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ARTICLE INFO ABSTRACT

Keywords: Differences in outcome to COVID-19 infection in different individuals is largely attributed to genetic hetero-

HLA geneity leading to differential immune responses across individuals and populations. HLA is one such genetic

COVID-}Q factor that varies across individuals leading to differences in how T-cell responses are triggered against SARS-

Population CoV-2, directly influencing disease susceptibility. HLA alleles that influence COVID-19 outcome, by virtue of

E;Tl:piﬁ;g epitope binding and presentation, have been identified in cohorts worldwide. However, the heterogeneity in
HLA distribution across ethnic groups limits the generality of such association. In this study, we address this
limitation by comparing the recognition of CTL epitopes across HLA genotypes and ethnic groups. Using
HLA allele frequency data for ethnic groups from Allele Frequency Net Database (AFND), we construct syn-
thetic populations for each ethnic group and show that CTL epitope strength varies across HLA genotypes
and populations. We also observe that HLA genotypes, in certain cases, can have high CTL epitope strengths
in the absence of top-responsive HLA alleles. Finally, we show that the theoretical estimate of responsiveness
and hence protection offered by a HLA allele is bound to vary across ethnic groups, due to the influence of other
HLA alleles within the HLA genotype on CTL epitope recognition. This emphasizes the need for studying HLA-
disease associations at the genotype level rather than at a single allele level.

1. Introduction

Severe Acute Respiratory Syndrome Corona-Virus 2 (SARS-CoV-2)
which is responsible for the Coronavirus Disease 2019 (COVID-19)
pandemic, has infected over 546 million people around the world as
of 4th July 2022[1]. Susceptibility to COVID-19 is known to vary
across individuals and the exact reasons for this differential suscepti-
bility remain to be understood completely. Host genetic factors that
are variable across individuals have been shown to contribute to this
heterogeneity in disease susceptibility and outcome [2]. The adaptive
immune response, which renders specificity and memory to the host
response against SARS-CoV-2, is known to be dysregulated in case of
COVID-19 infection [3]. Thus, heterogeneity in host genetic factors
that influence the adaptive immune response can possibly explain
the widely documented heterogeneity in disease outcome [4-6].

The Human Leukocyte Antigen (HLA) super-locus in humans har-
bors 2 main classes of HLA genes - Class-I and Class-II that directly

influence T-cell responses. The HLA Class-1 system of an individual
is composed of 2 haplotypes of 3 HLA genes (HLA-A, HLA-B and
HLA-C in Class-I), thus constituting 6 HLA alleles, which we refer to
as the HLA genotype of that individual [7]. Viral proteins cleaved by
host proteases into peptides are bound by the HLA Class-I and Class-
II molecules and are presented to CD8+ and CD4+ T-cells, respec-
tively, triggering their effector functions [8]. The distribution of HLA
alleles is known to vary widely across populations [9]. Thus, viral pep-
tides presented by these HLA molecules are bound to vary across pop-
ulations. It is well known that strong presentation of viral peptides by
HLA Class-I molecules directly reflects in a strong host cytotoxic
T-lymphocyte (CTL) response, resulting in killing of infected cells lead-
ing to viral clearance. Previous studies have identified susceptible and
protective HLA alleles in various cohorts in the context of SARS-CoV-2
infection [10-12]. Several bioinformatic tools that can predict HLA-
epitope binding affinities have been developed and have been used
to identify protective and susceptible HLA alleles based on epitope

Abbreviations: HLA, Human Leucocyte Antigen; CTL, Cytotoxic T-lymphocyte; SARS-CoV-2, Severe Acute Respiratory Syndrome Coronavirus 2; COVID-19, Coronavirus Disease-19;
CTL;, CTL epitope strength of an individual; CTLy,p, CTL epitope strength of an ethnic group; AFND, Allele Frequency Net Database.
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binding [13,14]. Epitope prediction tools have also been used to com-
pare CTL epitope recognition among HLA alleles across ethnic groups
[15]. However, heterogeneity in HLA distribution across cohorts also
limits the extrapolation of HLA allele-severity associations to a global
level. Owing to paucity of data on one hand and methods to study
them on the other, heterogeneity in HLA genotypes has not been stud-
ied sufficiently to address if it can explain differences in T-cell
responses among individuals. Further, differences in T-cell responses
among populations may also be attributed to differences in HLA allele
distribution, which has also not received much attention.

In this study, we address this gap and mathematically reconstruct a
large number of HLA class-1 genotypes in 240 different synthetic pop-
ulations corresponding to different ethnicities by utilizing publicly
available data on HLA allele frequencies from ethnic groups world-
wide. We predict the number of CTL epitopes recognized by each indi-
vidual using bioinformatic tools. We then compare estimated CTL
epitope strength across individuals and across populations. Our models
provide a framework to estimate the landscape of host heterogeneity
from the CTL response point of view in individuals and in populations
and provide conceptual insights to explain differences in disease out-
come. Further, it presents a scheme to place the existing knowledge
on HLA associations with susceptibility to COVID-19.

2. Materials and methods
2.1. SARS-CoV-2 protein sequences and HLA Class-I allele frequency data

Amino acid sequences of 10 proteins of the parent Wuhan-Hu-1
strain of SARS-CoV-2 (NCBI RefSeq accession: NC_045512.2), namely
- ORFlab polyprotein, Spike glycoprotein, ORF3a, Envelope protein,
Membrane protein, ORF6, ORF7a, ORF8, Nucleocapsid protein and
ORF10 were obtained from NCBI Virus [18] (https:

nih.gov/labs/virus/vssi/#/).
240 ethnic groups with HLA Class-I allele frequency data from the

Allele Frequency Net Database [19] (AFND) (http://www.allelefre-

quencies.net/), covering a diverse and near-exhaustive set of geo-
graphical regions were considered. The ethnic groups were
shortlisted based on i) documentation of frequencies of all 3 HLA Class
I alleles - A, B and C, ii) High resolution HLA allele data with polymor-
phisms denoted for all the alleles documented, since it directly impacts
the probabilistic construction of HLA genotypes. The authors of AFND
have assigned a dataset standard for each of the 3 HLA genes (HLA-A,
HLA-B, HLA-C) documented within each ethnic group as a measure of
the quality of the dataset based on factors such as sample size and four-
digit resolution of HLA alleles and HLA allele frequencies summing up
to 1, within an ethnic group [19]. Since dataset standards are provided
for each HLA gene within an ethnic group (bronze being the lowest
and gold being the highest), we noted the HLA gene with the lowest
standard for an ethnic group and considered this as the representative
dataset standard. Geographical distribution of ethnic groups along
with the dataset standards provided by AFND for each ethnic group
are provided in Supplementary File-1. Dataset standards for each
HLA gene within the shortlisted ethnic groups are also provided in
Supplementary File-1.

www.ncbi.nlm.

2.2. Prediction of CTL epitopes

HLA Class-I Epitope predictions for the 10 proteins of the Wuhan-
Hu-1 strain were performed using the NetMHCPan BA 4.1 tool [20]
accessible through IEDB (Immune Epitope Database) [21]
(http://tools.iedb.org/mhci/). A comprehensive list of 1827 HLA Class
I alleles covered by the 240 ethnic groups were considered for pMHC
binding predictions. The length of the predicted epitopes was
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restricted to 9 amino acids. Predicted 9-mers which bind to a given
HLA allele with IC50 < 50 nM were shortlisted for further analysis.

2.3. Construction of synthetic populations

HLA genotypes were constructed from HLA allele frequencies for
each ethnic group by considering all combinations of 2 HLA-A alleles,
2 HLA-B alleles and 2 HLA-C alleles, both homozygous and heterozy-
gous for each of the 3 genes. The product of frequencies of these alleles
was considered to be the frequency of an HLA genotype. From the set
of hypothetically generated HLA genotypes, the ones with a frequency
crossing a threshold value of 5 X 107 were considered a part of the
population for the particular ethnic group. The algorithm used to con-
struct synthetic populations is similar to that used by Mukherjee &
Chandra [17].

3. Results
3.1. Host diversity in CTL responses

We shortlisted 240 ethnic groups from Allele Frequency Net Data-
base (AFND) satisfying our selection criteria (see Methods 2.1). Among
these 240 ethnic groups, 181 are Gold standard, 36 are Silver standard
and 23 are bronze standard based on the dataset standards set by
AFND [19]. Our shortlisted ethnic groups covered a diverse set of geo-
graphical regions around the world (Supplementary File-1), enabling
us to capture population-level heterogeneity across the globe.

We consider a set of HLA genotypes within an ethnic group to rep-
resent a population and define CTL; as the estimated CTL epitope
strength in individuals which is the number of CTL epitopes recog-
nized by an individual and CTL,,, as the net CTL epitope strength
per individual in an ethnic group. A list of top 10 and bottom 10
responding HLA alleles in terms of number of epitopes recognized
are provided in Table 1. HLA-allele groups A*02 and B*15 appear
among the top responding HLA-alleles agreeing with previous reports
of effective epitope presentation by these allele groups [10].

In order to assess differences in CTL; in different individuals and
CTL,,, across ethnic groups, we theoretically constructed synthetic
populations using a probabilistic approach such that the product of fre-
quencies of 6 HLA alleles from an ethnic group constituting an HLA
genotype crosses a pre-defined threshold. A threshold was set for
HLA genotype frequency (see Methods Section 2.3), beyond which
the appropriate combination of 6 HLA alleles (2 HLA-A + 2 HLA-
B + 2 HLA-C) was considered as a frequently occurring HLA genotype
in the population (Fig. 1A). The number of HLA genotypes was seen to
vary across ethnic groups, owing to differences in the diversity of HLA
distribution (Fig. 1B); ethnic groups with an even distribution of HLA
alleles would harbor more combinations of HLA genotypes, resulting
in a diverse population while ethnic groups with an uneven distribu-
tion would show a less diverse population, dominated by the highly
frequent HLA alleles. We then pooled HLA genotypes from all the
240 ethnic groups to examine host diversity in CTL; at a global level.
A nearly continuous gradient was observed in the CTL; across individ-
uals (Fig. 1C) suggesting that the estimated CTL responses across indi-
viduals are highly heterogeneous. The top 10 and bottom 10 HLA
genotypes based on their CTL; are provided in Table 1.

From these global HLA genotypes, we selected the top 1 % (high),
middle 1 % (medium) and bottom 1 % (low) responders, based on
their CTL; (listed in Supplementary File-2) and tested if they were
explained by the presence or absence of top-responsive HLA alleles.
For this, HLA alleles were ranked based on the number of epitopes rec-
ognized, and the top 20 were shortlisted as the top-responsive HLA
alleles (listed in Supplementary File-2) and their frequency of occur-
rence was compared across the high, medium and low responding
genotypes. The frequency of the top-responsive HLA alleles was rela-
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Table 1

Top and bottom 10 responding HLA alleles, genotypes and ethnic groups.
Response of HLA alleles is measured as the number of epitopes recognized.
Response of HLA genotypes and ethnic groups are measured in terms of CTL; and
CTL,,p respectively. Since CTLy,, is the CTL epitope strength averaged over the
entire population, it is rounded off to the nearest integer value.

Top 10 Bottom 10

HLA Allele Epitopes HLA Allele Epitopes
A*02:11 353 A*25:04 1
A*02:50 325 B*38:12 1
B*15:62 324 B*38:20 1
A*02:22 323 A*66:01 1
A*02:104 323 B*27:14 1
A*02:122 280 B*40:110 1
C*12:19 272 B*51:93 1
B*15:156 270 B*51:64 1
B*15:132 270 C*02:17 1
B*15:03 270 B*57:07 1

HLA Genotype Epitopes HLA Genotype Epitopes

(CTL) (CTLY)

A*68:01|A*02:05|B*15:03] 699 A*66:01|A*66:01|B*58:02 1

B*41:01|C*14:03]
C*07:01

B*37:01|C*04:01|C*04:01

A*68:01|A*02:05|B*15:03| 698 A*74:01|A*74:01|B*14:02| 1
B*41:01|C*14:03| B*58:02|C*04:01|C*04:01
C*02:02

A*02:03|A*11:01|B*15:25] 691 A*74:01|A*74:01|B*15:10| 1
B*55:02|C*14:02| B*58:02|C*04:01|C*04:01
C*03:04

A*02:03|A*11:01|B*15:25| 682 A*74:01|A*74:01|B*49:01| 1
B*13:01|C*14:02| B*58:02|C*04:01|C*04:01
C*03:04

A*02:03|A*11:01|B*15:25| 682 A*66:01|A*66:01|B*58:02| 1
B*51:01|C*14:02| B*58:02|C*04:01|C*04:01
C*03:04

A*02:03|A*11:01|B*15:25| 680 A*66:01|A*74:01|B*58:02| 1
B*46:01|C*14:02| B*58:02|C*04:01|C*04:01
C*03:04

A*68:01|A*68:02|B*15:03| 677 A*66:01|A*66:01|B*37:01| 1
B*41:01|C*14:03| B*37:01|C*04:01|C*04:01
C*07:01

A*68:01|A*68:02|B*15:03| 676 A*66:03|A*66:03|B*58:02| 2
B*41:01|C*14:03| B*37:01|C*04:01|C*04:01
C*02:02

A*02:03|A*11:01|B*58:01] 675 A*66:03|A*66:03|B*37:01| 2
B*40:01|C*14:02| B*37:01|C*04:01|C*04:01
C*03:02

A*02:22|A*68:01|B*15:39] 669 A*66:03|A*66:01|B*58:02 2
B*35:05|C*03:04]| B*58:02|C*04:01|C*04:01
C*04:01

Ethnic group Epitopes Ethnic group Epitopes

(CTLy,p) (CTLyp,p)

Paraguay Argentina Ache 417 Singapore SGVP. Indian INS 167
NA-DHS 24

India Khandesh Region 398 Colombia North Wiwa El 166
Pawra Encanto

Colombia Waunana NA- 378 Singapore Javaneses 162
DHS 20 (G)

Paraguay Argentina 372 Colombia North Chimila 162
Guarani NA-DHS 23 (G) Amerindians

Brazil Terena 358 Papua New Guinea Madang 161

Costa Rica Guaymi NA-DHS 342 Malaysia Peninsular Malay 160
10 (G)

Colombia Inga NA-DHS 11 331 Georgia Tibilisi Kurd 158
(©)]

Colombia Zenu NA-DHS 18 327 Singapore Riau Malay 155
(©)]

Mexico Oaxaca Mixe 326 India West Coast Parsi 153

Mali Bandiagara 309 USA NMDP Southeast Asian 151

Paraguay Argentina Ache 417 Singapore SGVP. Indian INS 167

NA-DHS 24

tively higher in the medium and high responding HLA genotypes, as
expected (Fig. 1D). However, these top-responsive alleles were not suf-
ficient to completely cover the high responding genotype group, indi-
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cating that certain individuals (HLA genotypes) might respond better
due to a combination of relatively low-responding HLA alleles that
can together, recognize a large epitope set resulting in a larger CTL;.
In addition, low frequency of occurrence of the top HLA alleles in cer-
tain ethnic groups might limit certain HLA combinations with high
CTL;.

3.2. Comparison of CTL epitope strength across populations (CTLy)

From the synthetic population, we computed overall CTL epitope
strength for each ethnic group (CTL,,,) as the sum of CTL epitope
strength exhibited by each individual (CTL;), weighted by the fre-
quency of occurrence of the HLA genotype in the population
(Fig. 2A). Upon comparison of the consolidated CTL,,,, across popula-
tions, a wide distribution in CTL,,, values was observed across ethnic
groups (Fig. 2A), illustrating the extent of heterogeneity in HLA distri-
bution and the impact it has on triggering CTL responses. Among the
ethnic groups included in the study, the ‘Paraguay Argentina Ache
NA-DHS 24’ ethnic group shows the highest CTL,,, while the ‘Israel
Ashkenazi and Non Ashkenazi Jews’ group showed the lowest (Supple-
mentary File-3). The top 10 most responding and least responding eth-
nic groups are provided in Table-1. We then considered 2 ethnic
groups each from the high (‘Paraguay Argentina Ache NA-DHS 24/,
‘India Khandesh Region Pawra’), medium (‘China Yunnan Hani’, ‘Mex-
ico Mexico City Mestizo pop 2') and low (‘New Caledonia’, ‘Israel
Ashkenazi and Non Ashkenazi Jews’) responding ethnic groups based
on their CTLy,,. The CTL; of HLA genotypes within the low responding
ethnic groups were generally low compared to those within the high
responding ethnic groups (Fig. 2B-G), eliminating the possibility that
the low response might be driven by specific low-responding sub-
groups within the low-responding ethnic groups.

Next, we considered the top 5 most responding and least respond-
ing HLA genotypes within each of these 6 ethnic groups (listed in Sup-
plementary File-3) and checked for the occurrence of high responding
HLA alleles (>200 epitopes) and low responding HLA alleles (1 epi-
tope) (listed in Supplementary File-3) in these genotypes. In most
cases, high responding alleles were represented in the top 5 HLA geno-
types of the medium and high responding ethnic groups (Fig. 2B-G).
However, in the ‘Israel Ashkenazi and Non Ashkenazi Jews’ ethnic
group which is a low responder, a low responding HLA allele was pre-
sent among the top 5 HLA genotypes (Fig. 2B). This indicates that the
particular HLA genotype remains high responding by virtue of the
other HLA alleles that may be relatively high responders, suggesting
that the HLA genotype as a whole, determines the extent of the CTL
epitope strength and hence the CTL response.

4, Discussion

Heterogeneity in numerous genetic factors that influence disease
conditions is known to exist across human populations [5]. Some of
these genetic factors such as the HLA genotype which directly influ-
ences the host immune response has been extensively studied in the
context of human diseases [16]. However, current analyses of HLA-
association with disease severity are largely restricted to individual
alleles rather than HLA genotypes and further restricted to specific
cohorts rather than the global population.

Our approach of reconstructing synthetic populations that mimic
natural ones based on the recorded frequencies of individual alleles
enables us to ask several questions that were not easily tractable
before. Specifically, we have been able to ask how CTL; may differ
among the entire pool of individuals globally, within our reconstructed
set of HLA genotypes. Further, we have been able to ask a similar ques-
tion at a population level to find high-responding and low-responding
populations. In principle, given the HLA genotype of an individual,
our analysis will facilitate in classifying the individual into high,
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Fig. 1. Modeling CTL epitope strength across individuals(CTL;). (A) Using the input HLA allele frequency data from each ethnic group annotated in the Allele
Frequency Net Database (AFND), hypothetical genotypes (individuals) were constructed by defining a threshold frequency beyond which a particular HLA
genotype which is a combination of 6 HLA alleles is considered to be a member of the population. The frequency was then scaled with respect to the least frequent
genotype in the population so that the scaled frequency represented the number of individuals with the particular genotype. (B) A barplot representing the number
of HLA genotypes present in each ethnic group. (C) CTL; across global HLA genotypes. The top, middle and bottom 1% HLA genotypes, sorted based on their CTLi,
are marked as ‘high’, ‘medium’ and ‘low’ responding genotypes, respectively. (D) A bubble plot representing the frequency of occurrence of the top 20 responding

HLA alleles in the low, medium and high responding HLA genotypes.

intermediate or low-response groups to a given strain of SARS-CoV-2.
With advances in sequencing methods, HLA genotyping is becoming
more accessible, which may make it feasible to envisage a clinically
useful responsiveness prediction method.

Our results show that there is about a 700-fold difference in the
CTL epitope strength (CTL;) between least responding and highest
responding individuals. This observation holds for the pooled set of
HLA genotypes reflecting individuals throughout the world. Although
high responding HLA alleles were largely represented in the high
responding HLA genotypes, absence of these alleles in some of the high
responding genotypes suggests that a HLA genotype can still be high
responding if its HLA alleles are diverse enough to recognize a large
set of epitopes. Next, we compared CTL epitope strength (CTL;op)
across ethnic groups and found that the distribution was heteroge-
neous which can be attributed to population-level differences in HLA
distribution. However, we cannot discount the influence of differential
sampling coverage across ethnic groups, due to which certain HLA
alleles might not have been captured and the HLA frequencies might
not be unbiased in ethnic groups with low coverage. Despite this lim-
itation, a substantial number of HLA genotypes were constructed
within each ethnic group. A deeper analysis of ethnic groups with
low, medium and high CTL,,, showed that the magnitude of CTL;p
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is determined by the entire population rather than specific sub-
populations. However, this does not eliminate the possibility of exis-
tence of sub-populations that differ in their epitope strengths within
ethnic groups. In fact, it is evident that responses within a population
are also heterogeneous and hence, a population can be further classi-
fied based on CTL; as shown previously in case of Influenza [17]. It
is also important to note that the CTL epitope strength is computed
under the assumption that all epitopes equally influence the CTL
response i.e, they are equally immunodominant. Experimental tech-
niques like AIM [22] and ELISPOT [23] assays which measure the
extent of T-cell activation and cytokine release respectively, upon
peptide-based antigenic stimulation, would be needed to study the rel-
ative immunodominance of T-cell epitopes. However, these techniques
are limited by the diversity of HLA-alleles that can be covered which
forms a major part of our analysis. Despite this limitation in our anal-
ysis, it captures a theoretical pool of all high-affinity epitopes pre-
sented. In addition, overall susceptibility to COVID-19 is highly
dependent on non-HLA immune factors such as the magnitude of the
B-cell and antibody responses and innate immune responses as well
as other factors like age, gender, comorbidities etc. [24-26] which is
bound to affect association analyses of HLA with COVID-19 severity.
However, the goal of our study is to show the theoretical extent of
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Fig. 2. Comparing CTL epitope strength across ethnic groups (CTL;.). (A) CTL epitope strength for an ethnic group (CTLy,,) was computed as the sum of
epitopes recognized by each individual within the synthetic population (CTL;), weighted by the scaled frequency of occurrence of genotype i. This was divided by
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lowest responding HLA genotypes (dotted arrows) are represented below. Each circle represents a HLA allele and a string of 6 circles represents a HLA genotype.
High-responding HLA alleles (> 200 epitopes) are shaded in green while low-responding ones (1 epitope) are shaded in orange. Blank circles represent HLA alleles
that show intermediate response, as they neither belong to the highest nor the least responding HLA allele groups.

influence of one of the heterogeneous factors, namely HLA, on disease
outcome at a global level. Although a theoretical exercise, the tools
and datasets used in our analysis are obtained from experimental data.
The algorithms used by the bioinformatic tool NetMHCPanBA 4.1 [20]
for prediction of HLA-epitope binding affinity are trained on experi-
mental data of HLA-epitope binding affinity. HLA allele frequencies
documented in AFND are obtained by targeted sequencing of HLA loci
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among individuals within an ethnic group, sampled in an unbiased
manner.

Finally, examination of the highest and lowest responding HLA
genotypes within the selected ethnic groups revealed that low
responding HLA alleles can also be represented in high responding
genotypes. This can be explained based on two factors: i) the low-
responding HLA allele was represented in a high responding HLA
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genotype of an ethnic group that has a low overall CTL;op. Thus, the
presence of one low responding HLA allele does not majorly influence
CTL; of the genotype since the overall CTL; of the genotype is expected
to be low. ii) the presence of one low-responding HLA allele can be
compensated by the presence of relatively high-responding HLA alleles
with diverse epitope recognition within the HLA genotype, so that the
genotype as a whole has a high CTL;. This provides a strong reason as
to why HLA-disease outcome associations within cohorts cannot be
trivially extrapolated to the global level; an HLA allele might be
high-responding in a cohort where the CTL,,,, is low in general, but
the same HLA allele might be a medium or low responder in a cohort
where the CTL,,,, is high. However, under the assumption that non-
HLA factors important for triggering a T-cell response are not as
heterogeneous across populations, we can say that an HLA genotype
is bound to trigger a similar level of CTL response, irrespective of
the cohort identity due to theoretically identical CTL;. Thus, our anal-
ysis emphasizes the need for studying and comparing HLA associations
at the genotype level rather than the allele level to understand the
influence of HLA on COVID-19 disease outcome. Our analysis forms
a stimulus to study how this population-level heterogeneity in CTL epi-
tope recognition can trigger evolution of viral variants that escape
from host CTL recognition.
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