Because B. pseudomallei can persist intracellularly
for extended periods before causing clinical disease,
we requested assistance from the Arizona Depart-
ment of Health Services, Maricopa County Depart-
ment of Public Health, and CDC to offer serologic
monitoring to the exposed employees; 2 elected to
undergo serologic monitoring. After 6 weeks, neither
employee seroconverted.

In conclusion, lack of clinical and laboratory sus-
picion for B. pseudomallei resulted in incidental labora-
tory exposure of 3 employees. US laboratories should
remain vigilant for and aware of the growth charac-
teristics associated with B. pseudomallei to help avoid
occupational exposure.
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We describe the detection of epizootic hemorrhagic
disease virus (EHDV) serotype 8 in cattle farms in Sar-
dinia and Sicily in October—November 2022. The virus
has a direct origin in North Africa; its genome is identical
(>99.9% nucleotide sequence identity) to EHDV sero-
type 8 strains detected in Tunisia in 2021.

he World Organisation for Animal Health

(WOAH) lists epizootic hemorrhagic disease
(EHD) as a disease of wild and domestic ruminants
caused by EHD virus (EHDV). EHDV is related to
bluetongue virus (BTV), the etiologic agent of blue-
tongue, a disease of ruminants. Both viruses belong
to the genus Orbivirus and circulate in multiple sero-
types (1,2). Their viral genomes consist of 10 segments
(S1-510) of double-strand RNA; the structural outer
capsid protein (coded by S2) determines serotype
specificity. Both viruses cause similar clinical signs
in cattle and are transmitted by Culicoides spp. biting
midges. Bluetongue primarily affects sheep and in re-
cent decades has been described multiple times in the
European Union (EU), causing devastating repercus-
sions on animal trade (3). Most bluetongue outbreaks
in Europe had a direct origin in North Africa because
of wind-driven dissemination of BTV-infected midg-
es from this region (1,4-7). We describe detection of
EHDYV serotype 8 (EHDV-8) in cattle in Italy, as a fol-
low-up to our previous studies on EHDV-8 (GenBank
accession nos. OP381190-9) in Tunisia in 2021 (8).

On October 25, 2022, respiratory distress, ero-
sions of the muzzle and oral mucosa, and drooling
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were reported in 3 cattle at farm 1, located near the
city of Trapani, Sicily (Figure); serum and whole
blood samples were collected. On October 28, 2022,
clinical signs consisting of inappetence, cyanosis
and edema of the tongue, conjunctivitis, and fever
were reported in an animal at farm 2, located in Ar-
bus Municipality of Sardinia (Figure). On Novem-
ber 3, that animal died; spleen was collected at nec-
ropsy, along with whole blood from 3 additional
symptomatic cattle on the farm. On November 4, at
farm 3 (in Arbus Municipality) and farm 4 (in near-
by Guspini Municipality), 3 cattle showed similar
signs, and whole blood and serum samples were
collected (Figure).

We tested 1 EDTA blood sample per animal
and spleen samples for EHDV RNA by using a Vet-
MAX EHDV Kit (Thermo Fisher Scientific, https://
www.thermofisher.com). We developed a real-time
reverse transcription PCR (rRT-PCR) specific for
the S2 of the EHDV-8 strain detected in Tunisia in
2021 (EHDV-8 TUN 2021) because the available test
designed for the S2 segment of the EHDV-8 refer-
ence serotype (isolated in Australia in 1982) did not
detect EHDV-8 TUN 2021 (8). Primer nucleotide
sequences were EHDV_Ser8varNEW_fwd AGAGA-
TGAAGATCGCGAGGA and EHDV_Ser8varNEW_
rev GAATCACACGCGCTCACTAA; the probe nu-
cleotide sequence was EHDV_Ser8varNEW_Probe
FAM-ACGGATGAGATACGGAACATACGGGG-
TAMRA. We prepared the master mix by using Tag-
Man Fast Virus 1-Step (Thermo Fisher Scientific)

Figure. Geographic locations
for detection of epizootic
hemorrhagic disease virus
serotype 8, Italy, 2022. Red
dots indicate locations of

the 4 farms involved. Inset
map details locations of the
3 farms affected in the Arbus
Municipality of Sardinia.

Italy
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and a final concentration of 400 nmol (primers)
and 200 nmol (probe). After we performed RNA
denaturation at 95°C for 3 min, we added 5 pL of
RNA to 20 pL of mix and achieved amplification as
follows: 45°C for 10 min, 95°C for 10 min, then 40
cycles of 95°C for 15 s, and finally 60°C for 1 min. We
performed whole-genome sequencing (WGS) (9) on
selected samples. We tested serum samples collected
from all animals with a competitive ELISA, ID Screen
EHDV Competition (Innovative Diagnostics, https:/ /
www.innovative-diagnostics.com), and by virus neu-
tralization (10). We attempted virus isolation by using
rRT-PCR-positive blood samples on Vero cells (8).

All sampled animals from Sardinia and Sicily
were positive for EHDV RNA (cycle threshold 23-
28). Genotyping confirmed the presence of EHDV-
8 TUN 2021-like strains. We reported the outbreak
to Italy’s Ministry of Health, which notified WOAH
and the European Commission, which imposed ani-
mal movement restrictions within a 150-km radius
of the outbreak sites. We selected 1 EHDV-8-posi-
tive blood sample from Sardinia for WGS; results
confirmed that the Sardinia EHDV-8 strain (Gen-
Bank accession nos. OP897265-74) shares high nu-
cleotide sequence identity (>99.9%) with multiple
EHDV-8 TUN 2021-like strains. WGS of the Sicily
strains is ongoing. We isolated the virus from all
rRT-PCR-positive blood samples; all serum samples
tested positive by ELISA and by virus neutralization
(antibody titer 10-20).

Confirmation of novel Orbivirus incursion into
the EU sustained by EHDV-8 was predictable, con-
sidering the distribution of this virus in Tunisia and
likely in neighboring countries (8). On November
18, 2022, EHD was also reported in the Andalusia
region of Spain, in the cities of Cadiz and Seville.
Predicting future scenarios for the EU cattle pro-
duction system is difficult, but EHD will probably
pose new challenges to EU veterinary authorities.
The lessons learned with bluetongue should be a
reference for choosing proper control and preven-
tion strategies for EHD. Overall, these events fur-
ther emphasize the importance for countries in Eu-
rope to have robust collaborations with authorities
in North Africa on public and animal health. The
prompt detection of EHDV-8 in Sardinia and Sic-
ily is the most recent example of the benefits that
such relationships could yield. This collaboration
proved crucial; it led to development of a specific
and accurate molecular test for detecting EHDV-
8, given that knowledge of the genome constel-
lation and the genomic relatedness of EHDV-8
with extant EHDV serotypes had already been
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achieved. Vaccine development needs to be boost-
ed because vaccination is the only strategy to re-
duce virus circulation and prevent direct and indi-
rect economic losses.
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