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Testing for Genetic Association With Constrained Models Using
Triads
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Abstract

Wang and Sheffield (2005) showed that it is preferable to use a robust model that incorporated
constraints on the genotype relative risk rather than rely on a model that assumes the disease
operates in a recessive or dominant fashion. Wang and Sheffield’s method is applicable to case-
control studies, but not to family based studies of case children along with their parents (triads).
We show here how to implement analogous constraints while analyzing triad data. The likelihood,
conditional on the parents genotype, is maximized over the appropriately constrained parameter
space. The asymptotic distribution for the maximized likelihood ratio statistic is found and used to
estimate the null distribution of the test statistics. The properties of several methods of testing for
association are compared by simulation. The constrained method provides higher power across a
wide range of genetic models with little cost when compared to methods that restrict to a
dominant, recessive, or multiplicative model, or make no modeling restriction. The methods are
applied to two SNPs on the methylenetetrahy-drofolate reductase (MTHFR) gene with neural tube
defect (NTD) triads.
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1 Introduction

Two common problems in case-control genetic association studies are: (a) it is often
difficult, a priori, to determine the proper model of risk (dominant, recessive, etc.) and (b)
controls may not be a good match for the cases. Wang and Sheffield (2005) developed a
method to deal with (a). They showed how likelihood methods can be used to fit models that
only assume a monotone relationship between the genotypic relative risks without needing
to correctly specify the exact risk model. The use of triads (case, mother, father) avoids the
problems of control selection, (b). However, Wang and Sheffield’s method does not apply to
studies based on triads.

Triad studies are important because the results are more robust than those of case-control
studies. This is because case-control studies require the case and control groups to be
representative of the diseased and non-diseased population. There are many ways that the
case or control groups can be skewed. Ascertainment and selection bias are two of the most
common (Schlesselman, 1982). Another problem for case-control studies is confounding
due to population stratification. Case control studies often face the problem that several
ethnic/racial groups are studied. If the case group contains different proportions of the ethnic
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groups than the control group, false positive results may appear. That is to say that
differences between the groups that are actually due to ethnic differences in gene
frequencies may be mistakenly considered to be risk factors for disease. While race is an
obvious example of the problems in matching cases to controls, other more subtle
differences may be difficult, or even impossible, to detect. If in a genetic association study,
the population consists of strata with different allele frequencies and different disease risks,
then the cases and controls will appear different in allele frequency if the stratification
variable is not controlled for (Lee and Wang, 2008). Triad studies eliminate the danger that
ethnic, or other non-disease related, case control differences will mistakenly be interpreted
as risk factors for the disease being studied because the comparisons in triad studies are
made between the mathematically expected transmission rates and those observed in the
case families. Triad studies have the additional advantages on the practical level that it is
often simpler to identify case parents than to find and match appropriate controls.
Identifying case mothers has the benefit that in pregnancy studies possible maternal risk
factors can be investigated as well. In this paper, we develop a method of testing for use in
triad studies that is based on the same model considered by Wang and Sheffield. We show
that in triad studies likelihood methods can be used to fit models that only assume a
monotone relationship between the genotypic relative risks, thereby yielding tests that are
powerful across a wide range of genetic risk models.

Powerful methods to test for association between disease and the number of risk alleles
using triads are obtained by specifying a genetic risk model and using the likelihood ratio
test (conditional on the parental mating genotype) for the null hypothesis that all genotypes
have the same risk. Examples are the transmission/disequilibrium test (TDT) of Spielman
(1993), the unrestricted likelihood ratio test conditional on the parental genes of Schaid and
Sommer (1993), and tests based on a dominant or recessive genetic risk model. The
unrestricted test is the most general and uses two parameters (y; and y») to model the
genotypic relative risk for one or two copies of the risk allele compared to no copies. The
null hypothesis of no genetic association is y1 = yo = 1.0. The unrestricted test makes no
restriction on the model of genetic risk. The TDT uses a multiplicative model, where risk of

two copies is the square of the risk of one copy (z/zzzl//?). A dominant model is obtained by
setting 1 =y and a recessive model is obtained by setting y; = 1.0. The dominant and

recessive models are quite powerful when those models are correctly specified, but suffer
greatly when the true model is different than that used in likelihood ratio test construction.

A monotone restricted model is obtained by enforcing that either 1.0 < yj < wyp 0or yp < yq <
1.0. Although this restriction is not true for all genetic risk models, there are relatively few
known exceptions and the investigator may know ahead of time if the true model has the
potential to contradict this restriction. As will be seen, the power gained by using a model
that uses this restriction may make it worthwhile even for investigators uncertain about its
truth. Moreover, the test based on the monotone restriction is more robust to that assumption

than the TDT, which is based on a model even more restrictive (zpz:zﬁ implies either 1.0 <
y1 <y 0ryp <yp <1.0).

The paper proceeds as follows. Section 2 reviews the previous methods of association
testing with triads and describes the monotone constrained likelihood method. Section 3
presents simulations comparing the type | error rates and power under various true disease
models and risk allele proportions. Section 4 applies the tests to two SNPs on the MTHFR
gene with NTD triads. Finally, section 5 contains recommendations.
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2 Genetic Association Tests Using Triads

Assume that one is interested in testing for association between disease and the number of
risk alleles at a single bi-allelic locus. It is not important which allele actually confer risk;
the name risk allele is merely for reference. Triad data can be represented as an ordered
triple, (M, F,C), where

M = # of risk alleles held by the mother
F =#of risk alleles held by the father
C =#of risk alleles held by the case child.

Each of the methods considered in this paper can be written as a likelihood ratio test (LRT)
for a certain parameterization of the likelihood conditional on the mating type (MT),
specified by knowledge of M and F without knowledge of which is which. Thus, MT is a set
of possible (M, F). The derivation of the distribution of case genotype given MT is given in
Schaid and Sommer (1993) and summarized in Table I.

The conditional log-likelihood is

Y1

L (Y1, ¥2) ~ nxn log (ﬁ)%—ngl log (11/1+lﬁ: )+n4; log (Mﬁ)+n4] log (lﬁzfl—,{lﬁl;ﬂ)

+ny40 log (m)+n5] log (ﬁ)-&-nm log (ﬁ) 1)

The unrestricted test of Schaid and Sommer (1993) is a LRT based on (1). Maximization of
(1) can be achieved by numerical means quite reliably. Finding a numerical solution is
facilitated by noticing that the second score equation leads to a quadratic equation in .
Thus, v, can effectively be eliminated from the numerical search by considering for any
give y1 the two possible roots for y,. This enables use of reliable univariate root finding
algorithms to solve for the maximum likelihood estimates (MLE) of (1). Let w1 and 5 be
the MLE of y; and . The test statistic for a LRT of association is then

UNR=2{Z (r.1n) - £ (1, 1)].

The UNR test statistic is asymptotically distributed as chi-squared with 2 degrees of freedom
(DF) under the null hypothesis (Kendall and Stuart, 1973). A critical value for a 5% level
test is therefore the 95% quantile of the chi-squared distribution with 2 DF.

If a dominant disease model is desired, one imposes the restriction yq =y, =y The resulting
likelihood, £ p(w), is then a function of only one parameter, and maximization is achieved in
closed form (the solution is a root of a quadratic equation). Let y be the maximizer of £ p.
The test statistic for a LRT of association is then

DpoM=2{%, (¥)- 2, (1)}.

The DOM test statistic is asymptotically distributed as chi-squared with 1 DF under the null
hypothesis. A critical value for a 5% level test is therefore the 95% quantile of the chi-
squared distribution with 1 DF.

If a recessive disease model is desired, one imposes the restriction y; = 1. The resulting
likelihood, £ r(w>), is then a function of only one parameter, and maximization is achieved
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in closed form (the solution is a root of a quadratic equation). Let vy, be the maximizer of
&£ r. The test statistic for a LRT of association is then

REC=2{%, (i) - £, (D}.

The REC test statistic is asymptotically distributed as chi-squared with 1 DF under the null
hypothesis. A critical value for a 5% level test is therefore the 95% quantile of the chi-
squared distribution with 1 DF.

If a multiplicative model is desired, one may impose the restriction zpzzzﬁ. This model has
the nice feature that the effect of the risk allele is linear on the log scale, analogous to what
one would get in a case-control analysis when using a logistic regression model with a
continuous term for the number of risk alleles. The resulting likelihood, £ muLT(w1), is then
a function of only one parameter, and maximization is achieved in closed form. Let y be
the maximizer of £ pyLT. The test statistic for a LRT of association is then

MULT=2 {’gmu‘ (J’l) - L (])} .

This test is equivalent to the TDT test of Spielman (1993). The MULT test statistic is
asymptotically distributed as chi-squared with 1 DF under the null hypothesis. A critical
value for a 5% level test is therefore the 95% quantile of the chi-squared distribution with 1
DF.

If a model is desired that assumes a monotone risk relationship, one may impose the
restriction that either

1.0 < ¢y < ynoryy <y < 1.0. )

This model has the flexibility to be correctly specified in cases between dominant, recessive,
or multiplicative models, without allowing for unlikely non-monotone patterns. To obtain a
LRT for association under this model, one must obtain restricted MLE of £ (y1,y7). The
possible maximizers of £ under the restriction (2) are the critical points for the unrestricted
problem or those from either the dominant or recessive problems described above. Thus, it is
quite easy to compare the likelihood (1) at the critical points from the dominant and
recessive problems to the likelihood at the maximizer of the unrestricted problem. The
maximizer of the monotone restricted problem, (y1,y>), is the critical point with maximum
likelihood. The test statistic for a LRT of association is then

MONO=2 {5’ (z]l. Jg) -~ 2q, 1)}.

The asymptotic distribution of the MONO test statistic under the null hypothesis is derived
in the appendix.

3 Simulations

Monte Carlo simulations were used to assess the type | error rate and power of the testing
procedures. Triads were generated assuming Hardy-Weinberg equilibrium in the population
and random mating. One obtains the genotype for a given triad (M, F, C) according to
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Pr[M=x, F=y, C=z] = Pr[M=x]-Pr[F=y]
Pr|C=2| MT={(x,y), (. 0},

where the first two terms are genotype frequency functions and the last term is given as
Pr{C| MT} in Table I. For reference, let p denote the frequency of the risk allele in the
population.

Table 11 shows the results of simulations under the null hypothesis (yq = v, = 1.0) for
testing at 5% significance level. The frequency of the risk allele was taken as .2 or .5. Each
simulation used 100 or 500 triads and consisted of 100,000 replications, yielding a
simulation error of £0.14%. The results indicate that the tests are all controlling the type |
error at the desired level except for a few exceptions with n = 100 and p = .2. In this case,
the method based on a recessive model is conservative and the unrestricted method has an
inflated significance level. This departure from the target significance level does not greatly
affect the conclusions of the power comparisons below as the unrestricted method is
dominated by the monotone restricted test in the region of highest interest.

Table 111 shows the results of the simulations under four different alternative models. Each
simulation used 100 or 500 triads and consisted of 10,000 replications, yielding a simulation
error bounded by +1.0%. The first three alternative configurations correspond to dominant,
recessive, and multiplicative disease inheritance patterns. The fourth alternative was chosen
as an example of a non-monotone risk pattern, where vy, = 1/y1. The alter-native
configurations were chosen so that the highest power among the methods included in Table
I11 was approximately 80%. One can see that the methods based on dominant, recessive, and
multiplicative models do indeed have maximal power when those models are correctly
specified. However, all three methods suffer extreme power loss if the model is mis-
specified. One can also see that the power advantage of the monotone restricted method is
greater in cases favoring the monotone restricted method than the power advantage of the
multiplicative method in cases favoring the multiplicative method. Furthermore, in cases
where the true model is multiplicative the monotone restricted method compares favorably
with the unrestricted method, and this is a more likely occurrence in actual biological
applications than a non-monotone model is. Also, simulation (results not shown here) at
other points inside the monotone region but different than the multiplicative model show
that the monotone restricted method has higher power than the unrestricted method across
the entire monotone interval.

4 Examples

We illustrate the testing methods by applying them to two SNPs of the 5,10-
methylenetetrahydrofolate reductase (MTHFR) gene obtained for neural tube defect (NTD)
triads in the Republic of Ireland. The MTHFR variant (677C—T) has been reported to be a
risk factor for NTDs in many populations including the Irish (Parle-McDermott et al., 2003;
Kirke et al., 2004; Botto and Yang, 2000). Another variant (1298A—C) of the MTHFR gene
has also been reported as a risk factor for NTDs, although the association is not consistent.
Since the SNPs are in linkage disequilibrium, if 677C—T is a risk factor for NTDs then
1298A—C will appear to be as well to the extent that the two are in linkage disequilibrium.

The NTD triads were recruited through various branches of the Irish Association for Spina
Bifida and Hydrocephalus. For this comparison we genotyped 449 complete triads for
677C—T and 450 complete triads for 1298 A—C. The numbers of informative triads are
given in Table 1V along with the p-values from the various tests of association.
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All of the tests of association for variant 677C—T except the test based on a dominant
model give a moderate level of evidence. The unrestricted maximum likelihood estimates of
the genotype relative risks are y1= 1.13 and y,= 1.61. The evidence for association seems to
come primarily from the triads of MT=4, where both parents are heterozygotes. Cases from
this MT yield 24 who inherited both T alleles and only 11 who inherited both C alleles,
whereas without association one would expect equal numbers. This is consistent with the
dominant model giving the least evidence for association. Kirke et al. (2004) found from
case-control study of the same population somewhat higher risks (odds ratio of disease with
CT of 1.52 and odds ratio of disease with TT of 2.56).

The tests of association for variant 1298A—C are less consistent across models. The
unrestricted maximum likelihood estimates of the genotype relative risks are y;= 0.67 and
o= 0.72. The evidence for association seems to come primarily from the triads of MT=2
and MT=5, where one parent is heterozygous and one parent homozygous. In this case
however, if the homozygous parent has allele C, more cases are found who inherited the C
allele from the heterozygote (16 to 9), whereas if the homozygous parent has allele A, more
cases are found who inherited the A allele from the heterozygote (58 to 36). This creates the
estimated non-monotone risk pattern, leading to similar p-values for all of the tests except
for the test based on a recessive model which yields virtually no evidence of association.
The non-monotone pattern of risk does not seem biologically plausible for 1298A—C, and
as stated before the apparent association with NTDs seems to be coming through its linkage
disequilibrium with 677C—T.

5 Discussion

We have shown how to implement a restricted model based on a monotone relationship for
the genotype relative risks in genetic association testing using triads. The appendix derives
an approximate asymptotic distribution under the null hypothesis for the test statistic of this
new test. The resulting procedure is quite powerful across all commonly encountered genetic
risk models. Furthermore, the procedure has more power than tests based on more restrictive
models, even outside of the monotone risk setting. Moreover, tests based on assuming a
dominant, recessive, or multiplicative risk model suffer substantial power loss when the
model is incorrectly specified. We therefore recommend the monotone restricted test for
genetic association studies using triads.

Triad studies do not eliminate all of the problems seen in case control studies. Genotyping
errors can still produce false positive results (Morris and Kaplan, 2004); however, in triad
studies they are more likely to be identified because of impossible inheritance patterns.
Those subjects can then be dropped. Cases who are phenocopies will make both triad and
case control studies less likely to identify risk factors because they dilute out the population
with the true genetic risk factor. The same is true when the etiology of the disease is
heterogeneous. If the causes are genetic, a large study may be able to overcome the problem
and identify several true associations. If the causes are not all genetic, however, the
inclusion of non-genetic cases will reduce the power in both triad and case control studies.
Despite the fact that triad studies cannot overcome all the limitations of case control studies,
the monotone restricted test has important advantages and is recommended for triad studies
of genetic association.
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6 Appendix: Asymptotic Distribution of CPGMONO

6.1 Conceptual Experiment

Let ko, k4 and kg be positive integers. Assume v and y are constants. Define

pa=t/ W+¥2), pao=1/ Qui+yo+1), par=241/ Qy1+ya+1), pso=1/ W1+1).

Let X51, X40, X41 and Xsg have marginal distributions

21

k Q—kK2
Py (1= py)eier

P[X21=ks1] :m

ky! o e
P[Xso=kao Xs=kai] ~ kaorkar (ks — kao — kap)! [)43)1’.&441l (1 = pao — pap)e~ho7hen)

ks! k50

(ks—ks0)
Koo (ks — ka1 P50 1 = Ps0) =

P [ Xs50=kso] =

and their joint distribution be

P [ Xa1=ko11 P [ Xa0=kao, Xa1=ka1] P [ Xs0=ks0] .
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This statistical experiment can also be reparametrized by 8, = log(y1) and 8, = log(y»)-
log(y1). With this 6-parametrization, the Fisher information matrix evaluated at 61 = 6, =0,
is

1 ( 8ky+Tky+4ks ks

h=76 ky Ahr+3ky |

If there are K replicates, the total information is Klg. To test Hg : 61 = 6, = 0 versus Hq : 616,
> 0 with max(|64], | 82[) > 0, we consider the log-likelihood ratio statistic. By Theorem 16.7
of van Der Vaart (1998), under the null hypothesis the asymptotic distribution of 2(log-
likelihood ratio statistic) is that of T, where

T=X"IpX — inf (X -6)'Iy(X -6),
0eH,

and X is normally distributed with mean vector zero and covariance matrix /; .

6.2 Replications of the Conceptual Experiment

For any positive constant K, let Ixg = Klg; then the distribution of Tk is the same as that of T,
where

T,=Y'I,Y — inf (Y — 0)'L,, (Y — 6)
6eH,

and Y is normally distributed with mean vector zero and covariance matrix I

Ko*"

6.3 The Actual Experiment

Let pj be the probability of MT =i,i=1, ..., 6. Choose m large enough so that the
probabilities pj can be represented to a satisfactory degree in a sample of size m.
Conceptually subdivide the n triads into K = n/m subsets of size m as follows. In each subset,
if possible, put kj = pjm triads of mating type i, i=1, ..., 6. With n small this may not be
possible, but as n —oo, we will be able to do this for a fraction of the subsets approaching 1.
Each subset can be viewed as having fixed numbers of each MT as described in 6.1. Thus,
according to 6.2, the asymptotic distribution of the CPGpono test statistic under the null
hypothesis is approximately that of T in (3) where k; is replaced by n;, i = 2, 4, 5.

The distribution of T is a mixture of a chi-squared with 2 DF and the maximum of the
squared components of a bivariate normal with zero means, unit variances, and correlation p.
The mixing probability of the chi-squared is cos™(p)/x, and p is the correlation from 15‘.
This correlation can be found as

g
V@na+3n1) (8na+Tng+ans)

A critical value for a 5% level test is therefore the 95% quantile of the distribution of T.
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Table |
Notation and Probability of Case Genotype Conditional on MT

MT MT Number  Number of Cases C Pr{C | MT}
{2 2)} 1 N1 2 1
{21, 1.2} 2 N2 2 v
Y1+
2,1),(1,2 2 1
{21, 1,2} N1 "
Ui+
{(2,0), (0,2} 3 Nay 1 1
{1 1} 4 Ngp 2 Qj/z
Yo+ +1
{(11 1)} 4 Ng1 1 2{1/]
Yr+2¢1+1
{(11 1)} 4 Ngo 0 1
Ua+201+1
1,0), (0,1 5 1
{(1,0), (0, 1)} Nsy "
lﬁl +1
{(1,0), (0, 1)} 5 Nso 0 |
ll/] +1
{(0, O)} 6 Ngo 0 1
Total n
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