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Abstract

Since the emergence of SARS-CoV-2, variants carrying new mutations have played significant roles in global
transmission. Among them, the Omicron variant, which surfaced in November 2021, stands out due to its
unprecedented number of mutations, particularly in the spike protein. This paper investigates the anomaly of
the BA.1 lineage of the Omicron variant, focusing on the presence of reverse mutations and potential
homologous recombination. Using sequence data from GenBank, the study analyzes the mutation patterns of
various Omicron subvariants and compares them with each other and with other major variants such as Alpha
and Delta. The results reveal a notable peak of triple reverse mutations and relatively high frequencies in the
emergence of quadruple or more reverse mutations in BA.1 lineage as traces of homologous recombination.
The study also addresses the possibility of contamination by Delta variant sequences, ruling out this
explanation based on the accompanying mutations. Given the unique recombination patterns observed only
in the BA.1 lineage and the absence of such events in other variants, the study raises concerns about the
potential lab origin of the Omicron BA.1 lineage, underscoring the need for rigorous oversight in facilities

handling SARS-CoV-2.



Introduction

Since the emergence of SARS-CoV-2, a wide variety of mutations have been observed throughout the
COVID-19 pandemic. D614G was the first major mutation observed in early 2020 [1,2]. It is known that
D614 is unstable in vivo, not only in humans but also in hamsters [3]. Therefore, the early emergence of the

D614G mutation through human-to-human transmission aligns with the expectation of natural evolution.

Following the D614G mutation, a series of additional mutations led to the emergence of key SARS-CoV-2
variants. Among these, B.1.1.7 (Alpha variant), which is believed to have originated in the United Kingdom,
and B.1.617.2 (Delta variant), which is believed to have emerged in India, prevailed globally from late 2020

to mid-2021.

Most mutations among the major variants of concern (VOCs) are independent, with high dN/dS ratios [4,5]
in the spike protein that remain consistent across all VOCs [6]. Hassan et al. highlighted that many mutations
were location-specific [7], which could have contributed to the emergence of distinct variants across different

regions.

Though SARS-CoV-2 is an RNA virus, which generally mutates quite often, the speed of mutation is
relatively slow compared with other RNA viruses [8]. Indeed, the mutation speed of SARS-CoV-2 is 23.9

times slower than that of the Influenza A virus [9].

From this point of view, the Omicron variant, which emerged in November, 2021, is exceptional in its large

amount of mutations. The Omicron variant includes 30 or more non-synonymous (N) mutations and only one



synonymous (S) mutation in the spike protein [10], whereas previous VOCs had only around 10 spike

mutations. Phylogenetic analysis suggests that Omicron did not evolve directly from the preceding VOCs

[11].

Initially, a few theories were proposed to explain the emergence of Omicron, including strong selective
pressure to escape vaccine-induced immunity, prolonged incubation in an immunocompromised human host,
or evolution in a non-human species before spilling over into humans [12]. However, the widespread
vaccination in developed countries and close monitoring of populations make unnoticed community spread
highly unlikely. Furthermore, reported mutation counts in immunocompromised individuals are typically

around 10 or fewer [13-15], far less than the number observed in Omicron.

Regarding the theory of evolution in a non-human host, some researchers, including Wei et al., proposed that
Omicron may have evolved in mice [16], a theory later supported by Zhang et al. [18]. However, the original
strain of SARS-CoV-2 does not infect mice, casting doubt on this idea. Kakeya et al. suggested a lab origin

for Omicron, potentially linked to a spillover from transgenic mice [19].

It is also noteworthy that various anomalous reversion mutants have been observed throughout the evolution
of SARS-CoV-2. For example, reversions in D614G of the spike proteins were observed in the Delta variant
and the Omicron variant BA.2 in the late stages of their community spread [21]. Additionally, sequence data
from Omicron variants BA.1, BA.1.1, and BA.2 in the NCBI GenBank revealed a pattern of single reverse
mutations without other changes in the spike protein [22]. Comparative analysis of spike protein mutations

in major variants showed that BA.1 stood out for its high rate of reverse mutations and lower mutation



diversity [23].

In the previous studies, the author investigated the Omicron BA.1 lineage and found that pure reversion
mutants, which contain only reverse mutations and no other mutations in the spike protein, were widespread
from the early days of their emergence, showing statistically significant differences compared to the control
group [24,25]. The regional and temporal anomalies in the Omicron BA.1 lineage are virtually impossible to

explain by current theories of natural mutation and spread through human-to-human infection.

In this paper, the anomaly of the BA.1 lineage and its reverse mutations is analyzed in detail from a genetic

perspective, building upon the previous study from an epidemiological viewpoint.

Methods

The sequence data of surface glycoproteins (spike proteins) of SARS-CoV-2 registered in GenBank were
accessed in August, 2024. The analyses focused on predominant Omicron variants, as well as the Alpha
variant (B.1.1.7) and the Delta variant (B.1.617.2), both of which were the major variants before the
emergence of Omicron. For the Omicron variants, six major variants from the BA.1 lineage, each with more
than 20,000 registered surface glycoprotein sequences (BA.1, BA.1.1, BA.1.15, BA.1.18, BA.1.20, and
BA.1.1.18), were included. Additionally, six major variants that emerged after the surge of the Omicron BA.1

lineage were investigated (BA.2, BA.2.12.1, BA.5.2, BQ.1, XBB.1.5, and JN.1).



For each variant, the consensus sequence of the surface glycoprotein was calculated by first identifying the
most frequent sequence length in the first 5,000 samples, then determining the most frequent amino acid at
each position. To reduce computational costs, protein sequences with deletions and insertions relative to the
consensus sequence were excluded from the analyses. Surface glycoprotein sequences, including only reverse
mutations (referred to as pure reversion mutants), were retrieved from the dataset. The reverse mutations
were counted for each mutation point, with sequences that had missing reads at any of the mutation points
from the original Wuhan strain excluded from the analysis. The number of reverse mutations was tallied for

each sequence, and the distribution of reverse mutations for each variant was calculated.

Regarding the Omicron JN.1 variant, which has approximately 60 mutations relative to the original Wuhan
strain and an additional 30 mutations compared to Omicron BA.2, reverse mutation patterns of the pure
reversion mutants from both BA.2 and the Wuhan strain were analyzed. For Omicron BA.1.1, which has the
largest number of registrations, the mutation patterns of pure reversion mutants were analyzed in detail to

identify any significant features.

Results

The distribution of reverse mutation counts in the pure reversion mutants of six variants in the BA.1 lineage
(BA.1,BA.1.1, BA.1.15, BA.1.18, BA.1.20, BA.1.1.18) and eight other major variants (B.1.1.7, B.1.617.2,
BA.2, BA.2.12.1, BA.5.2, BQ.1, XBB.1.5, JN.1) are shown in Figures 1 and 2, respectively. For JN.1, the

distribution of reverse mutations with respect to Omicron BA.2 is also shown. As these figures illustrate, only



the variants in the BA.1 lineage exhibit a peak at the triple reversion mutant that exceeds or is equivalent to

that at the single reversion mutant.

The mutation patterns of pure reversion mutants in BA.1.1, which has the largest number of entries in
GenBank, are shown in Figure 3, with only those mutation patterns having more than 30 entries included. As
shown in this figure, the pure reversion mutants of BA.1.1 reflect the trace of homologous recombination,
with multiple reverse mutations observed in succession. These successive reverse mutations are responsible
for the triple, quadruple, or higher numbers of reverse mutations significant for the BA.1 lineage in Figure 1.

The other specific characteristics of reverse mutations found in the SARS-CoV-2 variants are listed in Table

First, reversion mutants carrying the L452R mutation, which is found in the Delta variant, were surveyed. As
shown in the table, reverse mutants carrying L452R always exhibit reversions at N440K and G446S, and
almost always at K417N (except for two cases). This combination of mutations accounts for less than 4% of
mutants exhibiting reversions at K417N, N440K, and G446S. Additionally, only 15% of L452R mutants are
registered by the CDC (Centers for Disease Control and Prevention), a more reliable source, while over 60%
of the BA.1.1 sequences in GenBank are registered by the CDC. It is also noteworthy that none of the
reversion mutants with reverse mutations at spike amino acids 417, 440, 446, 477, and 478 include L452R

mutations in between.



Second, the longest successive reversions were searched in the pure reversion mutant sequences of BA.1.1.
While the longest successive reversions are observed from amino acids 417 to 505 in Figure 2 (which includes
sequences with 30 or more entries), when sequences with fewer entries were examined, 20 entries comprising

successive reversions from amino acids 371 to 505 were found.

Third, the peak of triple reversions in JN.1 from BA.2, shown in Table 1, was investigated. These triple
reversions all exhibit mutation points at separate positions, indicating that they are not the result of
homologous recombination. No successive reversions were found in BA.2.86.1, the ancestor of JN.1, which

lacks the additional L455S mutation found in JN.1 as the only difference in the spike protein.

Discussion

It is quite anomalous that traces of homologous recombination are observed only in the variants in the BA.1

lineage and not in other variants. It is known that homologous recombination does not occur frequently in

SARS-CoV-2 [26]. From that perspective, the successive reverse mutations observed in the BA.1 lineage are

also conspicuous. Akashi et al. reports that the longest homologous recombination is 330 bases long [27]. As

Table 1 shows, the longest homologous recombination in BA.1.1 is 135 amino acids long (405 bases long),

which is also quite notable.



It is known that the sequences of Omicron BA.1 include many read errors due to contamination from the

Delta variant, which is attributed to primer issues and appears as reverse mutations [28]. Since the Delta

variant contains the L452R mutation, sequences contaminated by the Delta variant should carry the L452R

mutation, along with reverse mutations relative to the Wuhan strain or the Delta variant itself. While the

L452R mutation is prevalent in GISAID data, it is found less frequently in GenBank data, which this paper

analyzes.

In GenBank data, BA.1.1 carrying L452R makes up less than 4% of the mutants exhibiting reversions of

K417N, N440K, and G446S. Additionally, only 15% of L452R mutants are registered by the CDC, which is

considered a more reliable source, while over 60% of the BA.1 lineage in GenBank is registered by the CDC.

This suggests that GenBank data are less contaminated by the Delta variant.

If the reversions were mainly caused by read errors due to contamination from the Delta variant, the peak of

reversions should have occurred at the outset. Indeed, Kakeya reports that worldwide reads with full spike

mutations in BA.1, BA.1.1, and BA.1.1.18 registered in GISAID were rare in the early days and gradually

increased, indicating that read errors were most frequent at the onset of their emergence. However, Kakeya

also reports that the ratios and counts of reversions in BA.1, BA.1.1, and BA.1.1.18 in GenBank (most of

which are from the United States) reached their peaks later, not in the early days when the Delta variant was



more prevalent than Omicron [25]. It is also noteworthy that this paper focuses only on data where all

Omicron mutation sites are read. As Martin et al. [28] show, reversions increase as the amount of missing

data at mutation sites increases.

From the large amount of circumstantial evidence presented above, the recombination in the BA.1 lineage is

not considered to be the result of read errors. Therefore, the frequent recombination observed only in BA.1

should be regarded as a real phenomenon, and its mechanism of emergence should be investigated.

It is true that some variants have emerged through the recombination of prior variants. However, this does

not explain the massive emergence of recombination within a single lineage. One possible explanation is the

leakage of artificially created recombinants from a laboratory. As for the original Wuhan strain, it is reported

that many scientists in governmental agencies, such as Jason Bannan of the Federal Bureau of Investigation,

and Hardham, Robert Cutlip, and Jean-Paul Chretien of the National Center for Medical Intelligence of the

Defense Intelligence Agency, all found evidence of human manipulation of the virus in SARS-CoV-2, which

was silenced by the Director of National Intelligence, Avril Haines [29].



Many lab-leak accidents have occurred historically, and the number of such incidents has been increasing due

to the spread of genetic engineering in recent years [30,31]. At the end of 2021, a researcher in Taiwan was

bitten by a mouse in a biosafety level 3 laboratory and was infected with the Delta variant of SARS-CoV-2,

unknowingly spreading the disease [32]. It is also true that the lab origin of the Omicron variants has been

suggested by many studies in the past [19-25,33]. A thorough investigation, including oversight of

laboratories dealing with SARS-CoV-2, is needed to prevent the emergence of highly infectious variants in

the future.
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Figure 1. Distribution of reverse mutation counts in the pure reversion mutants of six variants in the BA.1

lineage (BA.1, BA.1.1, BA.1.15, BA.1.18, BA.1.20, BA.1.1.18).
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Figure 2. Distribution of reverse mutation counts in the pure reversion mutants of eight major variants
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Figure 3. Mutation patterns of pure reversion mutants in BA.1.1 (more than 30 entries). Colored cells
represent the reversions of amino acids to the original Wuhan strain. The purple color represents the most

frequent pattern, while the light orange color represents a stand-alone mutation.

Table 1. Characteristics of reverse mutations found in the SARS-CoV-2 variants.

1 | Reverse mutants carrying L452R are reversions at 417-446 (171 entries) or 440-446 (two entries).
Among them, 15% of L452R mutants are registered by the CDC, while over 60% of the BA.1.1
sequences in GenBank are registered by the CDC. None of the reversion mutants that have reverse
mutations at spike amino acids 417, 440, 446, 477, and 478, do not include L452R mutations in

between.

2 | Successive reversions from amino acids 371 to 505 were found (20 entries).

3 | Triple reversion of JN.1 from BA.2 in Figure 2 all exhibit mutations points at separate positions. No

successive reversions were found either in BA.2.86.1 (pure reversions from BA.2).




