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Rift Valley Fever Outbreak during COVID-
19 Surge, Uganda, 2021

Appendix

Material and Methods

RNA Extraction, NGS Library Preparation, Bioinformatics and Phylogenetics

RNA was extracted from blood or serum specimens with MagMax in the High
Containment Laboratory at Uganda Virus Research Institute, Uganda. RNA was DNase-treated
and NGS libraries were made using NEBNext Ultra II Directional RNA library prep kit. Library
was run on a iSeq 300 cycle cartridge. Consensus genomes were constructed using 1) de novo
assembly and blasting of contigs to identify the closest reference sequence on GenBank,
followed by iterative mapping of reads and contigs to closest reference sequence; and 2) iterative
mapping of reads and contigs to ON060778-80, 201900879 and ON060813-5, 201902760
genomes, which are representative members of 2 separate RVFV clades in Uganda. Consensus
genomes were called from bam files with the best read coverage using iVar (version 1.3, -m 2 -n
N) (7). To build phylogenetic trees, all available full length RVFV segments were downloaded
from GenBank, aligned using MAFFT (v7.450) and trees were constructed with RAXML
(version 7.3.0, -m GTRGAMMA -p SRANDOM -f a -x SRANDOM -N 1000). Trees were
visualized with ggtree and clades labeled according to Grobbelaar et al. (2011) and Samy et al.
(2017) (2,3). Genbank accession no. ON060834-5.
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Appendix Figure. Phylogenetic analysis of all available full-length Rift Valley fever virus L and S
segments from Genbank. Major clades are labeled according to previous publications (2,3). Nodes with
bootstrap support >70% are labeled in red. A) Phylogenetic tree of RVFV L segment. B) Phylogenetic tree
of RVFV S segment. Historic RVFV sequences from Uganda are shown in blue highlight and new
sequence in green highlight in both panels.
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