are unknown. Hence, 7y and o, are not observable. Xu
and Atchley [25] showed that when ) and o, are unknown, they can be estimated by
some composite terms K (6,2, k) and K(Oiz, 7rjk), where K (0,2, 7 z) is a function of the
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recombination fraction between the [th QTL and the left marker £ as well as a function of
72k, the IBD value for a pair of individuals at the left marker £. K(0jr, 7z|x) can be similarly
defined. Following Xu and Atchley [25], K(6)z, 7 zx) can be expressed as a function of 7k
multiplied by a function of recombination frequency between the Ith QTL and the marker
2L, f(el_g), thatis, K(0,z, .71'£|k) = .ﬂ'_g‘kf(el_g). Similarly, K(QZR,JZ'R|]<) = Jl'mkf(erk). When doing
an interval scan, the covariance function given in (2.34) between individuals i and j can be
reexpressed as

Cov (Yik, Yjk | Tiks Tiyjuns iy iy T i1 TRIK)

L

2 = 2 = 2 = 2

= ZK<91—£"7T£U<)01 + Tinjn Om + ”im/jf\ko'mf + .ﬂ','f]'fo'f
=1

R
+ > K (Oir, o)) 07 + fi’ijoé +Ijo;
=1
" . (2.35)
= ﬂ'£|ka(el_£)o'12 + ﬁimjmorzn + ﬁim/jfo',znf + ﬁ'if]'fO'J%
=1

R
+ .71'73|ka (9,4{)0}2 + ‘;bijoé + IijO'ez
r=1

_ 2, = 2 = 2 ~ 2 2 2, 7.2
= T2kOL + i ju Om + Tiyy/ jsk O + Tigif Of + TRIKOR + PijOg + L0y

Instead of estimating individual variance components o7 and o7, now we estimate the
composite terms 3, f(0i2)0? = o? and 3N, f(6,z)0? = 0% By conditioning the IBD
sharing information for the left and right markers £ and R, the effects of those interference
QTL are blocked. 0% and 01% absorb the random effects of all QTL that are outside of the
testing interval but are on the same linkage group as the putative QTL. Estimation of the
variance components terms follows the same procedure as the single QTL analysis with slight
modification to consider multiple variance components.

3. Results
3.1. Simulation Design

To investigate the performance of the proposed models and estimation methods, we conduct
intensive computer simulations. We start with the single-QTL simulation followed by the
multiple QTL analysis. Six evenly spaced markers (; — M) are simulated. The total length
for the simulated linkage group is 100 cm. We assume that all the backcross families share
the same linkage map constructed using Haldane map function. For simplicity, we assume
the sample size for all backcross families is the same (i.e., nx = n). The position of the
simulated QTL is assumed to be located 48 cm away from the first marker (). The effect
of the putative QTL is simulated by assuming different imprinting mechanisms, that is, no
imprinting, completely imprinting, and partial imprinting. Once QTL genotypes are simu-
lated, phenotypes can be simulated by randomly drawing multivariate normal distribution
with the covariance structure given in (2.12) with different parameter combinations.
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To evaluate the effect of family and offspring size combination on testing power
and parameter estimation, we simulate data assuming different sample size combinations.
We fix the total sample size as 400 and vary the family and offspring size with different
combinations, that is, 4 x 100, 8 x50, 20 x 20, and 100 x 4. The first number for each combination
indicates the family size. For example, in the combination 4 x 100, 4 families each containing
100 offsprings are simulated. For each sib-pair, the IBD value at a putative position at every
2cm along the linkage group is calculated as described in Section 2.7. For each simulation
scenario, 100 simulation replications are recorded, and the ML and the REML methods are
used to estimate the unknown parameters.

3.2. Simulation Results
3.2.1. Single QTL Analysis

The single QTL model assumes one QTL is located at the third interval in the simulated
linkage group, 48cm away from the first marker. Results using both ML and REML
estimation methods are summarized in Table 2. ng denotes the number of families and #y
denotes the number of offsprings for each family. Without loss of generality, we assume equal
offspring size for all families in each simulation scenario. The simulated parameter values
are listed under each parameter. The root mean square errors (RMSEs) are recorded for each
parameter estimate to assess the estimation precision. Overall, the fixed effects (three means)
and most variance components can be better estimated with large number of families. For
example, the RMSE of parameter y; is reduced from 1.869 (2.45) to 0.321 (0.305) when the
number of families increases from 4 to 100 with the ML (REML) estimation method. The
only exception is the two variance components terms (o2, and O'j%) which are better estimated
with the 20 x 20 combination design. Through the combination of different line crosses, the
parameter inference space is expanded, and as a result, better estimations are achieved as
expected. However, the QTL position is better estimated with the 8 x 50 and 20 x 20 designs
than the other two among the four simulation scenarios. The 100 x 4 design gives the worst
QTL position estimation with the largest RMSEs for both estimation methods. Therefore,
a balance of family and offspring size is needed. A moderate family size with moderate
offspring size would be necessary in order to achieve reasonable parameter estimation for
both QTL effects and position.

Table 2 also lists the results of power analysis under different scenarios with two
different estimation methods. Power! denotes the empirical power calculated from the
simulated null distribution corresponding to hypothesis test (2.27). We simulate the null
distribution by simulating data assuming no QTL effect (i.e., 02, = 0')2r =02 ;= 0). The LR
test statistics is calculated for each simulation run, and the 95% cutoff is reported as the
threshold value. Power? refers to the theoretical power which is calculated assuming the
mixture chi-square distribution, that is, (1/8) X% +(3/8) X% +(3/8) X% +(1/8) xg [28]. Results
show that the threshold calculated from the theoretical distribution is smaller than the one
calculated from the simulation. Thus, the testing power based on the theoretical cutoff is
greater than the empirical power. The testing powers under different sampling designs are
very comparable except for the 100 x 4 design in which the power is dramatically reduced
compared to other designs. No remarkable difference in power for both estimation methods
is observed. Figure 2 shows the log-likelihood ratio test statistic calculated under the four
sampling designs across the simulated linkage group by using both ML and REML estimation
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Figure 2: The LR profile plot. The left and right figures correspond to the LR profiles generated using the
ML and REML methods, respectively. The arrow indicates the true QTL position.

methods. The plotted LR curve is from averaged LR values out of 100 replications. It is clear
that large offspring size always gives large test statistics. As the family size increases from
4 to 100 and so decreased offspring size, we observe a huge LR value decrease. Clearly, the
100 x 4 design is less powerful than the others. The last column listed in Table 2 shows type
I error for testing genomic imprinting, that is, Hy:02, = a}%. The simulated data assume no
imprinting (02, = o} = 1.5). The imprinting test is only conducted at the position where the
overall QTL test shows significance. The imprinting test statistic LRy, is compared with a
chi-square distribution with 1 df. Overall, the REML estimation method results in smaller
type I error rate than the ML method does. As the number of families increase, type I error
decreases. The 4 x100 design yields the largest type I error.

In comparison of the ML and REML methods, the REML method gives smaller
estimation biases but larger RMSEs than the ML method does. This reflects the large
variability of the REML estimation. In terms of computation speed, the ML method is faster
than the REML method. For example, in a single-simulation run with the one-QTL model, the
ML method takes about 9 minutes to scan the linkage group compared to 26 minutes with
the REML method. The difference is more remarkable with the multiple QTL model (e.g., 10
minutes for ML versus 43 minutes for REML). Even though the QTL position estimation
is better estimated by using the REML method when family size is small, as family size
increases, the REML method performs worse than the ML method (Table 2). In checking the
LR profile plot in Figure 2 and the power analysis in Table 2, we do not observe significant
gain in power by using the REML method. The two methods do no dominate each other
and are very comparable in power analysis. With large sample size and limited computing
resources, one might want to try the ML method first. However, the REML method is
suggested when testing imprinting since it has small type I error.

In a short summary of the results listed in Table 2, the 8 x 50 and 20 x 20 designs give
better QTL position estimation and testing power. In terms of the type I error for imprinting
test, the 20 x 20 and 100 x 4 designs provide reasonable type I error. Thus, a practical guidance
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is to choose the 20 x 20 design, and one should always avoid designs with extremely large or
extremely small family size.

To evaluate the proposed model under different imprinting mechanisms, we
simulated data assuming different degrees of imprinting. Since the results in Table 2 indicate
that a 20 x 20 design provides relatively reasonable parameter estimation, good power, and
small type I error rate for imprinting test, the evaluation of imprinting analysis is thus focused
on this design. The results for 100 simulation replications are summarized in Table 3. Three
imprinting models are assumed complete maternal imprinting (o2, = 0 and GJ% =3), complete
paternal imprinting (02, = 3 and O'J% = 0), and partial maternal imprinting (¢ = 1 and
0'} = 2). Both ML and REML estimators are reported. Overall, the two estimation methods
produce very comparable results with less-biased estimations by the REML method as we
expected. All the parameters can be properly estimated with reasonable precision. Large
imprinting power is observed when the variance difference between the two parent-specific
variance components is large. When the difference between the two parent-specific variance
components is reduced, the power to detect imprinting is largely reduced. For example, when
data are simulated assuming complete paternal imprinting, the power is 0.91(0.86) by using
the ML(REML) estimation method. With partially imprinted data, the imprinting power
reduces to 0.24(0.09) by using the ML(REML) method, even though it can be increased by
increasing the offspring sample size (data not shown).

In reality, whether a QTL is imprinted or not is an unknown prior. When a QTL
has Mendelian effect and is not imprinted, is there any power loss by analyzing with the
proposed imprinting model? Or when a QTL is actually imprinted, is there any power loss by
analyzing with regular variance components approach? To answer these two questions, we
simulated data under different scenarios and analyzed with both Mendelian and imprinting
models. The first and second columns in Table 4 refer to the simulation and analysis models,
respectively. M refers to the Mendelian model without variance components partition and
I refers to the imprinting model with allelic-specific partition of the variance components.
For comparison purpose, heritabilities are recorded instead of original variance components
estimates. The polygene and residual variances are fixed as 0.5 (hé = 0.083) and 2,
respectively for all the simulation scenarios. We first simulated data with one additive genetic
effect without partitioning variance into allelic-specific components. This is equivalent to
simulate data assuming the Mendelian model. A single additive variance component of 3.5 is
assumed which corresponds to a heritability of h2 = 0.583. The second scenario is to simulate
data with three allelic-specific variance components. Simulation models I; and I, correspond
to a complete maternal imprinting model (i.e., h2, = 0 and hi = 0.5) and a partial maternal

imprinting model (i.e., k2, = 0.083 and h; = 0.417), respectively. The variance component

031 f is assumed to be 0.5 (hiq ;= 0.083) for I} and I,. In all the simulations, we use the

20 x 20 design to make the comparison. Similar results are expected under the other sampling
designs. Since the true variance components values for the imprinting model are unknown
when data are simulated assuming Mendelian effect and vice versa, only standard deviations
for these parameter estimates are recorded (listed as italic font in the parentheses).

The simulation results are summarized in Table 4 analyzed with the ML method. When
the simulated model is Mendelian, QTL position is better estimated with the Mendelian
model than with the imprinting model. No remarkable difference in power is observed for
both models. The estimated parent-specific variances due to maternal and paternal alleles
are almost identical and no imprinting is detected. When data are simulated assuming
imprinting (model I; and I,), large power is observed when analyzed with the imprinting
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Table 5: The MLEs and REMLs of the QTL position and effect parameters estimated based on 100
simulation replicates for data simulated with two QTL under the 20 x 20 design. The square roots of the
mean squared errors are given in parentheses.

Qi Q
Estimation = Position 02 oj% ofn y Position 02 0']% ofn g
method 28 cm 0.25 68 cm 0.25
0.75 0.75 0.75 0.75
ML 31.06 0.960 0.819 0.381 64.560 0.806 0.891 0.414
(12.825) (0.760) (0.693) (0.533) (12.126) (0.552) (0.679) (0.646)
REML 32.32 0.949 0.924 0.440 64.60 0.943 1.002 0.461
(13.951) (0.739) (0.686) (0.678) (12.169) (0.713) (0.711) (0.601)
1.5 0 0.75 0.75
ML 29.52 1.568 0.210 0.601 63.86 1.210 0.532 0.533
(12.153) (0.872) (0.382) (0.836) (11.913) (0.932) (0.572) (0.847)
REML 31.22 1.668 0.282 0.433 64.16 1.355 0.665 0.529

(12.557) (0.881) (0.457) (0.598) (13.030) (1.128) (0.554) (0.650)
Q1 and Q; refer to two QTL located at 28 cm and 68 cm.

model. For example, the power is 86% when analyze the I; imprinting data by the Mendelian
model. The power is increased to 95% when data are analyzed by the imprinting model.
When imprinting data are analyzed with the Mendelian model, the major QTL variance
is underestimated, and the polygene variance is slightly overestimated. No remarkable
differences are observed for the estimation of the three fixed mean effects and the residual
variance under all simulation cases. In any case, the imprinting model performs better or no
worse than the Mendelian model in terms of power. In checking type I error rate based on
the theoretical threshold, we find the imprinting model has slightly higher type I error rate
compared with the Mendelian model. In real data analysis, it is more important to control the
false negatives than the false positives. Thus, it is safe to apply the imprinting model for data
with any inheritance pattern in this regard.

3.2.2. Multiple QTL Analysis

To see the relative merit of multiple QTL analysis against single QTL analysis when multiple
QTL are located on the same linkage group, two QTL are simulated with QTL 1 (denoted
as Q1) located at the second interval, 28 cm away from the first marker (#;), and QTL
2 (denoted as Q) located at the fourth interval, 68 cm away from the first marker. Two
simulation scenarios are considered. The first scenario considers two nonimprinted QTL with
equal genetic effects. The second scenario assumes Q; is imprinted and Q> is not imprinted.
Simulated parameters for the two QTL are listed in Table 5. Data are simulated assuming the
20x20 design. Parameters are estimated by the ML and REML approaches with 100 replicates.

Figure 3 shows the LR profile plots for the single and multiple QTL analyses. The
single QTL model indicates three major peaks. The highest peak for the single QTL analysis
is located at the wrong QTL interval where no QTL is assumed. The so-called “ghost image”
of QTL can be removed and the positions of the two QTL can be precisely mapped on
the chromosome by the multiple QTL model. Two clear peaks indicating the correct QTL
positions (arrow signs) are observed by the multiple QTL analysis. However, we observe a
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Figure 3: The LR profile plot for single QTL and multiple QTL analyses. The true QTL positions are
simulated at 28 cm and 68 cm (see the arrow sign). The dotted curve and the solid curve represent the
LR profiles by single QTL and multiple QTL analyses, respectively. The left and right figures correspond
to the LR profiles generated using the ML and REML methods, respectively.

remarkable reduction in LR values by multiple QTL analysis compared to those by the single
QTL analysis. Since the threshold for multiple QTL analysis is unknown, we cannot make
the conclusion that multiple QTL analysis is less powerful than the single QTL analysis. It
is possible that we may gain accuracy in QTL position estimation at the cost of power loss.
Similar phenomenon and issues were also observed and discussed in the literature [3, 25].

The results of the multiple QTL analysis are summarized in Table 5. The fixed mean
effects, the polygene, and residual variance components can be reasonably estimated with
small RMSEs, similar results shown in Table 2 for the 20 x 20 design and hence are not
reported here. Only the genetic factors for the two simulated QTLs are reported. It can be
seen that both ML and REML methods provide reasonable parameter estimates and are very
comparable. Under the first simulation scenario in which both QTL are not imprinted, the
genetic effects are all slightly overestimated by both methods. This might be due to the
interference of the two QTL in the same linkage group. The multiple QTL model may not
completely block the effects of QTL outside of the tested interval. For the second simulation
scenario, an interesting pattern is observed. When one QTL is imprinted (Q1), the maternal
and paternal variance components for the second one (Q>) tend to be estimated with bias in
the direction as the first imprinted QTL, that is, o2, tends to be overestimated and GJ% tends
to be underestimated. As we gain accuracy in QTL position estimation, we lose precision for
the parameter estimation. These effects are expected as described in Zeng [3] and Xu and
Atchley [25]. More investigations are needed in multiple QTL analysis in order to maintain a
good balance of QTL position and parameter inference.

4. Discussion

Statistical methods assuming fixed effect models for iQTL mapping in controlled outbred and
inbred lines have been proposed (e.g., [11, 14-16]). Considering the limitation of fixed-effect
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models, a random model that estimates the QTL variance by extending single line cross to
multiple line crosses should be more powerful in QTL variance inference [18]. The IBD-based
variance components method assuming random genetic effect for iQTL mapping has been
developed in human linkage analysis [7]. However, no study has been proposed to map iQTL
using variance components method with inbred or partially inbred line cross. In this article,
we have first time presented an IBD-based variance components framework to search for the
existence and distribution of iQTL throughout the entire genome in multiple experimental
line crosses. The idea of the method is demonstrated through a backcross design. It can also
be extended to multiple F, line crosses using the sex-specific recombination information as
proposed by Cui et al. [15].

The key point of the proposed iQTL variance components analysis is to partition
the additive genetic variance into parent-specific components. We have proposed a new
parent-specific allelic sharing method which characterizes the relatedness of parent-specific
alleles between pairs of individuals in a backcross pedigree. The calculation of parent-specific
allelic sharing is based on the information of the coefficient of coancestry. More complicated
calculation of the coefficient of coancestry can be found at Harris [21]. The quantification of
the coefficient of the coancestry proposed by Harris [21] can also be utilized to calculate the
parent-specific IBD sharing in an inbred human population, and thus for iQTL mapping in
inbred human populations.

There have been extensive studies in the literature about various methods in the
estimation of variance components in a mixed-effect model framework. The ML and REML
are two commonly applied methods in variance components estimation with less-biased
estimation by the REML method. Simulations show that the ML method yields high precision
in parameter estimation but with relatively large bias than the REML method. Power analysis
indicates that the ML method is a little more powerful than the REML method but with large
type I error when testing imprinting. In terms of computing speed, the ML method is faster
than the REML method. Thus, no single method dominates the other. In terms of overall QTL
test, we suggest to use the ML method for the genome-wide linkage scan and use the REML
method for the imprinting test.

The effect of sampling design is investigated by extensive simulations. Results indicate
that one can always achieve large power with large offspring size when the total sample size
is fixed. The LR value differences under different sampling designs are shown in Figure 2.
However, the combination of small families each with large offsprings gives poor parameter
estimation and large type I error for imprinting test (Table 2). As the number of families
increase, we observe less-biased parameter estimates for both fixed and random effects, but
with poor QTL position estimation and small power. This information implies that it is
necessary to enlarge the number of families to improve precision of parameter estimation.
Meanwhile, a balance of family and offspring size is needed to maintain good QTL detection
power and position estimation. Our simulations indicate that for a fixed total sample size
(n = 400), both 8 x 50 and 20 x 20 designs yield comparable results and both designs
outperform the other two designs (Table 2). Moreover, the 20 x 20 design produces relatively
small type I error in imprinting test. With the 20 x 20 design, results in Table 4 indicate that the
imprinting model is better or as good as the regular Mendelian analysis without considering
imprinting. In real data analysis, it should be safe to apply the proposed imprinting model
for data with any imprinting pattern.

In this study, we have extended the single marker-based analysis to an interval-based
mapping for genome-wide scan and testing of iQTL effects. Considering the interference of
QTL located on the same linkage group, we have extended the single QTL model to multiple
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QTL analysis following the derivation of Xu and Atchley [25]. Simulation results indicate
the relative merits of the multiple QTL analysis with improved QTL position inference, but
with possible power loss (Figure 3). This, however, has been a common issue in multiple
QTL modeling (see [3, 25]). More investigations are needed in deriving efficient and robust
multiple QTL mapping models to improve precision without suffering too much from power
loss.

The theoretical distribution for the likelihood ratio test has been a challenging problem
in QTL mapping. Dupuis and Siegmund [34] first proposed theoretical properties for LR
test statistics in a genome-wide linkage scan for QTL in an interval mapping framework
with a fixed-effect model. Currently, most linkage analysis using the variance components
method assumes that the LR test statistic follows a mixture of chi-square distribution [35].
The mixture distribution is derived following Self and Liang [28]. With multiple testings and
multiple nuisance parameters in a genome-wide scan, the assumptions to get the mixture chi-
square distribution may not satisfy. Moreover, the multivariate normal assumption for the
phenotypic data required to get the mixture distribution may not even valid. No theoretical
work has been done to investigate this in an IBD-based variance components linkage
mapping. Our simulations indicate that the theoretical threshold calculated from the mixture
chi-square distribution is smaller than the simulated cutoff. Thus, the power calculated with
the theoretical threshold is slightly inflated. A modified mixture chi-quare distribution may
be more appropriate. More theoretical investigations are needed in this regard.
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