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Coral reefs worldwide are rapidly declining due to increasing anthropogenic stressors
and environmental changes, with large-scale mortalities of coral reefs observed in
many locations across the globe. It has become clear that the microbiome of corals
is important in understanding the causes of coral infections, although its exact role is
yet to be fully understood. Here, we characterize the bacteria and fungi associated
with the non-lesional and lesional (identified by discoloration and tissue loss) tissues of
coral species from Vietnam. Metabarcoding of the bacterial 16S rRNA gene and the
fungal ITS rRNA gene region were performed. We sampled across two Porites species
with potentially multiple causes of stresses, yet the bacterial compositions of lesional
regions were consistently different from non-lesional areas of the same coral. These
differences were driven by a considerable and significant increase in OTU richness
within the lesional region compared to the non-lesional region. While no single OTU was
consistently associated with lesional tissue, indicator analysis revealed that nine OTUs
were significantly more persistent in the lesional regions that could represent useful
bioindicators of stress. Meanwhile, there were no indicator OTUs in the non-lesional
region. Further investigations are needed to determine whether changing bacterial
communities play a mechanistic role in inducing lesioning, or are opportunistically
colonizing stressed corals.

Keywords: microbiome, molecular ecology, metabarcoding, bacteria, fungi

INTRODUCTION

Around the world, corals are declining due to many different forms of stress. Reefs in Southeast
Asia are no different. They are experiencing rapid deterioration, and it is apparent that the Indo-
Pacific reefs are heading toward the same decline as that of the Caribbean reefs (Weil et al., 2006).
Vietnam is regarded as one of the 27 most vulnerable places to reef loss in the world (Burke et al.,
2011). With the increase of tourism and industrialization along the Vietnam coast, the coral cover
is expected to decline as disease prevalence increases at faster rates than previously recorded (Lamb
et al., 2014). These reefs are affected by anthropogenic stressors, such as pollution, runoff, and
shoreline development (Latypov, 2006; Ponti et al., 2016). In addition, changes in environmental
stressors, such as increased UV and increased temperatures, induced by climate change, have made
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corals more susceptible to stress (Carey, 2000; Webster et al.,
2016). These stressors combined are causing significant coral
reef degradation around the world (Mera and Bourne, 2018),
and reports of coral disease have been increasing since their first
observation in the 1970s (Antonius, 1973; Garrett and Ducklow,
1975). Furthermore, other biological stressors, such as predation
and algae are also affecting coral reefs (Shaver et al., 2017; Brown
et al., 2019). There are many types of stressors and corals are
often forced to resist multiple stressors concurrently (Brown
et al., 2019). Therefore, it is often difficult to determine whether
a single factor or a combination of factors is causing the immune
response in the coral.

Some stressors have the potential to affect the composition
of the coral’s microbiome. A coral colony lives in symbiosis
with dinoflagellates, bacteria, archaea, and fungi, known as the
coral’s microbiome (Rädecker et al., 2015). A healthy microbiome
can ward off diseases and help increase stress tolerance, as
well as prevent drastic responses such as bleaching of the coral
host (Rosado et al., 2019). A healthy microbial community
is likely needed for the coral’s survival, but the importance
of a healthy microbiome is often overlooked when discussing
ecological resilience (McDevitt-Irwin et al., 2017). An altered
microbiome composition has been observed on corals stressed
by disease (Mera and Bourne, 2018) and when algae encroach
onto corals (Brown et al., 2019). The extent of this perturbation
can also vary depending on the species of coral, where the
microbiomes of some coral species seem to exhibit limited
changes, others can change profoundly in response to stress
(Ziegler et al., 2019). Studies suggest that certain bacterial
communities are associated with the health and resilience of
corals, while other bacteria could serve as indicators of stress
(Bourne et al., 2016; Glasl et al., 2017). Interactions between
corals and algae can often result in a coloration change (Palmer
et al., 2008; Hoeksema et al., 2019); this reaction, especially
if color is pink, is considered a sign of injury or immune
response in the coral.

Here, we present a study investigating the alteration of the
microbiome in response to stressors in corals off the coast
of Vietnam. We sampled Porites spp. corals both in regions
showing signs of stress responses, such as algae interaction
and possible disease infection, as well as reportedly less-affected
regions. We characterized the bacterial and fungal composition
using DNA metabarcoding. This study aims to quantify the
relative effects of site variation, island effects, and lesion status in
regulating the bacterial and fungal communities of Vietnamese
Porites spp.

MATERIALS AND METHODS

Ethics Statement
Corals for this study were collected following Vietnamese laws
and following the guidelines and permits for sampling and
export issued by the Institute of Oceanography (IO) of Nha
Trang, Vietnam and the Marine Park Authorities (permit no. 205
2014). Samples were exported to the Natural History Museum of
Denmark (University of Copenhagen) for processing.

Study Species: Porites spp.
This study focuses on genus Porites (specifically P. lobata and
P. lutea) of Vietnam due to their important ecological role
(Barshis et al., 2010). Porites are hard corals (Scleractinia)
commonly found in a wide range of habitats within the
distribution range of coral reefs. Some Porites spp. may be
sensitive to environmental changes but massive species, such as
P. lutea are tolerant of bleaching, disease outbreaks, and erosion
(Obura, 2001; Barshis et al., 2010; Huang, 2012).

Study Sites
Samples were collected in May and June 2014 from a total
of six sites from two regions: one near Nha Trang (central
Vietnam) and the other Cu Lao Cau (south-central Vietnam) in
Vietnam (Figure 1). In 2002, a Marine Protected Area (MPA)
was established in the Nha Trang Bay region to help protect
the marine habitats, such as mangroves and coral reefs (Dung,
2009; Nguyen, 2010; Ngoc, 2019). The MPA covers nearly 13,000
hectares and the coral reefs therein are thought to contain the
highest biodiversity in Vietnam (Nguyen, 2010). Four sampling
sites were located around Mun Island within the core zone of
the MPA (Rainbow Reef, Madonna Beach, Seahorse Wave, and
Debbie’s Beach) (Figure 1), where some recreational diving is
allowed but monitored. All sites on Mun Island are considered
to have high coral coverage and little to no algae, and the coral
reefs in the area were observed to be less stressed than in nearby
non-protected areas (Dung, 2009).

Cu Lao Cau is a small island located along the south-
central Vietnam coast (Figure 1). The island has been under
the protection of the Hon Cau MPA since 2011 (3 years prior
to sampling) (Walton et al., 2015), although large fishing fleets
are active near the island. The shallow fringing reefs (0–5 m)
on the northeast side of the island has a high coverage of a
diverse coral community and a wide variety of fish species. At
5 m depth, the corals were extensively overgrown by algae, and
a large number of crown-of-thorns starfish (Achantaster plancii)
were observed. Corals were sampled at two sites (Cu Lao Cau W,
Cu Lao Cau NE) within this region. The sampling site on the west
side of the island has high turbidity and corals were observed
by local divers to have a higher presence of diseases than the
northeast sampling site.

Sample Collection and Processing
Coral tissue samples were collected using SCUBA. Samples were
collected from coral colonies that were identified as Porites in
the field and were photographed using a Canon PowerShot D30
camera prior to sampling. The corals were initially identified
based on the pictures following Veron (2000). Sampling efforts
were set up in areas where corals were monitored for disease
and presence of lesions. For this study, the lesional areas
sampled were characterized by a pink coloration (sometimes also
accompanied by a white coloration) with distinct, undulating
edges, and the presence of either bare coral skeleton or algae
(Coral Disease and Health Consortium, 2019) (Figure 2A). Non-
lesional samples were collected within a phenotypically healthy
region, at a minimum of 5 cm from the edge of lesioned
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FIGURE 1 | Map of the six sites in Vietnam with axis describing the longitude and latitude of sites. Mun Island (upper right corner) contains four sites: Seahorse Bay,
Madonna Rock, Rainbow Reef, and Debbie’s Beach. Cau Island (lower right corner) is located in south-central Vietnam and has two sites—Cu Lao Cau northeast
(NE) and Cu Lao Cau west (W). (2017) (Google Maps, 2017).

regions (Figure 2B). A small tissue sample (∼2 mm3) was
collected from lesional and non-lesional regions of each coral
using razor blades. The sample was transferred to pre-numbered
and re-sealable plastic bags. Samples were then centrifuged
and the supernatant was then removed to prevent seawater
contamination. Water samples were also taken at five sites.
Details of sample collection and processing can be found in the
Supplementary Material.

After each dive, samples were transferred to pre-labeled vials
on board and were transported in either liquid nitrogen or
on dry-ice to −80◦C freezers in the laboratory at the Institute
of Oceanography in Nha Trang, Vietnam. Samples were then
transported to Denmark on dry-ice and stored at −80◦C until
further processing.

DNA Extraction
DNA extractions from coral tissue were performed using
QIAGEN DNeasy Blood and Tissue kit (QIAGEN, Germany)
following the manufacturer’s instructions, with a minor
modification during the DNA elution stage, where samples were
re-eluted in 200 µL 70◦C 1X TE buffer (pH 8.0, Sigma). Five
extraction negatives were included in the extraction process. All
extractions were quantified using Qubit (Version 1.27) with High
Sensitivity DNA assay (Invitrogen, Carlsbad, United States) and

diluted to 1 ng µL−1. These dilutions, including the extraction
negative, were used to identify fungi and bacteria in the coral, as
well as for coral identification.

Coral Identification
All samples were morphologically identified during collection
and checked with Sanger sequencing using the following
genetic markers: mitochondrial putative control region
(D-Loop) and cytochrome c oxidase I gene (COI). The
D-Loop primers (Vollmer and Palumbi, 2002) were used
to identify if samples were Porites spp. (forward (CR_F):
5′-GCTTAGACAGGTTGGTTGATTGCCC-3′ and reverse
(CO3_R): 5′-CTCCCAAATACATAATTTGAACTA-3′). Samples
were amplified with D-Loop primers using a PCR master
mix as follows: 2.5 µl GeneAmp R© 10X PCR Buffer I (Thermo
Fisher Scientific) with 15 nM MgCl2, 0.2 µL dNTPs (25 mM,
Invitrogen), 0.2 µL AmpliTaq DNA polymerase (5U µL−1),
1.5 µL forward primer (10 µM), 1.5 µL reverse primer (10 µM),
1 µL Bovine Serum Albumin (BSA) (20 mg mL−1) (New
England Biolabs Inc.) (Pace et al., 1995), and 17.1 µL AccuGENE
molecular grade water, then 1ng of Coral Tissue DNA. The DNA
was amplified under conditions: 95◦C – 5 min; (95◦C – 30 s;
52◦C – 30 s; 72◦C – 1 min) × 35 cycles; 72◦C – 7 min; hold at
4◦C. All PCR products (5 µL) were visualized on 1–2% agarose
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FIGURE 2 | (A) Porites spp. This image shows a lesioned Porites coral. The diseased coral has a blotch of skeleton visible (covered by algae) where the growing
edge is receding and shows signs of an immune response. Photos were taken by Kristín Rós Kjartansdóttir and Thomas Arn Hansen. (B) Image depicting the
location of where samples were taken from. Image created with Biorender.com.

gels stained with GelRed Nucleic Acid Gel Stain (Biotium) and
separated by electrophoresis to confirm amplification success.

The samples that failed to amplify with the D-loop
primers, were amplified with a general COI marker suitable
for genus-level identification of corals (forward (ZCOI_F):
5′-TCAACTAATCATAAAGATATTGGTACG-3′ and reverse
(ZCOI_R): 5′-TAAACCTCTGGATGCCCAAA-3′) (Forsman
et al., 2009). AmpliTaq master mix (Thermo Fisher Scientific) was
also used for this amplification, with the following thermocycler
conditions: 95◦C 5 min; (95◦C – 30 s; 51◦C – 45 s; 72◦C –
90 s) × 35 cycles; 72◦C – 5 min; hold at 4◦C). Amplified PCR
products (CO1: ∼ 638 bp, D-loop: ∼ 933bp) were purified and
Sanger sequenced at Macrogen Inc. (Germany).

Sequences were analyzed using MEGA 7.0 (Kumar et al.,
2016) and underwent BLAST analysis against the NCBI BLASTN
database, and matches of > 98% were used as genus-level
identifications (Ko et al., 2013).

Coral Associated Bacteria
Metabarcoding
PCR amplification of bacterial 16S ribosomal RNA gene region
(16S rRNA gene) was performed using primers (forward
(341F): 5′-CCTAYGGGRBGCASCAG-3′ and reverse (806R): 5′-
GGACTACNNGGGTATCTAAT-3′). These primers flank the
V3–V4 region of the bacterial 16S rRNA gene region and
resulted in a PCR product of approximately 400 base pairs
(bp). Additionally, internal tags ranging between six and eight
nucleotides were added to the 5′ terminal of primers allowing
for the multiplexing of samples (Hansen et al., 2012). In total,
80 different forward and reverse tags were used in accordance
with Schnell et al. (2015), with no replication of tag sequences
in libraries, and unique forward-reverse tag combinations used
across entire MiSeq run. All samples were run with PCR master
mix consisting of 2.5 µL 10X PCR GOLD buffer (Thermo
Fisher Scientific), 2.5 µL GOLD MgCl2 (25 mM, Thermo Fisher
Scientific), 0.2 µL dNTPs (25 mM, Invitrogen), 0.2 µL AmpliTaq

GOLD polymerase (5U µL−1, Thermo Fisher Scientific), 0.2 µL
BSA (20 mg mL−1) (New England Biolabs Inc.), and 12.6 µL
AccuGENE molecular grade water. Tagged bacterial primers were
then individually added (1.5 µL of forward and reverse primers
(10 µM) per sample) to each reaction along with 3ng DNA. Also,
a PCR negative was systematically added approximately every 16
samples (13 PCR negatives in total). The total reaction volume
was 25 µL and all samples were run in Applied Biosystems 2720
Thermal Cycler (Applied Biosystems) with a setting of 95◦C –
5 min; (95◦C – 15 s; 55◦C – 30 s; 72◦C – 40 s) × 36 cycles; 72C –
4 min; hold at 4◦C. Samples that amplified poorly were run in
replicates with their pair (samples from a colony with both non-
lesional and lesional samples). All PCR products were visualized
on agarose gels and pooled. A total of six pools were used to
construct six libraries using Illumina TruSeq DNA PCR-Free
Library Preparation (Illumina, CA, United States). After library
construction, a bead purification step was performed to remove
primer dimers, which consisted of one volume of library product
to 1.5 volume of Agencourt AMPure XP beads (Beckman Coulter,
Germany). The libraries were run on an Agilent Technologies
2100 Bioanalyzer (Agilent, CA, United States) using the Agilent
High Sensitivity DNA kit to determine the length of products
and concentration for the pooling of libraries for sequencing.
Libraries (including extraction, PCR, and library negatives) were
subsequently sequenced on an Illumina MiSeq platform with
250 bp paired-end at the Danish National High-Throughput
Sequencing Centre, GLOBE Institute, Copenhagen, Denmark.

Bioinformatics
A total of 26,529,179 single reads were produced across two
MiSeq runs (for bacterial libraries of the corals, water, and
negatives). All reads for bacterial data can be found under
accession no: SRP149401 in Sequence Read Archive (SRA), where
samples are already demultiplexed into samples. Initially, 16S
rRNA gene region libraries were merged using VSEARCH (v
2.1.2) when there was a 100% match only (Rognes et al., 2016).
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After merging forward and reverse reads, the total amount of
merged reads was 12,759,157 with a quality score (Q-score) of 39.
Using a custom script, libraries were subsequently demultiplexed
into individual samples using the unique tag combination
attached to the forward and reverse primers. Only reads with
exact matches of both tag sequences were kept, resulting in
6,028,673 merged reads. VSEARCH (v2.1.2) was used to denoise
merged reads (a maximum error rate of 0.2%, approximately
equivalent to <1 bp error per read) and to filter reads below
400 bp, while also calling Cutadapt (v 1.11) (Martin, 2011) to
remove primers and internal tag sequences. After quality filtering,
5,812,821 reads remained. Reads were subsequently dereplicated
and singletons removed, with 66,863 unique sequences identified
in the dataset. Using the UPARSE-OTU algorithm in USEARCH
(Edgar, 2013), OTUs were clustered at 97% similarity. Chimeras,
accounting for 6% of reads, were removed during the OTU
clustering step. Clustering resulted in a total of 3,786 operational
taxonomic units (OTUs) and 4,103 chimeras. An OTU table
was subsequently created from unique dereplicated reads and
OTUs within USEARCH (v9.0.2132), before being converted to
a BIOM format table. Taxonomy was assigned to each OTU
using LCAClassifier v.2.0.4. within MEGAN v6.18 (Huson et al.,
2016) using the Silva reference database v.128 (Quast et al.,
2012). OTUs assigned to Eukaryotes were removed from the
dataset, resulting in an OTU table containing 658,617 reads
spread over 3573 OTUs. A substantial loss of reads occurred
as a consequence of OTU1 (5,142,405 reads) being identified as
the mitochondrial 12S rRNA gene from the Porites spp. which
was removed from downstream analyses. The average amplicon
length of OTUs was 412.23 bp ± 10.61. A total of 182 coral
samples (including replicates), 18 water samples, 18 negatives
from protocols ran with coral samples (five extraction negatives
and 13 PCR negatives), and three negatives from protocol ran
with water samples (two extraction negatives and one PCR
negative) remained. Given the relatively low number of reads per
sample, theoretical maximal diversity was also calculated for each
sample (Chao1) using QIIME (VEGAN v2.5-6), while data were
then analyzed in two separate ways (described below) to limit
these effects. The results of water samples and their negatives
were reported in Supplementary Material and excluded in the
following datasets:

(1) Initially reads from each coral replicate were pooled into
a single sample (referred to as the summed dataset). three
OTUs were present in half of the negative controls and
were therefore likely contaminants that were removed.
Consequently, 593,527 reads were spanning 3391 OTUs
in the 74 corals samples (35 pairs and four unpaired
samples). The results of this approach are presented in the
Supplementary Material.

(2) Alternatively, a more stringent approach was applied where
replicates with the highest number of reads were selected
as a representative for each sample, and all OTUs present
in any negative were removed. Samples were rarified to
an even 500 reads per sample. Consequently, there were
37,000 reads spread over the 74 coral samples (35 pairs
and 4 unpaired samples), spanning 1,802 OTUs. This

dataset will be referred to as the stringent dataset and
will be the dataset that is presented in the results section
of the main text.

Fungal metabarcoding and bioinformatics were also
performed (Supplementary Material) with fungal reads
undergoing BLAST against the UNITE database (v7.2) (Kõljalg
et al., 2005). However, due to reads mostly being derived from the
host, the results are not included in the main analyses, and only
briefly discussed in this paper. Fungal reads were also deposited
in the SRA and can be found the same accession as the bacteria
(no: SRP149401).

Statistical Analyses
All statistical analyses were performed using the computing
environment R (v 3.6.2), which were repeated for both the
summed dataset and the stringent dataset (as outlined in the
bioinformatic analyses). Initially, the OTU data underwent
a Hellinger transformation before statistical analyses to
downweigh the many zero values. A Bray-Curtis similarity
matrix was constructed from the community data and non-
metric multidimensional scaling (nMDS) was performed, which
was visualized using ggplots (v 2.2.1) (Wickham, 2016). The
effects of lesion status, site, and island effect on coral microbial
community composition were initially tested using the envfit
function. Additionally, a PERMANOVA was performed to
correlate lesion status, site, and island effect against community
variation simultaneously, while pair ID served as the strata.
Betadisper was run on the similarity matrix and tested for
variance in sites, island effect, and lesion status. The Bray-Curtis
similarity matrix construction, nMDS, envfit tests, betadisper,
and PERMANOVA were all performed using the Vegan package
(v 2.4-6) (Oksanen et al., 2013).

Given the substantial differentiation between the communities
of the lesional and non-lesional regions, samples were partitioned
by their lesional status for independent community analyses.
Multivariate generalized linear modeling (MGLM) analyzed
lesional and non-lesional community variation separately against
site and island effects using the negative binomial distribution,
utilizing the MVABUND package (v 3.13.1) (Wang et al., 2012).

For assessing differences in OTU richness (as opposed to
variation in the community composition), lesion status, and
sites nested within island effect served as fixed effects in a
linear mixed-effects model, with OTU richness (log-transformed)
serving as the response variable and pair ID serving as the
random effect (lme4 package, v1.1-15) (Bates et al., 2014). The
significance of various factors on OTU richness was assessed
by performing likelihood ratio tests on linear mixed effects
models, using the drop1 function (from the stats package, v3.4.3).
Meanwhile, differences in top phyla’s OTU richness and relative
abundance were assessed using paired t-tests (stats package).
Finally, indicator species analysis was performed to detect OTUs
associated with the lesional and non-lesional regions, using
the signassoc function of the Indicspecies package (v1.7.6) (De
Caceres et al., 2016). P-values underwent Sidak’s correction for
multiple comparisons to avoid false positives (Šidák, 1967).
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RESULTS

Coral Identification
All samples that underwent Sanger sequencing were assigned to
P. lobata and P. lutea, however, it was not possible to distinguish
between the two species. Due to this and their morphological
similarities, we refer to samples as the genus (Porites spp.)
throughout the rest of the manuscript.

Coral Associated Bacteria Composition
Non-lesional samples appeared phenotypically healthy with no
sign of stress, whereas lesional samples were collected on the
basis of showing an immune response, characterized by pink
coloration and either exposed skeleton or algae on one side.
After Hellinger transformation of the stringent dataset, and the
calculation of a Bray-Curtis dissimilarity matrix, the community
composition of the coral-associated bacteria was visualized
with non-metric multidimensional scaling (nMDS) (Figure 3A,
similar results showed in summed dataset Supplementary
Figure S6A). The ordination demonstrates the clustering of
the bacterial communities from lesional and non-lesional coral
regions separately. The lesional and non-lesional communities
showed no significant difference in community similarity,
with the lesional samples sharing an average of 0.15 (15%)
similarity and the non-lesional just 0.12 (12%) (t = 218476,
p-value = 0.6381) (Figure 3B).

From the nMDS, envfit analyses were performed to test
whether lesion status, sites, and island effects correlate with the
bacterial composition. Sites were nested within the island, but
each had no significant effect. Only lesion status was shown to
be a significant driver of the bacterial composition (R2 = 0.080,
p-value > 0.001, permutation 999). Differences in dispersion
was tested with betadisper, finding no difference in dispersion
associated with sites (F-value = 0. 818, p-value = 0.541), island
effect (F-value = 0.337, p-value = 0.563), and lesion status (F-
value = 0.085, p-value = 0.772). PERMANOVA analysis found
that only lesion status correlated with the bacterial community
variation (Table 1). MGLM was performed on the partitioned
lesional and non-lesional bacterial communities separately (as
the data was no longer paired) to determine whether there
were any effects of site or island that were masked by the large
variation associated with lesion status. Site and island effects did
not significantly correlate with the bacterial communities of the
non-lesional samples, whereas site significantly correlated with
variation of the lesional communities (df = 5, deviance = 5086,
p-value = 0.028, permutation = 500).

Bacterial OTU Richness of Lesional and
Non-lesional Regions of Corals
Due to the rarefaction of samples to equal sampling depth, an
alpha diversity index (Chao1) was calculated to estimate the
theoretical maximum number of OTUs in samples. Theoretical
maximums showed that lesional samples had considerably higher
OTU richness than their non-lesional counterpart (Figure 4;
t = 5.4455, p-value < 0.001). Within the stringent (rarefied)

data, lesional regions had a mean of 86.5 OTUs while the non-
lesional regions had a mean of 49.2 bacterial OTUs. Theoretical
maximum richnesses (Chao1) found the mean of lesional
samples to be nearly three-fold higher than that of the non-
lesional samples (mean of lesional = 292.6 OTUs, mean of
non-lesional = 108.1 OTUs). Log transformed bacterial OTU
richness underwent linear mixed effect modeling, with lesion
status, and sites nested within the island effects serving as the
fixed effect within the model, and coral pair as the random
effect, revealing only lesion status significantly correlated with
OTU richness (LTR = 17.39, p-value < 0.001). Paired and
unpaired samples were used, but uncertainty in random effect
was estimated with paired samples. In addition, a Student’s t-test
found that OTU richness was significantly different between
lesion status (t = 4.124, df = 72, p-value < 0.001), and another
Student’s t-test of Shannon diversity measure also found a
significant difference between bacterial richness between lesional
and non-lesional status (t = 4.037, df = 72, p-value < 0.001).
The bacterial community of lesional regions was dominated by
Proteobacteria, which represented 51.3% of the total bacterial
composition, and accounted for 57.5% of reads in non-lesional
regions. The Bacteroidetes and Cyanobacteria were the other two
highly abundant bacterial phyla represented, accounting for 7.7%
and 8% of reads in the lesional samples, and 29.2% and 24.9% in
the non-lesional.

The average number of OTUs in each of the Proteobacteria,
Cyanobacteria, and Bacteroidetes was significantly increased
in the lesional communities compared to the non-lesional
(Figure 5). Lesional samples contained on average 42.7
Proteobacteria OTUs, whereas non-lesional communities
contained 19.8 Proteobacteria OTUs (t = 5.225, df = 72,
p-value < 0.001). Similarly, the amount of OTUs corresponding
to Cyanobacteria was an average of 15.3 OTUs in lesional
samples, and 7.8 OTUs in non-lesional (t = 4.720, df = 72,
p-value < 0.001). Bacteroidetes also increased in lesional samples
with an average of 16.7 OTUs, whereas non-lesional samples had
an average of 9.9 OTUs (t = 2.726, df = 72, p-value = 0.008).

Indicator species analysis identified nine indicator OTUs
for lesional samples, but none for the non-lesional samples
(Figure 6). Of these lesional indicators, seven were assigned
to the phylum Proteobacteria, six of which belong to the
class Alphaproteobacteria. Two OTUs were not assigned to
taxonomy beyond the class level, both of which were absent in
the non-lesional, but found in 18.1% of lesional samples. One
OTU was assigned to the order Caulobacterales, which was in
2.7% of non-lesional communities and 29.7% of the lesional.
Two OTUs were classified to the family Rhodobacteraceae
that had large differences in persistence associated with lesion
status, but these were also present in non-lesional samples
(Ruegeria spp. OTU: non-lesional – 48.6% and lesional – 83.8%;
Rhodobacteraceae OTU: non-lesional – 16.2%, lesional – 54.1%).
An Alphaproteobacteria OTU, Defluviicoccus spp., was absent
in the non-lesional communities and in 18.9% of the lesional.
There were two OTUs assigned to phylum Cyanobacteria. One
of these OTUs was present in 2.7% of the non-lesional and
20.7% of the lesional. The other OTU was assigned to Limothrix
spp. and it was present in nearly a quarter of lesional samples
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FIGURE 3 | (A) nMDS plot shows data from rarefied Porites data clustering based on lesion status. The dashed circles are representative of the groups’ 95%
confidence interval. (B) The Bray-Curtis similarity of the non-lesional and lesional tissue. Lesional tissue contained more similarity in composition with a mean of 0.15
similarity. Whereas, the non-lesional tissue was much more variable, with a mean of 0.12 similarity (the mean is represented by the dashed lines).

TABLE 1 | PERMANOVA summary statistics for factors affecting the bacterial composition in non-lesional and lesional corals.

Factors Df Sums of squares Mean squares F models R2 P-value Permutation

Islands 1 0.535 0.535 1.570 0.0199 0.051 999

Site 4 1.421 0.355 1.042 0.053 0.346 999

Lesion status 1 2.164 2.164 6.347 0.080 0.001*** 999

Residuals 67 22.842 0.341 0.847 999

Total 73 26.962 1.000

Strata = pairs.

(24.3%) and very few of the non-lesional (2.7%). A Neptuniibacter
spp. OTU was present in 5.4% of the non-lesional and 29.7%
of the lesional.

DISCUSSION

Here we show that the bacterial community composition of
Porites spp. differs substantially when under stress (e.g., coral

disease and algae interactions), driven by a near doubling of
OTU richness within lesional regions of corals compared to the
non-lesional areas (Figure 4; a pattern mimicked in the summed
dataset, Supplementary Figure S3). The bacterial communities
of the lesional tissues significantly differed from the non-lesional.
However, despite the increased bacterial richness, variation in
the bacterial community composition did not significantly differ
(averaging 15% similarity in the lesional and just 12% in the non-
lesional).
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FIGURE 4 | This plot contains the OTU richness of pairs (pair ID listed at the top of the respective bars) from rarefied data (Supplementary Figure S3 for
non-rarefied OTU richness data). The number (X_X) in the gray box represents the sample pair, where the first X represents the transect number and the second X is
the coral number. Thus, 1_3 is a coral pair containing a sample of the non-lesional and lesional tissues from the third coral on the first transect. The color of the bar
represents the lesion status of the sample. The translucent coloration represents the theoretical maximum (Choa1 estimate) whereas, solid coloration is
representative of OTU richness of rarefied data. Overall, lesional samples have more OTUs than their adjacent non-lesional samples.

In this study, lesional samples were characterized as an area
on the coral that had pink coloration, which has been previously
been associated with an immune response by the coral (Palmer
et al., 2008) and exposed skeleton or algae growth on the
one side. Even though we were unable to determine the exact
stressor or combination of stressors causing lesioning in this
study, a change in the microbiome in the presence of lesions
was evident across the corals we sampled. We found a shift
from a less diverse bacterial community (non-lesional region) to
a more diverse one (lesional region). Importantly, the lesional
bacterial community was enriched by newly colonizing bacteria
from a wide range of phylogenetic backgrounds (Figure 5). The
summed dataset (consisting of the merged triplicate data) also
supports the observed increase in OTU richness and the shift
in the bacterial community. Lesions can be induced by a range
of abiotic and biotic stressors (Peters, 2015) and these results
found here and in other studies (Egan and Gardiner, 2016; Pratte
et al., 2018) suggest that lesioned areas are associated with a loss
of regulation of the microbiome. Algae interactions in Porites
spp. often cause coloration at the interaction edge and tissue
loss (Thinesh et al., 2019) as well as an increase in microbial
diversity (Brown et al., 2019), which was also evident in this
study. This reaction can be of concern since Porites spp. do
not show any recovery of affected tissue (Thinesh et al., 2019).

A shift in the microbiome has been suggested to be the result
of compromised health, rather than driven by a single causative
agent (Sweet and Bulling, 2017). Therefore, it remains unknown
whether the colonization of many new bacterial species are
simply opportunistically colonizing already compromised corals
(passengers), or are inducing lesions (drivers).

The lack of regulation of the microbiome by a host is referred
to as dysbiosis and has become an area of particularly intense
research in recent years (Egan and Gardiner, 2016). Traditionally,
researchers have analyzed for a predictable dysbiotic state
(i.e., a perturbed microbiome) under stress, but more recently
the Anna Karenina Principle (AKP) was suggested as an
alternative model for predicting coral microbiome composition
under stress (Zaneveld et al., 2017). The AKP suggests that
many environmental stresses induce stochastic changes on the
composition of the microbiome rather than deterministic, and
therefore “each dysbiotic microbiome is dysbiotic in its own
way” (Zaneveld et al., 2017). Furthermore, the coral communities
affected by increased temperatures and algal growth seem to
fit the AKP model (Casey et al., 2015). Here, differences are
only seen in the composition of the bacterial communities, but
not in β-diversity (geographical variation), which could suggest
a deterministic change. The composition of lesional samples
significantly varied between sites, which could suggest some sort
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FIGURE 5 | This phylogenetic heat tree shows the bacteria composition of the samples. The color of nodes and edges represents the mean change in OTU richness
at each taxonomic group, with red indicating greater richness in lesional samples and blue in the non-lesional, while node size represents OTU richness of each
taxonomic group across the dataset.

of environmental variation between sites. However, no single
bacterium was consistently associated with the lesioned state in
our dataset. To make more robust hypotheses into the effects
of changing coral microbiome associated with stress, future
studies should also sample corals without visible signs of stress
or disease, and compare these to the lesional and non-lesional
regions of the corals.

The bacterial communities of Vietnamese corals demonstrate
a community composition similar to those described in
Huggett and Apprill (2019), who created a database of
coral-associated bacteria from many studies. They found
Proteobacteria, Cyanobacteria, Bacteriodetes, Firmicutes, and
Actinobacteria are consistently the most abundant and species-
rich phyla (Huggett and Apprill, 2019). Similarly, in this study,
high levels of Proteobacteria, Cyanobacteria, Bacteroidetes, and
Actinobacteria were associated with the Vietnamese Porites spp.
(Supplementary Figure S7). Interestingly, OTUs dominating the
water samples were not among the persistent OTUs seen in
the coral samples, and are therefore unlikely to have driven
the differences in bacterial communities observed between the

lesional and non-lesional regions (Supplementary Table S5).
Furthermore, Endozoicomonas are found in significantly higher
abundance in the non-lesional samples (non-lesional – 39.9%;
lesional – 10.8%), but were equally low in OTU richness despite
the lesion status (non-lesional: average 1.5 OTUs; lesional –
average 1.1 OTUs), suggesting that Endozoicomonas might
be commensal bacteria that are lost/reduced in abundance
when corals become lesioned. This drop in Endozoicomonas
abundance has been seen in another study focusing on the
bacterial communities of coral lesions associated with disease
(Meyer et al., 2014). It has also reported in corals during other
stress events, such as climate anomalies and algae interactions
(McDevitt-Irwin et al., 2017; Brown et al., 2019), and is overall
associated with corals’ resistance to pathogens (Bourne et al.,
2013; Neave et al., 2016; Peixoto et al., 2017). Thus, stressors
may cause a breakdown in the coral’s defense mechanism found
in the microbiome, allowing for pathogens and opportunistic
bacteria to invade.

While no single OTU could be associated with lesional status,
nine potential bioindicators of lesional tissues were identified
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FIGURE 6 | A summary of OTUs that are significant indicators for lesional corals. OTUs are grouped by Alphaproteobacteria, Cyanobacteria (Cyano.), and
Gammaproteobacteria (Gamma.). OTUs were required to be in at least seven samples as well as have a Sidak corrected p-value of greater than 0.05 in the species
indicator analysis.

that were significantly more persistent in the lesional tissue.
Meanwhile, seven of the nine indicator OTUs of lesional tissue
were assigned to the phylum Proteobacteria (Figure 6). Two of
the indicator OTUs belonged to the family Rhodobacteraceae.
Rhodobacteraceae are thought to be opportunistic bacteria that
bloom when corals are stressed (Welsh et al., 2015). Therefore,
the presence of Rhodobacteraceae OTUs could be a potential
indicator of coral health. The lack of any consistent OTU
associated with lesional tissue could further suggest that there
is no single stressor or no single pathogenic agent. However,
without a defined cause of lesioning, it is not very likely to
find a single microbe associated with lesions. It should also be
noted that given the errors associated with assigning taxonomy
to bacterial data produced via metabarcoding (Somervuo et al.,
2017), caution is urged when using the assigned taxonomy
from OTU data in understanding a taxonomic group’s role.
However, as none of the indicator OTUs were assigned to the
species level (with only two of nine assigned to the genus
level), little can be inferred into the putative functioning of the
identified indicator OTUs.

Both fungal and bacterial primers were dominated by reads
derived from the corals. For the fungal data, this could be due
to low numbers of coral-associated fungi, or similarity between
the fungal and coral ITS regions (Supplementary Figure S1).
The limited number of reads assigned to fungi do, however,

suggest that Porites spp. maintain a similar fungal composition
between the lesion and non-lesional regions, with potentially a
modest increase in the number of OTUs in the lesional tissue.
In addition, the primers showed Philaster apodigitiformis, a
known secondary opportunistic ciliate, was found in nearly a
third of the lesional samples and in low abundance within the
non-lesional samples (Supplementary Table S2). This mimics
previously observed trends, where P. apodigitiformis was found
to increase in corals affected by white syndromes and brown-
band diseases (Weil et al., 2006; Randall et al., 2015). Other
species within the Philaster genus, have been reported as
possibly playing a role in coral diseases (Sweet and Séré,
2016). However, sampling with more specific fungal primers
or an untargeted metagenomic approach is required to better
characterize the fungal communities associated with corals.
Quantitative approaches such as quantitative PCR could also be
applied to determine whether the fungi associated with corals are
in biologically relevant abundances within the coral microbiome.

In this study, we explored the composition of fungi and
bacteria of Vietnamese Porites corals. This study is part of a
growing number of studies reporting that stressors are causing a
significant increase in the bacterial community within the coral
microbiome. Furthermore, stressors such as algae interactions
and coral diseases are likely associated with an imbalance in
the microbiome. We show that the composition and richness of
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the bacterial community of corals are dependent on sampling
lesioned or non-lesioned regions of the coral. We found that
lesioning could be indicative of a form of dysbiosis and a loss
of regulation of the coral’s associated bacterial community, but
it remains unknown whether the perturbed bacterial community
is driving the lesions or simply opportunistically colonizing
corals afterward. Our study supports the statement of McDevitt-
Irwin et al. (2017), that microbiomes experience an increase
in diversity, regardless of the stressor, and that these changes
in the microbiome may not be predictable but predominantly
stochastic. A more thorough understanding of the role that the
coral microbiome plays in healthy coral functioning is required,
but also an improved understanding of the changes associated
with specific abiotic and biotic stressors are required to aid efforts
to conserve coral reefs that are increasingly under threat.
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