





Extended DataFig.3|Coverage plots for MPXV genomes assembled via inthe different tissue types of sooty mangabey and fire-footed rope squirrel
hybridization capture and sequencing fromnecropsy samples of sooty necropsies. Each colour represents adifferentindividual. Colour nuances
mangabeys (Cercocebus atys) and afire-footed rope squirrel (Funisciurus representdifferent sample types from the sameindividualand merged data
pyrropus).Shown are the coverage plots representing MPXV genome coverage  fromthedifferentsamples.
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Extended DataFig. 4 |Coverage plots for MPXV genomes assembled via genome coverage obtained from the sooty mangabey faecal samples. Each colour

hybridization capture and sequencing fromsooty mangabey (Cercocebus representsadifferentindividual.
atys) faecal samples. Shown are the coverage plots representing MPXV



Extended DataFig. 5| Carcass of the fire-footed rope squirrel (Funisciurus
pyrropus) found dead in TNP. Shown is the carcass of the fire-footed rope
squirrelasitwas found on November 372022 in TNP. Photo by Tai Chimpanzee
Project/Carme Riutord-Fe.
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Extended DataFig.6|MPVXcladellatimetree. Viralgenomesidentifiedina probabilities (grey is <0.95; black is 20.95). The coloured nodes refer to
sooty mangabey (Cercocebus atys) and afire-footed rope squirrel (Funisciurus estimates for the median divergence times and 95% HPD of the TNP MPXVs.
pyrropus) inTNPareinred. Theinnerbranch coloursrepresent posterior



Extended Data Table 1| Degrees of rash severity associated with MPXV infection in the sooty mangabey (Cercocebus atys)
group and MPXV DNA detection in asymptomatic individuals

Mild Moderate Severe Asymptomatic

< 5 lesions 5-20 lesions > 20 lesions MPXV+ faeces
Infants (15) 0 9 6 0
Juveniles (22) 1 0 0 3
Subadults (13) 2 0 0 0
Adults (30) 5 3 0 11

The numbers in brackets following the age categories indicate the number of individuals per age category. The numbers under each severity group correspond to the number of mangabeys
that showed this symptomatology. The last column represents the number of asymptomatic individuals in which MPXV DNA was found in their faecal samples. 2 individuals disappeared/died
before the outbreak started but their faecal samples have been included in the analysis (before the outbreak). Age classification was based on both physical characteristics and behavioral
traits (Bande et al., unpublished data). Infants (<6 months), juveniles (females: 6 months - 3 years, males: 6 months - 6 years), subadults: (females: 3-5 years, males: 6-10 years) and adults:
(females: >5 years, males >10 years).
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Extended Data Table 2 | Summary of faecal samples and MPXV DNA detection before, during and after the appearance
of clinical signs associated with MPXV infection in the sooty mangabey (Cercocebus atys) group

Total MPXV+ (%) Symptomatic (%) Asymptomatic (%)
before (01.10.2022-26.01.2023) 114 10 (8.77%) - 7 (100%)
during (27.01.2023-26.04.2023) 170 36 (21.18%) 6 (31.58%) 13 (68.42%)

after (27.04.2023-24.08.2023) 89 0 - -
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Statistics

For all statistical analyses, confirm that the following items are present in the figure legend, table legend, main text, or Methods section.
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The exact sample size (n) for each experimental group/condition, given as a discrete number and unit of measurement
IX] A statement on whether measurements were taken from distinct samples or whether the same sample was measured repeatedly

D The statistical test(s) used AND whether they are one- or two-sided
Only comman tests should be described solely by name; describe more complex techniques in the Methods section.

[ ] A description of all covariates tested
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|:| A description of any assumptions or corrections, such as tests of normality and adjustment for multiple comparisons

A full description of the statistical parameters including central tendency (e.g. means) or other basic estimates (e.g. regression coefficient)
“>' AND variation (e.g. standard deviation) or associated estimates of uncertainty (e.g. confidence intervals)
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I:I For null hypothesis testing, the test statistic (e.g. F, , r) with confidence intervals, effect sizes, degrees of freedom and P value noted
Give P values as exact values whenever suitable,
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For Bayesian analysis, information on the choice of priors and Markov chain Monte Carlo settings

|:| For hierarchical and complex designs, identification of the appropriate level for tests and full reporting of autcomes
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|:| Estimates of effect sizes (e.g. Cohen's d, Pearson's r), indicating how they were calculated

Our web callection on statistics for biologists contains articles on many of the points above.

Software and code

Policy information about avzilability of computer code

Data collection ' No software was used

Data analysis Mammal species identification: Primer target-regions were trimmed from Sanger reads in Geneious Prime 2025.1.2, a similarity search
performed in BLAST+ 2.16.0.
Sequencing data analysis: Raw sequencing reads were quality-filtered using trimmomatic v0.39. Filtered reads were mapped to the most
recent MPXV genome from TNP (GenBank accession number MN346702) using BWA MEM v0.7.17-r1188. Mapped reads were sorted and
duplicates removed using SortSam and MarkDuplicates by Picard v2.13.3 (http://broadinstitute.github.io/picard/). In parallel, paired reads
were mapped to the reference genome in Geneious Prime 2023.1.2 (https://www.geneious.com).
The complete mitochondrial genome of the squirrel was de-novo assembled from quality-filtered reads using SPAdes v3.13.0. Oxford
' Nanopore reads were quality trimmed using BBDuk Trimmer v1.0 and de novo assembled using Flye v2.9.2. The entire dataset was then re-
mapped against the initially generated sequence through Minimap2 v2.17.
Diet analysis metabarcoding: For taxonomic assignement of sequences resulting from a metabarcoding experiment a custom pipeline using
OBITools v3.0.1b2 was used (described in detail in the methods section of the paper).
 Phylogeny: Quality of MPXV sequences was evaluated through Nextclade v3.12.036 (https://clades.nextstrain.org/). Datasets were aligned
using MAFFT v7.505n. We used Squirrel v1.2.2 (https://github.com/aineniamh/squirrel) to generate a masked alignment of 197211 positions.
We used this alignment to reconstruct a maximum likelihood phylogeny using IQ-TREE v2.1.4b. Branch robustness was assessed by
Shimodaira-Hasegawa-like approximate likelihood ratio tests. We ran a regression of root-to-tip distances vs. time and identified the best-
fitting root of the resulting tree using TempEst v1.5.3. For molecular clock analyses were performed using Phylostems and BEAST v1.10.5
(described in detail in the methods section of the paper). We summarized the posterior set of trees under the form of a maximum clade
credibility tree using TreeAnnotator v1.10.5 (distributed with BEAST). All trees were further visualized and edited in iTOLv7.1 (https://
itol.embl.de/).
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Visualisation: Geographic maps, the molecular detection of MPXV in faeces, and sequencing coverage were plotted in RStudio v2022.02.3,
geplot2. Phylognetic trees were visualised on iTOL v7.1 (https://itol.embl.de/). Figure design was modified in Inkscape v1.4. Photografic
images were cut in Powerpoint 2016 and GIMP 2.10.38, videos were cut and captioned in Corel VideoStudio 2023,

For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
reviewers. We strongly encourage code deposition in a community repository (e.g. GitHub). Sea the Nature Portfolio guidelines for submitting code & software for further information.

Data

Policy information about availability of data

All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy

Raw reads resulting from MPXV target enrichment in the samples, from the DNA metabarcoding, and from the shotgun sequencing of the viral isolates are available
in the European Nucleotide Archive under project accession number PRIEBS0150, sample accession numbers ERS24827514 - ERS524827784, ERS25063784 -
ERS25063790, ERS25115682 - ERS25115684, and run accession numbers ERR15137312, ERR15137322 - ERR15137323, ERR15137325 - ERR15137330,

ERR15137332 - ERR15137334, ERR15137343 - ERR15137588, ERR15172398 - ERR15172401,ERR15390135, and ERR15391827-ERR15391828. Consensus sequences
of MPXV high quality genomes are available in Pathoplexus, accession numbers PP_0031VY3.1 (sooty mangabey faecal sample), PP_0031VZ1.1. (sooty mangabey
necropsy) and PP_0031W1X.1 (fire-footed rope squirrel necropsy). Additional MPXV genomes included for phylogenetic analysis were retrieved from GenBank
(accession numbers AY603973, AY741551, AY753185, DQ011153, DQO11156, KI136820, KI642614, KI642615, KI642616, KIBA2617, KP849470, MG693723,
MN346696, MN346699, MN346702, OP612690), and GISAID (accession numbers EPIISL19561127, EPIISL19561129, EPIISL19561136, EPIISL19630777,
EPIISL19630778, EPIISL19729748 - EPIISL19729752). Maps were built using geographical data from OpenStreetMap, spatial data on squirrel species distribution was -
obtained from IUCN redlist and used in accordance with the IUCN Red List Terms of Use for non-commercial research (https://www.iucnredlist.org/terms/terms-of- [
use). Source Data for Fig. 3 are provided with the paper. J
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Research involving human participants, their data, or biological material

Policy information about studies with human participants or human data. See also policy information about sex, gender (identity/presentation
and sexual orientation and race, ethnicity and racism.

Reporting on sex and gender This study did not include research involving human participants, their data, or biclogical material.

Reporting on race, ethnicity, or  This study did not include research invalving human participants, their data, or biological material.
other socially relevant

groupings o - = I
Population characteristics This study did not include research involving I:tum.aril ;.)-articipants; Vtrherir ;lta.r_,rtrnr bib[t;gi%aFFn?Ffriql. . - ) N
Recruitment This study did ,mt, include research involvlng humarEartlclpants, t)r};lr_d;ta“, ort bltiloglcajlinaferlgl S
Ethics oversight This study did not include research invélviﬁ;?u;_BE_ﬁal‘ﬁfiﬁ;;ﬂ% ti'l‘;if_- _C-fat-aa ;f_b'°|°;1;T;;[;|—_—_ B -

Note that full information on the approval of the study protocal must also be provided in the manuscript,

Field-specific reporting

Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

I:] Life sciences |:| Behavioural & social sciences Z] Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature com/doruments/nr-reporting-summary-fla

Ecological, evolutionary & environmental sciences study design

All studies must disclose on these points even when the disclosure is negative.

Study description Here we describe an outbreak of MPXV in a group of wild sooty mangabeys (Cercocebus atys), in Tai National Park (Céte d'Ivaire),
and the investigation of a potential source of this outbreak by looking for MPXV in sympatric rodents and shrews, and other wildlife
found dead in Tai National Park. This work falls within the long term behavioural and health monitoring program of the Tai
Chimpanzee Project and within a 2-year initiative aimed at sampling small terrestial mammals inside and around Tai National Park
(BIODIV-AFREID).

Research sample _The research sample s represented by a group of wild sooty mangabeys (Cercocebus atys) of approximately 80 individuals, and of
694 rodents and shrews trapped within and around Tai National Park. We also sampled 23 carcasses found in Tai National Park.

Sampling strategy We performed non-invasive sampling through collection of faeces from symptomatic and asymptomatic mangabeys. Necropsies on
dead wildlife were performed by trained veterinarians. Rodents and shrews were ferapped and sampled by bi‘{'“_gifﬁi"_‘_j




(veterinarians. Sampling was perfomed under anaesthesia with a minimally invasive technique which entailed collecting an oral and’
rectal swab, and blood. If the animals died in the trap, succumbed to anaesthetisation or were euthanised due to weakness, we
. performed a full necropsy.

Data collection | Data collection was performed by local field assistants, researchers and veterinarians working for the Tai Chimpanzee project.
! Behavioral data were collected on apposite data sheets. Clinical data was collected by a veterinarian and documented via pictures
| and videos. Necropsy reports were written by the veterinarian who performed them. Data collection from the small mammal
| trappings was performed by biologists and veterinarians.

Timing and spatial scale | Sample collection for the mangabey habituation started in 2012 and has been routinely carried out ever since in the research area.
| Over 12 years we have accumulated a collection of mangabey faecal and urine samples. Necropsy samples from all wildlife found
| dead in the area have been collected since 1994, but this study only reports resuts of carcasses callected between 2019 and 2024
| Rodent and shrew trapping was performed in Tai National Park, surrounding fields, and villages in July-November 2021, April and
| May 2022 and March to April 2023.

=5
(3]
o
=
=
1)
Bo,
c
i
=
=
o
o
C
=3
0
vy
c
=
=2
!
<%}
<

Data exclusions | No specifica data were excluded from the study.
Reproducibility | All real-time PCRs were performed at least in duplicate. In presence of doubtful results all tests were repeated from the first step.
Randomization | Randomization is not relevant for this type of study, which is based on investigating infectious causes of illness in wildlife. To

| maximize our chances of pathogen detection we sampled all individuals, whenever possible.
Blinding ,r Not applicable to this study.

Did the study invalve field work? Yes [Ino

Field work, collection and transport

Field conditions Tropical rainforest

Location Tai National Park, Ivory Coast

Access & import/export Al research is conducted under the umbrella of a collaboration with Iverian partners and health authorities. Samples are routinely
exported to Germany for diagnostic purposes following international guidelines and prior official authorization through CITES
permits, where necessary.

Disturbance Activities conducted for this study were carried out as part of the Tai Chimpanzee Project. This project is aimed at collecting
! behavioural observations from wild magabeys through an habituation process which has been running since 2012. All samples and
observations collected are done with the minimum disturbance to wildlife and the environment. Rodent and shrew trapping was also
| conducted in respect of international guidelines to minimize disturbance and stress for the animals and their enviroment.

Reporting for specific materials, systems and methods

We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
systern or method listed is relevant to your study, If you are not sure if a list item applies to your research, read the appropriate section before selecting a response,

Materials & experimental systems Methods

n/a | Involved in the study n/a | Involved in the study

[] Antibodies X|[] chip-seq

BX|[] Eukaryotic cell lines BX|[] Flow cytometry

X|[] palaeontology and archaeology X|[C] MRI-based neuraimaging
O Animals and other organisms

[] clinical data

XI|[] pual use research of cancern

B[] Plants

Animals and other research organisms

Policy information about studies invalving animals; ARRIVE guidelines recommended for reporting animal research, and Sex and Gender in
Research

EZOZ Judy

Laboratory animals This study did not involve laboratory animals.




Wild animals This wild mangabey group has been under human habituation since 2012. During the mpox outbreak, this group consisted of 80
individuals, including 15 infants, 22 juveniles, 13 subadults, and 30 adults. A team of field assistants and researchers is following the
animals on a daily basis from a 7-meter distance, recording behavioural data and collecting faeces and urine samples whenever it is
possible. In normal situations, each assistant or researcher has one or two focal individuals per day to collect data and samples from.
In outbreak situations, monitoring efforts are reinforced and sampling is attempted from all symptomatic and asymptomatic !
individuals. Rodents and shrews (mainly adults and some juveniles and infants) living in Tai National Park and its surroundings were i
also sampled for this study.

Reporting on sex Samples were collected from all individuals wherever possible, independent of sex.

Field-collected samples  Samples are collected upon defecation or urination of the mangabeys (at environmental temperature and during day time) and
stored in 2 ml cryotubes. The research camps of the Tai Chimpanzee Project are equipped with liquid nitrogen tanks for storage of
samples (around -200°C). Samples from the rodents and shrews are collected during day and night time and placed in 2 ml cryotubes
and stored at room temperature (oral and rectal swabs in nucleic acid preserving buffer) or directly frozen in liquid nitrogen tanks
(around -200°C) present at the field site (necropsy samples). Samples are then transported to Abidjan for temporary storage at the
Centre Suisse de Recherches Scientifiques (-80°C) and subsequently shipped to Germany on dry ice (around -80°C) whenever
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Ethics oversight No ethical approval was required for this study since it Is based on collecting observational data from wild mangabeys and minimally |
invasive samples from live wild radents and shrews. The work was done in collaboration with local partners and under the permission |
of the Ivorian national park authority OIPR. The permission included a) mangabey sampling, which was performed non-invasively
without disturbing the animals' natural behavior; b) small rodent trapping with minimally invasive sampling and sacrificing a small
subset of rodents (5% of the trapped animals); and c) the collection of tissue samples from naturally dead animals found in the
research area or from trapped animals that died in the traps or as a consequence of anaesthesia. Research permit numbers are
reported in the acknowledgements section of the manuscript.

Note that full information on the approval of the study protocol must alse be provided in the manuscript.

Plants

Seed stocks This study did not invalve plants.

Novel plant genotypes  This study did not involve plants.

Authentication This study did not invalve plants.






