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Rye: genetic ancestry inference at biobank scale
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ABSTRACT

Biobank projects are generating genomic data for
many thousands of individuals. Computational meth-
ods are needed to handle these massive data sets,
including genetic ancestry (GA) inference tools. Cur-
rent methods for GA inference do not scale to
biobank-size genomic datasets. We present Rye—a
new algorithm for GA inference at biobank scale.
We compared the accuracy and runtime perfor-
mance of Rye to the widely used RFMix, ADMIX-
TURE and iAdmix programs and applied it to a
dataset of 488221 genome-wide variant samples from
the UK Biobank. Rye infers GA based on princi-
pal component analysis of genomic variant samples
from ancestral reference populations and query in-
dividuals. The algorithm’s accuracy is powered by
Metropolis-Hastings optimization and its speed is
provided by non-negative least squares regression.
Rye produces highly accurate GA estimates for three-
way admixed populations—African, European and
Native American—compared to RFMix and ADMIX-
TURE (R? = 0.998 — 1.00), and shows 50x runtime
improvement compared to ADMIXTURE on the UK
Biobank dataset. Rye analysis of UK Biobank sam-
ples demonstrates how it can be used to infer GA
at both continental and subcontinental levels. We
discuss user consideration and options for the use
of Rye; the program and its documentation are dis-
tributed on the GitHub repository: https://github.
com/healthdisparities/rye.

INTRODUCTION

Genetic ancestry (GA) refers to genetic similarities indi-
cating the geographic origins of common ancestors (1,2).
The GA of modern humans reflects recurrent historical pat-
terns of migration, followed by geographical and reproduc-

tive isolation, and subsequent admixture whereby previ-
ously isolated populations come back together (3-5). GA
is a characteristic of the genome, and it can be inferred
based on correlated allele frequency differences that accu-
mulate owing to the action of evolutionary forces on an-
cestral populations (6). GA can be characterized objec-
tively and with precision, as a categorical or continuous
variable, at the genome-wide or local level, and at differ-
ent levels of scale, e.g. continental versus subcontinental
ancestry. In this way, GA is distinct from the socially as-
cribed and more subjective categories of race and ethnicity
(7,8).

Studies of GA have been widely used to illuminate the
complex evolutionary history of our species (9-16). GA in-
ference can also be used to help understand how genetic
variation within and between populations contributes to
health and disease. For example, the characterization of
GA is crucial for the application of genome-wide associa-
tion studies and polygenic risk prediction to globally diverse
populations (17-19). GA can be used to help decompose ge-
netic and environmental contributions to health disparities
since it is characterized independently of the social dimen-
sions of race and ethnicity (7,8).

There are numerous programs available for GA inference
(6), including tools that characterize genome-wide ances-
try (20,21) and local ancestry (22), along with applications
for fine-scale ancestry and admixture (23). Current meth-
ods for GA inference produce accurate and reliable results,
but they do not scale well to increasingly large genomic
datasets. Biobanks projects, such as the UK Biobank (24)
and the NTH All of Us project (25), are generating genome-
wide variant datasets for hundreds of thousands of indi-
viduals, and similarly ambitious biobank projects are un-
derway around the world (26). Biobanks promise to rev-
olutionize precision medicine, but their potential will not
be fully realized without the development of the compu-
tational methods needed to analyze such massive datasets.
GA inference methods that scale to biobank-size genomic
data, while retaining the accuracy of previous generation
methods, are urgently needed.
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We present the program Rye as one solution to this chal-
lenge. Rye provides for rapid and accurate genome-wide GA
inference on biobank-size genomic datasets, and it can be
used to infer GA at continental and subcontinental levels.
Rye and its source code are made freely available; it is well
documented, easy to install and use, relies on standard ge-
nomic variant formats, and works well with limited compu-
tational resources.

MATERIALS AND METHODS
Algorithm overview

The Rye algorithm infers genome-wide ancestry fractions
for individual genomic variant samples by comparing prin-
cipal component (PC) vectors of global reference popula-
tion individuals with PC vectors of query individuals (Fig-
ure 1). Reference populations are grouped into user-defined
ancestry groups, which can be assigned at varying levels
of biogeographic and genetic relatedness (e.g. continental
or subcontinental groups). Principal component analysis
(PCA) is run on a combined variant dataset of reference and
query individual samples to yield PC vectors for all individ-
uals. PC vectors representative of each ancestry group are
computed via Markov chain Monte carlo (MCMC) opti-
mization of reference group-mean PC vectors. Finally, the
optimized ancestry-representative PC vectors are compared
with PC vectors of query individuals, using non-negative
least squares (NNLS), to generate ancestry estimates for
all individual samples, expressed as fractions of each user-
defined ancestry group.

Algorithm workflow

A schematic illustrating the details of the Rye algo-
rithm is shown in Supplementary Figure SI. Genetic
ancestry inference with Rye is performed on a user-
supplied genomic variant file that includes reference
population samples and query individual samples. An-
cestry inference with Rye proceeds via the following
steps:

1. PCA is run on the genomic variant file to yield eigenvec-
tors (i.e. vectors of PC values) for all reference and query
individuals. PC vectors are scaled from 0 to 1 for down-
stream calculations.

2. Reference individuals are grouped into user-defined an-
cestry groups, and mean scaled PC vectors are calculated
for each ancestry group.

3. Ancestry-representative PC vectors are computed
from ancestry group mean PC vectors using a nested
Metropolis-Hastings optimization procedure (see next
section for details).

4. Optimized ancestry-representative PC vectors are used
with non-negative least squares (NNLS) regression to es-
timate ancestry group fraction values for query individu-
als, with the constraint that ancestry group fraction val-
ues must sum to one. The NNLS equation below shows
an example for n PC values and m reference ancestry
groups, yielding m ancestry fractions (3) for a query in-
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Metropolis-hastings optimization

A nested Metropolis-Hastings procedure is used to opti-
mize two parameter sets for the ancestry-representative PC
vectors: PC weights and shrinkage values. PC weights are
used to scale the contribution of each PC to ancestry as-
signment, and shrinkage values are used to scale the val-
ues of each PC. PC weights are the same for all ancestry
groups, whereas shrinkage values are specific to each ances-
try group. PC weights are initialized using the fraction of
variance explained (i.e. the eigenvalues) for each PC from
the PCA, and shrinkage values are initialized uniformly.
The shrinkage values are used to ensure that outlier indi-
viduals, i.e. individuals with extreme PC values compared
to their ancestry group, do not bias the ancestry estimation
results. The shrinkage values are used to shrink the ancestry
group representative PC values towards a value of 0.5. Opti-
mized ancestry-representative PC vectors are calculated as:

e
My = S (PC™) x Whes )

where i € [1,n] PCs, j €[l, m] ancestry groups, W is the
maximum-normalized weight for PC;, and s is the shrink-
age value for PC;and ancestry group ;.

Optimization of the weight and shrinkage parameters is
done using the Metropolis-Hasting algorithm, executed in
a nested manner across r rounds, ¢ attempts within each
round, and u iterations within each attempt (Supplemen-
tary Figure S2). Rounds are executed sequentially, and
attempts are launched independently within each round.
Within each attempt, the Metropolis-Hastings algorithm is
used to iterate over weight and shrinkage parameter values,
probabilistically selecting the optimal combination of val-
ues with which to proceed after each iteration. The opti-
mization criterion is based on NNLS prediction of group-
specific ancestry values for reference individuals, as shown
in equation 1 with reference individuals treated as query in-
dividuals. Reference individuals are expected to show ances-
try values that maximally correspond to their group mem-
bership.

Algorithm testing and validation

Rye was used to estimate ancestry fractions—African, Eu-
ropean, and Native American—for three-way admixed in-
dividuals from the Americas. Rye ancestry estimates were
compared against ancestry estimates obtained with the
widely used RFMix (22), ADMIXTURE (20) and iAd-
mix programs (21). Genomic variant data were taken from
the 1000 Genomes Project (1KGP) whole genome sequence
data (27), and previously published set of Native Ameri-
can genome-wide genotypes (10). A total of 1686 reference
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Figure 1. Overview of the Rye algorithm. Rye utilizes eigenvectors (PC vectors) and eigenvalues generated by PCA of reference and query individual
genome-wide variant samples (left panel). Ancestry group-representative PC vectors are weighted via Metropolis-Hastings optimization of ancestry group-
mean PC vectors. Non-negative least squares regression (NNLS) is used to estimate GA fractions via comparison of query individual PC vectors and the

weighted ancestry group representative PC vectors.

individuals were taken from African, European, and Na-
tive American populations, and 504 query individuals were
taken from Admixed American populations (Supplemen-
tary Table S1). Genomic variant data from global reference
samples (n = 2190) and UK Biobank genomic variant data
(n = 488221) were merged and harmonized as previously
described (28-30), yielding a final merged and LD pruned
dataset of 490411 samples and 171880 variants. Variants
were merged by identifying the set of variants common to
both datasets, with strand flips and variant identifier incon-
sistencies corrected as needed. The initial merged and har-
monized variant data set was filtered for variants with >1%
missingness and <0.1% minor allele frequency among sam-
ples. The resulting data set was tested for Hardy-Weinberg
equilibrium (cutoff of 1 x 107°) and LD pruning was
performed using the —indep-pairwise command with win-
dow size = 50 SNPs, step = 10 SNPs, and pairwise thresh-
old <0.1 using PLINK.

Algorithm accuracy was measured by comparing ob-
served ancestry fractions for three-way admixed individu-
als calculated with Rye to expected ancestry fractions calcu-
lated with RFMix and ADMIXTURE using Pearson cor-
relation (R%) and residual sum of squares ( RSS) error. Sen-
sitivity of the algorithm to reference sequence selection was
measured using jackknife resampling with 10% of reference
sequences removed in each of 10 replicates. Runtime per-
formance was measured on a 40-core (Intel Xeon), 512GB
RAM system, running on Red Hat Enterprise Linux Server
release 6.10 (Santiago).

UK biobank

Rye was used to estimate ancestry fractions for seven
regional ancestry groups—African, Central Asian, East
Asian, European, Middle Eastern, Native American and
South Asian—on 488221 participants from the UK
Biobank (UKBB). UKBB participants’ genome-wide geno-
types were characterized using the UKBB Axiom Ar-
ray or United Kingdom BiLEVE Array as previously de-
scribed (24,31). UKBB participant genome-wide geno-

types were merged and harmonized with genomic vari-
ant data from global reference populations character-
ized as part of the IKGP (27) and the Human Genome
Diversity Project (HGDP) (32) as previously described
(33,34). Reference populations were grouped into seven re-
gional ancestry groups based on their genetic and geo-
graphic affinity. Rye ancestry estimates were compared to
participants’ self-identified ethnicity (Field 21000: Ethnic
background https://biobank.ctsu.ox.ac.uk/crystal/field.cgi?
1d=21000), and Rye runtime performance was compared to
ADMIXTURE.

PCA, RFmix, ADMIXTURE and iAdmix

PCA was run using the FastPCA program (35) implemented
in PLINK v2 (36), using the command plink —pca, with
data from the first 20 PCs retained for ancestry inference
with Rye. PCA run on the merged and harmonized variant
dataset samples took 1 hour 30 minutes, with 40 threads
on a~512GB RAM computational server. RFMix was run
with 22 threads for 12 generations in the ‘PopPhased’ mode
with a minimum node size of five and the “-use-reference-
panels-in-EM” for two rounds of expectation maximiza-
tion (EM) (22). RFmix ancestry assignments were made
for chromosomal regions where the RFMix ancestral cer-
tainty was at least 95%. ADMIXTURE v.1.30 was run with
40 threads in the supervised mode using default settings,
with K = 3 for the admixed American populations across
K = 3-20 for the UKBB (20). iAdmix was run with de-
fault settings, where the plink genotype files were supplied
along with the HapMap3 allele frequency file derived from
African, Asian and European reference populations (21).

RESULTS AND DISCUSSION
Accuracy and runtime performance

Rye was used to characterize the genetic ancestry of three-
way admixed individuals from the Americas (Supplemen-
tary Table S1), and the observed Rye results were compared
to expected results obtained from the widely used RFMix,
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Figure 2. Accuracy and runtime performance. (A) GA estimates—African (blue), European (orange), and Native American (red)—are compared for Rye

(y-axis) and RFMix (x-axis) for n = 2190 Admixed American and referen

ce individuals. (B) Accuracy of Rye measured by residual sum of squares (RSS)

and R? across a range of optimization rounds and iterations. (C) Runtime performance of Rye across a range of optimization rounds and iterations.

ADMIXTURE and iAdmix programs. Rye is run using
a nested optimization approach across a specified number
of rounds, attempts, and iterations. Fractions of African,
European, and Native American ancestry estimated for
Rye and RFMix are highly correlated at both the low and
high end of the numbers of rounds and iterations (Fig-
ure 2A). Similar high correlations can be seen when Rye
ancestry fractions are compared to GA estimates inferred
with the ADMIXTURE and iAdmix programs (Supple-
mentary Figure S3). Higher numbers of rounds and itera-
tions yield more accurate results, but the increase in accu-

racy with increasing rounds and iterations is marginal (Fig-
ure 2B). Increasing the number of rounds and iterations
entails a marked decrease in runtime performance (Figure
2C). Runtime increases three-orders of magnitude at the
highest numbers of rounds and iterations; nevertheless, the
longest runtime is just over 20 min.

We assessed the sensitivity of Rye performance to
changes in ancestry group reference samples. Jacknife re-
sampling was used to remove 10% of reference samples
across 10 replicates, and this procedure was repeated across
multiple rounds and iterations (Supplementary Figure S4).
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Figure 3. GA inference on the UK Biobank (UKBB). (A) PCA of UKBB participants (gray) and ancestry group reference samples (colored as shown). (B)
PCA of UKBB participants labeled by self-identified ethnicity (colored as shown). (C) Ancestry and admixture patterns for UKBB participants, organized
by self-identified ethnicity groups. Ancestry fractions (colored as shown) are indicated for each individual. The White ethnic group is not shown to scale
owing to its large size; all other groups are scaled based on the number of participants. (D) Runtime comparison for ADMIXTURE and Rye, decomposed

into model building (the optimization step for Rye) and GA projection steps.

Rye is relatively insensitive to changes in the composition of
ancestry group reference samples. High accuracy (low RSS)
is achieved even at the lowest numbers of rounds and itera-
tions. Increasing the number rounds and iterations leads to
marginal improvements in accuracy, comparable to what is
seen when the full reference sample sets are used.

Biobank scale performance

The scalability of Rye was evaluated using the UK
Biobank (UKBB); genetic ancestry estimates were com-
puted for 488221 participants. The genetic relationship
among UKBB participants and reference samples from
seven regional ancestry groups, computed using PCA, are
shown in Figure 3A. UKBB participants’ self-identified eth-
nicity are mapped onto their genetic relationships in Fig-

ure 3B. Genetic ancestry fractions for each of the seven re-
gional ancestry groups are shown for six ethnic groups (Fig-
ure 3C). The Chinese and White ethnic groups shown the
most homogenous ancestry patterns, East Asian and Euro-
pean respectively, whereas the Mixed and Other groups are
highly diverse. The Asian ethnic group shows mostly South
Asian ancestry, followed by East Asian and Middle Eastern
components. The Black ethnic group shows most African
ancestry followed by European and Middle Eastern com-
ponents. The ancestry estimates are consistent with partici-
pants’ self-identified ethnic backgrounds, which is a second
level of ethnic identity beneath the ethnic group designation
(https://biobank.ctsu.ox.ac.uk/crystal/field.cgi?id=21000).
Rye can also be used for subcontinental GA inference
via the delineation of more fine-scale reference ancestry
groups (Figure 4). When Rye is run in this way, it re-
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for (A) East Asian, (B) South Asian, (C) African and (D) European query individuals from UKBB are shown along with IKGP and Native American

reference populations.

veals clearly distinct ancestry components that constitute
broader East Asian, South Asian, African, and European
ancestry groups. For example, UKBB participants that
identify Pakistani, Indian, and Bangladeshi ethnic back-
grounds, within the broader Asian ethnic group, show a
gradient of distinct ancestry patterns. Similar results can
be seen for African and European ancestry. African refer-
ence populations show distinct fine-scale ancestry patterns,
and admixed New World African populations show largely
similar African ancestry but distinct non-African admix-
ture patterns. Rye clearly distinguishes northeastern, north-
western, southeastern, and southwestern ancestry compo-
nents within Europe. As was seen for continental ancestry
inference, the European subcontinental ancestry compo-
nents inferred with Rye are significantly concordant with re-
sults from ADMIXTURE (Supplementary Figure S5). Rye
infers greater Northwest European ancestry in the UKBB

British sample, consistent with the demographics of the par-
ticipants, whereas ADMIXTURE infers more Southeast
European ancestry in the UKBB sample.

The runtime performance of Rye on the 488221 UKBB
participants was compared to ADMIXTURE (Figure 3C).
The runtime for both programs was decomposed into model
building and projection phases. For Rye, model building
corresponds to optimization phase and projection corre-
sponds to the NNLS ancestry fraction calculation. Opti-
mization was performed at the high end of Rye options, with
200 rounds and 200 iterations, to yield a conservative run-
time estimate. Overall, Rye is >50x faster than ADMIX-
TURE: 2687 se for Rye (~45 min) compared to 136031
s for ADMIXTURE (~38 h). Model building is ~2 x faster
in ADMIXTURE, but this can be attributed to the large
number of rounds and iterations used for Rye optimization,
which can be substantially reduced without appreciable loss
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of accuracy. RFMix runs prohibitively slow on a dataset of
this size, and therefore its runtime performance could not
be directly compared to Rye. It is estimated that RFMix
would take more than two years to characterize a dataset
of this size on the system used here.

User considerations and options

Documentation and instructions for running Rye are
provided on the GitHub repository: https://github.com/
healthdisparities/rye. Starting with a merged reference and
query genotype file, users need to run PCA and provide Rye
with the output eigenvalue and eigenvector files. Samples in
the eigenvector output file should include population labels
in the first column and sample identifiers in the second col-
umn. Rye also requires a population to ancestry group map-
ping file. These three files are the only required arguments
for Rye: —eigenval —eigenvec —pop2group. Other important
arguments for Rye include the number of rounds, attempts,
and iterations. Higher numbers for each yield more accurate
ancestry estimates at the cost of slower runtime (Figure 2B).
The default settings are set towards the upper end for these
values, yielding the most accurate ancestry estimates. Users
with large datasets or limited computational resources may
considering reducing the value of these parameters. An or-
der of magnitude time savings can be achieved in this way
with little loss of accuracy (Figure 2A).

The choice of individual reference samples to be used for
each ancestry group is an important consideration when
using Rye. The optimization criteria for the Metropolis-
Hastings algorithm assumes that reference individuals will
have close to 100% ancestry for each reference group. Ac-
cordingly, the use of individuals with distinct ancestry, or
admixed individuals, within the same ancestry group could
impact the accuracy of ancestry estimates. Users are advised
to select a subset of individuals from any given reference
population, or closely related group of reference popula-
tions, that have highly similar and coherent ancestry pat-
terns. It is not always possible to depend on population la-
bels to choose a coherent reference individual sample set.

Limitations and future directions

Rye is currently designed to run in supervised mode with
user-specified reference ancestry groups. This reflects its in-
tended use for population biobank data from cosmopolitan
countries where the admixture (ancestry) components are
generally known. This design allows users to infer ances-
try across multiple levels of scale, e.g. continental and sub-
continental, as demonstrated via the application to the UK
Biobank data (see Figures 3 and 4). Given this potential lim-
itation, compared to ancestry inference programs that can
run in both supervised and unsupervised mode, we plan to
incorporate an unsupervised mode in future development
plans.

Rye can infer GA at both the continental and subconti-
nental levels using data from individual (unlinked) genomic
variants. Information provided by haplotypes of linked
variants could, in principle, provide for even greater reso-
lution of fine-scale ancestry inference. Our future develop-
ment efforts for biobank-scale ancestry inference also in-
clude haplotype-informed methods for fine-scale analysis.

Nucleic Acids Research, 2023, Vol. 51, No. 8 e44

DATA AVAILABILITY

The Rye program, its source code and documentation are
freely distributed on the GitHub repository: https://github.
com/healthdisparities/rye.

SUPPLEMENTARY DATA
Supplementary Data are available at NAR Online.
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