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Abstract: The increased incidence of COVID-19 cases and deaths in Spain in March 2020 led to the
declaration by the Spanish government of a state of emergency imposing strict confinement measures on
the population. The objective of this study was to characterize the nasopharyngeal microbiota of children
and adults and its relation to SARS-CoV-2 infection and COVID-19 severity during the pandemic
lockdown in Spain. This cross-sectional study included family households located in metropolitan
Barcelona, Spain, with one adult with a previous confirmed COVID-19 episode and one or more exposed
co-habiting child contacts. Nasopharyngeal swabs were used to determine SARS-CoV-2 infection status,
characterize the nasopharyngeal microbiota and determine common respiratory DNA /RNA viral co-
infections. A total of 173 adult cases and 470 exposed children were included. Overall, a predominance
of Corynebacterium and Dolosigranulum and a limited abundance of common pathobionts including
Haemophilus and Streptococcus were found both among adults and children. Children with current
SARS-CoV-2 infection presented higher bacterial richness and increased Fusobacterium, Streptococcus
and Prevotella abundance than non-infected children. Among adults, persistent SARS-CoV-2 RNA
was associated with an increased abundance of an unclassified member of the Actinomycetales order.
COVID-19 severity was associated with increased Staphylococcus and reduced Dolosigranulum abundance.
The stringent COVID-19 lockdown in Spain had a significant impact on the nasopharyngeal microbiota
of children, reflected in the limited abundance of common respiratory pathobionts and the predominance
of Corynebacterium, regardless of SARS-CoV-2 detection. COVID-19 severity in adults was associated
with decreased nasopharynx levels of healthy commensal bacteria.
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1. Introduction

Coronavirus Disease 2019 (COVID-19), caused by the Severe Acute Respiratory Syn-
drome Coronavirus 2 (SARS-CoV-2), first emerged in Wuhan, China, in December 2019 [1]
and subsequently spread globally as a pandemic. Since then, new cases of SARS-CoV-2
have rapidly increased worldwide leaving COVID-19 as one of the most devastating
pandemics in human history [2].

As a result of the unprecedented increase in cases and deaths and to prevent the
collapse of the health system, a state of emergency was declared by the Spanish government
from March to June 2020, enforcing strict confinement for most of the population and the
closure of most business and all leisure, cultural and educational activities [3]. Measures
implemented to mitigate SARS-CoV-2 transmission also included social distancing, frequent
hand washing and individual protection equipment, which have been proven useful to
prevent infectious diseases spread by human contact [4,5].

These containment measures aimed to mitigate SARS-CoV-2 transmission but ap-
peared to have a concomitant effect on a decline in the incidence of other respiratory
infectious diseases. In particular, sustained decreases in invasive diseases due to common
respiratory pathobionts such as Streptococcus pneumoniae, Haemophilus influenzae and Neis-
seria meningitidis were reported across all ages in Catalonia (Northern Spain) and other
regions across Europe [6].

The nasopharyngeal cavity, a primary gateway for SARS-CoV-2 entry, harbors a mi-
crobial ecosystem in constant interplay with the host immune system and the environment,
ultimately influencing health and disease [7-9]. In recent years, many respiratory diseases
caused by pathobionts have been related with an imbalance of the microbiota of the upper
respiratory tract [10]. Hence, not only bacterial pathogens, but also bacterial commensals
and viral agents, are being recognized as key players in infection and disease pathogenesis.
Moreover, children’s nasopharyngeal microbiota is highly dynamic during the first years of
life, and it is known to be heavily affected by environmental factors such as kindergarten
attendance as well as antibiotic usage, among others [11,12].

To date, little is known about the role of the nasopharyngeal microbiota in the global
decrease in bacterial invasive diseases concomitant to the adoption of social distancing
measures and use of facial masks to combat the COVID-19 pandemic, as well as to its
relation to SARS-CoV-2 infection in children and adults. The first objective of this study was
to characterize the nasopharyngeal microbiota of adults either convalescent or recovered
from a previous RT-PCR-confirmed COVID-19 episode and of all contact children in an
unprecedented scenario of strict home quarantine during the 2020 pandemic lockdown.
The second objective was to assess the relationship between the nasopharyngeal microbiota
composition and current SARS-CoV-2 RNA detection in exposed children as well as SARS-
CoV-2 RNA'’s persistent detection and COVID-19 disease severity in primary adult cases.

2. Materials and Methods
2.1. Design and Study Population

The study was conducted by researchers of the University Hospital Sant Joan de
Déu (HSJD) in Barcelona, Spain. Details of participants and data and sample collection
procedures have been described in previous publications [13]. In brief, we prospectively
enrolled volunteer families that included: (i) one adult parent who was the first family
member reported as positive by SARS-CoV-2 RT-PCR at least 15 days before sample
collection, and (ii) at least one child aged less than 15 years co-habiting in the same
household. Enrollment targeted family households located in the health region of the
Metropolitan Area of Barcelona and spanned from 28 April to 3 June 2020.

2.2. Inclusion and Exclusion Criteria

A total of 410 families that participated in the household prevalence study [13] were
initially considered for the study. Only individuals with a valid SARS-CoV-2 RT-PCR result
and enough volume of nasopharyngeal swab sample for microbiota characterization were
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included. Additionally, samples with less than 10,000 reads/sample after sequencing data
quality filtering and contamination removal, were excluded from the study.

2.3. Microbiological Methods

Nasopharyngeal swabs were collected from all eligible participants. Each sample
was aliquoted into 2 subsamples: one was processed for multiple respiratory virus de-
tection at HSJD, and another was transferred to the laboratory of Centro de Regulacion
Genomica (Barcelona, Spain) for SARS-CoV-2 RT-PCR testing as well as for 16S rRNA gene
amplification and sequencing. Samples were introduced into storage tubes (Micronics)
with transport medium for pathogen inactivation (Zymo DNA/RNA Shield Lysis Buffer™;
Zymo Research, Freiburg, Germany).

SARS-CoV-2 RT-PCR was performed according to the CDC-006-00019 protocol re-
leased on 30 March 2020 that includes detection of N1 or N2 SARS-CoV-2 genes and RNase
P human gene as internal control. Presence of other viral respiratory infections in nasopha-
ryngeal samples was tested by Allplex™ Respiratory Panels Assays 1, 2 and 3 (Seegene Inc.,
Seoul, Korea) targeting 16 viruses (rhinovirus, enterovirus, adenovirus, bocavirus, coron-
avirus, metapneumovirus, respiratory syncytial virus types A and B, influenza virus types
A and B, and parainfluenza virus types 1, 2, 3 and 4). Detailed protocols for SARS-CoV-2
and other respiratory viruses’ detection have been previously published.

2.4. DNA Extraction and 165 rRNA Sequencing

DNA was extracted from nasopharyngeal swabs using the ZymoBIOMICS 96 Mag-
Bead NA Kit (Zymo Research, Freiburg, Germany) and following manufacturer’s instruc-
tions. The extraction tubes were agitated using Tissue lyser II (Qiagen, Hilden, Germany)
at 30 Hz /s for 10 min.

The 16S rRNA gene amplicons were produced using the V3-V4 region specific degen-
erate primers: Forward 5'-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAGNCCTA
CGGGNGGCWGCAG-3' and Reverse 5'-GTCTCGTGGGCTCGGAGATGTGTATAAGAG
ACAGNGACTACHVGGGTATCTAATCC-3'. PCR was performed in a 25 pL final volume
with a 0.2-uM primer concentration under the following cycling conditions: 3 min at 95 °C,
35 cycles of 30 s at 95 °C, 30 s at 55 °C, and 30 s at 72 °C, and a final elongation step of
5 min at 72 °C. The PCR products were purified using AMPure XP beads (Beckman Coulter,
Nyon, Switzerland), with a 0.9 x ratio according to manufacturer’s instructions. Nextera
XT v2 barcoded adapters were used as part of the library preparation protocol resulting in
final ~460 bp amplicons. Twenty-five pL of all barcoded PCR products were purified with
SequalPrep normalization kit (Invitrogen, ThermoFisher Scientific, Waltham, MA, USA),
according to the manufacturer’s protocol.

The final library pool was quantified by qPCR using Kapa library quantification kit
for Illumina Platforms (Kapa Biosystems, Sigma Aldrich, Saint Louis, MO, USA) on an
ABI 7900HT real-time cycler (Applied Biosystems, ThermoFisher Scientific, Waltham, MA,
USA) and sequenced using Illumina MiSeq (2 x 300 bp) on v3 chemistry with a loading
concentration of 15 pM. In total, 10% of PhIX control libraries were used to increase the
diversity of the sequenced samples and negative (extraction and PCR) controls were also
included in the final library pool.

2.5. Bioinformatics Analysis

Quality of sequencing data was assessed with FASTQC toolkit. All further bioinfor-
matic data analyses were conducted using R programming language. Amplicon sequence
variants (ASVs) were binned and quantified using the DADA?2 package [14] in R using the
RDP set 16 taxonomic reference database [15]. As part of the DADAZ2 pipeline, prior to
paired end read merging, forward and reserve reads were trimmed at positions 10/10 and
280/230 starting and ending positions, respectively, to improve read quality.

Alpha diversity metrics (Observed and Chaol for richness, and Shannon and In-
verse Simpson for diversity) were calculated at the ASV level after rarefying samples at
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10,000 reads using Phyloseq package [16]. Non-rarefied samples were utilized for the rest
of analyses either at the ASV level or at the genus level by collapsing reads assigned to
the same bacterial genera using Phyloseq package [16]. Beta diversity analyses included
ordination analyses using PCoA and Bray—Curtis ecological distance over non-filtered
bacterial ASV’s relative abundance matrix. Differences in overall composition were tested
with PERMANOVA using Adonis2 function from Vegan package [17] in R. Differential
abundance testing of bacterial genera was conducted using the ANCOM-BC [18] test for
raw reads. All comparisons between groups were internally validated using randomly
selected subgroups of same number of individuals to overcome bias in group sample size.

Decontam package [19] was used to identify potential kit reagent and environmental
contaminants in the 25 sequenced negative controls (13 extraction and 12 PCR controls) so
they could be further removed from nasopharyngeal participant samples. Additionally,
reads that were not assigned to kingdom bacteria or were classified as such but no further
taxonomic resolution was reached were excluded. Reads mapping against the human
reference genome (hg38) were also removed from the sequencing dataset. Lastly, only
nasopharyngeal samples with a minimum sequencing coverage of 10,000 reads and a valid
SARS-CoV-2 RT-PCR result were considered.

2.6. Statistical Analysis

Categorical variables were assessed with the Chi-square or Fisher exact test (if <25%
of cells with <5 values) for description of the study population. Continuous variables were
described as means and standard deviations (SD) or as median and interquartile range
(IQR) values and were further analyzed using ANOVA (for normally distributed samples)
or Kruskal-Wallis test (for non-normally distributed samples).

3. Results
3.1. Epidemiological and Clinical Characteristics of Participants

Six hundred and forty-three individuals, 173 adult cases and 470 exposed children,
were included in the study. The median age of the children was 4.4 years [IQR: 2.6-7.5] and
48.1% of them were female (Table 1). Among the pediatric group, 45 (9.6%) children tested
positive for SARS-CoV-2 RNA. All positive children were asymptomatic (n = 447, 95.5%)
or had mild respiratory symptoms (1 = 21, 4.5%) Both SARS-CoV-2 positive and negative
groups of children were similar in age, gender, time elapsed since primary adult case
diagnosis by SARS-CoV-2-RT-PCR, body temperature, presence of respiratory symptoms,
as well as antibiotic and probiotic use within the previous 3 months before sample collection.
SARS-CoV-2 positive children showed a higher prevalence of respiratory virus co-infection
(44.4 vs. 22.4%, p = 0.002), including higher rates of rhinovirus/enterovirus infection
(40.0 vs. 16.7%, p < 0.001) and parainfluenza virus type 1 (6.7 vs. 0.7%, p = 0.013) (Table 1).

A higher incidence of rhinovirus/enterovirus among SARS-CoV-2 positive children
was observed irrespective of age range, although this was more evident among those aged
younger than 5 years (Supplementary Tables S1 and S2).

The median age of adult participants was 39.9 years [IQR: 35.9-44.4] and 36.4% were
female (Table 2). All adults had already been diagnosed with SARS-CoV-2 infection before
study enrollment with a mean time lag between diagnosis of infection and new RT-PCR test
of 53 days [IQR: 44-61]. At the time of study enrollment, twenty adults (11.8%) reported
active respiratory symptoms, which included: dyspnea (n = 10); dyspnea and anosmia
(n =1); dyspnea and asthenia (1 = 1); dyspnea, anosmia and dysgeusia (# = 1); dyspnea and
cough (n = 1) and cough (n = 4). Forty-seven (27.2%) adults showed a persistent positive
result for SARS-CoV-2 RNA detection. Thirty-six adults reported past hospitalization
because of COVID-19 (20.8%) with a median length of stay of 7 days [IQR: 5.0-10.3].
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Table 1. Demographics of the pediatric population by SARS-CoV-2 RNA detection by RT-PCR.

All Infants SARS-CoV-2 RNA Detection p-Value
(n = 470) Positive (1 =45)  Negative (n = 425)  Pos vs. Neg

Gender, female 226 (48.1%) 22 (48.9%) 204 (48%) 12
Median age, years (IQR) 4.4(2.6,7.5) 4.7 (24, 8.5) 4.4(2.7,74) 0.619 P
Days since adult’s infection (IQR) 52.5 (42, 61) 49 (36, 59) 53 (43, 61) 0.181°
Median body temperature, °C (IQR) 36 (35.7,36.3) 36 (35.6, 36.2) 36 (35.7, 36.3) 0.371b
Active respiratory symptoms 21 (n = 468) (4.5%) 3 (n=41) (6.8%) 18 (n = 424) (4.3%) 0.688 @
Antibiotic use (last 3 months) 56 (n = 215) (26%) 7 (n=24)(29.2%) 49 (n=191) (25.7%) 0.9232
Probiotic use (last 3 months) 17 (n =7.9%) 1 (n=24) (4.2%) 16 (n =191) (8.4%) 0.750 2
Overall 115 (24.5%) 20 (44.4%) 95 (22.4%) 0.002 2
Rhinovirus/Enterovirus 89 (18.9%) 18 (40%) 71 (16.7%) <0.001 2

Adenovirus 13 (2.8%) 1(2.2%) 12 (2.8%) 12
Bocavirus 29 (6.2%) 6 (13.3%) 23 (5.4%) 0.076 2

Coronavirus 1(0.21%) 0 (0%) 1 (0.24%) 1¢

Other respiratory Metapneumovirus 0 (0%) 0 (0%) 0 (0%) -

viruses VRS (type A and B) 1(0.21%) 0 (0%) 1(0.24%) * 1¢

Influenza virus (A and B) 1(0.21%) 0 (0%) 1 (0.24%) ** 1¢
Parainfluenza virus 1 6 (1.28%) 3 (6.7%) 3 (0.70%) 0.013 €
Parainfluenza virus 2 4 (0.85%) 1(2.2%) 3 (0.70%) 0.332°¢

Parainfluenza virus 3 1(0.21%) 0 (0%) 1 (0.24%) 1¢

Parainfluenza virus 4 0 0 (0%) 0 (0%) (n = 424) -

2 Chi-square test. ® Wilcoxon Rank Sum test. ¢ Fisher exact test. Abbreviations: IQR, interquartile range. * VRS
Type B, ** Influenza Virus Type A, (n = X) indicate the total number of subjects with available data, Values
expressed as No. (%) unless otherwise stated. Continuous variables are described as median and interquartile
range (IQR) values.

Both SARS-CoV-2 RNA persistent and non-persistent detection groups were simi-
lar in age, gender, time elapsed since primary diagnosis by SARS-CoV-2-RT-PCR, body
temperature, as well as antibiotic and probiotic use within the 3 months before sample
collection. Adults with persistent positive SARS-CoV-2-RT-PCR (n = 47) showed a higher
prevalence of respiratory symptoms (22.2 vs. 8.0%, p = 0.023) as well as a higher rate
for viral co-infection (14.9 vs. 2.4%, p = 0.006), specifically for rhinovirus/enterovirus
(12.8 vs. 2.4%, p = 0.019) (Table 2). Using past COVID-19-related hospitalization as a sur-
rogate for disease severity, adults that required hospital admission showed a higher male
proportion (69.4 vs. 27.7%, p < 0.001), older median age (44.2 [IQR: 36.9-48.4] vs. 39 years
[IQR: 35.9-42.9], p < 0.001) and higher use of antibiotics within the previous 3 months
before sample collection (85.3 vs. 24.0%, p < 0.001) (Table 2). No differences were found
for viral co-infection between those adults who required hospitalization and those who
did not.

3.2. Nasopharyngeal Microbiota of Children and Adults Dominated by Corynebacterium with
Limited Relative Abundance of Common Pathobionts

Despite overall significant differences in nasopharyngeal microbiota composition
between adults and children at the Amplicon Sequence Variant (ASV) level (PERMANOVA
R? = 2.5%/p < 0.01), the mean relative abundance ranking of bacterial genera per group
shared the top taxa between them (Figure 1). Corynebacterium was the topmost abundant
bacterial genus with a mean relative abundance above 25% in both adults and children
(25.7% and 35.9%, respectively).
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Table 2. Demographics of the adult population by SARS-CoV-2 RNA detection by RT-PCR and

COVID-19 severity.

All Adults SARS-CoV-2 RNA Detection p-Value
(n=173) Positive (1 =47)  Negative (n =126)  Pos vs. Neg
Gender, female 63 (36.4%) 30 (63.8%) 80 (63.5%) 12
Median age, years (IQR) 39.9 (35.9, 44.4) 40 (36.2, 45.8) 39.9 (35.9, 43.9) 0.639 b
Days since first infection (IQR) 53 (44, 61) 50 (43.5, 56.5) 53.5 (46, 61) 0.150 P
Median body temperature, °C (IQR) 36 (35.6, 36.2) 36.1 (35.6, 36.3) 35.9 (35.5, 36.2) 0.298 P
Active respiratory symptoms 20 (n =170) (11.8%) 10 (n = 45) (22.2%) 10 (n = 125) (8%) 0.023 2
Antibiotic use (last 3 months) 54 (n=138) (39.1%) 13 (n=41) (31.7%) 41 (n=97) (42.3%) 0.332b
Probiotic use (last 3 months) 15 (n =138) (10.9%) 4 (n =40) (10%) 11 (n =98) (11.2%) 1b
Overall 10 (n = 172) (5.8%) 7 (14.9%) 3 (n = 125) (2.4%) 0.006
Rhinovirus/Enterovirus 9 (n =172) (5.2%) 6 (12.8%) 3 (n=125) (2.4%) 0.019 2
Adenovirus 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
Bocavirus 2 (n=172) (1.2%) 1(2.1%) 1 (n =125) (0.8%) 0.473 ¢
Coronavirus 0 (n =172) (0%) 0 (0%) 0 (n = 125) (0%) -
Other respiratory Metapneumovirus 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
viruses VRS (type A and B) 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
Influenza virus (A and B) 1 (n = 172) (0.58%) * 1(2.1%) 0 (n = 125) (0%) -
Parainfluenza virus 1 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
Parainfluenza virus 2 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
Parainfluenza virus 3 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
Parainfluenza virus 4 0 (n=172) (0%) 0 (0%) 0 (n =125) (0%) -
COVID-19 inpatient history p-value
Yes (1 = 36) No (n =137) Yes vs. No
Gender, female 11 (30.6%) 99 (72.3%) <0.0012
l;’i‘;‘rl:‘(rl‘é‘i‘; 44.2 (36.9, 48.4) 39 (35.6, 42.9) <0.001 "
E:}thfgr‘fé grlf)t 51 (41.8, 56.8) 53 (46, 61) 0.255P
Median body
temperature, 36 (35.6, 36.3) 36 (35.6, 36.2) 0.804 b
°C (IQR)
Active respiratory 9 (1 = 35) (25.7%) 11 (n = 135) (8.1%) 0.5512
symptoms
(?;?21;2;3155 29 (1 = 34) (85.3%) 25 (n = 104) (24%) <0.001 2
Probiotic use (last 6 (n = 33) (18.2%) 9 (1 = 105) (8.6%) 0224
3 months)
Actual
SARS-CoV-2 PCR 8 (22.2%) 39 (28.5%) 0.589 2

(positive)
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Table 2. Cont.

All Adults SARS-CoV-2 RNA Detection p-Value
(n=173) Positive (1 =47)  Negative (n =126)  Pos vs. Neg

Overall 1 (n =35) (2.9%) 9 (6.60%) 0.665 2

Rhinovirus/Enterovirus 1 (n =35) (2.9%) 8 (5.84%) 0.778 2
Adenovirus 0 (n =35) (0%) 0 (0%) -
Bocavirus 0 (n =35) (0%) 2 (1.46%) 1¢
Coronavirus 0 (n = 35) (0%) 0 (0%) -
Other respiratory Metapneumovirus 0 (n = 35) (0%) 0 (0%) -
viruses VRS (type A and B) 0 (n =35) (0%) 0 (0%) -
Influenza virus (A and B) 0 (n =35) (0%) 1(0.73%) * 1€
Parainfluenza virus 1 0 (n = 35) (0%) 0 (0%) -
Parainfluenza virus 2 0 (n =35) (0%) 0 (0%) -
Parainfluenza virus 3 0 (n = 35) (0%) 0 (0%) -
Parainfluenza virus 4 0 (n = 35) (0%) 0 (0%) -

2 Chi-square test. b Wilcoxon Rank Sum test. ¢ Fisher exact test. Abbreviations: IQR, interquartile range,
* Influenza Virus Type B, (n = X) indicate the total number of subjects with available data, values expressed as No.
(%) unless otherwise stated. Continuous variables are described as median and interquartile range (IQR) values.

Beyond Corynebacterium, children’s nasopharyngeal microbiota was dominated by
Moraxella (21.7%) and Dolosigranulum (16.4%), altogether accounting for an overall mean
relative abundance of 63.8% (Figure 1A). In contrast, bacterial genera including common
respiratory pathobionts in children such as Streptococcus (5.3%), Haemophilus (5.2%) and
Staphylococcus (4.4%), among others, showed comparatively lower relative abundance,
with mean values around 5% (Figure 1A). This trend of the high mean abundance of
Corynebacterium, Moraxella and Dolosigranulum, accompanied by low abundance of common
pediatric pathobionts was consistently observed for both pediatric age ranges (Supplemen-
tary Figure 52).

Corynebacterium’s mean relative abundance in adults was 35.9%, with Staphylococcus
(14%), Dolosigranulum (8.8%) and Moraxella (8.8%), among others, following far behind
(Figure 1B).

3.3. SARS-CoV-2 RNA Detection in Children Associated with Higher Bacterial Richness and
Higher Fusobacterium, Streptococcus and Prevotella Abundance

Children with a positive detection of SARS-CoV-2 RNA showed higher bacterial
richness but similar bacterial diversity than children with no RNA detection (Figure 2A).
At the ASV level, there were no major differences in overall nasopharyngeal bacterial
composition by SARS-CoV-2 RNA detection status (PERMANOVA R? = 0.34%/p = 0.046)
(Figure 2B).

Taxonomic composition at the genus level showed that Corynebacterium remained
the topmost abundant bacterial genus in both SARS-CoV-2 RNA detection groups with
mean abundances of 27.3% and 25.5% for RNA positive and negative children, respectively.
Moraxella and Dolosigranulum completed the three topmost abundant taxa (Figure 3A).
A limited abundance of common pathobionts including Streptococcus, Haemophilus and
Staphylococcus was found irrespective of SARS-CoV-2 RNA detection (Figure 3A). However,
a differential abundance analysis between SARS-CoV-2 RNA detection groups showed
that higher Fusobacterium, Streptococcus and Prevotella abundance, among others, was
associated with a positive detection of SARS-CoV-2 RNA (Figure 3B). In line with higher
bacterial richness, all bacterial genera found to have a higher abundance with SARS-CoV-2
RNA detection were positively correlated to both the observed richness and Chaol index
(Figure 3B).
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Figure 1. Bacterial genera composition in the nasopharynx of children and adults. Bacterial genera
were filtered by a minimum of 0.01% relative abundance in at least 10% of samples within each study
group (children in (A) and adults in (B)). Only bacterial genera with a mean abundance > 1% are
shown in the table ranked from most to least abundant in each group. Same genera are properly
identified by color coding as shown in the legend and kept consistent in the two groups. Bacterial
genera whose mean relative abundance was <1% are grouped into “others”.

3.4. Adult COVID-19 Severity Associated to Higher Staphylococcus and Lower Dolosigranulum
Abundance

The adult population did not show significant differences in bacterial richness or
diversity, either by SARS-CoV-2 RNA persistence (Figure 4A) or past hospitalization due to
COVID-19 (Figure 4B). SARS-CoV-2 RNA persistence had no significant effect on overall na-
sopharyngeal bacterial composition at the ASV level (PERMANOVA R? = 0.78%/p = 0.12)
(Figure 4C). Past COVID-19-related hospitalization had a significant yet limited effect
(PERMANOVA R? = 1.1%/p = 0.006) (Figure 4C).
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Figure 2. Pediatric SARS-CoV-2 infection associated with higher bacterial richness but similar di-
versity and overall microbiota composition. (A) Boxplots showing richness (Observed and Chao 1)
diversity (Shannon and Inverse Simpson) metrics between SARS-CoV-2 RNA detection groups in chil-
dren. (B) PCoA ordination analysis on Bray—Curtis ecological distance matrix showing distribution
of SARS-CoV-2 positive and negative pediatric samples.

Taxonomic composition analyses showed that the top three most abundant bacterial
genera consistently included Corynebacterium, Staphylococcus and Dolosigranulum, irrespec-
tive of SARS-CoV-2 RNA persistence or past COVID-19-related hospitalization (Supple-
mentary Figure S2). A differential abundance analysis showed that SARS-CoV-2 RNA
persistent detection in adults was associated with increased abundance of an unclassified
member of the Actinomycetales order compared with previously infected adults with current
undetectable SARS-CoV-2 RNA levels (Figure 4D). Past COVID-19-related hospitalization
was associated to a higher abundance of Staphylococcus as well as to a lower abundance of
Dolosigranulum, among others, compared to non-hospitalized adults (Figure 4D).
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Figure 3. SARS-CoV-2 RNA detection in children associated to increased Fusobacterium, Streptococcus
and Prevotella abundance, among others. (A) Bacterial genera were filtered by a minimum of 0.01%
relative abundance in at least 10% of samples within each study group based on the SARS-CoV-2 RNA
detection result. Only bacterial genera with a mean abundance > 1% are shown in the table ranked
from most to least abundant in each group. Same genera are properly identified by color coding as
shown in the legend and kept consistent in the two groups. Bacterial genera whose mean relative
abundance was <1% are grouped into “others”. (B) Differential abundance analysis on bacterial
genera. Log2F is shown along the X-axis and differential genera are colored based on the SARS-CoV-2
RNA detection group they relate to. On the right, Spearman correlations are shown between each
differential bacterial genera and markers for bacterial richness. Red stands for positive correlation
and blue for negative correlation. Significant Rho values are marked with a black square.
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Figure 4. Nasopharyngeal microbiota composition in adults according to SARS-CoV-2 RNA persis-

tence and COVID-19 severity. (A) Boxplots

showing richness (Observed and Chao 1) and diversity

(Shannon and Inverse Simpson) metrics between SARS-CoV-2 RNA persistence groups in adults.
(B) Boxplots showing richness (Observed and Chao 1) and diversity (Shannon and Inverse Simpson)
metrics by history of COVID-19-related hospitalization in adults. (C) PCoA ordination analysis on
Bray—-Curtis ecological distance matrix showing distribution of SARS-CoV-2 positive and negative
adult samples on the left, and by history of COVID-19 hospitalization on the right. (D) Differen-
tial abundance analysis on bacterial genera by SARS-CoV-2 RNA persistence (left) or by history of
COVID-19-related hospitalization (right). Log2F is shown along the X-axis and differential genera
are colored based on the group they relate to.
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4. Discussion

This study evidenced the low abundance of common pathobionts and high Corynebac-
terium abundance in the nasopharynx of children and adults quarantined in their family
households during the COVID-19 lockdown in Spain.

Children showed a remarkably high abundance of Corynebacterium, closely followed by
Moraxella and Dolosigranulum, with a significant minor contribution of common pathobionts
including genera Streptococcus and Haemophilus. These findings contrast with pre-pandemic
studies from our group, among others, in which Haemophilus, Moraxella and Streptococ-
cus were the topmost abundant genera in the nasopharynx of children from the same
geographical area, irrespective of their respiratory health status, and were followed far
behind by Dolosigranulum and Corynebacterium [10,20]. For example, Henares et al. re-
ported considerably higher mean abundances of Streptococcus (33.1%, 12.1% and 15.99%)
Haemophilus (24.8%, 37.9% and 28.8%) and Moraxella (32.0%, 37.9% and 35.7%) in children
with Invasive Pneumococcal Disease (IPD), upper respiratory tract infection or healthy
controls, respectively, while a minor presence of Corynebacterium (0.53%, 1.26% and 0.97%)
and Dolosigranulum (1.3%, 2.1% and 9.3%) was observed across the three groups [10].

Children’s nasopharyngeal microbiota is highly unstable, especially during the first
year of life, and initial colonizers such as Staphylococcus, Dolosigranulum and Corynebacterium
are gradually replaced by common pathobionts including Moraxella, Streptococcus and
Haemophilus [21,22]. The mode of delivery, short duration of breastfeeding, kindergarten
attendance, concomitant viral infections and antibiotic use have been associated with the
loss of protective bacteria, such as Corynebacterium and Dolosigranulum, and enrichment
of pathobionts [11,23-27]. Remarkably, during the COVID-19 pandemic, alongside the
limited social interactions and the personal protective measures, many of these factors
were reported to be altered, including the reduced outpatient prescription of common
antibiotics [28,29].

Additionally, the topmost abundant bacterial genera in our dataset, Dolosigranulum
and Corynebacterium, have been identified as protective bacteria negatively correlated
with nasal /nasopharyngeal colonization by Staphylococcus aureus or Streptococcus pneumo-
niae [30,31]. Specifically, Dolosigranulum pigrum was reported to be underrepresented in the
nasopharynx of children with IPD compared to healthy children [10,20]. Similarly, differ-
ent studies with adult populations reported an increased abundance of Corynebacterium
and Dolosigranulum in healthy adults compared with adults with community-acquired
pneumonia [7,32,33].

Altogether, our results suggest that the dynamics of transmission and nasopharyn-
geal colonization of common pathobionts and commensal bacteria changed substantially
among children during the COVID-19 pandemic lockdown. A distinct nasopharyngeal
microbiota profile has been identified in quarantined children that resembles that of the
adult’s microbiota in the pre-COVID-19 era [32]. Reduced outdoor interaction between
children along with intensive and close contact between household members during home
quarantine could have contributed to explain this shift in children’s nasopharyngeal mi-
crobiota composition. The significant decline in infectious diseases caused by common
respiratory pathobionts such as Streptococcus pneumoniae and Haemophilus influenzae, among
others, reported in our geographical area [6], may also be associated to the impact of the
lockdown on the nasopharyngeal microbiota. Nonetheless, given the complex interaction
network between the microbiota and the host immune system, and the uncertainty of the
long-term effects of COVID-19 on the human microbiota [34], we cannot be sure if these
observed short-term alterations on the children’s nasopharyngeal microbiota development
will have an impact on their health in the future and in which way.

SARS-CoV-2 RNA detection in children was associated to higher bacterial richness
and increased abundance of Fusobacterium, Streptococcus and Prevotella, among others. To
the best of our knowledge, little has been published regarding the characterization of the
pediatric nasopharyngeal microbiota in the context of SARS-CoV-2 infection. Xu et al.
longitudinally characterized the nasopharyngeal and the gut microbiota in nine children
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with SARS-CoV-2 infection [35]. Although these authors found reduced microbial richness,
the predominant bacterial genera found in children were like those found in our study,
except for Pseudomonas sp.

Interestingly, opposite associations have been published between different Fusobac-
terium species and COVID-19 disease in adults. While Nardelli et al. found a reduced
abundance of Fusobacterium periodonticum in SARS-CoV-2 infected subjects [36], Wolff et al.
described cases of bacteremia caused by Fusobacterium nucleatum as a complication of
COVID-19 disease in an elderly population [37].

Despite the overall low abundance of Streptococcus in the entire study population,
a positive correlation was found between this genus and the detection of SARS-CoV-2
RNA in children. In line with our results, Aykaca et al. assessed pneumococcal carriage in
children and found higher rates in those with COVID-19 than in non-infected children, yet
no effects were observed in the course of COVID-19 disease [38].

Lastly, higher Prevotella abundance was also correlated with SARS-CoV-2 RNA detec-
tion in children, in agreement with previous studies which linked this bacterial genus to
common viral or bacterial acute respiratory infections [10] as well as to COVID-19 [35].

Among adults, SARS-CoV-2 RNA detection itself, a measurement for viral persistence
in this dataset, did not seem to deeply impact microbial richness, the overall nasopha-
ryngeal microbiota structure or the composition of the topmost abundant bacterial gen-
era. Subtle differences were identified instead. Although these results are in line with
De Maio et al. [39], there is some controversy on whether SARS-CoV-2 infection correlates
to either reduced [40,41] or not altered [39,42] nasopharyngeal microbiota diversity in
adults. We found limited significant differences in taxon abundances by SARS-CoV-2
RNA detection in adults, with only the increased abundance of an unclassified member
of the Actinomycetales order among those with persistent SARS-CoV-2 infection. However,
other studies found several bacterial taxa associated to SARS-CoV-2 infection. Specifi-
cally, Mostafa et al. found lower Corynebacterium accolens as well as higher Propionibacte-
riaceae abundance in nasopharyngeal swabs from SARS-CoV-2-infected adults [41], but
neither Corynebacterium or Propionibacterium showed differential abundance in our dataset.
Engen et al. analyzed the nasopharyngeal swabs of 19 subjects in the early stage of the
pandemic, which would resemble our setting, and found Corynebacterium, Moraxella and
Staphylococcus among the six dominant taxa in both groups irrespective of SARS-CoV-2
infection [39]. While these findings agree with our results, they also reported a decreased
Corynebacterium and Streptococcus abundance with COVID-19 disease, whereas these taxa
were not differentially abundant in our adult dataset. Nardelli et al. reported a signifi-
cantly lower abundance of Leptotrichia, Fusobacterium and Haemophilus among subjects with
COVID-19 [36], but again, none of these were found to be altered in our adult population.
It should be noted that this observed variability in COVID-19-associated changes in the
respiratory microbiota in adults may be directly related to the variety in the sample type
and time of sampling, lab processing procedures and quality of extracted DNA, as well as
subjects” demographic, social and clinical characteristics. It is important to bear in mind
that these above-mentioned studies compared adults with current SARS-CoV-2 infection to
uninfected controls, whereas in our dataset all adults reported a previous positive SARS-
CoV-2-RT-PCR result, and thus our findings relate to SARS-CoV-2 RNA persistence instead
of infection status.

Finally, our dataset showed an association between COVID-19 severity, represented
by past COVID-19-related hospitalization, and increased Staphylococcus and reduced Dolosi-
granulum abundance, among others, in adults. Interestingly, previous publications de-
scribed an antagonistic role between Staphylococcus and Dolosigranulum species in the
respiratory tract [31]. A study from Meresntein et al. collected endotracheal aspirates from
24 COVID-19 critically-ill-intubated individuals and compared them to those of healthy
controls, and found reduced diversity and an increased prevalence and abundance of
Staphylococcus, among other common respiratory pathogens, in the former [40]. While
our results also show a decreased abundance of commensals and increased pathobionts
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related to increased severity of COVID-19, we cannot confirm whether these changes in
the nasopharynx are a cause or a consequence of COVID-19 hospitalization in our adult
population. Notably, adults with past COVID-19-related hospitalization showed signifi-
cantly higher antibiotic use within the three months before sample collection, and multiple
previous studies have reported increased Staphylococcus [11] and loss of Corynebacterium
and Dolosigranulum [43] associated to antibiotic use in children.

Findings reported in this study are subject to limitations. First, in our study we were
very strict with the quality of participant’s samples since we used the surplus of DNA
extracts previously used to detect SARS-CoV-2 RNA by RT-PCR. Consequently, many
samples were excluded from the microbiota analysis either due to contamination or not
enough good quality DNA for further processing. Second, we did not collect longitudinal
data that could allow us to more properly assess how the nasopharyngeal microbiota
evolves according to the changing policies on self-containment and social distancing
measures. Third, samples from SARS-CoV-2-uninfected adults were not available for
assessment, thus facing our question towards the effect of SARS-CoV-2 RNA persistence
on the nasopharyngeal microbiota instead of infection itself. Moreover, when assessing
the effect of COVID-19 severity on the nasopharyngeal microbiota, we could not rule
out an uncontrolled effect of the antibiotic use on those subjects with past COVID-19
hospitalization. Fourth, we did not have data on cytokine profiling nor other markers of
disease progression in adults, which could have provided useful information for a deeper
understanding of SARS-CoV-2 pathogenesis.

5. Conclusions

In conclusion, COVID-19 lockdown seemed to have a remarkable impact on children’s
nasopharyngeal microbiota, and future follow-up work should study the potential effect on
microbiota colonization and health. Nasopharyngeal microbiota dominated by Corynebac-
terium was found both in children and adults with a low relative abundance of common
pathobionts including Streptococcus and Haemophilus. In adults, persistent SARS-CoV-2
RNA detection was associated with an increased abundance of an unclassified member
of the Actinomycetales order, whereas COVID-19 severity in adults was associated with
decreased healthy commensal bacteria and increased pathobionts in their nasopharynx.
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