Figure S1. Genome segmentation amplification results of the HB2301 strain.

Lane M: DNA Marker AL2000; lanes F1 to F6 correspond to the amplified overlapping fragments F1, F5, F2, F3,
F4, and F6.
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Figure S2. Nucleotide sequence identity matrices of REV HB2301 strain and representative
REV isolates across different genome regions.(A) Complete genome; (B) Long terminal repeat
(LTR) region; (C) gag gene; (D) pol gene. The matrices display the pairwise percent identity
(upper right) and divergence (lower left) values calculated using MegAlign (DNASTAR).
Darker or higher values indicate greater sequence identity. Strain details including accession
numbers, subtypes, host species, sampling locations, and collection years are provided in

Supplementary Table S1.
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Figure S3. Nucleotide and amino acid sequence alignment confirming the synonymous
nature of the A2649C mutation. Alignment of the partial nucleotide and deduced amino acid
sequences of the wild-type HB2301 (top) and the recombinant virus rHB2301 (bottom). The
A-to-C substitution at genomic position 2649 is highlighted in red (C). Both the wild-type
codon GGA and the mutant codon GGC encode the same amino acid, glycine (Gly). The
translated amino acid sequences (Gly-Arg-Gly-Leu) are identical between the two viruses,

confirming that A2649C is a synonymous mutation.



AGGGAGGGGAC

HB 2301 GGGAGGGGACTA

Gly | Arg | Gly |Leu

AGGGAGGGGCC
GGGAGGGGCICTA

Gly | Arg |Gly | Leu

rHB 2301

Table S1. REV reference strain information

Strain name Accession Subtype Source Yr Host
no.
REV-T GU222419 I USA 1957 Chicken
HA9901 NC006934.1 I China 1999 Chicken
FPV AF246698 111 USA 2003 FPV
3337-05 FJ439120 I Taiwan, 2005 Chicken
China
3410-06 FJ439119 111 Taiwan, 2006 Goose
China
ZD0708 FJ496333 11 China 2007 Chicken
MD-2 JX912710 I China 2008 MDYV vaccine
HLJR0901 GQ415646 11 China 2009 Chicken
170A GU222420 I USA 2010 Chicken
DBYRI1101 K(C884559 I China 2011 Anas acuta
DBYR1102 KC884555 111 China 2011 Anas platyrhynchos
DBYR1103 KC884562 III China 2011 Anas formosa
DBYRI1106 KC884561 111 China 2011 Anas poecilorhyncha

DBYR1201 KC884554 III China 2012 Aythya fuligula
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Table 52. Genomic regions of reticuloendotheliosis virus strain HB2301

Genomic region Length (bp) Position in genome (nt)
5’LTR 543 1-543
gag 1500 934-2433
pol 3582 2434-6015
env 1761 5952-7712

3’LTR 544 7742-8285




