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Abstract

Newcastle disease (ND) is an endemic viral disease affecting poultry and causing

massive economic losses. This cross‐sectional purposive study detected coinfec-

tions that are associated with the Newcastle disease virus among poultry from

selected regions in Kenya. Cloacal (n=599) and oral–pharyngeal (n=435) swab

samples were collected and pooled into 17 and 15 samples, respectively. A total of

17,034,948 and 7,751,974 paired‐end reads with an average of 200 nucleotides

were generated from the cloacal and oral–pharyngeal swab samples, respectively.

Analysis of the de novo assembled contigs identified 177 and 18 cloacal and

oral–pharyngeal contigs, respectively with hits to viral sequences, as determined

by BLASTx and BLASTn analyses. Several known and unknown representatives

of Coronaviridae, Picobirnaviridae, Reoviridae, Retroviridae, and unclassified

Deltavirus were identified in the cloacal swab samples. However, no Newcastle

disease virus (family Paramyxoviridae) was detected in the cloacal swabs,

although they were detected in the oropharyngeal swabs of chickens sampled in

Nairobi, Busia, and Trans Nzoia. Additionally, sequences representative of

Paramyxoviridae, Coronaviridae, and Retroviridae were identified in the

oral–pharyngeal swab samples. Infectious bronchitis virus and rotavirus were

chickens' most prevalent coinfections associated with the Newcastle disease virus.

The detection of these coinfections suggests that these viruses are significant

threats to the control of Newcastle disease as the Newcastle disease virus vaccines

are known to fail because of these coinfections. Therefore, this study provides

important information that will help improve disease diagnosis and vaccine

development for coinfections associated with the Newcastle disease virus.
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1 | INTRODUCTION

Newcastle disease (ND) is an infectious viral disease
affecting poultry that is endemic in Africa and other parts
of the world [1]. The disease is caused by an enveloped,
nonsegmented, negative‐sense, single‐stranded RNA
virus belonging to the family Paramyxoviridae [1].
Newcastle disease virus (NDV) belongs to the Avian
orthoavulavirus 1 (avian paramyxovirus 1 [APMV‐1])
serotype. APMV‐1 virions usually enter the host orga-
nism through the respiratory or gastrointestinal epithe-
lial cells.

Backyard poultry are usually exposed to a wide range
of viral pathogens; unfortunately, most studies tend to
focus on single infections [2]. The importance of
coinfections has been demonstrated in humans [3, 4],
wild birds [5, 6], and poultry [7–9]. However, there is
limited information about coinfections associated with
NDV in backyard poultry in Kenya.

Although vaccines based on low pathogenic variants
of NDV protect against clinical signs and mortality;
however, they do not prevent infection with highly
pathogenic strains, leading to the uncontrolled spread of
the virus [10]. This is especially evident in backyard
poultry systems where the vaccine usually fails because
of coinfections with other viruses such as infectious
bronchitis virus (IBV) and rotaviruses. It has also been
previously reported that NDV normally prepares a
conducive environment for several respiratory/immuno-
suppressive pathogens to complicate the outcome of the
disease process [11]. Hence, there is a need to control
these coinfections if the vaccination efforts against highly
pathogenic NDV are to be achieved.

Several approaches have been employed to study the
epidemiology of viral infections affecting poultry, includ-
ing pathogen surveillance and tracking the molecular
epidemiology of pathogens [12]. Previous methods
employed polymerase chain reaction (PCR)‐based meth-
ods, especially reverse transcription PCR [12]. Using this
strategy, several viruses have been implicated in poultry
diseases, including astroviruses [13], parvoviruses [14],
reoviruses [15], rotaviruses [16], paramyxoviruses [17],
and coronaviruses [18, 19]. These methods often require
prior knowledge of the target virus, which poses a
challenge when investigating multiple pathogens in one
or more hosts, especially from different viral families.
Additionally, they cannot be adequately used for the
surveillance of pathogens of other poultry diseases, as
well as novel viruses [12].

Currently, metagenomics‐based detection methods
are being applied successfully to characterize viral
populations in different hosts and environments [20].
This has facilitated the discovery of many novel viral

agents from different types of tissues, including the
gastrointestinal tract and the oral–pharyngeal regions in
poultry and other livestock [12, 20–25]. The popularity of
these techniques is largely due to their high sensitivity
and wide coverage as they target the entire genome [12,
25]. They can therefore be used to detect all pathogens
found in the sample of interest. Furthermore, these
methods can discover novel viruses whose sequence
information is unknown. Metagenomics is therefore an
important tool for detecting coinfections among poultry
or any other host.

Most metagenomic studies on poultry microbiomes
(including viral communities) have been carried out on
poultry reared under controlled and regulated feeding
regimes. To the best of our knowledge, only one study
investigated the microbial community profiles of indige-
nous backyard chickens on a scavenging feeding system
in Ethiopia [26]. Metagenomics analysis of backyard
poultry raised under a free‐range scavenging feeding
system is therefore required to explore the impact of local
feed (plants, insects, and other small animals) on poultry
health [26]. Our study, therefore, focused on the
characterization of coinfections associated with NDV
among mostly free‐ranging poultry populations in
selected regions in Kenya.

2 | MATERIALS AND METHODS

2.1 | Sample collection

This study was carried out from 2016 to 2019 both
retroactively and actively across six counties with varying
agroecological conditions in Kenya (Figure 1). The study
received institutional clearance from the Jomo Kenyatta

FIGURE 1 Map of Kenya showing the main sampling sites
with varying geographic and climatic conditions for cloacal and
oropharyngeal swab samples. (Source: d-maps.com).
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University of Agriculture and Technology to conduct
animal research. Clearance was also sought from the
Director of Veterinary Services from the State Depart-
ment of Livestock, Ministry of Agriculture and Livestock
Development, Kenya to carry out the study on farm
animals. The research employed a participatory
approach, and prior informed consent from the farmers
was also sought and given before collecting samples. In
this cross‐sectional purposive study, cloacal swab sam-
ples (n= 599) and oral–pharyngeal swab samples
(n= 435) were collected from selected regions in Kenya
with distinct geographic and climatic conditions. The
targeted regions included counties bordering Uganda
(Bungoma, Busia, and Trans Nzoia), maritime borders
(Kilifi and Kwale), and urban areas of Nairobi (Figure 1).
Information on flock condition or performance was also
collected. The collected cloacal and oral–pharyngeal
swab samples were then immediately frozen in dry ice
and later placed in liquid nitrogen in the field. They were
then processed in preparation for downstream analysis or
permanently preserved at −80°C until processing.

2.2 | Extraction of nucleic acids and
sequencing

Cloacal and oral–pharyngeal samples collected from
poultry (chickens, ducks, guinea fowls, geese, pigeons,
and turkeys) were pooled according to the species and
region of origin. They were named CN1‐CN12 for chickens,
DK1‐DK6 for ducks, GF1‐GF2 for guinea fowls, GS1‐GS4
for geese, PN1‐PN6 for pigeons, and TY1‐TY2 for turkeys,
resulting in 17 cloacal and 15 oral–pharyngeal sample pools
(Supporting Information: Tables S1 and S2). The nucleic
acids of each pooled sample were used to prepare the viral
metagenomic libraries.

2.2.1 | RNA extraction

Viral RNA was extracted from the cloacal and
oral–pharyngeal swab samples using the standard TRIzol
reagent as described by Rio et al. [27]. The extracted RNA
pellet was then resuspended in RNase‐free water and
stored at −80°C freezer before being sent to the
International Livestock Research Institute (ILRI) labora-
tories for library preparation and sequencing.

2.2.2 | Sequencing

Viral RNA was reverse‐transcribed into complementary
DNA (cDNA) using random hexamers in a single‐step

process (Illumina TRUSeq Stranded Total RNA Kit,
Illumina Inc.). The resulting first strand cDNA was used
as a template to synthesize the second strand, generating
double‐stranded cDNA (dscDNA) using the same kit.
The dscDNA preparation was used as a template to
prepare the Illumina sequencing library following the
Illumina DNA prep kit protocol (Illumina Inc.). Indexed
multiplexed samples were pooled and reconstituted to
4 nM before diluting to 12 pM for loading into MiSeq
instrument (Illumina Inc.) for a 2 × 200 paired‐end
sequencing run at the ILRI Genomic platform. The
number of reads obtained from each library is shown in
Supporting Information: Tables S3 and S4.

2.3 | Bioinformatics analysis

Poor quality sequencing reads with a Phred quality score
<20 and adaptors were trimmed using Trimmomatic
version 0.39 [28]. The paired‐end sequence reads were de
novo assembled into contigs using Megahit version 1.0.2
[29]. The assembled contigs were analyzed by basic local
alignment search toolx (BLASTx) against a viral protein
database and visualized using Megan version 5.5.3 [30].
Sequences with the best BLAST scores (E ≤ 10−3) were
selected and assigned to known viral families. Overall
taxonomic similarities between metagenomes were
examined by performing hierarchical clustering and
heatmap analyses using the ggplot2 package in R version
4.3.0 [31].

For phylogenetic analyses, sequences representa-
tive of known viral families were obtained from
GenBank and aligned with the sequences identified
in the present study using MUSCLE software [32].
These were used to generate maximum‐likelihood
phylogenetic trees using PhyML [33] with best‐fit
substitution models determined by Smart Model
Selection [34]. Statistical significance analyses of tree
topologies were performed with the approximate
likelihood branch support test or the bootstrap method
using 100 replicates [35].

3 | RESULTS

3.1 | General overview of the
sequence data

A total of 17,034,948 clean paired‐end reads (from cloacal
swab samples) and 7,751,974 clean paired‐end reads
(from oral–pharyngeal swab samples), with an average of
200 nucleotides (nts), were generated (Supporting
Information: Tables S3 and S4, respectively). Using
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BLASTx and BLASTn analyses, a total of 177 and 18 de
novo contigs were identified with hits to known viral
sequences from cloacal and oral–pharyngeal swab
samples, respectively. The distribution of viral sequences
and their detection rate in the pooled poultry cloacal and
oral‐pharyngeal swab samples are shown in Tables 1
and 2, respectively.

3.2 | Cloacal and oral–pharyngeal viral
abundances

The family and species level viral abundances and the
relative frequencies in each pooled sample are shown in
Supporting Information: Figures S1 and S2, respectively.
Most of the detected potentially pathogenic viruses in
cloacal samples belonged to the Coronaviridae (43.4%)

and Reoviridae (36.6%) families. Other potentially
pathogenic viruses detected in smaller proportions
belonged to Retroviridae, the unclassified Deltavirus,
and Picobirnaviridae. Among the oral–pharyngeal sam-
ples, the most abundant potentially pathogenic viral
families were Paramyxoviridae (50.0%), Coronaviridae
(38.9%), and Retroviridae (5.6%).

The most abundant viral species detected in the
cloacal samples were avian IBV (42.6%) and rotavirus
(35.0%). Other potentially pathogenic viruses detected
were reticuloendotheliosis virus (REV) (6.0%), lympho-
proliferative disease virus (LDV) (2.7%), turkey corona-
virus (TCoV) (1.6%), avian leucosis virus (ALV) (1.6%),
avian hepatitis D virus (HDV)‐like agent (1.6%),
avian coronavirus (1.1%), pigeon‐dominant coronavirus
(0.5%), and picobirnavirus strain HK‐2014 (0.5%). The
most abundant potentially pathogenic viruses in the

TABLE 1 Coinfections along with Newcastle disease virus in cloacal swabs of Kenyan poultry.

Poultry
species Virus detected County Sample ID

Detection
rate

Chicken Rotavirus Kilifi, Kwale, Nairobi,
Trans Nzoia

CN1, CN4, CN5 3/6 (50%)

Avian IBV Kwale, Nairobi, Trans
Nzoia

CN4, CN5 2/6 (33.33%)

Turkey coronavirus Kwale, Nairobi, Trans
Nzoia

CN4, CN5 2/6 (33.33%)

Avian coronavirus Kwale CN4 1/6 (16.67%)

Duck Avian HDV‐like
virus

Kilifi, Kwale, Bungoma,
Busia, Trans Nzoia

DK1, DK3, DK4 3/4 (75%)

REV Kilifi, Bungoma, Busia,
Trans Nzoia

DK1, DK4 2/4 (50%)

ALV Kwale DK3 1/4 (25%)

Picobirnavirus Kwale DK3 1/4 (25%)

Pigeon Pigeon‐dominant
coronavirus

Kilifi PN1 1/3 (33.33)

Turkey LDV Kilifi TY1 1/1 (100%)

Abbreviations: ALV, avian leucosis virus; HDV, hepatitis D virus; IBV, infectious bronchitis virus; LDV, lymphoproliferative disease virus; REV,
reticuloendotheliosis virus.

TABLE 2 Coinfections along with Newcastle disease virus in cloacal swabs of Kenyan poultry.

Poultry species Virus detected County Sample ID
Detection
rate

Chicken Othoavulavirus 1 Busia, Nairobi, Trans Nzoia CN11, CN12 3/6 (50%)

Avian IBV Kilifi CN7 1/6 (16.67%)

Goose REV Bungoma, Busia GS4 1/2 (50%)

Abbreviations: IBV, infectious bronchitis virus; REV, reticuloendotheliosis virus.
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oral–pharyngeal samples were avian orthoavulavirus 1
(50.0%), avian IBV (38.9%), and REV (5.6%).

The relative abundance of poultry viruses in each
cloacal and oral–pharyngeal sample at the family level is
shown below in Figure 2. The most frequently detected
viral families in cloacal chicken samples were Reoviridae
(37.14%–100%), Coronaviridae (50%–62.86%), and Retro-
viridae (1.61%–100%). The most abundant viral families
in ducks were Retroviridae (9.09%–90.91%), unclassified
Deltavirus (9.09%–50%), and Picobirnaviridae (9.09%).
The most abundant viral families in oral–pharyngeal

chicken samples were Paramyxoviridae (57.14%–100%)
and Coronaviridae (6%–100%).

The relative abundance of poultry viruses in each
cloacal and oral–pharyngeal sample at the species level
is shown below in Figure 3. The most frequently
detected viral species in chicken cloacal samples were
rotavirus (37.14%–100%) and avian IBV (45.16%–60%).
The most frequently detected viral species in duck
cloacal samples were REV (50%–90.91%) and avian
HDV‐like agent (8.33%–50%). Other viruses detected in
ducks were ALV (8.33%), picobirnavirus (6.33%), and

FIGURE 2 Classification of viral contigs detected from six poultry species (a) cloacal swab samples and (b) oral–pharyngeal swab
samples. A stacked column chart with taxonomic relative abundances (y‐axis) by sample (x‐axis). The height of each bar chart relates to the
taxonomic relative abundances in a sample. Only samples with detectable viruses are shown. For each poultry species and sample type. CN,
chicken; DK, duck; GF, guinea fowl; GS, goose; PN, pigeon; TY, Turkey.

FIGURE 3 Bar graph showing species level relative viral abundance in each sample plotted using ggplot2 in R Studio version 4.0.3; (a)
cloacal samples and (b) oropharyngeal samples. A stacked column chart with taxonomic relative abundances (y‐axis) by sample (x‐axis). The
height of each bar chart relates to the taxonomic relative abundances in a sample. Only samples with detectable viruses are shown. For each
poultry species and sample type. CN, chicken; DK, duck; GF, guinea fowl; GS, goose; PN, pigeon; TY, Turkey.
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endogenous retrovirus strain EAV‐0 (1.61%). LDV and
pigeon‐dominant coronavirus were also detected in
turkey and pigeon cloacal samples, respectively. The
most frequently detected viral species in chicken
oral–pharyngeal samples were orthoavulavirus 1
(57.14%–100%) and avian IBV (42.86%–100%).

To assess the relatedness and overall taxonomic
similarities between the identified sequences in the
cloacal and oral–pharyngeal swab samples, a hierarchical
clustering analysis was performed, augmented by

heatmaps for both groups. The cluster maps and
heatmaps of species‐level viral abundances in each
cloacal and oral–pharyngeal sample are shown in
Figures 4 and 5, respectively. The hierarchical cluster
maps for both groups had dendrograms with inter-
mingled branches, implying no clear separation between
samples from the different poultry species. Moreover, the
heatmaps generated did not reveal any distinct pattern
for the samples from the different poultry species. The
heatmaps also corroborate the findings that show

FIGURE 4 Taxonomic abundances heatmap and cluster map based on log‐transformed relative abundance values: (a) heatmap and (b)
cluster map of cloacal viral abundance in each species (y‐axis) in all samples (x‐axis) plotted using ggplot2 and pheatmap, respectively, in R
version 4.3.0. Only samples with detectable viruses are shown. Colors scale from red (high abundance) to lavender/blue (low abundance)
represent log‐transformed relative abundance. For each poultry species and sample type. CN, chicken; DK, duck; GF, guinea fowl; GS;
goose; PN, pigeon; TY, Turkey.

FIGURE 5 Taxonomic abundances heatmap and cluster map based on log‐transformed relative abundance values: (a) heatmap and (b)
cluster map of oral–pharyngeal viral abundance in each species (y‐axis) in all samples (x‐axis) plotted using ggplot2 and pheatmap,
respectively, in R version 4.3.0. Only samples with detectable viruses are shown. Colors scale from red (high abundance) to lavender/blue
(low abundance) represent log‐transformed relative abundance. For each poultry species and sample type. CN, chicken; DK, duck; GF,
guinea fowl; GS, goose; PN, pigeon; TY, Turkey.
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rotavirus and infectious bronchitis virus detected in
higher numbers in some chicken cloacal samples, while
APMV 1 and IBV are observed in higher numbers in
some oral–pharyngeal chicken samples.

3.3 | Detected coinfections in cloacal
swab samples

Sequences identified in cloacal samples were assigned to five
viral families, including Coronaviridae, Picobirnaviridae,
Reoviridae, Retroviridae, and the unclassified Deltavirus.

3.3.1 | Coronaviridae

Seventy‐six coronavirus‐related contigs (75 from chicken
and one from pigeon) were recovered from the poultry
cloacal swab samples (Supporting Information:
Table S5). These contigs ranged from 316 to 5516 nt in
length and displayed between 83.46% and 100% amino
acid identity to other coronavirus sequences deposited in
the NCBI Genbank database (data not shown). The
majority of the coronavirus sequences belonged to avian
IBV (70 contigs). TCoV, avian coronavirus, and pigeon‐
dominant coronavirus were also detected, albeit in lower
numbers. Most of the coronavirus sequences were
detected in chicken samples collected from Kwale,
Nairobi, and Trans Nzoia (detection rate 2/6 or
33.33%). Contigs showing identity to the S protein were
selected to construct a phylogenetic tree. The maximum
likelihood phylogenetic analysis supports the classifica-
tion of the coronavirus sequences reported in this study
at the species level (Figure 6).

3.3.2 | Reoviridae

Sixty‐four rotavirus‐related contigs were recovered from
chicken cloacal swab samples (Supporting Information:
Table S5). These contigs ranged from 316 to 5516 nt in
length and displayed between 83.46% and 100% amino
acid identity to other rotavirus sequences deposited in
the NCBI Genbank database (data not shown). The

FIGURE 6 Phylogeny of the coronavirus sequences detected in
poultry cloacal samples and other sequences downloaded from
Genbank based on amino acid sequences of the S protein.
Maximum likelihood tree generated using PhyML using the LG
amino acid substitution model. Branch support was estimated by
bootstrap analysis with 100 replicates.
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rotavirus sequences were detected in chicken samples
collected from Kilifi, Kwale, Nairobi, and Trans Nzoia
(detection rate 3/6 or 50%). Contigs showing identity to
the S protein were selected to construct a phylogenetic
tree. Phylogenetic analysis of the S protein amino acid
sequences confirmed a close relationship between the
detected rotavirus sequences and other previously
described rotavirus sequences (Figure 7).

3.3.3 | Retroviridae

Twenty retrovirus‐related contigs (15 from duck and five
from turkey) were recovered from the poultry cloacal
swab samples (Supporting Information: Table S5). These
contigs ranged from 316 to 5516 nt in length and
displayed between 83.46% and 100% amino acid identity
to other coronavirus sequences deposited in the NCBI
Genbank database (data not shown). The majority of the
retroviral sequenced detected mapped to REV (11

sequences), followed by the LDV (five sequences) and
the ALV (three viral contigs).

Other potentially pathogenic viruses recovered from
poultry cloacal swab samples included Avian HDV‐like
agent (three from duck samples) and picobirnavirus HK‐
2014 (one from duck sample). The rest of the viral
sequences mapped to several bacteriophages and the
tomato mosaic virus.

3.4 | Detected oral–pharyngeal viruses
in poultry

Oral–pharyngeal samples, on the other hand, were
assigned to three potentially pathogenic viral families,
including Coronaviridae, Paramyxoviridae, and Retro-
viridae. Nine orthoavulavirus 1‐related contigs were
recovered (Supporting Information: Table S6). These
contigs ranged from 316 to 5516 nt in length and
displayed between 83.46% and 100% amino acid identity

FIGURE 7 Phylogeny of the rotavirus sequences detected in poultry cloacal samples and other sequences downloaded from Genbank
based on amino acid sequences of the S protein. Maximum likelihood tree generated using PhyML using the LG amino acid substitution
model. Branch support was estimated by bootstrap analysis with 100 replicates.
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to other coronavirus sequences deposited in the NCBI
Genbank database (data not shown). The ML phyloge-
netic analysis supports the classification of the orthoa-
vulavirus 1 (APMV 1) sequences reported in this study at
the species level (Figure 8). Seven IBV‐related contigs
were detected (Supporting Information: Table S6). These
contigs ranged from 316 to 5516 nt in length and
displayed between 83.46% and 100% amino acid identity
to other coronavirus sequences deposited in the NCBI
Genbank database (data not shown). Phylogenetic
analysis of the S protein amino acid sequences confirmed
a close relationship between the detected coronavirus
sequences and other previously described coronavirus
sequences (Figure 9). Other viral contigs detected in the
oropharyngeal swab samples belonged to REV and the
bean pod mottle virus.

4 | DISCUSSION

To the best of our knowledge, most metagenomic studies
on poultry microbiome have mainly focused on poultry
reared under controlled and regulated feeding regimes,
except for one study that investigated the microbial
community profiles of indigenous backyard chickens on
a scavenging feeding system from two geographically and
climatically distinct regions of Ethiopia [26]. Metage-
nomics analysis of poultry raised under a free‐range
scavenging feeding system is therefore crucial in helping
to explore the impact of local feed (plants, insects, and
other small animals) on poultry health [26].

From the 254 viral contigs detected in cloacal swab
samples, 77 viral contigs had no significant similarity to any
sequences identified in Genbank, which was 30% of the
contigs that mapped to viral sequences. This was higher
than the observations made by Lima et al. [20] that the
percentages of eukaryotic viral reads detected in the
malabsorption syndrome affected and healthy chicken
were 22.1% and 14.5%, respectively. Similarly, 57% of the
identified oropharyngeal viral contigs had no significant
similarity to any sequences identified in Genbank. The
proportion of viral contigs that had no significant similarity
to any sequences identified in Genbank was also higher
than the proportion of unclassified sequences reported from
the metagenomic analysis of the fecal virome in asympto-
matic pigs in East Africa [21].

We identified 11 potentially pathogenic viruses from the
cloacal swab samples (Supporting Information: Table S6).
Three potentially pathogenic viruses and one plant virus
were detected in oropharyngeal swab samples (Supporting
Information: Table S6). Similar studies revealed the
presence of pathogenic viruses in oropharyngeal swab
samples [17, 36]. However, no orthoavulavirus 1‐related

sequences were detected in cloacal swab samples, implying
that NDV was not shed in the poultry feces.

The main potentially pathogenic viruses detected from
chicken cloacal swab samples of Kenyan poultry under this
study included Avian IBV (from samples collected in Kwale,
Nairobi, and Trans Nzoia) and rotavirus (from samples
collected in Kilifi, Kwale, Nairobi, and Trans Nzoia). Other
viruses that were detected in smaller numbers in chicken
include TCoV and Avian coronavirus. The main potentially
pathogenic viruses detected from duck cloacal swab samples
were Avian HDV‐like virus (from samples collected in Kilifi,
Kwale, Bungoma, Busia, and Trans Nzoia), REV (from Kilifi,
Bungoma, Busia, Trans Nzoia), and ALV and picobirnavirus
from Kwale. Pigeon‐dominant coronavirus and LDV were
also detected in pigeons and turkeys, respectively from Kilifi.
IBV and rotavirus were therefore the most prevalent in
chickens while retroviruses were predominantly detected in
ducks. This is consistent with previous studies that were
done in other countries that identified these viruses as major
pathogens in poultry [37‐39]. It is noteworthy that most of
the chickens sold in Nairobi are transported from Western
Kenya, especially Trans Nzoia, and the coastal region,
including Kilifi and Kwale counties. This implies that there
is a continuous circulation of pathogenic viruses among
backyard poultry species throughout the country as opined
by Ogali et al. [17].

Avian IBV sequences detected compared well with
the other previously described Avian IBV sequences.
Avian IBV is a highly contagious avian coronavirus that
causes respiratory disease in chickens, leading to
economic losses in the poultry industry. Avian corona-
viruses have been implicated in certain severe infections
in poultry. The presence of coronaviruses, therefore,
indicates a possible coinfection associated with NDV
since the affected chickens were both sampled in Nairobi
and Trans Nzoia. Coronaviruses have also been associ-
ated with inter‐species spillover, for instance, severe
acute respiratory syndrome coronavirus 1 and 2 and
Middle Eastern respiratory syndrome coronavirus (SERS‐
CoV) [25, 40]. In a study conducted in Kenya, IBV was
identified as a common cause of respiratory disease in
poultry [38]. This also suggests that IBV is a significant
threat to the poultry industry in Kenya and that further
research is needed to understand the epidemiology and
pathogenesis of the virus.

Rotaviruses (rotavirus F and G) were also detected in
high numbers in chicken samples. Although infection
with these serotypes has not been considered fatal,
infection from other rotavirus serotypes can be lethal to
poultry in extreme cases since it is one of the common
enteric viruses that cause diarrhea in poultry [25].
Previous studies have shown that rotavirus is one of
the most common viruses detected in poultry [41].
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FIGURE 8 (See caption on next page).
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Interestingly, rotaviruses were also detected from sam-
ples collected in Kilifi, Kwale, Nairobi, and Trans Nzoia.
This also indicates that rotaviruses are possible coinfec-
tions associated with NDV since the affected chickens
were sampled from the same regions.

Retroviruses are a group of RNA viruses that can
cause a wide range of diseases in birds, including
lymphomas and leukemias. It is noteworthy that a
majority of the retroviral sequences detected were
harbored by ducks. Ducks are a major source of
pathogens, but interestingly, they mostly remain

asymptomatic even as they transmit these viruses to
other vulnerable poultry, especially chickens and tur-
keys. ALV and REV have previously been implicated as
etiological agents of some immunosuppressive and
neoplastic diseases in poultry [7]. ALV mainly infects
chickens while REV infects chickens, turkeys, and other
avian species [42]. In addition to causing tumors, both
pathogens can reduce productivity and induce immuno-
suppression in affected flocks [43]. Limphoproliferative
disease virus, a retrovirus associated with tumors in wild
and domestic turkeys, has also been described in turkey

FIGURE 8 Phylogenetic tree of representative members of avulavirus detected in poultry oral samples and other sequences downloaded
from Genbank based on nucleotide sequences. Maximum likelihood tree generated using PhyML using the LG amino acid substitution
model. Branch support was estimated by bootstrap analysis with 100 replicates.

FIGURE 9 Phylogeny of the infectious bronchitis virus sequences detected in poultry oral samples and other sequences downloaded
from Genbank based on nucleotide sequences. Maximum likelihood tree generated using PhyML using the LG amino acid substitution
model. Branch support was estimated by bootstrap analysis with 100 replicates.
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flocks in Europe, the Middle East, and the United States
[42]. A study conducted in Brazil also detected REV in
Muscovy ducks, wild turkeys, and chickens at a relatively
high prevalence rate of 16.8% [44]. The impact of ALV on
broiler chickens has also been reported in Malaysia [45].

Other viruses that were detected in smaller numbers
include avian HDV‐like agent, TCoV, and picobirnavirus.
These too have been identified in other studies, including a
study conducted in Korea which identified picobirnavirus as
a common virus in chicken feces [46]. The presence of
Avian HDV‐like agents in ducks has previously been
described in ducks [47]. Studies have also shown that in
humans, coinfection with HDV and hepatitis B virus (HBV)
causes more severe liver disease than is seen in individuals
infected with HBV alone [48]. Hence the coinfection of
these pathogens with NDV is of major economic importance
to poultry farmers. It is equally noteworthy that most
retroviruses and Avian HDV‐like agents were detected in
duck samples yet ducks are rarely affected by these
retroviruses, which suggests that they may serve as major
hosts, carriers, or transporters of viral pathogens, as earlier
alluded by Tolf et al. [49].

The majority of the potentially pathogenic viruses
detected in oropharyngeal swab samples from poultry in
Kenya are orthoavulavirus 1 and IBV. Orthoavulavirus 1 is a
genus of the family Paramyxoviridae that includes NDV, an
important pathogen in poultry worldwide. IBV, on the other
hand, is a coronavirus that causes respiratory and renal
disease in chickens. Several studies on the prevalence of
avian viruses in Kenya have identified NDV and IBV as
significant pathogens in poultry. A study by Ogali et al. [17]
and Kariithi et al. [50] found that NDV was the most
prevalent virus in backyard poultry in Kenya, while IBV was
also detected, but at a lower prevalence. Similarly, a study by
Umar et al. [39] detected NDV and IBV in commercial
poultry farms in Pakistan. Considering that these two
viruses were detected from samples collected in Nairobi,
Busia, and Trans Nzoia, this strongly implies that IBV is a
major coinfection with NDV among poultry in Kenya.
Understanding these coinfections will thus greatly boost the
efforts being made to develop more viable vaccines
against NDV.

Most of the nonavian host‐associated viruses that were
identified in both cloacal and oropharyngeal swab samples
were likely either part of the food eaten by the poultry, or
bacteriophages affecting enteric bacteria, some of which are
pathogenic. For instance, tomato mosaic virus and bean pod
mottle virus detected in duck and chicken samples
respectively, are likely to be from the food eaten. Bacterio-
phages detected were Salmonella phage LSE7621, Salmo-
nella phage SE11, Salmonella phage vB Sen I1, Salmonella
phage oldekoll, Escherichia phage Vb, Shigella phage SSP1,
and Phage NBEco001. It is interesting to note that most of

the identified phages infect enteric bacteria with pathogenic
potential such as Salmonella, Shigella, and Escherichia.
Salmonella is associated with pullorum disease, fowl
typhoid, and paratyphoid infections [51], while E. coli and
Shigella are associated with colibacillosis, air sacculitis, and
cellulitis [52]. The presence of these bacteriophages,
therefore, is a possible indication of the kind of bacteria
colonizing the poultry gut and can be informative regarding
bacterial coinfections associated with NDV in poultry.
Interestingly, all the bacteriophages were detected in duck
samples, which again strongly suggests that they may serve
as major hosts, carriers, or transporters of both viral and
bacterial pathogens.

A limitation of this study is that the data generated
comes from pooled samples, rather than from indivi-
duals. This has the potential to reduce the epidemiolo-
gical strength of the study as it affects the study's
potential to evaluate different virus prevalences and/or
loads because the reads may have been biased by such a
procedure as suggested by Lima et al. [20]. However, this
approach provides an opportunity to access diverse viral
genomes that are present in the feces and oral secretions
of these populations, including novel viruses. There is
also a need to determine the proportion of the detected
viruses that is commensal vis avis the pathogenic viruses.

The present study has demonstrated the presence of
several viruses that have previously been identified in
cloacal and oropharyngeal swab samples in poultry
species, especially IBV, other coronaviruses, rotaviruses,
and retroviruses, which seem to be coinfections associ-
ated with NDV. To the best of our knowledge, this is the
first study that detected coinfections associated with the
NDV among poultry in Kenya. This study provides
important information that will help in improving
disease diagnosis and vaccine development for coinfec-
tions associated with NDV since NDV vaccines are
known to fail because of these coinfections.

AUTHOR CONTRIBUTIONS
Philip M. Panyako: Investigation; methodology; visualiza-
tion; writing—original draft; writing—review and editing.
Sheila C. Ommeh: Conceptualization; data curation;
funding acquisition; methodology; project administration;
resources; software; supervision; validation; writing—
review and editing. Stephen N. Kuria: Investigation.
Jacqueline K. Lichoti: Conceptualization; project admin-
istration; supervision; writing—review and editing. Johns
Musina: Data curation; project administration. Venugopal
Nair: Conceptualization; funding acquisition; project
administration; resources; writing—review and editing.
Vish Nene: Conceptualization; funding acquisition; project
administration; resources; writing—review and editing.
Samuel O. Oyola: Conceptualization; funding acquisition;

12 | PANYAKO ET AL.



methodology; project administration; resources; writing—
review and editing. Muhammad Munir: Conceptualiza-
tion; funding acquisition; methodology; project administra-
tion; resources; writing—review and editing.

ACKNOWLEDGMENTS
This work was supported by the Biotechnology and
Biological Sciences Research Council (BBSRC) and the
National Commission of Science, Technology and
Innovation (NACOSTI)'s National Research Fund Grant
No. NRF/Newton Utafiti Fund/1/04.

CONFLICT OF INTEREST STATEMENT
The authors declare no conflict of interest.

DATA AVAILABILITY STATEMENT
The data that support the findings of this study are
available from the corresponding author upon reasonable
request. Additionally, the sequencing data of the cloacal
and oropharyngeal swabs of the Kenyan poultry under
this study has been submitted to the NCBI Sequencing
Read Archive (SRA) under the bio‐project PRJNA972968.

ORCID
Sheila C. Ommeh http://orcid.org/0000-0002-
0780-0399

REFERENCES
[1] Rabalski L, Smietanka K, Minta Z, Szewczyk B. Detection of

Newcastle disease virus minor genetic variants by modified
single‐stranded conformational polymorphism analysis.
BioMed Res Int. 2014;2014:1–8.

[2] Bettridge JM, Lynch SE, Brena MC, Melese K, Dessie T,
Terfa ZG, et al. Infection‐interactions in Ethiopian village
chickens. Prev Vet Med. 2014;117:358–66.

[3] Kumar N, Sharma S, Barua S, Tripathi BN, Rouse BT.
Virological and immunological outcomes of coinfections.
Clin Microbiol Rev. 2018;31:e00111–7.

[4] Aghbash PS, Eslami N, Shirvaliloo M, Baghi HB. Viral
coinfections in COVID‐19. J Med Virol. 2021;93:5310–22.

[5] Torrontegi O, Alvarez V, Hurtado A, Sevilla IA, Höfle U,
Barral M. Naturally avian influenza virus–infected wild birds
are more likely to test positive for Mycobacterium spp. and
Salmonella spp. Avian Dis. 2019;63:131–7.

[6] Musa WI, Sa'idu L, Bello M, Abdu PA. Co‐inections of
domestic and wild birds with avian influenza and Newcastle
disease viruses: implications for control and genetic muta-
tions. Vet Res Commun. 2020;44:159–66.

[7] Dong X, Zhao P, Chang S, Ju S, Li Y, Meng F, et al.
Synergistic pathogenic effects of co‐infection of subgroup J
avian leukosis virus and reticuloendotheliosis virus in broiler
chickens. Avian Pathol. 2015;44:43–9.

[8] Naguib MM, El‐Kady MF, Lüschow D, Hassan KE, Arafa AS,
El‐Zanaty A, et al. New real‐time and conventional RT‐PCRs
for updated molecular diagnosis of infectious bronchitis virus
infection (IBV) in chickens in Egypt associated with frequent

co‐infections with avian influenza and Newcastle disease
viruses. J Virol Methods. 2017;245:19–27.

[9] Gowthaman V, Singh SD, Dhama K, Ramakrishnan MA,
Malik YPS, Gopala Krishna Murthy TR, et al. Co‐infection of
Newcastle disease virus genotype XIII with low pathogenic avian
influenza exacerbates clinical outcome of Newcastle disease in
vaccinated layer poultry flocks. Virusdisease. 2019;30:441–52.

[10] Nakamura K, Ito M, Nakamura T, Yamamoto Y, Yamada M,
Mase M, et al. Pathogenesis of Newcastle disease in vaccinated
chickens: pathogenicity of isolated virus and vaccine effect on
challenge of its virus. J Vet Med Sci. 2014;76:31–6.

[11] Gowthaman V, Singh SD, Dhama K, Srinivasan P,
Saravanan S, Gopala Krishna Murthy TR, et al. Molecular
survey of respiratory and immunosuppressive pathogens
associated with low pathogenic avian influenza H9N2
subtype and virulent newcastle disease viruses in commercial
chicken flocks. J Poult Sci. 2017;54:179–84.

[12] Qiu Y, Wang S, Huang B, Zhong H, Pan Z, Zhuang Q, et al. Viral
infection detection using metagenomics technology in six
poultry farms of eastern China. PLoS One. 2019;14:e0211553.

[13] Pantin‐Jackwood MJ, Strother KO, Mundt E, Zsak L, Day JM,
Spackman E. Molecular characterization of avian astro-
viruses. Arch Virol. 2011;156:235–44.

[14] Koo BS, Lee HR, Jeon EO, Han MS, Min KC, Lee SB, et al.
Genetic characterization of three novel chicken parvovirus
strains based on analysis of their coding sequences. Avian
Pathol. 2015;44:28–34.

[15] ChenWT,Wu YL, Chen T, Cheng CS, Chan HL, Chou HC, et al.
Proteomics analysis of the DF‐1 chicken fibroblasts infected with
avian reovirus strain S1133. PLoS One. 2014;9:e92154.

[16] Spackman E, Day JM, Pantin‐Jackwood MJ. Astrovirus,
reovirus, and rotavirus concomitant infection causes decreased
weight gain in broad‐breasted white poults. Avian Dis. 2010;54:
16–21.

[17] Ogali IN, Wamuyu LW, Lichoti JK, Mungube EO, Agwanda B,
Ommeh SC. Molecular characterization of Newcastle disease
virus from backyard poultry farms and live bird markets in
Kenya. Int J Microbiol. 2018;2018:e2368597.

[18] Chamings A, Nelson TM, Vibin J, Wille M, Klaassen M,
Alexandersen S. Detection and characterisation of corona-
viruses in migratory and non‐migratory Australian wild
birds. Sci Rep. 2018;8:5980.

[19] Woo PC, Lau SK, Lam CS, Lau CC, Tsang AK, Lau JH, et al.
Discovery of seven novel mammalian and avian coronaviruses
in the genus deltacoronavirus supports bat coronaviruses as the
gene source of alphacoronavirus and betacoronavirus and avian
coronaviruses as the gene source of gammacoronavirus and
deltacoronavirus. J Virol. 2012;86:3995–4008.

[20] Lima DA, Cibulski SP, Tochetto C, Varela APM, Finkler F,
Teixeira TF, et al. The intestinal virome of malabsorption
syndrome‐affected and unaffected broilers through shotgun
metagenomics. Virus Res. 2019;261:9–20.

[21] Amimo JO, El Zowalaty ME, Githae D, Wamalwa M,
Djikeng A, Nasrallah GK. Metagenomic analysis demon-
strates the diversity of the fecal virome in asymptomatic pigs
in East Africa. Arch Virol. 2016;161:887–97.

[22] Day JM, Ballard LL, Duke MV, Scheffler BE, Zsak L.
Metagenomic analysis of the Turkey gut RNA virus
community. Virol J. 2010;7:313.

PANYAKO ET AL. | 13

http://orcid.org/0000-0002-0780-0399
http://orcid.org/0000-0002-0780-0399


[23] Day JM, Oakley BB, Seal BS, Zsak L. Comparative analysis of
the intestinal bacterial and RNA viral communities from
sentinel birds placed on selected broiler chicken farms. PLoS
One. 2015;10:e0117210.

[24] Kim HK, Park SJ, Nguyen VG, Song DS, Moon HJ, Kang BK,
et al. Identification of a novel single‐stranded, circular DNA
virus from bovine stool. J Gen Virol. 2012;93:635–9.

[25] Vibin J, Chamings A, Klaassen M, Bhatta TR,
Alexandersen S. Metagenomic characterisation of avian
parvoviruses and picornaviruses from Australian wild ducks.
Sci Rep. 2020;10:12800.

[26] Kumar H, Park W, Lim D, Srikanth K, Kim JM, Jia XZ, et al.
Whole metagenome sequencing of cecum microbiomes in
Ethiopian indigenous chickens from two different altitudes
reveals antibiotic resistance genes. Genomics. 2020;112:1988–99.

[27] Rio DC, Ares Jr., M, Hannon GJ, Nilsen TW. Purification of
RNA using TRIzol (TRI reagent). Cold Spring Harb Protoc.
2010;2010(6):pbd.prot5439.

[28] Bolger AM, Lohse M, Usadel B. Trimmomatic: a flexible
trimmer for Illumina sequence data. Bioinformatics. 2014;30:
2114–20.

[29] Li D, Liu CM, Luo R, Sadakane K, Lam TW. MEGAHIT: an
ultra‐fast single‐node solution for large and complex meta-
genomics assembly via succinct de Bruijn graph.
Bioinformatics. 2015;31:1674–6.

[30] Huson DH, Beier S, Flade I, Górska A, El‐Hadidi M, Mitra S,
et al. MEGAN community edition—interactive exploration
and analysis of large‐scale microbiome sequencing data.
PLoS Comput Biol. 2016;12:e1004957.

[31] R Core Team. R: A language and environment for statistical
computing. R Foundation for Statistical Computing, Vienna,
Austria. 2021.

[32] Edgar RC. MUSCLE: multiple sequence alignment with high
accuracy and high throughput. Nucleic Acids Res. 2004;32:
1792–7.

[33] Guindon S, Dufayard JF, Lefort V, Anisimova M, Hordijk W,
Gascuel O. New algorithms and methods to estimate
maximum‐likelihood phylogenies: assessing the performance
of PhyML 3.0. Syst Biol. 2010;59:307–21.

[34] Lefort V, Longueville JE, Gascuel O. SMS: smart model
selection in PhyML. Mol Biol Evol. 2017;34:2422–4.

[35] Guindon S, Gascuel O. A simple, fast, and accurate algorithm
to estimate large phylogenies by maximum likelihood. Syst
Biol. 2003;52:696–704.

[36] Qiu Y, Chen JM, Wang T, Hou GY, Zhuang QY, Wu R, et al.
Detection of viromes of RNA viruses using the next‐
generation sequencing libraries prepared by three methods.
Virus Res. 2017;237:22–6.

[37] Yehia N, Salem HM, Mahmmod Y, Said D, Samir M,
Mawgod SA, et al. Common viral and bacterial avian
respiratory infections: an updated review. Poult Sci.
2023;102:102553.

[38] Kariithi HM, Volkening JD, Goraichuk IV, Ateya LO,
Williams‐Coplin D, Olivier TL, et al. Unique variants of
avian coronaviruses from indigenous chickens in Kenya.
Viruses. 2023;15:264.

[39] Umar S, Teillaud A, Aslam HB, Guerin JL, Ducatez MF.
Molecular epidemiology of respiratory viruses in commercial
chicken flocks in Pakistan from 2014 through to 2016. BMC
Vet Res. 2019;15:351.

[40] Ommeh S, Zhang W, Zohaib A, Chen J, Zhang H, Hu B, et al.
Genetic evidence of Middle East respiratory syndrome
coronavirus (MERS‐Cov) and widespread seroprevalence
among camels in Kenya. Virol Sin. 2018;33:484–92.

[41] Pinheiro MS, Dias JBL, Petrucci MP, Travassos CEPF,
Mendes GS, Santos N. Molecular characterization of avian
rotaviruses F and G detected in Brazilian poultry flocks.
Viruses. 2023;15:1089.

[42] Fadly AM. Avian retroviruses. Vet Clin North Am Food
Anim Pract. 1997;13:71–85.

[43] Thomas JM, Allison AB, Holmes EC, Phillips JE, Bunting EM,
Yabsley MJ, et al. Molecular surveillance for lymphoproliferative
disease virus in wild turkeys (Meleagris gallopavo) from the
Eastern United States. PLoS One. 2015;10:e0122644.

[44] Caleiro GS, Nunes CF, Urbano PR, Kirchgatter K,
de Araujo J, Durigon EL, et als. Detection of reticuloen-
dotheliosis virus in Brazil. Ecology. 2019.

[45] Bande F, Arshad SS, Omar AR. Isolation and metagenomic
identification of avian leukosis virus associated with mortal-
ity in broiler chicken. Adv Virol. 2016;9058403.

[46] Kim HR, Kwon YK, Jang I, Bae YC. Viral metagenomic
analysis of chickens with runting‐stunting syndrome in the
Republic of Korea. Virol J. 2020;17:53.

[47] Wille M, Netter H, LittlejohnM, Yuen L, Shi M, Eden JS, et al. A
divergent hepatitis D‐like agent in birds. Viruses. 2018;10:720.

[48] Centers for Disease Control and Prevention. What is hepatitis
D—FAQ. December 3, 2020.

[49] Tolf C, Wille M, Haidar AK, Avril A, Zohari S,
Waldenström J. Prevalence of avian paramyxovirus type 1
in Mallards during autumn migration in the western Baltic
Sea region. Virol J. 2013;10:285.

[50] Kariithi HM, Ferreira HL, Welch CN, Ateya LO, Apopo AA,
Zoller R, et al. Surveillance and genetic characterization of
virulent Newcastle disease virus subgenotype V.3 in indige-
nous chickens from backyard poultry farms and live bird
markets in Kenya. Viruses. 2021;13:103.

[51] Porter RE. Bacterial enteritides of poultry. Poult Sci. 1998;77:
1159–65.

[52] Gross WB. Colibacillosis. In: Calnek BW, editor. Diseases of
poultry. 9th ed. Ames, Iowa: Iowa State University Press;
1991. p. 138–44.

SUPPORTING INFORMATION
Additional supporting information can be found online
in the Supporting Information section at the end of this
article.

How to cite this article: Panyako PM, Ommeh
SC, Kuria SN, Lichoti JK, Musina J, Nair V, et al.
Metagenomic characterization reveals virus
coinfections associated with Newcastle disease
virus among poultry in Kenya. J Basic Microbiol.
2023;1–14.
https://doi.org/10.1002/jobm.202300390

14 | PANYAKO ET AL.

https://doi.org/10.1002/jobm.202300390

	Metagenomic characterization reveals virus coinfections associated with Newcastle disease virus among poultry in Kenya
	1 INTRODUCTION
	2 MATERIALS AND METHODS
	2.1 Sample collection
	2.2 Extraction of nucleic acids and sequencing
	2.2.1 RNA extraction
	2.2.2 Sequencing

	2.3 Bioinformatics analysis

	3 RESULTS
	3.1 General overview of the sequence data
	3.2 Cloacal and oral-pharyngeal viral abundances
	3.3 Detected coinfections in cloacal swab samples
	3.3.1 Coronaviridae
	3.3.2 Reoviridae
	3.3.3 Retroviridae

	3.4 Detected oral-pharyngeal viruses in poultry

	4 DISCUSSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGMENTS
	CONFLICT OF INTEREST STATEMENT
	DATA AVAILABILITY STATEMENT
	ORCID
	REFERENCES
	SUPPORTING INFORMATION




