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Tanapox, South Africa, 2022

Appendix

Methods

The first biopsy was routinely processed for light microscopy, and sections were stained
with hematoxylin and eosin (/). The second biopsy was macerated in distilled water, and the
supernatant was used to make grids for negative staining and transmission electron microscopy.
Briefly, Formvar-coated, 300 mesh copper grids were placed on drops of supernatant for ten to
30 minutes, stained for five seconds either with 2% buffered phosphotungstic acid (pH 6.8) or
with freshly prepared, 4% aqueous uranyl acetate, and viewed on an FEI Tecnai 12 BioTwin
Spirit transmission electron microscope (https://www.thermofisher.com) with an Olympus

Quemesa CCD camera and calibrated software (https://www.olympus-sis.com).

For PCR analysis, a dry swab was immersed in 300 pl sterile phosphate buffered saline
and vortexed briefly. A volume of 140 ul of the supernatant was collected and nucleic acid
extracted using the QiaAmp Viral RNA Minikit (Qiagen) in accordance with the manufacturer’s
protocol (https://www.qiagen.com). PCR amplicons of a 220 bp region of the insulin
metalloproteinase-like protein (2) and a 1082bp region of the DNA polymerase gene (3) were
sequenced (GenBank accession nos. 0Q267780 and 0OQ230282, respectively), and phylogenetic
analysis performed using MEGA X.
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Appendix Figure 1. Banks of the Sand River, Kruger National Park, South Africa.
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Appendix Figure 2. Development and morphology of tanapox lesions. A) Erythematous lesion with
central discoloration, on the side of the left hand (12 days). B) Raised, nodular, umbilicated lesion on the
base of the right-hand thumb (14 days). C) Umbilicated, violaceous lesion on the left hand (20 days). D)
Dry, ulcerated lesion on the right thumb (27 days).
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100 KC218442 Yaba monkey tumor virus South Africa

00 1KC218441 Yaba monkey tumor virus South Africa

|NC 005179 Yaba monkey tumor virus

ol AY386371 Yaba monkey tumor virus

AJ293568 Yaba-like disease virus

0Q230282 Tanapox virus SVPL69/22 South Africa

EF420157 Tanapox virus TPV-RoC Congo

EF420156 Tanapox virus TPV-Kenya Kenya

|AF325528 Lumpy skin disease virus NI-2490 Neethling South Africa
00| AF409137 Lumpy skin disease virus NW-LW Neethling South Africa
| HQ857563 Monkeypox virus D14L Zaire

0l DQO11153 Monkeypox virus USA

AF198100 Fowlpox virus

100 1

o

i

97 100

—

100

0.050

Appendix Figure 3. Neighbor-joining phylogenetic reconstruction using MEGA X of a partial 894bp
region of the DNA polymerase gene showing the relatedness of selected pox viruses. Node values
indicate bootstrap confidence values generated from 1000 replicates. Scale bar indicates substitutions

per site. Sequence from this study is indicated in boldface.
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