ATCC 15302 (S6) - Green —‘

UHP-1 - Grey —|

0.0050

69

IZSVE/2911/21f - Black 4*

96 | fowl
| IZSVE/6344/3d - Light blue ——
IZSVE/2013/3061-1f chicken
IZSVE/2011/6798/20 chicken
IZSVE/2011/5595-2d chicken
IZSVE/2016/852-1f turkey
NTCC 10115 (PG31) - Violet
1ZSVE/2012/3616-2f chicken
IZSVE/2013/3791-1fp turkey
MG 6/8S - Orange IZSVE/2018
IZSVE/2019
IZSVE/2019.

—— MG TS-11 33 C - Pink

I1ZSVE/2012/1731-31f turkey
IZSVE/2013/380-9f turkey
1ZSVE/2013/7016-10fp turkey
I1ZSVE/2013/3963-9f goose
IZSVE/2013/3457-5d turkey
IZSVE/2013/6687-22f chicken
I1ZSVE/2014/4852-1f turkey
1ZSVE/2014/4853-1d turkey

IZSVE/2010/2458-1f guinea

IZSVE/2010/D/2646-3 turkey
IZSVE/2010/D/2647-2 turkey
IZSVE/2010/D/3037-1 chicken
IZSVE/2010/D/3038-2 chicken
IZSVE/2010/D/3283-2 chicken
IZSVE/2011/2247-10d chicken
IZSVE/2012/4464-5fchicken
IZSVE/2016/3541-1fp chicken
IZSVE/2013/5930/20g00se
IZSVE/2011/6488-2d turkey
IZSVE/2017/514-1f turkey
IZSVE/2018/229-1f turkey
IZSVE/2019/11887-4f turkey
1844-1f chicken

11887 chicken

9484 chicken

IZSVE/2012/2546-2d chicken
IZSVE/2013/2857-1f chicken
IZSVE/2013/3185-5fchicken
IZSVE/2013/5940/20 chicken
IZSVE/2014/5900/20quail
IZSVE/2013/5670/20chicken.
IZSVE/2014/5960/20 chicken
IZSVE/2015/5850/20 guinea fowl

IZSVE/2016/5950/20 chicken

Figure S1. Phylogenetic tree based on the mgc2 sequence of the MG isolates. Sample name and host
are reported in font color accordance with the relative mgc2 type. Cutoff of bootstrap values was set

to 50. Phylogenetic distance bar is represented below.

Table S1. Primer sequences and expected amplicon size (bp) of the PCR protocols described in this

study.
PCR
Gene Primer Forward (5’->3") Primer Reverse (5->3") Amp.hc
Target on Size
(bp)
GAACTGATTTTGGAA CCGTTATATCATCCTGAAT
gapA GCGTAAGA CTCCT 110
CGCAATTTGGTCCTA TAAACC
mge2 ATCCCCAACA CACCTCCAGCTTTATTTCC 25790
TGGAACTAAACTAA TAGCATACTCACACACTTT
atpG ATTCGTTTTTAAGA GGATTCA 395
inaa  GAGCGICAAAAATT — TTACGAATATCGCCTTCAT
ATTCCCAGA CAAA
CAGTAGCAGTATTAG TAGTAGGGATCTGTACTTC
fusA ATGCCCAAATG TTCACCAA 597
GTTAATGCTTAAAGA GGTTAATTGGTGCGTGTTA
rpoB ACAACTTGATTTATT AAGAA 562
CAACGACAATGTATG AAACAATCAATTCCACTTA
ruvB GCAGGAT TTAGTGAAA 388
uorA ngiiﬁff:géf CCGTTCCCTGGGTGGAGTT 536




Table S2. Allele distribution into sequence type of Italian samples analyzed.

Observed Number of Allele Variants Prevalent Allele Number 2

MLST Target (Number of Known Variants 1) (Number of Samples)
atpG 5 (24) 8 (23).2 (6)
dnaA 7 (22) 1 (23), 5(6)
fusA 8 (27) 16 (20), 14 (5)
rpoB 12 (33) 15 (11), 3 (4), 5 (4), 7 (4), 8 (4), 17 (4)
ruvB 5 (24) 1(15), 2 (14)
uorA 7 (24) 12 (17), 5(8)

! Based on https://pubmlst.org/mgallisepticum/ updated on August 2020. 2 Allele sequence presentin
>50% of samples.
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Figure S2. Full MST tree MG MLST 6-genes. Dispersion of full MST of all described six-alleles scheme
ST profiles with PubMLST database updated to August 2020. Red circles are Italian ST described in
this study, green ST the nodal points, and in light grey, other known STs.



