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Abstract
The use of high-throughput sequence data in genetic epidemiology allows the investigation of
common and rare variants in the entire genome, thus increasing the amount of information and the
potential number of statistical tests performed within one study. As a consequence, the problem of
multiple testing may become even more pressing than in previous studies. As an important
challenge, the exact number of statistical tests depends on the actual statistical method used.
Furthermore, many statistical approaches for the analysis of sequence data require permutation.
Thus it may be difficult to also use permutation to estimate correct type I error levels as in
genome-wide association studies. In view of this, a separate group at Genetic Analysis Workshop
17 was formed with a focus on multiple testing. Here, we present the approaches used for the
workshop. Apart from tackling the multiple testing problem, the new group focused on different
issues. Some contributors developed and investigated modifications of existing collapsing
methods. Others aimed at improving the identification of functional variants through a reduction
and analysis of the underlying data dimensions. Two research groups investigated the overall
accumulation of rare variation across the genome and its value in predicting phenotypes. Finally,
other investigators left the path of traditional statistical analyses by reversing null and alternative
hypotheses and by proposing a novel resampling method. We describe and discuss all these
approaches.
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Introduction
With the availability of high-throughput sequence data, an enormous expansion in the
magnitude of data volume has been reached. Previously, the spectrum of genetic
epidemiological studies extended analysis beyond investigating single candidate genes
toward the analysis of variants distributed across the entire genome with increasing
coverage; these analyses formed the basis for genome-wide association (GWA) studies. At
each step of increased analytical resolution, the magnitude of data in these analyses also
greatly increased. The most recent advance involves sequence data that cover common and
rare variants in candidate gene, whole-exome, or even whole-genome data. As a
consequence, the problem of multiple testing presents an even more pressing problem than
in the era of GWA studies, where it is already of significant concern.

In view of this challenging situation for the analysis of high-throughput sequence data, a
separate contribution group (Group 8) for Genetic Analysis Workshop 17 (GAW17) was
formed with a focus on multiple testing. In the next section we briefly discuss multiple
testing in sequence data in general and how this problem was addressed by the Group 8
contributors.

Apart from tackling the problem of multiple testing, the contributions of Group 8 focused on
different issues. Broadly, the issues fell into four categories, each described in more detail in
the further sections of this paper. In the first category, modifications of existing collapsing
methods were developed and investigated [Barrett and Nsengimana, 2011; Chung et al.,
2011; Huang et al., 2011]. In the second category, contributors aimed at improving the
identification of functional variants by reducing the number of dimensions [Kwon et al.,
2011; Pardy et al., 2011]. Two further contributions investigated the overall accumulation of
rare variation across the genome and its value in predicting phenotypes [Howrigan et al.,
2011; Wu et al., 2011]. The final category was composed of contributions that left the path
of traditional statistical analyses either by reversing null and alternative hypotheses
[Papachristou, 2011] or by proposing a novel resampling method [Wang and Huang, 2011].

What Is the Problem of Multiple Testing in High-Throughput Sequence
Data?

Although multiple testing is certainly a well-known problem and although various
approaches have been used to deal with it in GWA studies [Ziegler and König, 2010, ch.
14], three features make multiple testing especially challenging with the use of high-
throughput sequence data. First, the overall number of investigated variants is greatly
increased in any genomic region, as described earlier. As a consequence, the number of
statistical tests increases from one or a few tests at one extreme to millions of tests at the
other extreme. The exact number of tests performed depends in part on the statistical method
used. Although the naive approach would be to test all common and rare variants
individually, the rarity of these variants makes this approach statistically problematic
[Dering et al., 2011]. As a result, many statistical methods collapse across rare variants
within a region of interest, resulting in fewer overall tests. However, deciding on the criteria
for collapsing variants and how many tests should be performed depends on a number of
factors. These factors include the fact that regions of interest defined by different criteria, as
described by Dering et al. [2011], can result in a different number of tests in a study.
Moreover, which variants within a region are collapsed varies as a result of different
thresholds that define rare variation and the possible inclusion of common variants as well.

The second challenge with multiple testing in sequence data is that many of the popular test
statistics used for rare variants rely on permutation to yield p-values, and permutation can be
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computationally time-consuming [Dering et al., 2011]. For instance, some approaches use
the maximum test statistic over various collapsing methods [e.g., Price et al., 2010], using
permutation to estimate the significance. Furthermore, permutation is often required because
the tests use estimates from observed data, such as the direction of the effect [e.g., Han and
Pan, 2010]. As a consequence, time-consuming permutations already have to be performed
just to estimate p-values; implementing permutation approaches on top of that to estimate
the correct type I error level may be suitable in GWA studies, but it cannot be applied as
easily to sequence data.

A final challenge may be specific to the data simulated for GAW17, which contain
functional variants with a range of effect sizes, with most having small effects and thus low
power [Almasy et al., 2011]. Therefore overly stringent control of the type I error may not
be desirable, because it comes at the cost of missing true positives.

In our GAW17 group, investigators used four principal techniques to deal with multiple
testing, with a combination of techniques applied by most: (1) classical Bonferroni
adjustment for multiple testing [Barrett and Nsengimana, 2011]; (2) a type or modification
of resampling [Pardy et al., 2011; Wang and Huang, 2011]; (3) procedures that reduced the
number of overall tests, for instance, through functional classification [Howrigan et al.,
2011], by using a multistage design [Barrett and Nsengimana, 2011; Howrigan et al., 2011;
Pardy et al., 2011; Wu et al., 2011], or by reducing dimensionality [Chung et al., 2011;
Huang et al., 2011; Kwon et al., 2011; Pardy et al., 2011]; and (4) circumvention of the
problem altogether by reversing the null and alternative hypotheses [Papachristou, 2011] or
by using machine learning approaches [Huang et al., 2011; Pardy et al., 2011; Wu et al.,
2011]. Further details of these methods are given in the following subsections.

How Can Collapsing Methods Be Improved?
Barrett and Nsengimana [2011] introduced two modifications to the standard collapsing
method. First, they implemented a two-stage design to increase cost-effectiveness and to
reduce the number of statistical tests. For this, they split each GAW17 data replicate into
equally sized training and test data sets. They used training and test data sets from the same
replicate of unrelated individuals to avoid the problem that genotypes were invariant across
replicates. In the simple approach, in the first stage a simple score was computed as the total
number of minor alleles from all variants in a gene. Association between this score and each
of Q1, Q2, and Q4 was then tested in the training data set using linear regression, regressing
the phenotype on the score and adjusting for population in three categories: 156 Europeans
(CEPH [Utah residents] or Tuscans), 321 Asians (Chinese or Japanese), and 220 Africans
(Luhya or Yoruba). Genes with p ≤ 0.01 were taken forward to the second stage, in which
the same linear regression analysis was performed on the selected genes in the test data set
and a standard Bonferroni correction was applied to the number of genes taken forward. As
a second modification to the standard collapsing methods (alternative method), different
gene scores were used in the two stages. Specifically, in stage 1 the same gene score as
described in the simple approach was used and, in addition, each variant effect was tested
separately to ascertain the direction, not the significance, of its effect on the phenotype. In
stage 2, instead of summing all minor variants in the gene, only those variants with the same
direction as the overall gene effect were summed.

Barrett and Nsengimana [2011] found that both strategies were comparable, with an overall
low power but adequate type I error. However, for one gene, for which most of the effect
was due to very rare variants, the simple strategy outperformed the alternative approach. The
alternative method sought to improve power by removing variants with an opposing effect
from the gene score; the data were not favorable to this, because all simulated variants had a
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positive effect on the phenotypes and no gene contained variants with opposing effects
[Almasy et al., 2011].

Chung et al. [2011] based their approach on aggregating the genotype dissimilarities
between individuals across an entire DNA sequence region in a distance matrix to capture an
entire region simultaneously [Schork et al., 2008]. For this, Euclidean distances d were
calculated using numerically coded genotypes of the 13 risk genes for Q2 for all possible
pairs of unrelated individuals:

(1)

where the Euclidean distance is defined as the L2 norm between two individual genotype
vectors a and b. For each gene, an n × n genotypic distance matrix D and a n × 1 phenotype
matrix X were constructed and used to calculate a pseudo-F statistic under the regression
model that includes the trait as the independent variable. Each of the 13 × 200 tests
underwent 1,000 permutations in which the rows and columns of its raw genotype matrix
were shuffled at random. The empirical p-value was determined as the frequency of
observing more extreme pseudo-F statistics in permutations than in the actual gene case.
These analyses were performed using either all variants within a gene or only rare variants
with minor allele frequency less than 0.01. Similarly, 508 control genes for Q2 were selected
and tested using all 200 replications.

Chung et al. [2011] compared this approach using either all variants or only rare variants
with the collapsing method of Li and Leal [2008] and the Mantel test [Mantel, 1967]. The
Mantel test measures the correlation between two distance matrices, for which here the
phenotypic distance was correlated with the genotypic distance based on the Euclidean
distance measure as before. Chung and colleagues found that the frequency of false positives
in their approach and in the collapsing method was slightly inflated to a similar degree. The
Mantel test was somewhat less inflated but identified fewer variants. Overall, there was no
best-performing method across all genes. An advantage of Chung et al.’s approach is that, in
principle, the unit of the test can be defined flexibly; for instance, it can be defined to be
composed of a functional domain instead of a sequence of adjacent variants. However, the
method is computationally intensive and thus inappropriate for large studies.

Huang et al. [2011] focused on the problem that, in many collapsing methods, the collapsing
criterion is rather subjective. The core of their approach was that variants were collapsed
randomly, as follows: Within one gene, an integer S was randomly drawn to indicate the
number of variants to be included in the first subset. Then, S variants within the gene were
drawn randomly to make up the first subset, and the remaining variants constituted the
second subset. Within each of the two subsets, the variants were then collapsed according to
the method of Li and Leal [2008]. This procedure was repeated many times, and in each
repetition, important variants were selected by applying a variable selection algorithm on the
resulting random subsets. Specifically, Huang and colleagues used the least absolute
shrinkage and selection operator (LASSO) [Dasgupta et al., 2011; Tibshirani, 1996] as the
selection algorithm with the phenotype Q1 and counted the frequencies with which single
variants were selected across all replications of the random sampling. Without formal
control of type I error, they assumed that variants that were more frequently selected would
be more likely to be important. The result of their procedure showed that, within the top ten
ranked genes, three of them actually contained functional variants.
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Does Dimensionality Reduction Help to Identify Functional Variants?
Some Group 8 contributors specifically aimed to alleviate the multiple testing problem in the
data by reducing the number of statistical tests performed. For instance, Kwon et al. [2011]
tested all of the variants simultaneously in unrelated individuals. Obviously, the number of
observations was much smaller than the number of predictors in the data, so the classical
approaches did not yield stable estimates. Based on their work for a previous Genetic
Analysis Workshop for dichotomous endpoints [Kwon et al., 2009], the investigators
applied singular value decomposition to reduce the dimension of the design matrix in the
regression model. Within a Bayesian regression, the model was evaluated using a Markov
chain Monte Carlo procedure with Gibbs sampler, and p-values were derived from
permutation. The performance of the proposed method was evaluated in the first 10
replicates both with a single single-nucleotide polymorphism (SNP) association analysis and
with a standard penalized regression [Dasgupta et al., 2011; Tibshirani, 1996]. Overall, the
penalized regression and the novel approach faired similarly. Specifically, for the analysis of
Q1, the positive predictive values were 19% for the penalized regression and 20% for the
novel approach but only 4% for the single-SNP analysis. On the other hand, the negative
predictive values were greater than 99% for all approaches. Compared with the penalized
regression, the novel approach had the advantage of being more computationally efficient.

With the aim of identifying common variants associated with the phenotypes, Pardy et al.
[2011] applied the LASSO procedure to select important predictors [Dasgupta et al., 2011;
Tibshirani, 1996]. For this, adjustment by clinical parameters or prefiltering was necessary
to yield an estimate of the shrinkage parameter. For prefiltering, random forests were used to
discard unimportant variants. In more detail, subsamples were constructed in each replicate
by randomly drawing 348 unrelated individuals without replacement. This was repeated 10
times, and the analyses were performed on each of the resulting subsamples. Then, random
forests [Dasgupta et al., 2011; Schwarz et al., 2010] were used to identify possibly important
variants based on the Gini index, which is a measure of impurity i for a single node and is
defined as

(2)

Here, p(j) is the proportion of observations that are labeled with class j in that node. The
most important variants, about 100, were then forwarded to the LASSO analysis with a
cross-validation for determining the penalty factor [Tibshirani, 1996] to further select
variables. Finally, linear or logistic regression models were developed with backwards
selection. The final model for Q1 included 18 variants, of which 3 were true positives;
identification of variants for the other phenotypes was less successful.

Does the Accumulation of Rare Variation Predict Phenotypes?
Instead of identifying functional variants, two groups of contributors investigated the merit
of including rare variants to predict phenotypes. Thus each group adopted a broader
approach to determining the role that rare variants play in the development of complex
diseases. For example, Howrigan et al. [2011] tested the assumption that overall mutational
load in an individual, rather than a few causal variants, would associate with affection status
and that this association would be stronger for increasingly rare variants. They constructed a
phenotype of affection status based on all replicates of unrelated individuals and tested for
association with mutational load. To define mutational load, they used different thresholds
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and weighting schemes, most of which are described by Price et al. [2010]. These
procedures included (1) the simple count of minor alleles at all variants, (2) a count of only
variants that meet a certain allele frequency threshold, (3) an inverse weighting score of
minor alleles based on their frequency, (4) variable allele frequency thresholds determined
by permutation tests, (5) a minor allele count of nonsynonymous and synonymous variants,
and (6) functional weighting according to amino acid changes. For all these criteria,
Howrigan and colleagues performed regression analyses of affection status on the defined
minor allele count or score, sex, and ethnicity. Across the different thresholds and weighting
schemes, there was a consistent main effect of overall load that was positively associated
with affection status. This result was expected because most inclusion criteria included the
simulated effects. This effect was not driven by a small number of variants with large
effects, and removal of the most significant genes still found an effect, albeit reduced. The
differences between the procedures were negligible. However, focusing specifically on rare
alleles did not result in stronger associations, resulting in no clear support for a mutational
load hypothesis. However, further conclusions are certainly restricted by the underlying
simulated model.

Using a different approach, Wu et al. [2011] found that consideration of rare alleles did
result in a more precise prediction of the affection status. Their procedure was composed of
two stages. In the first stage, all variants were tested for association with affection status
using Fisher’s exact test for common variants and collapsing methods for rare variants in
unrelated case and control subjects. Only variants with some evidence of association were
then taken forward to the second stage. In the second stage, Wu and colleagues used support
vector machines [Hastie et al., 2009] to build prediction models based on the common
variants from stage 1 and the covariates Age, Sex, and Smoking status. Then, rare variants
were added to the models to investigate their additive value. To generate training and test
data, Wu et al. [2011] considered two strategies. In the first approach, the prediction model
was developed on the first replicate and tested on the remaining replicates. This led to the
result that adding rare variants to the models slightly improved the prediction. Increasing the
number of variants in the model by adding less significant variants in the first stage did not
lead to improved prediction. According to the second strategy, every replicate was split into
a training data set and a test data set and the analyses were performed on the combination
across replicates. In this approach, the improvement by adding rare variants was greater, and
the prediction was better by using more variants from stage 1.

How Can the Multiple Testing Problem Be Circumvented?
The remaining contributors to Group 8 used general alternative approaches to try to solve
the multiple testing problem in unconventional ways. Papachristou [2011] circumvented the
problem of multiple testing by reversing the null hypothesis and the alternative hypothesis.
This approach was applied to the analysis of the quantitative phenotype Q2 with family-
based data. Papachristou’s aim was to construct a confidence set of genetic loci that
contributed at least a predetermined percentage h to the overall genetic variation of a
quantitative phenotype. This confidence set inference (CSI) method was developed in the
framework of generalized linear mixed models. Specifically, for every variant that was
tested, the null hypothesis was that the variant was a quantitative trait locus contributing at
least h of the total genetic variance, and the alternative hypothesis was that this locus
contributed less than h. Thus the set of variants for which the null hypothesis was not
rejected at level α constitutes a 1 − α confidence set of loci contributing at least h percent of
the total genetic variance. The likelihood was formulated in a linear mixed models context,
where the phenotype was explained by the effects of the covariates plus the effect resulting
from the specific variant plus a random polygenic effect plus a random residual effect. The
likelihood was maximized to obtain parameter estimates. The resulting estimates were then
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used to test the described hypotheses and to construct a confidence set by aggregating all
variants for which the null hypothesis was not rejected. Because the sample size was rather
small, it was artificially increased by combining data from two, three, or four consecutive
replicates of family data. Different values of h were used to balance false discovery rates
and true discovery rates. The results showed that power was problematic in the data.
Therefore, with small sample sizes, h had to be set to high values in order to control the false
discovery rate, but this resulted in a true discovery rate of nearly 0. With greater sample
sizes, however, more reasonable values of h could be applied, yielding acceptable levels of
the false discovery rate and a satisfactory true discovery rate.

One of the main advantages of Papachristou’s approach is that in most of the analyzed
replicates, the confidence set included only causative variants, thus demonstrating an ability
to separate functional SNPs from nearby SNPs in potentially high linkage disequilibrium.
This result occurred because, by design, the CSI method tested each SNP to see whether it
was a potential quantitative trait locus (QTL) with a specific contribution to the phenotype,
rather than whether it was associated with the phenotype. Nevertheless, among other things,
the magnitude of the contribution of a SNP to the variability of a quantitative trait depended
on the frequency of its minor allele. Thus Papachristou’s method can easily separate the
functional SNP from the nearby ones in high linkage disequilibrium so long as the minor
allele frequencies of the causative and the noncausative SNPs are different. Also, the
approach can be applied to families of arbitrary size and structure. Challenges of the
approach are that the total genetic variance needs to be known in advance and that h needs to
be predefined.

Finally, Wang and Huang [2011] proposed a novel resampling method for GWA studies that
can also be applied to high-dimensional data. The method is built on the idea that often a
genetic score is used as a test statistic that is standardized to be compared to a known
distribution, and the distribution of this score can be derived from the score at all variants as
a reference to avoid making distributional assumptions. Using the quantitative phenotype Q2
in replicate 2 of unrelated individuals together with the covariates Sex, Age, and Smoking,
Wang and Huang defined a statistic S as the sample mean of (y*g*), where y* is the
residuals of the phenotype y after removing covariate effects and g* is the residuals of the
genotype g after removing covariates effects. To assess the genome-wide significance of S,
Wang and Huang generated the null distribution for S according to the following procedure:
(1) The residuals y* and g* were computed. (2) A variant was randomly selected from a set
of variants under the null hypothesis. This set was determined by using a histogram of p-
values, as described by Storey and Tibshirani [2003]. In this application, this determination
led to all variants being used. (3) Either y* or g* was permuted across all subjects. (4) The
statistic S for the specific variant was computed. Steps 2 to 4 were repeated K times; in the
presented analysis, K was set to 10,000,000. Then, the p-value of S was given by the
proportion of Sk > S. Application of this procedure led to the identification of 18 variants
with resampling p-values smaller than 5 × 10−4. However, none of them were causal. Still,
the procedure has potential in that it is quite fast and applicable to collapsing methods for
identifying rare variants and other statistics.

Discussion
The common theme of the contributions in GAW17 Group 8 was multiple testing, although
it was not the original intent of any of the contributors. We have identified three major
challenges in dealing with multiple testing in high-throughput sequence data: (1) the number
of tests performed, (2) the computational demand of permutations, and (3) the low power.
The first challenge can naturally be met be reducing the number of tests in the experiment.
Indeed, this is the path that was followed most frequently in this and other GAW17
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contribution groups. Most prominently, all collapsing methods reduce the number of tests
[e.g., Barrett and Nsengimana, 2011; Howrigan et al., 2011; Huang et al., 2011]. In addition,
Group 8 investigators used different multistage designs or techniques to reduce the
dimensionality, which also led to a decrease in the number of tests [e.g., Barrett and
Nsengimana, 2011; Huang et al., 2011]. The second challenge of computational load
resulting from permutations can be solved in principle by using more computing power.
More elegantly, different statistics can be used that do not rely on permutation, which was
done implicitly in a number of contributions. Finally, different, more efficient permutation
schemes can be used. The third challenge of low power was an overarching topic at
GAW17. In addition to simulated small effects, investigators identified overall problems
with the type I error frequencies, as described by Tintle et al. [2011]. As a result, many
contributors who tried to control the type I error reduced the power even further.

At this point, we can conclude that, although the multiple testing problem persists, it might
not be qualitatively different from the issue surrounding GWA studies. The proposed
solutions mostly aim at reducing the number of tests, and some of the procedures that
include prefiltering steps are also applicable to other kinds of data. What is still required is
more computing power to allow for extensive permutations and, more important, larger
sample sizes for a reasonable power.

Because of the nature of the simulated data, the proposed modifications of collapsing
methods in Group 8 suffered from low power and thus yielded promising but not extremely
successful results. In comparison, the different contributions may be interesting for different
types of data and applications: A strict control of the type I error frequency can be obtained
by using the approach of Barrett and Nsengimana [2011]. As a flexible but computationally
intensive procedure, the approach of Chung et al. [2011] may be especially interesting for
smaller studies. Finally, preselection of possibly interesting variants in large studies but
without formal error control might be obtained by using the approach of Huang et al. [2011].

In an attempt to reduce the number of tests performed and thereby curtail the need for
multiplicity adjustment, Kwon et al. [2011] and Pardy et al. [2011] considered dimension
reduction techniques, such as singular value decomposition or a modified version of the
LASSO. The results of the analyses from both methods suggest that, although
dimensionality reduction can certainly be useful and sensible when it comes to multiple
testing, it may not necessarily lead to an increase in power. Nevertheless, because many
parameters can be varied in these procedures, further in-depth investigations are needed to
fully understand the best possible application.

Whether rare variants add information concerning the development of affection is difficult
to answer from the use of one simulated data set. Unless the contribution of these rare
variants to the phenotype is substantial, including them in the analyses may not be
beneficial, especially if the inclusion of such variants comes at the cost of higher
computational load. Further analyses in real data sets are required, because the conclusion is
limited by the simulation for the workshop.

Papachristou [2011] proposed a novel approach for targeting functional variants with a
specific contribution to quantitative phenotypes. The results of the analyses showed, as
expected, that with small sample sizes the method did not have enough power to identify
trait loci and maintain a low false discovery rate. Nevertheless, with larger sample sizes, the
method yielded reasonable power and false discovery rate, and it also displayed an increased
ability to distinguish functional SNPs from the nearby loci with which the QTLs were in
high linkage disequilibrium.
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Determining the null distribution of each marker tested in a GWA study can be
cumbersome, especially in the context of permutation tests. Wang and Huang [2011]
described a novel resampling method that is applicable to high-dimensionality data, and it
can be used to compute a reference distribution for a genome scan of any arbitrary SNP
under the assumption of no association with the phenotype. Even though application of the
method to the simulated data resulted in a significant false discovery frequency, the method
has some potential as a result of its computational efficiency and its ability to easily adapt to
any test statistic.

In general, although the focus and applied methods were quite different across the
contributions, power was a general issue, because many of the simulated loci remained
undetected. Similar problems were observed in other GAW17 groups. Barrett and
Nsengimana [2011] found that the strongest determinants of statistical power to detect a
gene effect were the sum of minor allele frequencies in that gene, the average effect of its
variants, and the total number of these variants if the total variant count was used as a gene
score. It was not possible to compare the results from different groups because the
approaches used varied in their applicability, with different methods being suitable to
different types of data, different study designs and sizes, and different underlying functional
effects. Thus it is likely that no single method will eventually emerge as the optimum
solution. Further in-depth investigations of data simulated under different scenarios and of
real data sets will be required to fully address the issues brought up at this meeting. It is
quite clear, though, that identifying rare variants such as those with frequency less than
0.001 require either large data sets or samples that are enriched in those variants. New
developments in the design, analysis, and interpretation of these studies are therefore
needed.
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