European Journal of Clinical Microbiology & Infectious Diseases (2021) 40:441-445

https://doi.org/10.1007/510096-020-04039-8

BRIEF REPORT

Sensitivity of nasopharyngeal, oropharyngeal, and nasal wash
specimens for SARS-CoV-2 detection in the setting of sampling device

shortage

Adrien Calame'*3*. Léna Mazza >3 . Adriana Renzoni' - Laurent Kaiser %> . Manuel Schibler'?

Received: 19 June 2020 /Accepted: 10 September 2020 / Published online: 17 September 2020

© The Author(s) 2020

Abstract

In the context of an unprecedented shortage of nasopharyngeal swabs (NPS) or sample transport media during the coronavirus
disease 2019 (COVID-19) crisis, alternative methods for sample collection are needed. To address this need, we validated a cell
culture medium as a viral transport medium, and compared the analytical sensitivity of SARS-CoV-2 RT-PCR in nasal wash
(NW), oropharyngeal swab (OPS), and NPS specimens. Both the clinical and analytical sensitivity were comparable in
these three sample types. OPS and NW specimens may therefore represent suitable alternatives to NPS for SARS-CoV-2

detection.
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Introduction

In the ongoing coronavirus disease 2019 (COVID-19) pan-
demic caused by severe acute respiratory syndrome coronavi-
rus 2 (SARS-CoV-2), a broad testing strategy is crucial to
identify infected persons, including less typical clinical pre-
sentations of the disease [1]. However, during this pandemic,
broad screening is sometimes hampered by equipment and
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reagent shortages occurring worldwide [2]. Affected items
include sampling devices, as well as molecular testing re-
agents and viral transport medium.

The human coronaviruses (HCoVs) have been identified in
a variety of specimens, including oropharyngeal, nasopharyn-
geal, nasal, sputum, and bronchial fluid specimens [3, 5]. The
detection of the sarbecovirus SARS-CoV-2, which causes
COVID-19, by real-time reverse-transcription PCR (rRT-
PCR) using a nasopharyngeal specimen is by now the most
commonly accepted method and is recommended by the
American CDC and others (https://www.cdc.gov/
coronavirus/2019-ncov/hcp/clinical-criteria.html). SARS-
CoV-2 can also be found in oropharyngeal, sputum, or even
saliva specimens [6—10]. The WHO recommends collecting
nasopharyngeal swabs (NPS), oropharyngeal swabs (OPS), or
nasal wash (NW) specimens from ambulatory patients with
COVID-19 disease (https://apps.who.int/iris/handle/10665/
331329?ocale-attribute=fr&).

In this crisis setting, our institution, like many others, risked
facing an unprecedented shortage of equipment, including
NPS. We therefore tested several procedures in order to vali-
date alternative solutions in house. OPS and NW are the two
alternative procedures presented in this article. They are com-
pared with the gold standard, the NPS. Finally, we evaluated
the use of Dulbecco’s modified Eagle medium (DMEM) as a
transport medium for SARS-CoV-2 specimens.
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Material and methods
Participants

Eligible participants were > 18 years old and hospitalized in
the internal medicine wards at the Geneva University
Hospitals, who had a positive SARS-CoV-2 rRT-PCR in a
NPS specimen in the preceding 1-6 days. ICU patients were
excluded.

Oropharyngeal swab sampling

PCR tubes (CobasTM Roche Reference No. 07976577001-3)
were filled with 3 ml of DMEM. Nylon flocked NPS
(COPAN Reference No.A305CS01) and cotton OPS (VWR
Reference No. 300260) were used for sampling. Consecutive
OP and then NP samples from 29 patients were obtained in
parallel and inserted into DMEM Cobas tubes. The OPS was
always performed first. OPS specimens were obtained by
swabbing the oropharyngeal posterior wall and turning once
in each direction. They were then transferred into the Cobas
PCR tube. NPS were performed according to the usual tech-
nique [4, 11]. Specimens were stored at 4 °C after being
collected.

Nasal wash sampling

PCR tubes (CobasTM Roche Reference No. 07976577001-3)
were filled with 1 ml of DMEM and 2 ml of NaCl 0.9% was
added in half of them. Consecutive NW and NPS specimens
from 20 volunteers were obtained. NW was always performed
first, and as follows: 3 ml of sterile saline solution was injected
into the nostril using a 3-ml syringe and recovered into a
plastic cup by leaning patients’ heads forward. Using the same
syringe, a total 2 ml volume of the NW was transferred into a
Cobas PCR tube containing 1 ml of DMEM media. NPS were
performed according to the usual technique [4, 11]. They were
then transferred into a Cobas PCR tube containing 1 ml of
DMEM media and 2 ml of NaCl 0.9% in order to compare
the two techniques using equal media dilutions. Specimens
were stored at 4 °C after being collected. Video demonstrating
the NW procedure is available at https://www.youtube.com/
watch?v=3cMoR 7hSPF8&feature=emb title.

SARS-CoV-2 RNA extraction and rRT-PCR

Viral RNA genome detection was performed by RT-PCR
using the Roche Cobas 6800 system (Cobas SARS-CoV-2
Ref 09175431190; Cobas SARS-CoV-2 Control kit Ref
09175440190; Cobas 6800/8800 Buffer Negative Control
kit Ref 07002238190). This technology allows nucleic acid
extraction, purification, PCR amplification, and detection of
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SARS-CoV-2, targeting ORFla/b and a pan-sarbecovirus
conserved region of the E-protein gene.

Dulbecco’s modified Eagle medium validation

We assessed the suitability of the Dulbecco’s modified Eagle
medium (DMEM) for use in testing specimens by comparing
it with the universal transport medium (UTM). First, ten pos-
itive NPS specimens were simultaneously spiked in 3 ml
DMEM and 3 ml UTM and then analyzed by rRT-PCR using
the Roche Cobas 6800 system. Then, to further evaluate the
sensitivity of the UTM, a patient positive sample showing a Ct
value around 33 was serial diluted in DMEM or UTM trans-
port media and then analyzed by rRT-PCR using the Roche
Cobas 6800 system.

Statistical analyses

The correlation between the Ct values for ORF1 (arbitrary
chosen for comparison) in NPS and in OPS or in NW speci-
mens was evaluated using the Pearson correlation coefficient
(7). The negative specimen by NW was arbitrarily assigned a
Ct value of 45 and the two negative specimens by both OPS
and NPS were excluded from the analysis. Correlation was
also represented graphically using a simple linear regression
(Figs. 1 and 2). Statistical analyses were performed using IBM
SPSS Statistics 25.

Results
Dulbecco’s modified Eagle medium validation

The resulting cycle threshold (Ct) values were very similar
when comparing the DMEM with the UTM. The delta Ct
values ranged from 0.01 to 2.59 with a mean delta Ct value
of 0.53 for ORF-1 and 0.67 for E-gene (supplementary data,
table 1A). Both media seem equivalent for detection of low
SARS-CoV2 loads (supplementary data, table 1B).

Sampling method comparison

We compared the techniques in two groups of volunteers: the
first group comprised 20 cases where a NW specimen was
collected followed by a NPS specimen. The second group
comprised 29 cases where an OPS specimen was collected
followed by a NPS specimen. The clinical sensitivities of
NW and OPS specimens were compared with those of the
NPS specimens using the Ct values obtained by SARS-
CoV-2 rRT-PCR (supplementary data, table 2). Out of 20
cases, one patient that was positive with the NPS sampling
with Ct values of 33.46 for ORF1 and 35.12 for the E-protein
gene had negative results with the NW sampling. When
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Fig. 1 Correlation between rRT- 50:00

PCR cycle threshold (Ct) values
obtained with nasal washes (NW)
and with nasopharyngeal swabs
(NPS). Each dot represents one of
the 20 patients who had a NW and
a NPS. One negative specimen by
NW was arbitrary fixed at a Ct
value of 45. The trend line is
estimated by a simple linear
regression
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comparing the NW sampling with NPS sampling, the mean
delta Ct values were 1.77 (range — 6.82—7.06) and 1.73 (range
—7.79-8.25) for ORF1 and E-protein gene respectively (sup-
plementary data, table 2). The Pearson » was 0.75 (p <
0.01), showing a statistically significant correlation be-
tween the ORF1 Ct values for the NPS and the NW speci-
mens (Fig. 1).

Out of 29 patients, two cases were negatives in both the
OPS and the NPS specimens. When comparing OPS with
NPS sampling, the mean delta Ct values were 1.24 (range —
4.24-5.8) and 1.32 (range — 4.63-7.6) for ORF1 and E-
protein gene respectively (supplementary data, table 2). The

Fig. 2 Correlation between rRT- 50.00

PCR cycle threshold (Ct) values
obtained with oropharyngeal
swabs (OPS) and with
nasopharyngeal swabs (NPS).
Each dot represents one of the 27
patients who had positive OPS
and NPS. The trend line is esti-
mated by a simple linear
regression
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Pearson » was 0.88 (p < 0.01), showing a statistically signif-
icant correlation between the ORF1 Ct values for the NPS and
the OPS specimens (Fig. 2).

Discussion

Several studies have compared different types of upper
respiratory tract specimens, and various collection
methods have been compared with the gold standard
method, the NPS [4, 11-13]. OPS seem to display lower
viral RNA loads than NPS, but without a significant loss
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of clinical sensitivity [14, 15]. NW have also yielded
promising upper respiratory virus detection rates [12, 16].

Regarding the NW samples, based on our results, the clin-
ical sensitivity seemed comparable with that of NPS speci-
mens. A single NW sample was rRT-PCR negative, whereas
the NPS one collected consecutively from the same patient
was positive. However, the high Ct values of these samples
suggest that the viral RNA present in both specimens from
this volunteer was close to the limit of detection, and we
cannot affirm that the clinical sensitivity of NW is below
that of NPS specimens for SARS-CoV-2 RNA detection
based on this single observation. On the quantitative level,
the mean delta Ct values seemed acceptable and the corre-
lation between NW and NPS was reinforced by the statisti-
cal analyses.

Our results also indicate a comparable clinical sensitivity
between OPS and NPS at the qualitative level, since all pa-
tients with positive SARS-CoV-2 rRT-PCR results from NPS
specimens, even those with high Ct values, also tested positive
by OPS. Regarding the analytical sensitivity at the quantita-
tive level, we obtained a significant correlation between OPS
and NPS specimens.

Concerning the transport medium, our results suggest that
the DMEM seems to be suitable for SARS-CoV-2 detection.

On the practical side, OPS and NW appeared to be
better tolerated by patients, although this needs to be con-
firmed by using appropriate patient scoring. Another prac-
tical advantage of OPS over NPS in an equipment short-
age setting is that adequate rigid swabs are much more
readily available than those used for NPS. Nasal washes
present a valuable advantage as they can be performed
without the need of specific swabs and with a minimal
use of tools that are unlikely to be in shortage anyway.
Moreover, both procedures seemed to cause less coughing
than the NPS procedure, which represents a major advan-
tage when considering the exposure of healthcare workers
to SARS-CoV-2.

Limitations to our study include the relatively small sample
size, and further evaluation would be needed to reach a defin-
itive conclusion. The statistical analyses were also underpow-
ered and should be interpreted with caution.

In conclusion, OPS and NW, as well as the DMEM, offer
valuable substitutes for the detection of SARS-CoV-2 in crisis
settings. However, further studies with a higher number of
samples are needed to better assess the reliability of these
alternatives. Nevertheless, the increased testing versatility of-
fered by these substitutes should be greatly welcomed in the
COVID-19 global crisis setting.

Acknowledgments We would like to thank Benedikt Huttner for his help
concerning statistical analyses, and Erik Boehm for his help in writing
and correcting the manuscript.

@ Springer

Author contributions All authors contributed to the study conception and
design. Material preparation and data collection were performed by
Calame Adrien and Mazza Léna. Laboratory analyses were performed
by Renzoni Adriana. Statistical analyses were performed by Calame
Adrien. The first draft of the manuscript was written by Calame Adrien
and Mazza Léna. The final version of the manuscript was written and
corrected by Calame Adrien, Mazza Léna, Kaiser Laurent, and Schibler
Manuel. All authors read and approved the final manuscript.

Funding Open access funding provided by University of Geneva.

Compliance with ethical standards

Conflict of interest The authors declare that they have no conflict of
interest.

Research involving human participants According to the Swiss Ethics
Committees on Research Involving Humans standards, this study took
place in the context of a method quality validation in an emergency
setting, and therefore did not require any authorization by our ethic
committee.

Consent to participate Oral informed consent was obtained from all
individual participants included in the study.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons licence, and indicate if
changes were made. The images or other third party material in this article
are included in the article's Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is not included in the
article's Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will
need to obtain permission directly from the copyright holder. To view a
copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

References

1. Vetter P, Vu DL, L’Huillier AG, Schibler M, Kaiser L, Jacquerioz F
(2020) Clinical features of Covid-19. BMJ 369:m1470

2. Vermeiren C, Marchand-Senécal X, Sheldrake E, Bulir D, Smieja
M, Chong S et al (2020) Comparison of Copan Eswab and
FLOQswab for COVID-19 PCR diagnosis: working around a sup-
ply shortage. J Clin Microbiol 15

3. Charlton CL, Babady E, Ginocchio CC, Hatchette TF, Jerris RC, Li
Y et al (2019) Practical guidance for clinical microbiology labora-
tories: viruses causing acute respiratory tract infections. Clin
Microbiol Rev 32(1)

4. Ek P, Béttiger B, Dahlman D, Hansen KB, Nyman M, Nilsson AC
(2019) A combination of naso- and oropharyngeal swabs improves
the diagnostic yield of respiratory viruses in adult emergency de-
partment patients. Infect Dis (Lond) 51(4):241-248

5. Falsey AR, Formica MA, Walsh EE (2012) Simple method for
combining sputum and nasal samples for virus detection by reverse
transcriptase PCR. J Clin Microbiol 50(8):2835

6. Wang W, XuY, Gao R, Lu R, Han K, Wu G et al (2020) Detection
of SARS-CoV-2 in different types of clinical specimens. JAMA. 11

7. PanY, Zhang D, Yang P, Poon LLM, Wang Q (2020) Viral load of
SARS-CoV-2 in clinical samples. Lancet Infect Dis 20(4):411-412


https://doi.org/

Eur J Clin Microbiol Infect Dis (2021) 40:441-445

445

10.

11.

12.

Won J, Lee S, Park M, Kim TY, Park MG, Choi BY et al (2020)
Development of a laboratory-safe and low-cost detection protocol
for SARS-CoV-2 of the coronavirus disease 2019 (COVID-19).
Exp Neurobiol 11

Loeffelholz MJ, Tang Y-W (2020) Laboratory diagnosis of emerg-
ing human coronavirus infections-the state of the art. Emerg
Microbes Infect 9(1):747-756

Williams E, Bond K, Zhang B, Putland M, Williamson DA (2020)
Saliva as a non-invasive specimen for detection of SARS-CoV-2.J
Clin Microbiol [Internet] 58(8):¢00776-20. [cited 2020 Apr 27];
Available from: https://jcm.asm.org/content/early/2020/04/17/
JCM.00776-20. Accessed Jul 2020

Hernes SS, Quarsten H, Hagen E, Lyngroth AL, Pripp AH,
Bjorvatn B et al (2011) Swabbing for respiratory viral infections
in older patients: a comparison of rayon and nylon flocked swabs.
Eur J Clin Microbiol Infect Dis 30(2):159-165

Lieberman D, Lieberman D, Shimoni A, Keren-Naus A, Steinberg
R, Shemer-Avni Y (2009) Identification of respiratory viruses in
adults: nasopharyngeal versus oropharyngeal sampling. J Clin
Microbiol 47(11):3439-3443

13.

14.

15.

LiL, Chen Q-Y, Li Y-Y, Wang Y-F, Yang Z-F, Zhong N-S (2013)
Comparison among nasopharyngeal swab, nasal wash, and oropha-
ryngeal swab for respiratory virus detection in adults with acute
pharyngitis. BMC Infect Dis 13:281

Chen JH-K, Yip CC-Y, Poon RW-S, Chan K-H, Cheng VC-C,
Hung IF-N et al (2020) Evaluating the use of posterior oropharyn-
geal saliva in a point-of-care assay for the detection of SARS-CoV-
2. Emerg Microbes Infect 9(1):1356-1359

LeBlanc JJ, Heinstein C, MacDonald J, Pettipas J, Hatchette TF,
Patriquin G (2020) A combined oropharyngeal/nares swab is a
suitable alternative to nasopharyngeal swabs for the detection of
SARS-CoV-2. J Clin Virol 128:104442

Spyridaki IS, Christodoulou I, de Beer L, Hovland V, Kurowski M,
Olszewska-Ziaber A et al (2009) Comparison of four nasal sam-
pling methods for the detection of viral pathogens by RT-PCR-A
GA(2)LEN project. J Virol Methods 156(1-2):102—-106

Publisher’s note Springer Nature remains neutral with regard to jurisdic-
tional claims in published maps and institutional affiliations.

@ Springer



	Sensitivity...
	Abstract
	Introduction
	Material and methods
	Participants
	Oropharyngeal swab sampling
	Nasal wash sampling
	SARS-CoV-2 RNA extraction and rRT-PCR
	Dulbecco’s modified Eagle medium validation
	Statistical analyses

	Results
	Dulbecco’s modified Eagle medium validation
	Sampling method comparison

	Discussion
	References


