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Abstract

Mpox is often described as being endemic in West and Central Africa as a zoonotic
disease that transmits through contact with the reservoir rodent host, likely a species of
African squirrel. In May 2022, human cases of Mpox were detected spreading
internationally beyond countries with known endemic reservoirs. At time of writing, 84,700
confirmed cases have been reported in 110 countries. When the first cases from 2022
were sequenced, it was seen that they shared 42 single nucleotide differences from the
closest mpox virus (MPXV) genome sampled in 2018. This number of changes within 3-4
years is unexpectedly large and points to a much greater evolutionary rate than expected
for a poxvirus. Strikingly, most nucleotide changes are of a specific type – a dinucleotide
change from TC->TT or its reverse complement GA->AA. This mutation type is
characteristic of the action of APOBEC3 deaminases; host-enzymes with reported antiviral
function. Analysis of MPXV genomes sampled from 2017 to 2022 showed further evidence
of TC->TT mutation pattern enrichment, with 93% of transmitted single nucleotide
mutations since 2017 consistent with APOBEC3 editing. Assuming APOBEC-editing is
characteristic of MPXV infection in human hosts, we propose an APOBEC clock that — at
a rate of ~6 APOBEC3 mutations per year — estimates MPXV has been circulating in
humans since 2016. This evolutionary pattern of host-enzyme editing has implications for
the longer-term fitness of the virus in this epidemic as such mechanisms are primarily
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antiviral in function, but in the context of a poxvirus also provide a source of variation that
may conceivably facilitate adaptation.

Introduction

Since 2017, the Nigeria Centre for Disease Control has been reporting cases of MPXV
(mpox virus) infection in humans (1). MPXV is often described as being endemic in West
and Central Africa as a zoonotic disease that transmits through contact with the reservoir
rodent host. The virus is divided into two clades with isolates from Central Africa falling into
Clade I and isolates from West Africa predominantly falling into Clade II. Whilst MPXV has a
broad host range and can readily infect multiple rodent and primate species in the
laboratory and in nature (2–8), African rodents remain the most likely reservoir hosts,
specifically rope and sun squirrels (genera Funisciurus and Heliosciurus), African dormice
(genus Graphiurus) and pouched rats (genus Cricetomys), native to West and Central
Africa. MPXV-specific antibodies have been detected in squirrel species in a number of
surveys that sampled wildlife from areas of reported human MPXV cases (3–5) and in 1985
an infected rope squirrel was associated with a zoonotic outbreak in the Democratic
Republic of Congo (9). Pouched rats and dormice housed in proximity to North American
prairie dogs were the likely cause of a widespread zoonotic MPXV outbreak in the USA in
2003 (10). Ecological niche modelling predicted a dramatic range expansion of the rope
squirrel with climate change by 2050, however this is not common to all putative host
species as the range of the pouched rat (Cricetomys gambianus) is predicted to contract in
response to climate change (11). Furthermore, continued forest clearing in favour of
agricultural fields and forests may actually increase habitat suitable for reservoir hosts,
such as the rope squirrel, and precipitate more frequent human-reservoir interactions (3,
11).

Since the first human cases were observed in the 1970s MPXV infections have been
predominantly associated with infants and children, with a marked increase in case counts
since the 1980s, likely due in part to the end of smallpox vaccination after eradication
(12–14). The smallpox vaccine offers protection against MPXV, however with the
eradication of variola virus in 1977, protection has been waning in the population. Prior to
2017, the majority of cases have been reported in DRC, as zoonoses initiating in
school-age boys with Clade I viruses (12). The outbreak observed in Nigeria from 2017,
from which the global outbreak has grown, has involved Clade II viruses (8, 15). The
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demographic mainly affected in Nigeria has been men aged 25 to 40, with only ~25% of
cases involving women, and very few cases in children (8).

Between 2018 and March 2022 there have been a limited number of cases in Israel
(MN648051), Singapore (MT250197), USA (ON676708), and the United Kingdom (UK;
MT903344, MT903343, OL504741) associated with travel from Nigeria, with one case of
onward transmission in the UK (MT903345). However, in May 2022, cases of MPXV
infection were detected spreading widely across Europe and subsequently across the
globe. At time of writing, 84,700 confirmed cases have been reported in 110 countries
(16), predominantly in men who have sex with men (MSM) sexual contact networks. The
rapid growth of cases in these networks has prompted concern that the 2022 epidemic
represents a transition to a more transmissible form of the virus.

In the wake of the SARS-CoV-2 pandemic, the expanded capacity to perform viral genome
sequencing enabled rapid generation of MPXV genome data, and the legacy of open-data
sharing practices led to their quick dissemination to public repositories. The first MPXV
genome sequences from 2022 cases showed these viruses had descended from the
clade sampled in 2017-2019 from cases diagnosed in Israel, Nigeria, Singapore, and the
UK (17). These early 2022 genomes are indicated as a triangle within Clade IIb in Figure 1a
and represent lineage B.1 as per the nomenclature proposed by Happi et al. (15). Isidro et
al., (17) noticed that sequences within lineage B.1 shared 42 single nucleotide differences
from the closest earlier MPXV genomes from 2018 (specifically UK_P2 and UK_P3;
accession numbers: MT903344, MT903345). Later, an MPXV sample from 2021 was
retrospectively sequenced (Accession number: ON676708) (18) and split this long branch
to lineage B.1 (Figure 4).

The long term evolutionary rate of the related variola virus (VARV; the smallpox virus) has
previously been estimated to be about 9x10-6 (posterior mean, with 95% Bayesian credible
intervals of 7.8 – 10.2x10-6) substitutions per site per year (19) translating into about 1-2
nucleotide changes per year for a nearly 200,000 nucleotide genome. During a 2017
outbreak of MPXV in chimpanzees, the evolutionary rate of MPXV was estimated to be
1.9x10-6 substitutions per site per year (1.2 – 2.7x10-6), on the same order of magnitude as
the VARV estimate (~1 nucleotide change every 3 years) (20). This makes 42 substitutions
in the space of 3-4 years an unexpectedly large number. Furthermore, across the
phylogeny of 45 MPXV genome sequences collected since 2017 (Figure 4A) and within the
769 genomes available within lineage B.1 (Supplementary Figure 1), we see accumulation
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of an excess of mutations since 2017. If MPXV is a zoonotic virus with limited human to
human transmission, this long branch could be evidence of adaptation to humans
facilitating the sustained transmission that is now observed.

Strikingly, the majority of observed nucleotide changes appear to be of a particular type, a
dinucleotide change from TC->TT or its reverse complement GA->AA (21). This specific
mutation is characteristic of the action of the APOBEC3 (Apolipoprotein B mRNA editing
enzyme, catalytic polypeptide 3) family of cytosine deaminases. These act on single
stranded DNA (ssDNA) to deaminate cytosine to uracil causing a G->A mutation in the
complementary strand when it is synthesised. Most human APOBEC3 molecules have a
strong bias towards deaminating 5’TC dinucleotides, with the exception being APOBEC3G
which prefers 5’CC dinucleotides (22). Recent work also highlighted the importance of
ssDNA secondary structure flanking the target site for APOBEC3 editing (23).

APOBEC-type enzymes are a large and diverse family of deaminase proteins with the
ability to bind RNA and ssDNA. Reported functions range from tissue-specific RNA
diversification with APOBEC1, somatic hypermutation in the adaptive immune system with
Activation-Induced cytidine Deaminase (AID) (24–26), skeletal and muscle cell
differentiation with APOBEC2, and restriction of mobile elements and antiviral action in
hosts with APOBEC3-type enzymes (24, 27). APOBEC3-driven deamination has been
demonstrated with many DNA viruses and retroviruses; (28–35). Vaccinia virus (VACV), an
Orthopoxvirus closely related to MPXV, was subjected to ABOBEC3 in vitro and reportedly
showed no growth disadvantage (36). Although this study did not involve confirmatory
sequencing to confirm that no APOBEC3 editing had taken place.

Whether a virus is subject to APOBEC3-induced mutation will be a function of the
availability of appropriate viral target ssDNA molecules during virus replication,
co-localisation of virus replication with APOBEC3, and sufficient stoichiometry of enzyme
to virus genetic material for an observable amount of editing to occur but insufficient to
control the virus completely. Poxviruses are large DNA viruses with complex replication
cycles that transiently expose ssDNA during replication. They replicate exclusively in the
cytoplasm (37, 38) where a number of members of the APOBEC3 enzyme family localise in
addition to many other host antiviral factors. Poxviruses have evolved various antiviral
factor antagonists and some have dedicated up to 50% of their genomic capacity to
immune modulatory mechanisms (39, 40). For observable levels of APOBEC3 editing to
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occur, it may come down to a balance between the level of host enzyme readily available
to bind target virus ssDNA and the rate of virus DNA amplification during replication.

APOBEC3 genes emerged in placental mammals from a duplication of the ancestral AID
gene and have a dynamic recent evolutionary past, with gene duplication and loss across
phyla (41, 42). APOBEC3 genes in primates have undergone recent expansion, with
primate genomes now having 7 paralogs of 3 ancestral genes (27, 43). Rodents, the
reservoir of MPXV, have only a single functional APOBEC3 protein resulting from gene loss
and fusion events (27). This is thought to be reflected in the decreased mobile element
expansion in primates relative to rodents (44, 45). Rodent APOBEC3 has been shown to
be expressed preferentially in spleen and bone marrow with limited expression observed in
other tissues (46, 47).

Nomenclature

A recently published paper (15) proposed an updated, systematic, nomenclature for the
phylogenetic structure of MPXV to replace previous geographical clade names. In this
nomenclature the 2022 global epidemic lies in Clade IIb with all genomically characterised
cases since 2017 designated with lineage labels similar to SARS-CoV-2. The recent
human epidemic, provisionally named hMPXV-1 by Happi et al. (15), comprises a hierarchy
of lineages starting with ‘A’ currently represented by genomes from 2017 cases in Nigeria.
The bulk of 2022 genomes are part of a lineage denoted ‘B.1’ but other lineages (‘A.2’ and
‘A.3’) have also been reported in the USA, UK and Portugal, in most cases in individuals
with international travel history. We follow this nomenclature here.

Methods

We compiled high-quality MPXV genomes from human and non-human animal outbreaks
sampled from as early as 1965 and up to the current 2022 outbreak. The dataset
consisted of 94 genomes with representatives from Clades I, IIa and IIb. A second dataset
comprises all Clade IIb genomes from 2017-2022 but with a single representative of
lineage B.1 of hMPXV-1 and two earlier sequences from Nigeria from 1971 and 1978
(accession numbers KJ642617 and KJ642615, respectively). The genome from 1978
(accession KJ642615) was used as an outgroup, due to its greater divergence despite
being sampled more recently, used to root the tree and then not analysed further. A
separate analysis was run specifically on lineage B.1 where all high-quality B.1 genomes
with an exact date of collection on Genbank were downloaded on the 2022-08-22. The
2021 genome from Maryland, USA (lineage A.1.1; accession number: ON676708; Ref (18)
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was used as an outgroup to root the B.1 tree (n=769). Accession numbers and
acknowledgments for genome sequences used in this study are provided in
Supplementary Table 1.

All the MPXV genome datasets were aligned against the Clade II reference genome (which
is an early hMPXV-1 genome from Nigeria, accession: NC_063383) using minimap2 v2.17
(48) to generate a single coordinate system. Genome sequences were trimmed from
position 190,788 to the end, corresponding to the 3’ terminal repeat region of the MPXV
genome. A series of repetitive or low-complexity regions were masked from the alignment
(Supplementary Table 3). For convenience, this alignment and extraction pipeline is
available as an installable tool at https://github.com/aineniamh/squirrel.

The full MPXV phylogeny of Clade I, IIa and IIb was estimated using maximum likelihood in
IQ-TREE v2.0 using a Jukes-Cantor substitution model (49) and subsequently midpoint
rooted. For the ancestral reconstruction analysis, we estimated phylogenies for each of
Clade I, Clade IIa and Clade IIb. The MPXV Clade IIb phylogeny was estimated with the
same parameters, but with the outgroup specified as the 1978 Nigerian MPXV genome
sequence (Accession KJ642615). Similarly, we estimated phylogenies independently for
the hMPXV-1 coding sequence alignment and for Clade I and Clade II of MPXV using the
above parameters with genome sequence KJ642617 as an outgroup.

We performed the ancestral state reconstruction using IQ-TREE2 on all individual Clade
phylogenies of MPXV. We parsed out all reconstructed sites that vary unambiguously
across the phylogeny (i.e. we exclude missing data) and mapped the single nucleotide
mutations that occurred to the relevant branch of the phylogeny. Using the reconstructed
node states we also catalogued the dimer and heptamer context of all C->T or G->A
mutations that occurred across the phylogenies. Scripts are available from
http://github.org/hmpxv/apobec3/.

We compared each recent Clade IIb sequence with the reconstructed most recent
common ancestor of the Clade IIb phylogeny (Figure 4) and collating the mutations down
each branch from root-to-tip and their dinucleotide context. Using only APOBEC3-type
mutations, we constructed an APOBEC3 root-to-tip linear regression for Clade IIb and
similarly for lineage B.1 (phylogeny in Supplementary Figure 1). We performed a linear
regression of the number of APOBEC3 mutations from the root of the tree to each tip
against the date of collection of the tip. The slope is an estimate of the APOBEC3-specific
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mutation rate and assuming that APOBEC3 mutations are characteristic of infection in the
human host, we use the X-intercept of this regression to estimate the date of emergence
into a human host. For more details and the code, see Supplementary Info. This approach
does not adjust for phylogenetic correlation and, in particular, the upward shift in B.1 is the
result of a single shared branch with a higher than average number of mutations, but one
that is not necessarily beyond expectations.

To investigate the target site context of mutations occurring in the hMPXV-1 phylogeny, we
extracted the relevant nucleotide heptamers for all C->T or G->A mutations that occurred
across the MPXV Clade IIb phylogeny (260 of 296 mutations) and for G->A mutations we
took the reverse complement of the nucleotide sequences to normalise for strand. We also
calculated the heptamer context for just the backbone of the phylogeny (i.e. the branches
leading to the 2022 outbreak), which included 55 of 57 mutations on the respective
branches. Using the reconstructed mutations and branch states in the phylogeny, we
collected the ancestral dimer context for mutations that were either G->A or C->T to
assess which mutation occurred in a context consistent with APOBEC3 editing.

Results

The diversity of MPXV can be decomposed into three major clades; Clades I, IIa and IIb
(Figure 1A; Happi et al., (15)). Clade I represents MPXV sampled in Central Africa and
Clade IIa is composed of viruses from human and non-human animal samples taken in or
connected to West Africa. Both of these clades include virus genomes spanning from the
1970s to present day. Clade IIb has an early sample taken in 1971 (KJ642617) but most of
the sequences in Clade IIb are more recent virus genomes from 2017-2022 that (15) have
labelled as hMPXV-1 (Figure 1A). Within the recent diversity of Clade IIb (indicated as the
darker box within IIb in Figure 1A), we catalogued transmitted mutations that occurred
between 2017 and 2022 with only a single representative from the 2022 global lineage
B.1. The great majority of these mutations are of the type G->A or C->T (90.8%) (Figure
1B). Strikingly, the heptamers of C->T and G->A mutations that occurred across the Clade
IIb phylogeny show this is a specific enrichment of APOBEC3-type dimer mutations of the
type TC->TT and GA->AA (Figure 1C). Similarly, this enrichment of TC->TT and GA->AA
mutations is observed within the B.1 lineage  (Supplementary Figure 2).
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Figure 1 | A) MPXV phylogenetic tree highlighting Clade I (predominantly sequences from the DRC), Clade IIa
(predominantly West African sequences) and Clade IIb. Within Clade IIb is a sub-clade of genomes sampled

from 2017-2022 that show distinct mutational patterns to the other two clades. B) Of 120 reconstructed

single nucleotide mutations that occurred on internal branches of the Clade IIb phylogeny (so are observed
transmitted mutations), 109 are consistent with APOBEC3 editing (90.8% of mutations). C) Observed
heptamers of C->T or G->A mutated sites in internal branches of the IIb phylogeny. Heptamers associated
with G->A mutations have been reverse-complemented to reflect deamination on the negative strand. Most
C->T mutations are present in a TC dimer context, consistent with APOBEC3 editing (107 of 115 mutations,
or 93%). D) Ancestral state reconstruction performed across Clade IIa does not produce the same
enrichment of mutations consistent with APOBEC3 editing, with only 27 of 207 observed mutations (13%)
fitting the dinucleotide pattern. E) Observed heptamers around C->T mutations (and reverse-complemented
G->A mutations) in the Clade IIa phylogeny. 29 of 149 (19%) mutations have the dinucleotide context of
APOBEC3. F) Only 38 of 463 Clade I mutations (8%) are consistent with APOBEC3 editing. G) Observed
heptamers in C->T mutations (and reverse-complemented G->A mutations) in the Clade I phylogeny
respectively. 42 of 256 (16%) normalised C->T or G->A mutations are in a TC or GA dinucleotide context,
which is what we would predict under standard models of nucleotide evolution.

Comparing MPXV Clade IIb with Clade Ia and IIa emphasises that this pattern is not seen
outside of Clade IIb (Figure 1D-G). For the other MPXV clades, APOBEC-type mutations
are observed at between 8 and 13% frequency, which fits with the expected proportion
under standard models of nucleotide evolution (50, 51) (Figure 1D & F). Observed
heptamers around the observed C->T and G->A mutations show a striking enrichment in
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TC and GA target sites in the genomes sampled from 2017-2022 in contrast with the rest
of MPXV diversity (Figure 1E & G).

Considering all GA and TC dimer sites in the Clade II reference genome (Accession
number ​​NC_063383) – i.e. those that could be the target of APOBEC3 editing but had not
been by that point – we looked at what the effect of a deamination mutation at these sites
would be in terms of amino acid changes (Figure 4). Of the 23,718 such dimers, 61.6%
(14,618) would produce amino acid replacements, 21% (4990) would be synonymous,
2.9% (692) would induce stop codons, and 14.4% (3418) would occur outside of coding
regions. For the Clade IIb genomes, of the 633 mutations at these dimers that did occur,
38.7% (245) were amino acid replacements and 35.7% (226) were synonymous, 4.7% (30)
were nonsense, and a further 132 APOBEC3 mutations were in intergenic regions (20.8%).
The probability of getting 226 or greater synonymous mutations out of 663 under a simple
binomial distribution with 21.0% chance of a context being synonymous is P=7.6x10-18.
We do not see the same enrichment for synonymous mutations in the mutations that are
not APOBEC3-like, although the quantity of these mutations is considerably lower
(Supplementary Figure 3). There are also more mutations outside of protein coding regions
than we would expect based on the location of target dimers (probability of 4.5x10-6 of
getting at least 132 non-coding mutations given only 14.4% of targets are in these
regions). This supports the hypothesis that what we are observing are the residual least
harmful APOBEC3 mutations after natural selection has eliminated those with substantial
fitness costs to the virus. By comparing the density of observed C->T and G->A mutations
and the density of APOBEC3 target sites (TC or GA dinucleotides) across the reference
genome, we see that the distribution of mutations is not merely a product of the availability
of target sites (Kolgorov-Smirnov test statistic=0.07, P-value=0.0002 ; Figure 2B-C). When
considering synonymous and non-synonymous APOBEC3-like mutations separately, we
observe the difference between target and observed APOBEC3-like mutations for both
cases (Supplementary Figure 4).
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Figure 2 | A) Consequence of hypothetical APOBEC3 mutations at target dimer site (either the C in the TC
target site or G in the GA target site) in currently unmutated sites in the coding regions of the NCBI reference
MPXV genome (Accession NC_063383) and those observed APOBEC3 mutations across the coding regions
of the Clade IIb phylogeny (including genomes in Figure 4 and Supplementary Figure 1, except the outgroup
branch leading to the 1971 genome sequence). These are categorised into non-synonymous (altered amino
acid), synonymous (amino acid remaining unchanged), nonsense (editing producing a stop codon) and
intergenic (not present in a coding sequence). B) The density (moving average linear convolution with window
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sizes of 1000, 5000 and 15000) of observed APOBEC-consistent mutations and C) APOBEC-target dimer
sites (GA and TC) in a masked Clade IIb reference genome (Accession NC_063383). Repetitive/ low
complexity masked regions in the alignment indicated by vertical bars.

The ‘repertoire’ of mutations that APOBEC3 is able to provide as genetic variation on
which natural selection can act is severely restricted. Only a limited number of dinucleotide
contexts are present, and the amino acid changes that APOBEC3 editing can induce is
also limited (Figure 3). Only 13 different amino acid replacements are possible, and three
that give rise to stop codons, and they are not reversible by the same mechanism. This
means that given the restricted set of positions at which these mutations occur and the
limited amino acid changes they can result in, we don't expect the elevated rate to change
the rate of adaptation of the virus substantially.

Figure 3 | Amino acid mutations at TC and GA dimer sites in a reference MPXV genome (accession number
NC_063383) that could occur through APOBEC3 editing. A) Barplot of amino acid changes categorised by
Grantham Score (0-50 conservative, 51-100 moderately conservative, 101-150 moderately radical, >150
radical). B) Hypothetical amino acid changes for codons overlapping with TC and GA target sites if
APOBEC3 edited those dimers to TT and AA.
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Figure 4 | A) A phylogenetic tree of MPXV genomes sampled from human infections from 2017-2022, with
an outgroup sequence from an outbreak in Nigeria in 1971 (n=45 including outgroups). Lineages indicated as
per nomenclature proposed by Happi et al., (15). Single nucleotide mutations along each branch are
indicated with circles coloured by whether a mutation is putatively APOBEC3 edited (TC->TT and GA->AA;
red) or whether it is another mutation type (yellow). B) Root to tip plot of APOBEC3 mutations from MPXV
genomes sampled since 2017. The reconstructed most recent common ancestor (MRCA) of the panel A
phylogeny is used as the root. We performed Bayesian regression analysis on sequences from panel A,
which includes one representative B.1 genome, and also separately on the B.1 lineage using the
reconstructed MRCA (B.1 phylogeny shown in Supplementary Figure 1).

Since 2017 the genomes thus far sampled from Clade IIb have accumulated
APOBEC3-type single nucleotide mutations approximately linearly over time (Figure 4b).
The estimated rate of accumulation was 6.18 per year (95% credible intervals of 5.20,
7.16). For the B.1 lineage the rate was 5.93 per year (2.95, 8.92) – suggesting that despite
widespread and rapid transmission within MSM networks, the rate of accumulation of
APOBEC3 mutations remained the same as the rest of the Clade IIb. It is notable that the
regression line for B.1 lies substantially above that for the rest of Clade IIb suggesting that
this lineage accumulated more mutations than expected prior to the emergence of B.1.
However most of these mutations are also present in the genome from Maryland, USA
from November 2021 (Accession number: ON676708), indicating they arose and
circulated for some months prior to the B.1 epidemic.
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Extrapolating back to number-of-suspected-APOBEC3-mutations (y-axis) = 0 provides an
estimate of when the first APOBEC3 mutations occurred in the stem of the branch leading
to the 2017 epidemic. We estimate this to be 20-Jun-2015 (95% credible intervals of
6-Oct-2014, 3-Mar-2016) which represents the likely time range in which the initial jump to
sustained human to human transmission occurred.

Discussion

Within MPXV Clade IIb, we observe rates of molecular evolution far greater than that
expected for double-stranded DNA viruses and indeed that observed in Clades I and IIa of
MPXV (20). The recent diversity in Clade IIb overwhelmingly consists of TC->TT and
GA->AA nucleotide changes, consistent with APOBEC3 enzyme editing, and a recent
study has demonstrated APOBEC3F editing during human MPXV infection (52). Since
2022, the B.1 lineage has been sampled and sequenced internationally in the global
epidemic of MPXV. Lineage B.1 is known to be circulating by sustained human-to-human
transmission and as such, mutations that have accumulated in B.1 can be considered
characteristic of this mode of transmission. Our analysis highlights that evolution within
Clade IIb prior to the emergence of lineage B.1 mirrors that within lineage B.1, but is
distinct from MPXV Clade I or IIa.

We suggest that the APOBEC3-driven evolution of recent Clade IIb MPXV is a signature of
a switch to sustained transmission within the human population. Within the B.1 lineage,
believed to be entirely the result of human infection and transmission we continue to see
the same pattern of predominantly APOBEC3 mutations accumulating at a similar rate to
that seen in A lineage genomes since 2017. It is unlikely that, by chance, MPXV evolved to
become susceptible to APOBEC3 action within the putative rodent reservoir prior to the
emergence of cases and to retain that susceptibility to human APOBEC3 molecules once
transmitting in humans. Given that all human cases sequenced since 2017 share
substantial numbers of APOBEC3 mutations, including nine on the stem branch leading to
hMPXV-1 it is very unlikely these represent multiple zoonotic introductions.

If we assume this observed evolution within hMPXV-1 is APOBEC3-driven, this may have
implications for its sustained transmission in the human population. APOBEC3
hypermutation is a host-mediated antiviral mechanism. These molecules act as the viral
genome is being replicated and single strands are exposed. During repeated rounds of
replication either strand can be deaminated leading to both C->T and G->A changes on
the positive strand as seen here. Thus it is likely that the genomes that are extensively
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mutated by APOBEC3 will simply not be viable and will not be transmitted further. The
extensive rounds of genome replication that MPXV undertakes in the cytoplasm likely
means that most genomes are not affected by APOBEC3 action. Occasionally however a
genome, only modestly mutated by APOBEC3, may remain viable and be transmitted. We
see this in the enrichment of observed synonymous and intergenic mutations relative to
available targets in the MPXV genome. Given the non-reversibility of the APOBEC3 action,
sustained evolution within the human population may result in a depletion of
lower-consequence target sites (i.e., synonymous or conservative amino acid changes)
and thus expedite a decrease in fitness of MPXV over time. This could be both through a
reduction in the number of viable offspring viruses produced by infected cells and as a
result the accumulation of moderately deleterious mutations by genetic drift. However the
timescale on which this might happen is uncertain and other evolutionary forces such as
recombination may act to restore fitness. A further uncertainty arises from the number of
genes associated with host immune modulation in poxvirus genomes. Mutations that alter
or abrogate the function of these genes may have little direct effect on virus replication
machinery, but may disrupt the virus/host interaction. There is precedent for the naturally
occurring inactivation of such genes in VARV, and consequently the loss of function of
some MPXV genes through APOBEC3 activity may potentially have adaptive value for the
virus (53, 54).

Even if the mutations that accumulate through this process are simply the neutral residue
of a sub-optimal antiviral host defence, they have produced sufficient variability for the
phylogenetic analysis of the epidemic over the short term. The initial lineages proposed by
Happi et al (15) have now expanded with the 2022 epidemic B.1 lineage now
encompassing 12 sublineages [github.com/mpxv-lineages/lineage-designation]. The rapid
and temporally linear accumulation of mutations means that genomic epidemiological
models and tools (55, 56), usually employed for RNA viruses, are also applicable to
hMPXV-1.

Since the identification of the B.1 lineage, a number of countries have reported other
lineages that lie outside the diversity of B.1, including USA, UK, Portugal, India and
Thailand. In almost all instances these cases are reported as having a history of
international travel. All of these lineages (designated as A.2.1, A.2.2, A.2.3 and A.3) can be
phylogenetically traced back to the epidemic in Nigeria (Figure 4a). This suggests that
sustained human to human transmission is still ongoing outside of recognised MSM
networks and stopping transmission in the MSM communities, whilst necessary, will not
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be sufficient to eliminate the virus as a human epidemic. There are large portions of the
globe without the surveillance to detect MPXV cases and if sustained human to human
transmission has been ongoing since 2015-2016 it is highly plausible there are other
populations that are currently enduring epidemics.

Historically, MPX was considered a zoonotic disease and cases have been treated as
independent spillover events with low levels of circulation in the human population. This
assumption has informed outbreak control measures as low levels of spillover at the
human/reservoir interface would suggest more targeted interventions were necessary
rather than a large-scale vaccination campaign. In the light of our observations, this historic
assumption may no longer be valid when considering MPX cases and future outbreak
control measures should treat any novel zoonotic outbreak of MPXV as having the
potential for sustained human-to-human transmission, regardless of whether infections are
spreading internationally or within a country that has an endemic reservoir host.

Funding Statement

ÁOT, PL, MAS and AR are supported by Wellcome Trust ARTIC (Collaborators Award
206298/Z/17/Z ARTIC network) & supplement. PL, MAS and AR acknowledge support
from the European Research Council (grant agreement no. 725422 – ReservoirDOCS) and
National Institutes of Health (R01 AI153044). MW was supported by the David and Lucile
Packard Foundation. PL acknowledges support from the Research Foundation - Flanders
(Fonds voor Wetenschappelijk Onderzoek - Vlaanderen, G066215N, G0D5117N and
G0B9317N) and by HORIZON 2020 EU grant 874850 MOOD.

References

1. NCDC, “An Update of Monkeypox Outbreak in Nigeria” (Nigeria Centre for Disease Control,
2017), (available at https://ncdc.gov.ng/diseases/sitreps/?cat=8).

2. S. S. Marennikova, E. M. Seluhina, Susceptibility of some rodent species to monkeypox virus,
and course of the infection. Bull. World Health Organ. 53, 13–20 (1976).

3. L. Khodakevich, M. Szczeniowski, Manbu-ma-Disu, Z. Jezek, S. Marennikova, J. Nakano, D.
Messinger, The role of squirrels in sustaining monkeypox virus transmission. Trop. Geogr. Med.
39, 115–122 (1987).

4. L. Khodakevich, Z. Jezek, D. Messinger, Monkeypox virus: ecology and public health
significance. Bull. World Health Organ. 66, 747–752 (1988).

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted January 24, 2023. ; https://doi.org/10.1101/2023.01.23.525187doi: bioRxiv preprint 

http://paperpile.com/b/pTVjJu/8gWD
http://paperpile.com/b/pTVjJu/8gWD
https://ncdc.gov.ng/diseases/sitreps/?cat=8
http://paperpile.com/b/pTVjJu/8gWD
http://paperpile.com/b/pTVjJu/sGo8
http://paperpile.com/b/pTVjJu/sGo8
http://paperpile.com/b/pTVjJu/sLqF
http://paperpile.com/b/pTVjJu/sLqF
http://paperpile.com/b/pTVjJu/sLqF
http://paperpile.com/b/pTVjJu/AN44
http://paperpile.com/b/pTVjJu/AN44
https://doi.org/10.1101/2023.01.23.525187
http://creativecommons.org/licenses/by-nc-nd/4.0/


5. K. Brown, P. A. Leggat, Human Monkeypox: Current State of Knowledge and Implications for
the Future. Trop Med Infect Dis. 1 (2016), doi:10.3390/tropicalmed1010008.

6. C. L. Hutson, I. K. Damon, Monkeypox virus infections in small animal models for evaluation of
anti-poxvirus agents. Viruses. 2, 2763–2776 (2010).

7. S. Parker, R. M. Buller, A review of experimental and natural infections of animals with
monkeypox virus between 1958 and 2012. Future Virol. 8, 129–157 (2013).

8. E. Alakunle, U. Moens, G. Nchinda, M. I. Okeke, Monkeypox Virus in Nigeria: Infection Biology,
Epidemiology, and Evolution. Viruses. 12 (2020), doi:10.3390/v12111257.

9. L. Khodakevich, Z. Jezek, K. Kinzanzka, Isolation of monkeypox virus from wild squirrel
infected in nature. Lancet. 1, 98–99 (1986).

10. Centers for Disease Control and Prevention (CDC), Multistate outbreak of monkeypox--Illinois,
Indiana, and Wisconsin, 2003. MMWR Morb. Mortal. Wkly. Rep. 52, 537–540 (2003).

11. H. A. Thomassen, T. Fuller, S. Asefi-Najafabady, J. A. G. Shiplacoff, P. M. Mulembakani, S.
Blumberg, S. C. Johnston, N. K. Kisalu, T. L. Kinkela, J. N. Fair, N. D. Wolfe, R. L. Shongo, M.
LeBreton, H. Meyer, L. L. Wright, J.-J. Muyembe, W. Buermann, E. Okitolonda, L. E. Hensley,
J. O. Lloyd-Smith, T. B. Smith, A. W. Rimoin, Pathogen-host associations and predicted range
shifts of human monkeypox in response to climate change in central Africa. PLoS One. 8,
e66071 (2013).

12. A. W. Rimoin, P. M. Mulembakani, S. C. Johnston, J. O. Lloyd Smith, N. K. Kisalu, T. L.
Kinkela, S. Blumberg, H. A. Thomassen, B. L. Pike, J. N. Fair, N. D. Wolfe, R. L. Shongo, B. S.
Graham, P. Formenty, E. Okitolonda, L. E. Hensley, H. Meyer, L. L. Wright, J.-J. Muyembe,
Major increase in human monkeypox incidence 30 years after smallpox vaccination campaigns
cease in the Democratic Republic of Congo. Proc. Natl. Acad. Sci. U. S. A. 107,
16262–16267 (2010).

13. T. D. Baker, "W.H.O., The Global Eradication of Smallpox. Final Report of The Global
Commission for the Certification of Smallpox Eradication. Geneva, World Health Organization,
1980, 122 pp., Sfr. 11,-" in Clio Medica. Acta Academiae Internationalis Historiae Medicinae,
Vol. 17 (Brill, 1982), pp. 268–269.

14. Z. Jezek, J. H. Nakano, I. Arita, M. Mutombo, M. Szczeniowski, C. Dunn, Serological survey
for human monkeypox infections in a selected population in Zaire. J. Trop. Med. Hyg. 90,
31–38 (1987).

15. C. Happi, I. Adetifa, P. Mbala, R. Njouom, E. Nakoune, A. Happi, N. Ndodo, O. Ayansola, G.
Mboowa, T. Bedford, R. A. Neher, C. Roemer, E. Hodcroft, H. Tegally, Á. O’Toole, A.
Rambaut, O. Pybus, M. U. G. Kraemer, E. Wilkinson, J. Isidro, V. Borges, M. Pinto, J. P.
Gomes, L. Freitas, P. C. Resende, R. T. C. Lee, S. Maurer-Stroh, C. Baxter, R. Lessells, A. E.
Ogwell, Y. Kebede, S. K. Tessema, T. de Oliveira, Urgent need for a non-discriminatory and
non-stigmatizing nomenclature for monkeypox virus. PLoS Biol. 20, e3001769 (2022).

16. WHO, “Multi-country outbreak of monkeypox, External situation report” (2022), (available at

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted January 24, 2023. ; https://doi.org/10.1101/2023.01.23.525187doi: bioRxiv preprint 

http://paperpile.com/b/pTVjJu/ZIWL
http://paperpile.com/b/pTVjJu/ZIWL
http://dx.doi.org/10.3390/tropicalmed1010008
http://paperpile.com/b/pTVjJu/ZIWL
http://paperpile.com/b/pTVjJu/EGjP
http://paperpile.com/b/pTVjJu/EGjP
http://paperpile.com/b/pTVjJu/qxdf
http://paperpile.com/b/pTVjJu/qxdf
http://paperpile.com/b/pTVjJu/NFXt
http://paperpile.com/b/pTVjJu/NFXt
http://dx.doi.org/10.3390/v12111257
http://paperpile.com/b/pTVjJu/NFXt
http://paperpile.com/b/pTVjJu/5iov
http://paperpile.com/b/pTVjJu/5iov
http://paperpile.com/b/pTVjJu/a76S
http://paperpile.com/b/pTVjJu/a76S
http://paperpile.com/b/pTVjJu/GXie
http://paperpile.com/b/pTVjJu/GXie
http://paperpile.com/b/pTVjJu/GXie
http://paperpile.com/b/pTVjJu/GXie
http://paperpile.com/b/pTVjJu/GXie
http://paperpile.com/b/pTVjJu/GXie
http://paperpile.com/b/pTVjJu/Wxqe
http://paperpile.com/b/pTVjJu/Wxqe
http://paperpile.com/b/pTVjJu/Wxqe
http://paperpile.com/b/pTVjJu/Wxqe
http://paperpile.com/b/pTVjJu/Wxqe
http://paperpile.com/b/pTVjJu/Wxqe
http://paperpile.com/b/pTVjJu/4mfX
http://paperpile.com/b/pTVjJu/4mfX
http://paperpile.com/b/pTVjJu/4mfX
http://paperpile.com/b/pTVjJu/4mfX
http://paperpile.com/b/pTVjJu/7Jn2
http://paperpile.com/b/pTVjJu/7Jn2
http://paperpile.com/b/pTVjJu/7Jn2
http://paperpile.com/b/pTVjJu/teVv
http://paperpile.com/b/pTVjJu/teVv
http://paperpile.com/b/pTVjJu/teVv
http://paperpile.com/b/pTVjJu/teVv
http://paperpile.com/b/pTVjJu/teVv
http://paperpile.com/b/pTVjJu/teVv
http://paperpile.com/b/pTVjJu/dqMT
https://doi.org/10.1101/2023.01.23.525187
http://creativecommons.org/licenses/by-nc-nd/4.0/


https://www.who.int/publications/m/item/multi-country-outbreak-of-monkeypox--external-situ
ation-report--7---5-october-2022).

17. J. Isidro, V. Borges, M. Pinto, D. Sobral, J. D. Santos, A. Nunes, V. Mixão, R. Ferreira, D.
Santos, S. Duarte, L. Vieira, M. J. Borrego, S. Núncio, I. L. de Carvalho, A. Pelerito, R.
Cordeiro, J. P. Gomes, Phylogenomic characterization and signs of microevolution in the 2022
multi-country outbreak of monkeypox virus. Nat. Med. 28, 1569–1572 (2022).

18. C. M. Gigante, B. Korber, M. H. Seabolt, K. Wilkins, W. Davidson, A. K. Rao, H. Zhao, C. M.
Hughes, F. Minhaj, M. A. Waltenburg, J. Theiler, S. Smole, G. R. Gallagher, D. Blythe, R.
Myers, J. Schulte, J. Stringer, P. Lee, R. M. Mendoza, L. A. Griffin-Thomas, J. Crain, J. Murray,
A. Atkinson, A. H. Gonzalez, J. Nash, D. Batra, I. Damon, J. McQuiston, C. L. Hutson, A. M.
McCollum, Y. Li, Multiple lineages of Monkeypox virus detected in the United States, 2021-
2022. bioRxiv (2022), p. 2022.06.10.495526.

19. C. Firth, A. Kitchen, B. Shapiro, M. a. Suchard, E. C. Holmes, A. Rambaut, Using
time-structured data to estimate evolutionary rates of double-stranded DNA viruses. Mol. Biol.
Evol. 27, 2038–2051 (2010).

20. L. V. Patrono, K. Pléh, L. Samuni, M. Ulrich, C. Röthemeier, A. Sachse, S. Muschter, A.
Nitsche, E. Couacy-Hymann, C. Boesch, R. M. Wittig, S. Calvignac-Spencer, F. H. Leendertz,
Monkeypox virus emergence in wild chimpanzees reveals distinct clinical outcomes and viral
diversity. Nat Microbiol. 5, 955–965 (2020).

21. O’toole Á & Rambaut, Initial observations about putative APOBEC3 deaminase editing driving
short-term evolution of MPXV since 2017. Virological (2022), (available at
https://virological.org/t/830).

22. Q. Yu, R. König, S. Pillai, K. Chiles, M. Kearney, S. Palmer, D. Richman, J. M. Coffin, N. R.
Landau, Single-strand specificity of APOBEC3G accounts for minus-strand deamination of the
HIV genome. Nat. Struct. Mol. Biol. 11, 435–442 (2004).

23. Y. Z. McDaniel, D. Wang, R. P. Love, M. B. Adolph, N. Mohammadzadeh, L. Chelico, L. M.
Mansky, Deamination hotspots among APOBEC3 family members are defined by both target
site sequence context and ssDNA secondary structure. Nucleic Acids Res. 48, 1353–1371
(2020).

24. J. Ratcliff, P. Simmonds, Potential APOBEC-mediated RNA editing of the genomes of
SARS-CoV-2 and other coronaviruses and its impact on their longer term evolution. Virology.
556, 62–72 (2021).

25. I. B. Rogozin, L. M. Iyer, L. Liang, G. V. Glazko, V. G. Liston, Y. I. Pavlov, L. Aravind, Z. Pancer,
Evolution and diversification of lamprey antigen receptors: evidence for involvement of an
AID-APOBEC family cytosine deaminase. Nat. Immunol. 8, 647–656 (2007).

26. M. F. Flajnik, M. Kasahara, Origin and evolution of the adaptive immune system: genetic events
and selective pressures. Nat. Rev. Genet. 11, 47–59 (2010).

27. C. Münk, A. Willemsen, I. G. Bravo, An ancient history of gene duplications, fusions and losses

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted January 24, 2023. ; https://doi.org/10.1101/2023.01.23.525187doi: bioRxiv preprint 

https://www.who.int/publications/m/item/multi-country-outbreak-of-monkeypox--external-situation-report--7---5-october-2022
https://www.who.int/publications/m/item/multi-country-outbreak-of-monkeypox--external-situation-report--7---5-october-2022
http://paperpile.com/b/pTVjJu/dqMT
http://paperpile.com/b/pTVjJu/UGYi
http://paperpile.com/b/pTVjJu/UGYi
http://paperpile.com/b/pTVjJu/UGYi
http://paperpile.com/b/pTVjJu/UGYi
http://paperpile.com/b/pTVjJu/EkOi
http://paperpile.com/b/pTVjJu/EkOi
http://paperpile.com/b/pTVjJu/EkOi
http://paperpile.com/b/pTVjJu/EkOi
http://paperpile.com/b/pTVjJu/EkOi
http://paperpile.com/b/pTVjJu/EkOi
http://paperpile.com/b/pTVjJu/vdNj
http://paperpile.com/b/pTVjJu/vdNj
http://paperpile.com/b/pTVjJu/vdNj
http://paperpile.com/b/pTVjJu/Iih6
http://paperpile.com/b/pTVjJu/Iih6
http://paperpile.com/b/pTVjJu/Iih6
http://paperpile.com/b/pTVjJu/Iih6
http://paperpile.com/b/pTVjJu/o5A3
http://paperpile.com/b/pTVjJu/o5A3
https://virological.org/t/830
http://paperpile.com/b/pTVjJu/o5A3
http://paperpile.com/b/pTVjJu/cW1j
http://paperpile.com/b/pTVjJu/cW1j
http://paperpile.com/b/pTVjJu/cW1j
http://paperpile.com/b/pTVjJu/JXbH
http://paperpile.com/b/pTVjJu/JXbH
http://paperpile.com/b/pTVjJu/JXbH
http://paperpile.com/b/pTVjJu/JXbH
http://paperpile.com/b/pTVjJu/bGaG
http://paperpile.com/b/pTVjJu/bGaG
http://paperpile.com/b/pTVjJu/bGaG
http://paperpile.com/b/pTVjJu/mJRe
http://paperpile.com/b/pTVjJu/mJRe
http://paperpile.com/b/pTVjJu/mJRe
http://paperpile.com/b/pTVjJu/0WI6
http://paperpile.com/b/pTVjJu/0WI6
http://paperpile.com/b/pTVjJu/vh5b
https://doi.org/10.1101/2023.01.23.525187
http://creativecommons.org/licenses/by-nc-nd/4.0/


in the evolution of APOBEC3 mutators in mammals. BMC Evol. Biol. 12, 71 (2012).

28. R. Suspène, M. Henry, S. Guillot, S. Wain-Hobson, J.-P. Vartanian, Recovery of
APOBEC3-edited human immunodeficiency virus G->A hypermutants by differential DNA
denaturation PCR. J. Gen. Virol. 86, 125–129 (2005).

29. H. Chen, C. E. Lilley, Q. Yu, D. V. Lee, J. Chou, I. Narvaiza, N. R. Landau, M. D. Weitzman,
APOBEC3A is a potent inhibitor of adeno-associated virus and retrotransposons. Curr. Biol.
16, 480–485 (2006).

30. J.-P. Vartanian, D. Guétard, M. Henry, S. Wain-Hobson, Evidence for editing of human
papillomavirus DNA by APOBEC3 in benign and precancerous lesions. Science. 320,
230–233 (2008).

31. J.-P. Vartanian, M. Henry, A. Marchio, R. Suspène, M.-M. Aynaud, D. Guétard, M.
Cervantes-Gonzalez, C. Battiston, V. Mazzaferro, P. Pineau, A. Dejean, S. Wain-Hobson,
Massive APOBEC3 editing of hepatitis B viral DNA in cirrhosis. PLoS Pathog. 6, e1000928
(2010).

32. M. Tsuge, C. Noguchi, R. Akiyama, M. Matsushita, K. Kunihiro, S. Tanaka, H. Abe, F. Mitsui, S.
Kitamura, T. Hatakeyama, T. Kimura, D. Miki, N. Hiraga, M. Imamura, S. Takahashi, C. N.
Hayses, K. Chayama, G to A hypermutation of TT virus. Virus Res. 149, 211–216 (2010).

33. R. Suspène, M.-M. Aynaud, D. Guétard, M. Henry, G. Eckhoff, A. Marchio, P. Pineau, A.
Dejean, J.-P. Vartanian, S. Wain-Hobson, Somatic hypermutation of human mitochondrial and
nuclear DNA by APOBEC3 cytidine deaminases, a pathway for DNA catabolism. Proc. Natl.
Acad. Sci. U. S. A. 108, 4858–4863 (2011).

34. Z.-G. Peng, Z.-Y. Zhao, Y.-P. Li, Y.-P. Wang, L.-H. Hao, B. Fan, Y.-H. Li, Y.-M. Wang, Y.-Q.
Shan, Y.-X. Han, Y.-P. Zhu, J.-R. Li, X.-F. You, Z.-R. Li, J.-D. Jiang, Host apolipoprotein B
messenger RNA-editing enzyme catalytic polypeptide-like 3G is an innate defensive factor and
drug target against hepatitis C virus. Hepatology. 53, 1080–1089 (2011).

35. M. Fehrholz, S. Kendl, C. Prifert, B. Weissbrich, K. Lemon, L. Rennick, P. W. Duprex, B. K.
Rima, F. A. Koning, R. K. Holmes, M. H. Malim, J. Schneider-Schaulies, The innate antiviral
factor APOBEC3G targets replication of measles, mumps and respiratory syncytial viruses. J.
Gen. Virol. 93, 565–576 (2012).

36. M. Kremer, Y. Suezer, Y. Martinez-Fernandez, C. Münk, G. Sutter, B. S. Schnierle, Vaccinia
virus replication is not affected by APOBEC3 family members. Virol. J. 3, 86 (2006).

37. B. Moss, Poxvirus DNA replication. Cold Spring Harb. Perspect. Biol. 5 (2013),
doi:10.1101/cshperspect.a010199.

38. B. Moss, Poxviridae: the viruses and their replication. Fields Virology, 4th DM Knipe & PM
Howley (2001).

39. S. R. Bidgood, J. Mercer, Cloak and Dagger: Alternative Immune Evasion and Modulation
Strategies of Poxviruses. Viruses. 7, 4800–4825 (2015).

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted January 24, 2023. ; https://doi.org/10.1101/2023.01.23.525187doi: bioRxiv preprint 

http://paperpile.com/b/pTVjJu/vh5b
http://paperpile.com/b/pTVjJu/X1ot
http://paperpile.com/b/pTVjJu/X1ot
http://paperpile.com/b/pTVjJu/X1ot
http://paperpile.com/b/pTVjJu/Prtt
http://paperpile.com/b/pTVjJu/Prtt
http://paperpile.com/b/pTVjJu/Prtt
http://paperpile.com/b/pTVjJu/uZja
http://paperpile.com/b/pTVjJu/uZja
http://paperpile.com/b/pTVjJu/uZja
http://paperpile.com/b/pTVjJu/FNjn
http://paperpile.com/b/pTVjJu/FNjn
http://paperpile.com/b/pTVjJu/FNjn
http://paperpile.com/b/pTVjJu/FNjn
http://paperpile.com/b/pTVjJu/eT7O
http://paperpile.com/b/pTVjJu/eT7O
http://paperpile.com/b/pTVjJu/eT7O
http://paperpile.com/b/pTVjJu/fYbi
http://paperpile.com/b/pTVjJu/fYbi
http://paperpile.com/b/pTVjJu/fYbi
http://paperpile.com/b/pTVjJu/fYbi
http://paperpile.com/b/pTVjJu/bM5z
http://paperpile.com/b/pTVjJu/bM5z
http://paperpile.com/b/pTVjJu/bM5z
http://paperpile.com/b/pTVjJu/bM5z
http://paperpile.com/b/pTVjJu/ae9K
http://paperpile.com/b/pTVjJu/ae9K
http://paperpile.com/b/pTVjJu/ae9K
http://paperpile.com/b/pTVjJu/ae9K
http://paperpile.com/b/pTVjJu/N7S9
http://paperpile.com/b/pTVjJu/N7S9
http://paperpile.com/b/pTVjJu/d3xo
http://paperpile.com/b/pTVjJu/d3xo
http://dx.doi.org/10.1101/cshperspect.a010199
http://paperpile.com/b/pTVjJu/d3xo
http://paperpile.com/b/pTVjJu/eAGY
http://paperpile.com/b/pTVjJu/eAGY
http://paperpile.com/b/pTVjJu/7nlh
http://paperpile.com/b/pTVjJu/7nlh
https://doi.org/10.1101/2023.01.23.525187
http://creativecommons.org/licenses/by-nc-nd/4.0/


40. G. L. Smith, C. T. O. Benfield, C. Maluquer de Motes, M. Mazzon, S. W. J. Ember, B. J.
Ferguson, R. P. Sumner, Vaccinia virus immune evasion: mechanisms, virulence and
immunogenicity. J. Gen. Virol. 94, 2367–2392 (2013).

41. S. G. Conticello, C. J. F. Thomas, S. K. Petersen-Mahrt, M. S. Neuberger, Evolution of the
AID/APOBEC family of polynucleotide (deoxy)cytidine deaminases. Mol. Biol. Evol. 22,
367–377 (2005).

42. A. Krishnan, L. M. Iyer, S. J. Holland, T. Boehm, L. Aravind, Diversification of AID/APOBEC-like
deaminases in metazoa: multiplicity of clades and widespread roles in immunity. Proc. Natl.
Acad. Sci. U. S. A. 115, E3201–E3210 (2018).

43. L. Yang, M. Emerman, H. S. Malik, R. N. McLaughlin Jnr, Retrocopying expands the functional
repertoire of APOBEC3 antiviral proteins in primates. Elife. 9 (2020), doi:10.7554/eLife.58436.

44. F. Anwar, M. P. Davenport, D. Ebrahimi, Footprint of APOBEC3 on the genome of human
retroelements. J. Virol. 87, 8195–8204 (2013).

45. R. S. LaRue, S. R. Jónsson, K. A. T. Silverstein, M. Lajoie, D. Bertrand, N. El-Mabrouk, I.
Hötzel, V. Andrésdóttir, T. P. L. Smith, R. S. Harris, The artiodactyl APOBEC3 innate immune
repertoire shows evidence for a multi-functional domain organization that existed in the
ancestor of placental mammals. BMC Mol. Biol. 9, 104 (2008).

46. M. C. Mikl, I. N. Watt, M. Lu, W. Reik, S. L. Davies, M. S. Neuberger, C. Rada, Mice deficient
in APOBEC2 and APOBEC3. Mol. Cell. Biol. 25, 7270–7277 (2005).

47. A. I. Su, M. P. Cooke, K. A. Ching, Y. Hakak, J. R. Walker, T. Wiltshire, A. P. Orth, R. G. Vega,
L. M. Sapinoso, A. Moqrich, A. Patapoutian, G. M. Hampton, P. G. Schultz, J. B. Hogenesch,
Large-scale analysis of the human and mouse transcriptomes. Proc. Natl. Acad. Sci. U. S. A.
99, 4465–4470 (2002).

48. H. Li, Minimap2: pairwise alignment for nucleotide sequences. Bioinformatics. 34, 3094–3100
(2018).

49. B. Q. Minh, H. A. Schmidt, O. Chernomor, D. Schrempf, M. D. Woodhams, A. von Haeseler,
R. Lanfear, Corrigendum to: IQ-TREE 2: New Models and Efficient Methods for Phylogenetic
Inference in the Genomic Era. Mol. Biol. Evol. 37, 2461 (2020).

50. M. Hasegawa, H. Kishino, T. Yano, Dating of the human-ape splitting by a molecular clock of
mitochondrial DNA. J. Mol. Evol. 22, 160–174 (1985).

51. M. Kimura, A simple method for estimating evolutionary rates of base substitutions through
comparative studies of nucleotide sequences. J. Mol. Evol. 16, 111–120 (1980).

52. R. Suspène, K. A. Raymond, L. Boutin, S. Guillier, F. Lemoine, O. Ferraris, J.-N. Tournier, F.
Iseni, E. Simon-Lorière, J.-P. Vartanian, APOBEC3F is the main source of editing identified
during the 2022 outbreak of human monkeypox virus. bioRxiv (2023), p. 2023.01.06.522979.

53. R. C. Hendrickson, C. Wang, E. L. Hatcher, E. J. Lefkowitz, Orthopoxvirus genome evolution:

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted January 24, 2023. ; https://doi.org/10.1101/2023.01.23.525187doi: bioRxiv preprint 

http://paperpile.com/b/pTVjJu/yV9T
http://paperpile.com/b/pTVjJu/yV9T
http://paperpile.com/b/pTVjJu/yV9T
http://paperpile.com/b/pTVjJu/Q5LU
http://paperpile.com/b/pTVjJu/Q5LU
http://paperpile.com/b/pTVjJu/Q5LU
http://paperpile.com/b/pTVjJu/THMz
http://paperpile.com/b/pTVjJu/THMz
http://paperpile.com/b/pTVjJu/THMz
http://paperpile.com/b/pTVjJu/YXqW
http://paperpile.com/b/pTVjJu/YXqW
http://dx.doi.org/10.7554/eLife.58436
http://paperpile.com/b/pTVjJu/YXqW
http://paperpile.com/b/pTVjJu/DLs6
http://paperpile.com/b/pTVjJu/DLs6
http://paperpile.com/b/pTVjJu/ekkT
http://paperpile.com/b/pTVjJu/ekkT
http://paperpile.com/b/pTVjJu/ekkT
http://paperpile.com/b/pTVjJu/ekkT
http://paperpile.com/b/pTVjJu/Szdp
http://paperpile.com/b/pTVjJu/Szdp
http://paperpile.com/b/pTVjJu/PIzz
http://paperpile.com/b/pTVjJu/PIzz
http://paperpile.com/b/pTVjJu/PIzz
http://paperpile.com/b/pTVjJu/PIzz
http://paperpile.com/b/pTVjJu/NPdl
http://paperpile.com/b/pTVjJu/NPdl
http://paperpile.com/b/pTVjJu/gnLl
http://paperpile.com/b/pTVjJu/gnLl
http://paperpile.com/b/pTVjJu/gnLl
http://paperpile.com/b/pTVjJu/84fZ
http://paperpile.com/b/pTVjJu/84fZ
http://paperpile.com/b/pTVjJu/YEcn
http://paperpile.com/b/pTVjJu/YEcn
http://paperpile.com/b/pTVjJu/WR4b
http://paperpile.com/b/pTVjJu/WR4b
http://paperpile.com/b/pTVjJu/WR4b
http://paperpile.com/b/pTVjJu/u2s1
https://doi.org/10.1101/2023.01.23.525187
http://creativecommons.org/licenses/by-nc-nd/4.0/


the role of gene loss. Viruses. 2, 1933–1967 (2010).

54. B. Mühlemann, L. Vinner, A. Margaryan, H. Wilhelmson, C. de la Fuente Castro, M. E.
Allentoft, P. de Barros Damgaard, A. J. Hansen, S. Holtsmark Nielsen, L. M. Strand, J. Bill, A.
Buzhilova, T. Pushkina, C. Falys, V. Khartanovich, V. Moiseyev, M. L. S. Jørkov, P. Østergaard
Sørensen, Y. Magnusson, I. Gustin, H. Schroeder, G. Sutter, G. L. Smith, C. Drosten, R. A. M.
Fouchier, D. J. Smith, E. Willerslev, T. C. Jones, M. Sikora, Diverse variola virus (smallpox)
strains were widespread in northern Europe in the Viking Age. Science. 369 (2020),
doi:10.1126/science.aaw8977.

55. M. A. Suchard, P. Lemey, G. Baele, D. L. Ayres, A. J. Drummond, A. Rambaut, Bayesian
phylogenetic and phylodynamic data integration using BEAST 1.10. Virus Evol. 4, vey016
(2018).

56. P. Sagulenko, V. Puller, R. A. Neher, TreeTime: Maximum-likelihood phylodynamic analysis.
Virus Evol. 4, vex042 (2018).

.CC-BY-NC-ND 4.0 International licenseavailable under a
(which was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprintthis version posted January 24, 2023. ; https://doi.org/10.1101/2023.01.23.525187doi: bioRxiv preprint 

http://paperpile.com/b/pTVjJu/u2s1
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/Bl1c
http://dx.doi.org/10.1126/science.aaw8977
http://paperpile.com/b/pTVjJu/Bl1c
http://paperpile.com/b/pTVjJu/4rxn
http://paperpile.com/b/pTVjJu/4rxn
http://paperpile.com/b/pTVjJu/4rxn
http://paperpile.com/b/pTVjJu/Cf28
http://paperpile.com/b/pTVjJu/Cf28
https://doi.org/10.1101/2023.01.23.525187
http://creativecommons.org/licenses/by-nc-nd/4.0/


Supplementary Figure 1 | Phylogeny containing all high-quality hMPXV1 B.1 genomes
shared on Genbank as of 2021-08-22, with the 2021 Maryland sample (ON676708) used
as an outgroup  (n=769).
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Supplementary Figure 2 | A. Observed heptamers of C->T or G->A mutated sites in 337 of 383
unambiguous mutations that occur along branches in the MPXV phylogeny in Figure 4A, excluding the
mutations that occur on the 1971 branch. Heptamers associated with G->A mutations have been
reverse-complemented to reflect deamination on the negative strand. B. Observed heptamers of C->T or
G->A mutations in the B.1 lineage of Clade IIb (677 of 836 mutations), which we know is being transmitted
human-to-human.

Supplementary Figure 3 | Observed mutations across the Clade IIb phylogeny (including genomes in
Figure 4 and Supplementary Figure 1, except the outgroup branch leading to the 1971 genome sequence).
These are categorised into non-synonymous (altered amino acid), synonymous (amino acid remaining
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unchanged), nonsense (editing producing a stop codon) and intergenic (not present in a coding sequence),
and coloured by whether they have occurred in an APOBEC3-like context or not.

Supplementary Figure 4 | The density (moving average linear convolution with window sizes of 1000, 2500
and 15000) of A) observed APOBEC-like mutations across the MPXV genome, B) available APOBEC3 target
sites in the Clade IIb reference genome (Accession NC_063383), C) observed APOBEC-like mutations that
result in synonymous changes and D) observed APOBEC-like mutations that result in nonsynonymous
changes. We see the same difference between target density for both observed synonymous and
non-synonymous distributions (Kolgorov-Smirnov test statistic synonymous vs target = 0.1133,
P-value=0.0003; Kolgorov-Smirnov test statistic non-synonymous vs target = 0.067, P-value=0.059).
Repetitive masked regions indicated by vertical bars.
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Supplementary Table 3: Regions masked in alignment.

Name Type Minimum Maximum Length

repetitive region misc_feature 16609 16622 14

repetitive region misc_feature 29749 29762 14

homopolymeric
run misc_feature 148334 148351 18

repetitive region misc_feature 163190 163214 25

repetitive region misc_feature 174518 174545 28

repetitive region misc_feature 173274 173317 44

repetitive region misc_feature 169721 169774 54

repetitive region misc_feature 136513 136569 57
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repetitive region misc_feature 146848 146912 65

repetitive region misc_feature 150542 150628 87

repetitive region misc_feature 192404 192529 126

repetitive region misc_feature 4680 4806 127

repetitive region misc_feature 179057 179245 189

homopolymeric
run misc_feature 592 596 5

homopolymeric
run misc_feature 133071 133115 45
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Supplementary Methods

The model for the linear regression of number of APOBEC3-type mutations against time
was as follows:

mi ~ Normal(μ, σ)

μ = α + β  (ti - tmean)

α ~ Normal(11, 100)

β ~ Lognormal(0, 1) and

σ ~ Normal(0, 20),

where mi is the number of mutations for genome i,

α is the y-intercept and has a prior centred on the minimum number of mutations observed
over all genomes, β is a strictly-positive evolutionary rate per year, ti is the time of collection
of the sample and σ is the model error standard deviation.

The model was fitted to the data in a Bayesian framework using the quadratic
approximation implemented in the rethinking package in R (McElreath, 2020). Posterior
estimates and 97% highest posterior densities of the parameters for the lineage A data are
α: 25.24 (23.80, 26.66), β: 6.18 (5.19, 7.16), σ: 4.76 (3.74, 5.78) and for the lineage B.1
data are α: 57.67 (57.49, 57.85), β: 5.93 (2.95, 8.91), σ: 1.77 (1.64, 1.90). An R script
performing this analysis and generating the graphic seen in Figure 4b is available at
http://github.org/hmpxv/apobec3/

McElreath (2020). Statistical Rethinking: A Bayesian Course with Examples in R and Stan
(2nd edition). CRC Press.
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