
Asymptomatic Mpox Virus 
Infection in Subjects Presenting 
for MVA-BN Vaccine

TO THE EDITOR—Recent reports in this 
journal [1] and others [2–5] assessed the 
prevalence of undiagnosed mpox virus 
(MPXV) infection either by retrospective 
testing of clinical specimens for viral 
DNA and/or presence of antiviral antibod
ies. These studies contribute to under
standing the role of asymptomatic 
infection in the spread of MPXV during ep
idemic and interepidemic phases. One of 
the tools for dealing with the epidemic 
was the launch of the vaccination campaign 
with the third-generation MVA-BN vac
cine. In Italy, the vaccination program 
started on 8 August 2022 as preexposure 
prophylaxis and, considering the epidemic 
scenario and the limited availability of 
doses, was targeted to high-risk categories 
such as laboratory personnel with possible 
direct exposure to orthopoxviruses 
(OPXV) and men who have sex with men 
who met sexual habit–associated risk crite
ria (ie, multiple sexual partners, recent sex
ually transmitted infection, chemsex) [6]. 
Individuals with reported MPXV exposure 
or previous MPXV infection were consid
ered not eligible. Among the 1549 individ
uals who received MVA-BN at our 
institute between 8 August and 9 
September, 1244 (80.3%) were naive to 
vaccinia virus (VACV)–based vaccines. 
We analyzed serum samples from 141 
(11.3%) randomly selected VACV vac
cine–naive individuals before the vaccine 
administration. Samples were tested for 
anti-MPXV immunoglobulin G (IgG) 
and neutralizing antibodies (NAbs) by im
munofluorescence and plaque reduction 
neutralization tests, respectively [7]. All 
were men, the median age was 38 years (in
terquartile range, 31–43 years), and 70 
(49.6%) were people with human immu
nodeficiency virus (HIV). Overall, 123 se
rum samples (87.2%) tested negative by 

both assays, and 18 (12.8%) revealed 
anti-MPXV IgG at different levels. 
Importantly, 11 of 18 (61.1%) anti-IgG– 
positive samples had a concomitant pres
ence of NAbs (Table 1). To investigate 
whether anti-MPXV antibodies resulted 
from recent exposure to the virus, we test
ed the samples for the presence of 
anti-MPXV immunoglobulin M (IgM) 
and immunoglobulin A (IgA), serological 
markers associated with the acute and 
postacute phases of infection [7–9]. 
Anti-MPXV IgA and IgM were detected 
in 8 and 4 samples, respectively, with the 
serum from individual 17 showing high ti
ters of these early markers. The presence of 
serum MPXV DNA at a low level was only 
revealed in individual 18 (cycle threshold, 
36.01). Viral DNA detection was not per
formed on non-blood-derived specimens 
since they were not collected at the time 
of vaccination.

Although the only detection of 
anti-MPXV IgG and NAbs cannot exclude 
previous exposure to other OPXV due to 
serological cross-reactivity, the simultaneous 
presence of IgA and/or IgM suggests a recent 

OPXV infection. Individuals 16, 17, and 18, 
who showed the widest range of antibody 
positivity, were antiretroviral therapy–sup
pressed aviremic people with HIV with a 
CD4 count >500 cells/μL; 2 of them (indi
viduals 16 and 18) reported sexually trans
mitted infections in the last year. More 
importantly, the presence of MPXV DNA 
in the serum of subject 18 confirms recent 
MPXV infection at the time of the first 
MVA-BN dose, as viremia is usually de
scribed in the first 3 weeks from symptom 
onset [10]. In conclusion, our findings sug
gest the importance of monitoring people 
at higher risk of infection for possible cases 
of asymptomatic MPXV. Even if different 
studies report a low to relevant impact of un
recognized and asymptomatic MPXV infec
tions [1–5], there is consensus on the need 
for prevention and control measures that en
compass enhanced surveillance, wider avail
ability of testing, access to vaccination, and 
adequate risk communication strategies.
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Table 1. Detection of Anti–Monkeypox virus Antibodies

Individual IgG IgM IgA NAbs

1 1:20 und und und

2 1:20 und und und

3 1:20 und und und

4 1:20 und und und

5 1:20 und und und

6 1:40 und und und

7 1:40 und und und

8 1:40 und und 1:10

9 1:160 und und 1:20

10 1:80 und 1:20 1:40

11 1:160 und 1:20 1:80

12 1:40 und 1:20 1:10

13 1:80 und 1:20 1:20

14 1:160 und 1:20 1:80

15 1:160 1:20 und 1:80

16 1:80 1:20 1:20 1:160

17 1:80 1:320 1:80 1:80

18 1:320 1:40 1:20 1:20

Abbreviations: IgA, immunoglobulin A; IgG, immunoglobulin G; IgM, immunoglobulin M; NAbs, neutralizing antibodies; und, 
undetected.
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Neutralizing Antibody Titers 
Induced by JYNNEOS Vaccine in 
Unrecognized Previous Mpox 
Virus–Exposed Individuals

TO THE EDITOR—We read with interest 
the article by Ogale et al [1] in which 
they report on the presence of mpox vi
rus exposure using direct (polymerase 
chain reaction [PCR]) and serological 
(anti-orthopox virus immunoglobulin G 
[IgG] and IgM) methods in patients 
who present for their first JYNNEOS vac
cine administration without characteris
tic lesions or rash. The authors found 
that of 324 patients without a positive 
PCR specimen, 47 (15%) presented with 
a positive anti-orthopox virus IgG titer, 
6 also with a positive IgM titer. Two ad
ditional patients presented with IgM pos
itivity only. Considering that 36 of these 
patients were aged >50 years or had a 

known history of smallpox vaccination, 
we could speculate that in this subsam
ple, 13 of 324 patients (4%) could have 
been exposed to the mpox virus.

At our center (Infectious Diseases 
Department, Luigi Sacco Hospital, 
Milan, Italy), we started our mpox vac
cine campaign during the same period 
reported by Ogale et al with a hybrid 
model (JYNNEOS vaccine, the first 
0.5-mL subcutaneous dose [SC] followed 
by a 0.1-mL intradermal dose [ID] 4 
weeks apart) with blood sampling per
formed at baseline (first dose, SC: T0), 
week 4 (second dose, ID: T1), and week 
12 (T2). Virus-neutralizing antibody ti
ters were estimated using the plaque 
reduction neutralization test (PRNT) 
against the mpox virus. Thus, we were 
able to assess the proportion of patients 
who presented with a neutralization 
titer for mpox at the time of the first 
vaccine and assess the hybrid 
vaccination-induced humoral immunity 
over time. Seventy-seven male patients 
had an available T0 sample, 6 of whom 
(7.8%) showed a positive PRNT (range, 
1:10–1:80), age range of 32–49 years, 
and none reported previous smallpox 
vaccination or mpox-related signs or 
symptoms, suggesting a possible 
previous unrecognized pauci/asymptom
atic mpox infection (mpox-exposed; 
Table 1) [2]. After excluding 5 patients 
lost to follow-up, the remaining 66 pa
tients (mpox-unexposed) underwent 
complete sample collection. At T1, the 
PNRT for mpox-exposed patients ranged 
from 1:20 to 1:320 (Supplementary 
Table 1), and for the mpox-unexposed 
patients, the median PRNT was 1:20 
(1:20–1:40). At T2, PNRT for mpox- 
exposed patients ranged from 1:40 to 
1:320 (4 of 6 patients >1:160), and for 
the mpox-unexposed patients, the medi
an PRNT was 1:40 (1:20–1:80). When 
compared with T1, no mpox-exposed pa
tients showed a decline in PRNT at T2, 
whereas 17 (25.8%) unexposed patients 
showed a decline.

The almost double seropositivity at T0 
observed in our study when compared 
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