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Abstract: Background: The coronavirus disease (COVID-19) pandemic, caused by severe acute
respiratory syndrome coronavirus 2 (SARS-CoV-2), has become a major global public health issue.
SARS-CoV-2 infection is confirmed by the detection of viral RNA using reverse transcription
polymerase chain reaction (RT-PCR). Prolonged viral shedding has been reported in patients with
SARS-CoV-2 infection, but the presence of viral RNA does not always correlate with infectivity.
Therefore, the present study aimed to confirm the presence of viable virus in asymptomatic or mildly
symptomatic patients in the later phase of the disease, more than two weeks after diagnosis. Method:
Asymptomatic or mildly symptomatic COVID-19 patients who had been diagnosed with the disease
at least two weeks previously and admitted to a community treatment center (CTC) from 15 March
to 10 April 2020 were enrolled in this study. Nasopharyngeal and salivary swab specimens were
collected from each patient. Using these specimens, RT-PCR assay and viral culture were performed.
Result: In total, 48 patients were enrolled in this study. There were no significant differences in
baseline characteristics between the asymptomatic and mildly symptomatic patient groups. RT-PCR
assay and viral culture of SARS-CoV-2 were performed using nasopharyngeal and salivary swabs.
The results of RT-PCR performed using salivary swab specimens, in terms of cycle threshold (Ct)
values, were similar to those of RT-PCR using nasopharyngeal swab specimens. In addition, no viable
virus could be cultured from swab specimens collected from the late-phase COVID-19 patients with
prolonged viral RNA shedding. Conclusions: In conclusion, our study suggests that even if viral
shedding is sustained in asymptomatic or mildly symptomatic patients with later phase of COVID-19,
it can be expected that the transmission risk of the virus is low. In addition, saliva can be used as a
reliable specimen for the diagnosis of SARS-CoV-2 infection.
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1. Introduction

The coronavirus disease (COVID-19) pandemic, caused by severe acute respiratory syndrome
coronavirus 2 (SARS-CoV-2), has become a major global public health issue. At the time of writing,
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the massive viral outbreak has affected 216 countries, with more than 13 million people infected and
580,000 having died [1].

In South Korea, the number of patients has increased rapidly since February 2020. For the proper
management of COVID-19 patients, asymptomatic or mildly symptomatic patients were admitted to
community treatment centers (CTCs), which are non-medical facilities for isolation and monitoring.

However, patients with prolonged viral RNA detection after resolution of symptoms presented
difficulties in terms of their safe discharge from isolation. For efficient distribution of medical resources,
the revised WHO discharge guidelines recommend that symptomatic patients should be discharged 10
days after the onset of symptoms, following at least three additional days without symptoms, and that
asymptomatic patients should be discharged 10 days after testing positive for SARS-CoV-2 [2].

Diagnosis of COVID-19 is achieved using a nasopharyngeal swab. At present, real-time reverse
transcription polymerase chain reaction (RT-PCR) analysis of respiratory specimens is the gold standard
test for detecting SARS-CoV-2 infection [3].

Over the course of infection, viral RNA has been identified in respiratory tract specimens 1–3 days
prior to the onset of symptoms. The viral load is thought to persist for up to 7–10 days after the onset of
symptoms in mild cases. In more severe cases, it tends to peak up to 11 days after the onset, followed by
gradual decrease over time [4]. Viral RNA has been detected in various specimens of the human body,
such as the upper and lower respiratory tract, blood, pharyngeal swabs, saliva, urine, and feces [5,6].

Prolonged viral shedding has been reported from nasopharyngeal swabs up to 63 days after the
onset of symptoms among adult patients [7,8]. However, viral shedding of SARS-CoV-2 does not
always indicate infectivity, unless the virus is isolated and cultured from the specimens. The revised
WHO release criteria do not require additional examination prior to discharge. Therefore, there
is a residual risk that the disease can still spread when these criteria are adhered to. Accordingly,
in late-phase COVID-19 patients with prolonged viral RNA detection, it is important to determine the
risk of transmission.

In this study, we attempted to confirm the presence of viable virus by performing RT-PCR
assay and culture using salivary and nasopharyngeal swabs of asymptomatic or mildly symptomatic
COVID-19 patients who had been diagnosed with the disease and admitted to a CTC at least two
weeks previously.

2. Methods

2.1. Patients and Study Settings

Asymptomatic or mildly symptomatic COVID-19 patients who had been admitted to the CTC
between March 15 and April 10, 2020 and had been diagnosed at least two weeks previously, were
enrolled in the current study. Asymptomatic or mildly symptomatic COVID-19 patients were defined
as those with an early warning score of <3 for SARS-CoV-2 infection [9]. Patients referred to other
hospitals due to worsening of symptoms during isolation were excluded. Written informed consent
was obtained from all study participants. Nasopharyngeal and salivary swab specimens were obtained
from each patient. Ethical Statement: This study was approved by the Institutional Review Board (IRB
number: 4-2020-0133) of Severance Hospital (Seoul, South Korea) and informed consent was obtained.

2.2. Definitions

RT-PCR assays targeting three genes of SARS-CoV-2, the E (envelope protein), RdRP
(RNA-dependent RNA polymerase), and N (nucleocapsid protein) genes, were performed using
the Allplex™ 2019-nCoV Assay (Seegene Inc., Seoul, South Korea) with nasopharyngeal and salivary
swab specimens. Patients with negative RT-PCR results were tested again by RT-PCR the following day;
those with positive RT-PCR results were re-tested by RT-PCR after a week; and those with inconclusive
RT-PCR results were re-tested by RT-PCR after three days. The inconclusive result refers to a case in
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which one or more, but not all genes included in the kit show an amplification curve after the cut-off

when using a follow-up sample [10].
RT-PCR assay results were expressed as the cycle threshold (Ct) value. Ct values ≥ 40 were

considered negative results. Negative conversion was defined as two consecutive negative RT-PCR
results at a 24 h interval.

Rebound Ct value was defined as a negative (Ct value ≥ 40) from the single RT-PCR assay and
positive (Ct value < 40) from the following RT-PCR result.

2.3. Nucleic Acid Extraction and RT-PCR for SARS-CoV-2

The nasopharyngeal swab sample was placed in 2 mL of viral transport medium. Saliva samples
were collected in a sterile container and both specimens were stored frozen −70 ◦C. Nasopharyngeal
swab specimens were subjected to total nucleic acid extraction using a viral RNA mini kit (QIAGEN,
Hilden, Germany). After extraction, the total nucleic acid was recovered using 60 µL of elution buffer.

For salivary swab specimens, the same amount of PBS was added, and following the vortex
process, RNA was extracted using the same process as for the nasopharyngeal swab samples. Using 8
µL of RNA, RT-PCR assay targeting the three genes of SARS-CoV-2 was performed using a Seegene
Kit (Allplex 2019-nCoV Assay kit, Seegene, Korea). When the upper respiratory specimens including
the nasopharyngeal swab were examined using the Allplex 2019-nCoV Assay, a Positive Percent
Agreement (PPA) was 100% (95% CI: 92.75~100%), and a Negative Percent Agreement (NPA) was
93.07% (95% CI: 85.76~96.93%) [11].

2.4. SARS-CoV-2 Cell Culture

SARS-CoV-2 was cultured in a biosafety level 3 facility. Vero E6 cells were used for isolating
SARS-CoV-2. Vero E6 cells were cultured in Eagle’s minimum essential medium (EMEM) supplemented
with heat-inactivated fetal bovine serum (FBS; 10%). Both nasopharyngeal and salivary swab specimens
were used for virus isolation. Vero E6 cells were seeded with 1 mL of EMEM at a density of 1.5 × 104

cells/well in culture tubes and incubated at 37 ◦C in a carbon dioxide incubator for 24 h until confluence
for inoculation was achieved.

The next day, each nasopharyngeal and salivary swab specimen was diluted at a ratio of 1:10 and
inoculated into four wells containing EMEM (2% FBS, 1% P/S). Cells in the media were fixed with 10%
formaldehyde and stained with 1% crystal violet dye.

The virus-induced cytopathic effect was examined daily for up to seven days [12,13].

3. Results

The analysis was performed on asymptomatic or mildly symptomatic COVID-19 patients who
had been diagnosed and admitted to a CTC at least two weeks previously. In total, 48 patients were
enrolled in this study. The mean age of all patients was 32.62 ± 14.59 years, and 14 of the patients were
male (29.2%). Of all the patients, 11 (22.9%) were asymptomatic.

Baseline characteristics were similar between the symptomatic and asymptomatic patient groups.
There was no statistically significant difference in terms of age, sex, comorbidities, and symptoms.
The most common symptoms were myalgia (32.4%), fever (29.7%), and headache (24.3%); chest pain
(2.7%) and vomiting (2.7%) were uncommon (Table 1).

Nasopharyngeal and salivary swab specimens were collected from the patients approximately
30.40 ± 5.71 days after initial diagnosis. The average Ct value of patients on the day of culture was over
30 in both the symptomatic and asymptomatic groups. A total of 17 cases (35.4%) showed rebound Ct
values, which included 11 cases in the symptomatic group and 6 in the asymptomatic group (Table 2).

RT-PCR assay was performed using saliva specimens to determine the effectiveness of saliva
as a diagnostic tool. As shown in Table 3, in the case of Patient 8, the saliva RT-PCR result was
positive, although the RT-PCR result of the nasopharyngeal swab specimen was negative. Additionally,
in eight patients, the mean Ct values of the nasopharyngeal and salivary swab specimens were
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33.7 and 33.96, respectively, indicating that saliva swabs can serve as a reliable tool for diagnosing
SARS-CoV-2 infection.

Table 1. Comparisons of demographic and clinical characteristics of asymptomatic and symptomatic
patients with COVID-19.

Variables Total
(n = 48)

Symptomatic
Group
(n = 37)

Asymptomatic
Group
(n = 11)

p Value

Age, years 32.62 ± 14.59 31.84 ± 13.74 35.27 ± 17.62 0.499

Male, yes 14 (29.2) 12 (32.4) 2 (18.2) 0.361

Smoker 5 (10.4) 5 (13.5) 0 (0.0) 0.198

Comorbidity
Hypertension 4 (8.3) 2 (5.4) 2 (18.2) 0.178
Allergy 4 (8.3) 2 (5.4) 2 (18.2) 0.178
Malignancy 2 (4.2) 2 (5.4) 0 (0.0) 0.431
Diabetes 1 (2.1) 1 (2.7) 0 (0.0) 0.582
Asthma 1 (2.1) 1 (2.7) 0 (0.0) 0.582

Symptoms
Myalgia 12 (25.0) 12 (32.4) 0 (0.0) -
Fever 11 (22.9) 11 (29.7) 0 (0.0) -
Chill 9 (18.8) 9 (24.3) 0 (0.0) -
Headache 9 (18.3) 9 (24.3) 0 (0.0) -
Anosmia 8 (16.7) 8 (21.6) 0 (0.0) -
Ageusia 7 (14.6) 7 (18.9) 0 (0.0) -
Rhinorrhea 7 (14.6) 7 (18.9) 0 (0.0) -
Nasal stuffiness 7 (14.6) 7 (18.9) 0 (0.0) -
Fatigue 7 (14.6) 7 (18.9) 0 (0.0) -
Cough 6 (12.5) 6 (16.2) 0 (0.0) -
Sputum 6 (12.5) 6 (16.2) 0 (0.0) -
Sore throat 4 (8.3) 4 (10.8) 0 (0.0) -
Dizziness 3 (6.3) 3 (8.1) 0 (0.0) -
Diarrhea 3(6.3) 3 (8.1) 0 (0.0)
Chest pain 1 (2.1) 1 (2.7) 0 (0.0) -
Vomiting 1 (2.1) 1 (2.7) 0 (0.0) -

COVID-19, coronavirus disease 2019; Continuous variables are shown as the mean ± standard deviation (SD) and
categorical variables, as numbers (percentage).

Table 2. Virologic data of patients with COVID-19.

Symptomatic Group
(n = 37)

Asymptomatic Group
(n = 11) p Value

Period from diagnosis to culture
Mean 30.78 ± 5.85 29.09 ± 5.26 0.394

Median 31 (20–40) 28 (21–41)

Mean of Ct value on the day of culture
E gene 30.55 ± 2.96 27.60 ± 0.47 -

RdRP gene 33.93 ± 3.43 31.56 ± 3.07 -
N gene 34.98 ± 2.89 33.94 ± 3.65 -

Cases with rebound of Ct value 11 (29.7) 6 (54.5) 0.131

Continuous variables are shown as the mean ± standard deviation (SD), median values (interquartile range),
and categorical variables, as numbers (percentage). COVID-19, coronavirus disease 2019; Ct, cycle threshold; E,
envelop protein; N, nucleocapsid protein; RdRP, RNA-dependent RNA polymerase; NPS, nasopharyngeal swab. Ct
value presented in this table correspond to RT-PCR result of nasopharyngeal swabs.

Cell culture was performed using nasopharyngeal and salivary swab specimens to confirm the
isolation of viable virus. Vero cells were inoculated with nasopharyngeal and salivary swab specimens
and microplates were observed for the evidence of cytopathic effect. Specimens were collected from
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patients at least 20 days after diagnosis, and we found no microplates showing any cytopathic effect
with these specimens (Figures 1 and 2).

Table 3. Clinical characteristics and Ct value of patients with positive salivary RT-PCR result.

Items Age Sex Comorbidity Symptoms Rebound Ct Value

NPS Saliva

Patient1 51 M N Y N 36.6 31.1
Patient2 21 M Allergy Y N 38.9 37.0
Patient3 23 F N Y N 35.1 31.4
Patient4 25 F N Y N 32.2 35.2
Patient5 31 F N Y N 33.2 36.9
Patient6 54 F N N N 34.5 35.1
Patient7 27 F N Y N 25.4 29.3
Patient8 33 M N Y Y 0.0 35.7

Average of Ct value 33.7 33.96

RT-PCR, reverse transcriptase polymerase chain reaction; Ct, cycle threshold; NPS, Nasopharyngeal swab.
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Figure 1. Microscopy image of vero monolayers. Vero cells were inoculated with nasopharyngeal swab.
(A) Vero cell cultures in negative control. 40× (A1), 200× (A2) micrograph. (B) Vero cell cultures in
positive control. 40× (B1), 200× (B2) micrograph. (C) Microscopy image of Vero cells inoculated with
nasopharyngeal swab sample of a patient 33 days after diagnosis. No cytopathic effect was seen. 40×
(C1), 200× (C2) micrograph. Virus stock used for positive control was obtained from the Centers for
Disease Control and Prevention (KCDC, Seoul, Korea), the virus titer was 2.2 × 105 PFU/mL and the Ct
value was 11 (KCDC03 43326).
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Figure 2. Microscopy image of vero monolayers. Vero cells were inoculated with salivary swab. (A)
Vero cell cultures in negative control. 40× (A1), 100× (A2) micrograph. (B) Vero cell cultures in positive
control. 40× (B1), 100× (B2) micrograph. (C) Microscopy image of Vero cells inoculated with salivary
swab sample of a patient 33 days after diagnosis. No cytopathic effect was seen. 40× (C1), 100× (C2)
micrograph. Virus stock used for positive control was obtained from the Centers for Disease Control
and Prevention (KCDC), the virus titer was 2.2 × 105 PFU/mL and the Ct value was 11. (KCDC03
43326).

4. Discussion

In this study, we aimed to determine whether infectious viruses could be isolated using salivary
and nasopharyngeal swab samples from patients with persistent positive RT-PCR results or rebound
Ct values more than two weeks after diagnosis. SARS-CoV-2 could not be cultured from the patient
specimens. Consequently, we surmised that there is no viral transmission risk in the later phase of
SARS-CoV-2 infection. In addition, as indicated by the fact that the Ct values derived from salivary
swab RT-PCR were similar to those of nasopharyngeal swab RT-PCR, saliva was shown to be an
effective diagnostic tool for the detection of SARS-CoV-2.

SARS-CoV-2 infection is confirmed by detecting the presence of viral RNA through molecular
testing, usually by RT-PCR [14]. The presence of viral RNA alone does not indicate that a patient is
infectious or can transmit the virus to others. Factors affecting the transmission risk include whether
the patient has symptoms, such as cough, which can spread droplets, whether a virus is infectious,
and environmental factors or the behavior of the infected patient. Usually, 5 to 10 days after the initial
SARS-CoV-2 infection, the patient begins to produce neutralizing antibodies. The binding of these
neutralizing antibodies to the virus is expected to decrease the risk of viral transmission [4,15].

In many studies, viral shedding detected by RT-PCR from respiratory specimens has been found
to persist for more than 20 days and sometimes up to 63 days after the onset of symptoms, and it
appears to last beyond symptom resolution [6,8,16,17]. It has also been proven that transmission occurs
in asymptomatic patients. In a study conducted by Zou et al., the viral loads of nasal and throat swabs
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were similar in symptomatic and permanently asymptomatic patients [18]. In addition, in the present
study, the Ct values of symptomatic and asymptomatic patients were not significantly different. This
might be because in the late phase of infection the viral load is close to the detection limit, but there is
evidence that viral shedding occurs in both symptomatic and asymptomatic patients after symptom
improvement; however, the relationship between the detection of viral RNA and infectivity is still
unclear. RT-PCR results do not necessarily indicate the possibility of viral transmission and cannot
distinguish between infectious and non-infectious virus [7,15].

Viral RNA has been detected in the upper and lower respiratory tract, blood, pharyngeal swabs,
saliva, urine, and feces, regardless of the severity of the disease [5,16]. The virus has also been detected
in water gargled by patients diagnosed with COVID-19 [17]. We used saliva specimens for RT-PCR
tests to confirm SARS-CoV-2 infection. It was confirmed that saliva showed a high concordance rate
of 90% or more with the nasopharyngeal specimens in the detection of respiratory viruses including
coronavirus [13,19,20].

A study by Zhou et al. indicated that angiotensin-converting enzyme II (ACE2) is likely the cell
receptor for SARS-CoV-2; it was also the receptor for SARS-CoV and HCoV-NL63 [4]. According to a
previous study, ACE2 is presented on the epithelial cells of oral mucosa, suggesting that the oral cavity
might be at high risk of SARS-CoV-2 infection [21]. These findings suggest that ACE2-expressing
cells may act as target cells and are therefore vulnerable to SARS-CoV-2 infection [22]. Since many
viruses, including SARS-CoV-2, can be detected in saliva, saliva is considered a major factor in the
risk of transmission of viruses that can cause respiratory infections [21]. In our study, a viral load was
detected in saliva, therefore, saliva can also be expected to serve as an effective diagnostic tool.

Viral RNA tends to be detected for a longer period of time in more severe cases. According to
several studies, viral RNA has been detected in respiratory tract specimens 1-3 days before the onset of
symptoms. Viral load is thought to increase for up to 7–10 days after the onset of symptoms in mild
cases. In more severe cases, it tends to peak up to 11 days after the onset, followed by gradual decrease
over time [4,23]. Some studies have predicted that transmission risk is the highest at or around the
time of symptom onset and during the first five days of disease [16].

Viral culture studies using patient specimens to confirm the presence of infectious SARS-CoV-2
are still limited. In some studies, viable viruses have been isolated from viral cultures using respiratory
samples collected during the early stages of the disease or at least within eight days after the onset of
symptoms [4]. According to a study investigating the relationship between the Ct value and culture
positivity rate, all samples with Ct values of 13-17 led to positive culture; however, the culture positivity
rate decreased as Ct values increased. Cultures could not be obtained from specimens with Ct values
≥ 34 [24]. In the present study, the mean Ct value of specimens was approximately >30, and no virus
was isolated in cultures using these samples.

This study has several limitations. Firstly, the sample size of this study was small and larger
studies are needed to confirm the relationship between infectivity loss and RT-PCR results. Secondly,
the infectivity of individual cases and accuracy of our culture analysis may have individualized
variations. Furthermore, subculture is known to improve the sensitivity of culture assays, but
subculture was not performed in this study. Fourth, since serial saliva specimens were not available,
serial viral load monitoring was not possible in this study. Finally, changes in the dynamics of viral
shedding could have occurred due to the treatments administered to patients.

Although viral RNA can be detected in RT-PCR analyses even after the improvement of symptoms,
the amount of viral RNA gradually decreases over time, eventually reducing below the level at which
viable virus can be isolated. Therefore, based on the evidence that the virus is rarely detected in
respiratory specimens after 10 days following the onset of symptoms, especially in mild or asymptomatic
cases of SARS-CoV-2 infection, even if viral shedding is sustained in the later phase of COVID-19,
it can be expected that the transmission risk of the virus is low. Accordingly, it seems safer to
release patients from quarantine based on the revised WHO discharge criteria that require minimum
isolation for 13 days, than to repeat RT-PCR assays. Although the transmission risk is thought to
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be minimal in the later stages of COVID-19, it cannot be completely ruled out. Therefore, further
investigations are warranted to understand the relationship between SARS-CoV-2 detection, viral
culture, and transmission depending on the clinical course.
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