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Letter to the Editor

SARS-CoV-2 was already in circulation in Northern Cyprus )
in the prepandemic period

Dear editor,

We read with interest the study by Zhen et al.,! showing that
there was co-infection of SARS-CoV-2 and influenza virus in the
early stages of COVID-19 in Wuhan, China. Symptoms of COVID-
19 are similar to influenza-like illness in which both diseases are
characterized by high fever, cough, myalgia and headache. Given
the similarity of symptoms, the overlap of COVID-19 with the in-
fluenza peak season and the lack of testing at the initial phase of
the pandemic, Zhen et al. indicated concern that some SARS-CoV-
2 cases could have been missed during the emerging phase of the
pandemic. Recent evidence suggests that there were multiple cases
of COVID-19 co-infection with influenza which was undetected un-
til the discovery of SARS-CoV-2.%3

After the declaration of COVID-19 as a pandemic by the World
Health Organization in March 2020, global health surveillance was
quickly implemented to identify cases of the disease. The official
index case of COVID-19 in Northern Cyprus was reported on 10th
March 2020 as a tourist from Germany, who arrived at the coun-
try via air travel on 8th March 2020.# Although global surveillance
of SARS-CoV-2 was implemented quickly after the declaration of
the pandemic, there are reports from several European countries
which suggest potential virus circulation prior to the detection of
first cases via surveillance.”~” In the light of this information, we
re-tested 172 nasopharyngeal samples collected from patients who
were admitted to Near East University Hospital in Nicosia, Cyprus
between 1st September 2019 to 15th March 2020 with respiratory
disease symptoms (fever, cough, rhinitis, sore throat or myalgia) for
SARS-CoV-2 RNA. These patients were initially screened for viral
respiratory RT-PCR panel (FTD Respiratory pathogens 21, Fast Tract
Diagnostics, Luxembourg) and bacterial respiratory RT-PCR panel
(FTD Bacterial Pneumonia CAP, Fast Tract Diagnostics, Luxembourg)
(Fig. 1) upon admission with 115 samples positive for at least one
pathogen and 57 were negative for all pathogens.

For each patient sample, nucleic acid extraction was performed
using GeneAll Ribospin VRD nucleic acid isolation kit. RT-PCR was
performed using Diagnovital SARS-CoV-2 Real-Time PCR kit (RTA
Laboratories Inc.), specific to the SARS-CoV-2 envelope gene (E-
gene) and the polymerase gene (RdARP), according to the manufac-
turer’s protocol on Insta-Q96 Plus Real-Time PCR System (HiMe-
dia). Confirmation of RT-PCR positive sample was performed us-
ing Sansure COVID-19 Nucleic Acid Test Kit (Sansure Biotech Inc.)
specific for SARS-CoV-2 ORFl1ab and nucleocapsid protein gene (N-
gene) on Rotor-Gene Q (Qiagen, Germany), and on QIAstat-Dx Res-
piratory SARS-CoV-2 Panel RT-PCR system (Qiagen, Germany).

Among 172 enrolled patients 90 were females and 82 were
males, respectively. One sample collected from a patient was de-
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172 nasopharyngeal samples
15t September 2019 to 15" March 2020

[

57 negative for 115 positive for at least one pathogen

FTD Respiratory pathogens 21 and in FTD Respiratory pathogens 21 and

FTD Bacterial Pneumonia CAP assay FTD Bacterial Pneumonia CAP assay

56 negative for
SARS-CoV-2 RNA

1 positive for
SARS-CoV-2 RNA

115 negative for

SARS-CoV-2 RNA

Fig. 1. Selection of respiratory samples for retrospective SARS-CoV-2 testing.
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Fig. 2. Amplification plot for the SARS-CoV-2 positive patient sample by RT-PCR.
Curve designation; patient: patient sample, PC: positive control, NC: negative con-
trol.

tected to be positive for SARS-CoV-2 by three different RT-PCR kits
(Fig. 2). The positive sample was taken from a 17-year-old Cypriot
male teenager who lives in Famagusta region. Patient’s nasopha-
ryngeal sample was received at the hospital on 11th March 2020,
1 day after the official announcement of the index case on 10th
March 2020 in Northern Cyprus. The patient presented with fever,
cough, headache, chest pain and severe myalgia, and was admit-
ted as an in-patient. Both the viral and bacterial respiratory tract
panels by RT-PCR testing were negative for the pathogens tested.
The last travel history of the patient was in December 2019. After
the detection of the positive test result the patient and immediate
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family members (mother and father) were contacted and tested for
SARS-CoV-2 IgM/IgG (AdviseDx SARS-CoV-2 IgM/IgG Immunoassay,
Abbott Laboratories Inc.). The patient was detected to be positive
for SARS-CoV-2 IgG.

This study reports a local SARS-CoV-2 infected patient 1 day
after the official announcement of the index case on 10th March
2020. Identification of a prior infected patient has a great impact
on our knowledge regarding SARS-CoV-2 circulation and its spread
in Northern Cyprus. Although the transmission history of the posi-
tive case is unknown, this positive result indicates that SARS-CoV-
2 was not imported into Northern Cyprus via the German tourist
group as previously reported, and that the local transmission be-
gan prior to the arrival of the German tourists.

Our results suggest that the SARS-CoV-2 was already in circu-
lation in the country in early March. Similar retrospective studies
were performed in other countries to determine the presence of
SARS-CoV-2 in pre-pandemic period. While studies performed in
United Kingdom, Italy and France demonstrated undetected COVID-
19 cases in the prepandemic period,”~” no SARS-CoV-2 positivity
was observed in respiratory samples collected prior to the first re-
ported case in Scotland, Germany and the US.3-10 Further retro-
spective studies with a larger sample size are required to interpret
the actual onset of SARS-CoV-2 in the Northern Cyprus and rule
out earlier community transmission.

This study has limitations. Firstly, only a single centre was en-
rolled. Secondly, although the samples were stored at —80°C to
ensure integrity, false-negative results due to the quality of the
samples according to the storage conditions cannot be ruled out.
Despite this, our results highlight the importance of timely and
extensive community testing to prevent future widespread viral
transmission in the case of a pandemic.
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