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Copenhagen-Derived vP811 Strains of Vaccinia Virus Isolated

from Cell Culture
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aMRC Laboratory for Molecular Cell Biology, University College London, London, United Kingdom

bInstitute of Microbiology and Infection, School of Biosciences, University of Birmingham, Birmingham, United Kingdom

ABSTRACT The coding-complete genomes of laboratory vaccinia virus strain Copenhagen
and the Copenhagen-derived deletion strain, vP811, were determined by short-read
sequencing. Relative to the NCBI reference genome M35027, seven common coding
differences were revealed, including an intact copy of the vaccinia virus immunomodulator
A46R in both Cop and vP811.

accinia virus (VACV), a member of the Orthopoxvirus genus and Poxviridae family, was

used to eradicate smallpox and vaccinate against monkeypox (1). The linear double-
stranded DNA genome of VACV strain Copenhagen (Cop) is 191,636 bp and predicted to
encode 263 genes (2) (M35027.1). The Cop deletion mutant vP811 was generated by
deleting genes J2R, A26L, and A56R, replacing the region between the left inverted
terminal repeat (ITR) and FAL with the Escherichia coli xanthine-guanine phosphoribosyl-
transferase gene, and swapping the region from B13L to the right ITR with Cop C7L (3). To
date, neither the genome sequence of vP811 nor any updated Cop genome information
has been deposited.

Laboratory Cop and vP811 stocks were obtained from the University of Alberta and
stored in 1 mM Tris buffer, pH 9, at —80°C. Confluent monolayers of BSC-40 cells (ATCC
CRL-2761) were infected at a multiplicity of infection of 0.02, and genomic viral DNA was
obtained by phenol-chloroform extraction 3 days postinfection as described previously (4, 5).

Purified DNA was subjected to short-read sequencing (Genewiz, Germany). This included
library preparation (NEBNext Ultra Il DNA library preparation kit), sequencing with lllumina
NovaSeq6000 using 2 x 150 paired-end configuration, and conversion of raw data into
demultiplexed FASTQ files (bcl2fasq).

Default software parameters were used in the following procedures. Totals of 22,559,466
and 27,604,708 paired-end Cop and vP811 reads were randomly subsampled to 50,000 and
100,000 (Seqtk) (6). Subsampled Cop and vP811 reads had an average length of 144.6 and
140.4 nucleotides (nt) and mean quality scores of 35.4 and 35.35 (fastqcr) (7), respectively.
They were used as input for de novo assembly in SPAdes v3.13.0 (8). Cop reads yielded a
167,603-nt contig with 25.2x and an 8,157-nt contig with 49.5x average sequencing cov-
erage. The latter aligned to the coding region of the ITRs as determined by pairwise align-
ment with M35027 (Geneious Prime version 2022.1.1). The coding-complete Cop genome
was assembled manually by adding ITR coding regions to the central genome. The assembly
of vP811 reads resulted in a 134,690-nt contig with 20.7x average sequencing coverage.
M35027 was used to annotate assemblies using the transfer annotation function and
manually curated where necessary (Geneious).

The coding-complete genomic Cop and vP811 sequences consisted of 183,917 bp
(33.5% GC) and 134,690 bp (33.4% GC), with 261 versus 184 predicted genes, respectively.
Pairwise alignment with M35027 revealed 7 (Cop)/6 (vP811) intergenic or silent mutations,
14 (Cop)/11 (vP811) missense mutations, and frameshifts (Table 1). A 41-amino-acid (aa)
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deletion in A25L (vP811), not described in the initial study (3), was found to be a by-product
of the A26L deletion process (9). Mapping of raw reads from two transcriptome sequencing
(RNA-seq) studies to M35027 using minimap2 (10), SAMtools (11), IGV (12), and pairwise
alignment of de novo assemblies with VACV strain Western Reserve (WR, AY243312.1)
indicated that all differences in the Cop sample were present in the Cop virus used by
Mehta et al. (13) and the Sementis Copenhagen vector and WR (14). The Toll-like recep-
tor signaling antagonist A46R in both Cop and vP811 was identical to their functional
WR homolog despite the original 1990 sequence encoding a truncated version (15, 16).

Data availability. Sequences have been deposited in GenBank under accession
numbers OP868847 and OP868848. The raw reads were deposited in the NCBI Sequence
Read Archive (SRA) under the accession numbers PRINA902654, SRR22318734, and
SRR22318733.
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