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Mozambique, 2016 

Technical Appendix 

DNA Isolation, Amplification, and Sequencing 

DNA was extracted directly from scab samples collected from different parts of birds 

(e.g., wattles, comb, eye lids, ear lobes, limbs, and interdigital spaces) by using a DNeasy Blood 

& Tissue Kit (QIAGEN, Hilden, Germany). A 368-bp fragment of the 4b core-like protein gene 

was amplified by PCR with the primer pair FP-For (5′-CAGCAGGTGCTAAACAACAA-3′) and 

FP-Rev (5′-CGGTAGCTTAACGCCGAATA-3′) (1). A 1,000-bp fragment of the DNA 

polymerase was amplified by PCR with the primer pair PPolF (5′- 

GGCYAGTACKCTTATYAAAGG-3′) and PPolR (5′-CGTCTCTACGTGTTTCGCT-3′) (2). 

The following thermal profile was used for both PCR amplifications: initial denaturation 

at 95°C for 5 min; 35 cycles of denaturation at 95°C for 30 s, annealing at 55°C for 35 s, and 

elongation at 72°C for 45 s; followed by a final elongation at 72°C for 7 min. Positive PCR 

amplicons were purified with a Wizard SV Gel and PCR Clean-Up System (Promega, Madison, 

WI, USA) and were sent to LGC Genomics (Berlin, Germany) for sequencing with the same 

primers used for the amplification. All 4b core-like protein and DNA polymerase gene sequences 

generated here were deposited in GenBank (accession nos. KX988302 and KY312501–

KY312503). 

Phylogenetic Analysis 

The Staden Package (http://staden.sourceforge.net/) was used to assemble the generated 

sequences. Multiple sequence alignment was performed by using MUSCLE 

(http://www.ebi.ac.uk/Tools/msa/muscle/) with default settings, incorporating all the sequences 

generated here combined with those available in GenBank. This resulted in a final data set of 41 

sequences 368 bp in length for the 4b core-like protein gene fragment and 23 sequences 542 bp 

https://doi.org/10.3201/eid2309.161981


 

Page 2 of 2 

in length for the DNA polymerase gene. A phylogenetic tree was estimated by using the 

maximum likelihood method available in MEGA6 (3), the Kimura 2-parameter model of 

nucleotide substitution, and 500 bootstrap replications. 
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