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Abstract
The 2,3,7,8-tetrachlorodibenzodioxin (TCDD), a contaminant in Agent Orange released during the US–Vietnam War, led to 
a severe environmental crisis. Approximately, 50 years have passed since the end of this war, and vegetation has gradually 
recovered from the pollution. Soil bacterial communities were investigated by 16S metagenomics in habitats with different 
vegetation physiognomies in Central Vietnam, namely, forests (S0), barren land (S1), grassland (S2), and developing woods 
(S3). Vegetation complexity was negatively associated with TCDD concentrations, revealing the reasoning behind the uti-
lization of vegetation physiognomy as an indicator for ecological succession along the gradient of pollutants. Stark changes 
in bacterial composition were detected between S0 and S1, with an increase in Firmicutes and a decrease in Acidobacteria 
and Bacteroidetes. Notably, dioxin digesters Arthrobacter, Rhodococcus, Comamonadaceae, and Bacialles were detected 
in highly contaminated soil (S1). Along the TCDD gradients, following the dioxin decay from S1 to S2, the abundance of 
Firmicutes and Actinobacteria decreased, while that of Acidobacteria increased; slight changes occurred at the phylum level 
from S2 to S3. Although metagenomics analyses disclosed a trend toward bacterial communities before contamination with 
vegetation recovery, non-metric multidimensional scaling analysis unveiled a new trajectory deviating from the native state. 
Recovery of the bacterial community may have been hindered, as indicated by lower bacterial diversity in S3 compared to S0 
due to a significant loss of bacterial taxa and recruitment of fewer colonizers. The results indicate that dioxins significantly 
altered the soil microbiomes into a state of disorder with a deviating trajectory in restoration.

Keywords 16S-metagenomics · Bacterial assembly · Succession trajectory · Vegetation physiognomy · Agent Orange · 
US-Vietnam War

Introduction

Agent Orange, the colloquial name of the notorious defoli-
ants sprayed in the US–Vietnam War (1961–1971), has led 
to serious environmental, societal, and health effects [1]. In 

Huyen-Trang Tran, Chieh Chang and Wei-Ling Huang contributed 
equally to this work.

 * Chao-Li Huang 
 clhuang65535@gmail.com

 * Tzen-Yuh Chiang 
 tychiang@mail.ncku.edu.tw

1 Department of Biology, Vinh University, Vinh, 
Nghe An 461010, Vietnam

2 Center for responding to climate change, Department 
of Climate Change, Ministry of Natural Resources 
and Environment, Hanoi 125000, Vietnam

3 Analytical laboratory for Environment, Dioxin and Toxins, 
Northern Center for Environmental Monitoring, Vietnam 
Environment Administration, Hanoi 115000, Vietnam

4 Department of Life Sciences, National Cheng Kung 
University, Tainan 70101, Taiwan

5 Institute of Tropical Plant Sciences and Microbiology, 
National Cheng Kung University, Tainan 70101, Taiwan

http://orcid.org/0000-0002-7972-1219
http://crossmark.crossref.org/dialog/?doi=10.1007/s00248-021-01953-y&domain=pdf


 H.-T. Tran et al.

1 3

Vietnam, thousands of tons of Agent Orange were sprayed 
by the US Army to remove forests, with the aim of revealing 
potential enemy guerrilla forces. Over 3,100,000 hectares 
of forests were defoliated [2]. Agent Orange, a mixture of 
2,4-dichlorophenoxyacetic acid (2,4-D) and 2,4,5-trichloro-
phenoxyacetic acid (2,4,5-T), contains the common contam-
inant 2,3,7,8-tetrachlorodibenzodioxin (TCDD) that poses 
long-term impacts for soil, sediment, and human health [3]. 
A half century after the US–Vietnam War, some polluted 
forest stands have gradually recovered, with small areas 
showing emerging weeds, shrubs, and tree seedlings.

Ecologically, soil functions as a microbial habitat. Bac-
teria are an essential component of the soil ecosystem and 
are linked closely with vegetation [4]. Thus, soil microbial 
community characterization is increasingly being performed 
to determine the responses of soil to various disturbances. 
Microbial diversity in soils impacts the survival and growth 
of plants. The soil microbes and dwelling plants interact as 
a whole, resulting in various vegetation types [5]. Vegeta-
tion physiognomy often reflects the succession status, e.g., 
Cerrado physiognomies ranging from savanna grasslands 
to forest formations along the soil types [5]. Likewise, in 
a landscape, bare land, scattering grasses/herbs, grassland 
with woods, and well-developed forests represent a series 
of ecological succession along a certain gradient. Consid-
ering its ecological function, the microbial community can, 
therefore, serve as an indicator of succession, a status due 
to their rapid response capability and contribution to carbon 
cycles [6].

The TCDD-contaminated lands in Central Vietnam 
cover a small ecological zone of tropical monsoon climate 
[7], polluted with dioxins as a result of storage and spray 
missions [1]. They provide an ideal site for inferring the 
dynamics of the microbiome following intense, long-term 
chemical disturbance. Here, herbicides used in the Vietnam 
War have created a mosaic landscape of rehabilitation plants 
in different stages of succession. After nearly 50 years, in 
the Da Nang Air Base, a dioxin hotspot for storage (up to 
365,000 pg/g, 2005) [8], natural regeneration occurred 
slowly with minimal weed growth, or even no vegetation [9]. 
In Asho, a small dioxin hotspot for chemical transshipment, 
restoration of native plants has begun, with the development 
of grasslands with Imperata and Pennisetum, as well as a 
scattering of Rhodomyrtus [10]. In this region, high dioxin 
concentrations (up to 897.9 pg/g, 1996) remained [11]. In 
the Quang Tri mountain area, a tropical forest completely 
destroyed by spray missions, the natural restoration process 
has allowed for the emergence of a green forest. These sites 
dominated by various vegetation physiognomies represent 
different recovery statuses under the disturbance of residual 
dioxins.

Due to a well-known contamination history and the 
half-life of dioxins, Central Vietnam provides an excellent 

opportunity to investigate successional changes in the micro-
bial community. This study aimed to gain insight into how 
soil bacterial diversity and community structure changed 
under long-term contamination with dioxins. We conducted 
16S-metagenomics to uncover the microbial composition in 
soils of different vegetation physiognomies in Central Viet-
nam with the objectives to find the answers to following 
questions:

1. Were different vegetation physiognomies associated with 
TCDD concentrations in the soil?

2. Did high levels of TCDD play a limiting factor in shap-
ing bacterial communities?

3. How did the bacterial community change along the veg-
etation physiognomies with increasing plant diversity?

4. Which bacterial groups were possibly involved in eco-
logical restoration?

Material and Methods

State Descriptions

This study was conducted in the Corps Tactical Zone I 
(16°40′N to 16°01′N; 106°16,050′E to 108°019′E) in Cen-
tral Vietnam [7], where Agent Orange campaigns were con-
ducted from 1961 to 1971. On the basis of the half-life of 
dioxin in the top surface soil (9–15 years) [12], the history 
of Agent Orange/dioxin spraying [1, 8], the status of dioxins 
[8, 10], and vegetation at the surveyed sites [9, 11], four 
states with vegetation physiognomies were recognized: the 
S0 state with well-developed forests was found in Son Tra 
(ST), Ba Na (BN), and Hai Van (HV); the S1 state with 
barren lands or sporadic grasses was represented by the Da 
Nang Air Base (DN); the S2 state with partially restored 
grasslands of Imperata and Pennisetum and a scattering of 
Rhodomyrtus was found at the Asho-A Luoi Air Base (AL); 
and the S3 state with restored woods with bamboos, shrubs, 
and fast-growing trees was displayed in Quang Tri (QT) 
(Figs. 1 and 2). Except for the sites of S0 state, all the other 
sites were polluted with TCDD at different levels during the 
US-Vietnam War.

Soil Collection and Physico‑chemical Analysis

Soil core samples were randomly collected from the surface 
(0–20 cm) at 6 sites in Central Vietnam (BN, HV, ST, DN, 
AL, and QT), with at least five biological replicates 200 m 
apart from each other. Each core sample, about 1.0–1.5 kg 
soil, was a homogenous mixture of five sub-samples from 
an area of 1 m × 1 m. In total, 31 core samples were col-
lected (n = 6 for DN and n = 5 for all other sites). This sam-
pling procedure followed those previously developed and 
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applied by Hatfield, for Agent Orange assessment projects in 
Vietnam [8, 11]. Samples were then placed in plastic bags, 
covered by bin bags, and transported to the laboratory for 
DNA extraction. The DNA was then sent to the Center for 
Environmental Monitoring (CEM-Vietnam environment 
administration) to undergo soil physical–chemical analyses.

All physico-chemical properties of the soil, total toxic 
equivalent quantity (TEQ), water content, pH, texture, 
soil organic matter (SOM), total organic carbon (TOC), 
total nitrogen, and total phosphorus content (US EPA 
method 1613B; ISO 11465: 1993; ISO 10390:2005; ISO 
11277:2009; ISO 10694:1995; EPA 9060B:2007; ISO 
11261:1995; ISO 11263:1994; EPA 9030B:2007) were 
determined by the Center for Environmental Monitoring, 
Vietnam. For Da Nang Air Base hotspot (DN) samples, the 
remaining soil was only sufficient for TEQ measurements, 
as only a small amount of DNA was collected, for isolation 
only. For the other soil parameters, information from the 
Vietnam Ministry of Natural Resources and Environment 
[8] was extracted to provide estimations, whereby, the S1 
sample is classified as an acidic soil (pH = 2.6–5.0), with low 
SOM contents (0.3–3.0%) and a poor capacity to retain water 
and organic materials (Fig. S1, Tables 1 and 2).

DNA Extraction, PCR, and Sequencing

The total DNA from the soil samples were extracted with the 
PowerSoil® DNA Isolation Kit (MO BIO Laboratories, Inc., 
USA). Multiple primers were used to minimize the amplifi-
cation bias [13]. The V1–V3, V4–V6, and V5–V8 regions of 

the 16S rRNA gene were amplified with three pairs of uni-
versal primers, 27F/338R, 789F/1053R, and 926F/1392R, 
for bacteria. The primers were as follows: 27F-5′-AGR GTT 
YGATYMTGG CTC AG-3′ and 338R-5′TGC TGC CTC CCG 
TAG GAG T-3′, 789F-5′-TAG ATA CCCSSGTA GTC C-3′ and 
1053R-5′- CTG ACG RCR GCC ATGC-3′, and 926F-5′-AAA 
CTY AAAKGAA TTG ACGG-3′ and 1392 R-5′-ACG GGC 
GGT GTG TRC-3′ [14].

For each sample, PCR was performed in a 50 μL reac-
tion following conditions of 95 °C for 5 min; 24 cycles of 
95 °C for 30 s, 50 °C for 30 s, and 72 °C for 50 s, and a final 
extension at 72 °C for 10 min. The size of the PCR products 
was visualized using gel electrophoresis (agarose 1.2%) and 
eluted using the Gel/PCR DNA Extraction Kit (Geneaid, 
ISO 9001:2008 QMS). All purified PCR products were pre-
cipitated with isopropanol, dissolved by water, and quanti-
fied using a Qubit® 2.0 Fluorometer (Invitrogen, Oregon, 
USA). The three amplicons for each sample were mixed with 
equal amounts [15] and sequenced using the Illumina MiSeq 
with 300 bp paired-end sequencing (Genetech Biotech Co., 
Ltd, Taiwan). The raw sequences were deposited in NCBI 
under the accession number PRJNA720488.

Generating OTUs and Combining Three Primers

Operational taxonomical units (OTUs) were identified by 
clustering haplotypes with OTUs from the Greengenes 
database (August 2013 version) at 97% sequence iden-
tity using the “pick_closed_reference_otu.py” function 

Fig. 1  Definition of the soil 
microbial communities in four 
vegetation physiognomies 
in central Vietnam. Diagram 
shows the history and current 
statuses, and vegetation physi-
ognomies of forest (S0), barren 
land (S1), grassland (S2), and 
developing woods (S3)
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implemented in QIIME software packages 1.9.0 [16]. 
Mitochondrial, chloroplast, and singleton OTUs were 
excluded. As there were few reads belonging to archaea 
(1.2%), only bacteria were included in subsequent analy-
ses. The function “rrarefy” in the vegan v.2.4–4 package 
[17] was used to rarefy all samples to 3735 reads (the 
lowest count with 926F/1392R in DN-001 sample) for all 
primers to normalize the differences of sequencing depths 
[18]. The abundance of OTUs was estimated by averag-
ing the reads in the three amplicons after rarefaction. All 
community analyses were conducted based on the rarefied 
OTU table.

Diversity, Composition, and Statistical analysis

The vegan package was used to calculate species richness 
(Chao1 index) and species diversity (Shannon index). Box-
plots were created by the ggplot2 package in R package v. 
2.4.4. Significant differences in alpha diversity between 
states were evaluated by a Mann–Whitney test. Correla-
tions between the abundance of taxa and the concentration 
of TCDD were estimated using the Spearman’s method.

Two-dimension nonmetric multidimensional scaling 
(NMDS) based on Bray–Curtis dissimilarities was con-
ducted using the vegan package. The physico-chemical 

Fig. 2  Map of sampling loca-
tions across states of I corps 
tactical zone.  Dots indicate the 
position of six sampling sites. 
Colors represent four states of 
vegetation physiognomies. The 
figure is modified from https:// 
freev ector maps. com/ vietn am/ 
VN- EPS- 01- 0002? ref= atr

https://freevectormaps.com/vietnam/VN-EPS-01-0002?ref=atr
https://freevectormaps.com/vietnam/VN-EPS-01-0002?ref=atr
https://freevectormaps.com/vietnam/VN-EPS-01-0002?ref=atr
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properties were fitted on NMDS results by the “ordisurf” 
function of the vegan package. The significance of the 
correlations of these properties to the community structure 
was assessed by the “Adonis” function of the vegan pack-
age. Canonical correlation analysis (CCA) was performed 
to assess the significance of the environmental variables. 
Hierarchical cluster analysis (HCA) was conducted with 
Bray–Curtis dissimilarities of relative abundance of the 
OTUs. State distance analysis based on Bray–Curtis simi-
larity was applied to test the association between decay 
rate of community similarity and state distance [19]. Lin-
ear discriminant analysis (LEfSe) was performed on the 
galaxy web server (http:// hutte nhower. sph. harva rd. edu/ 
galaxy/).

Co-occurrence networks were generated for each state 
to examine co-occurrence patterns of bacterial communi-
ties in each state and to identify the cut-off OTUs that 
play central roles in the network. First, we generated a 
correlation matrix with coefficients r between OTUs in 
the same state with Spearman’s method [20] by removing 
the low-abundance OTUs (< 0.05%). Connections between 

the OTUs were defined if significant correlations were 
detected (p < 0.05) [20]. The “igraph” package was used to 
convert correlation matrixes to graph objects [21]. Addi-
tionally, a strong link was defined if abs(r) is greater than 
0.5 [20]. We next used the “Intergraph” package to convert 
graph objects to network objects [22]. The “gtrans” func-
tion in the sna package was used to calculate transitivity 
(the ratio of closed triplet links to the total number of 
open and closed triplet links) between nodes. Finally, the 
Fruchterman–Reingold layout was used to visualize the 
networks [23].

Results

Physico‑chemical Characteristics of Soils

The dioxin/furan concentrations of all states were measured 
as 0.8–2.3 pg/g for S0 and 234–14,757 pg/g for S1; they 
dropped to 8.2–8.3 pg/g at S2 and fell to the background 

Table 1  Characteristics of the 
soil samples from succession 
states (S0–S3) of four 
vegetation physiognomies in 
Central Vietnam. Samples along 
a gradient based on historical 
and current statuses in Central 
Vietnam

a Based on the data of Center for Environmental Monitoring, Vietnam
b Based on the source: Climate-Data.org

Succession states S0 S1 S2 S3

Vegetation Evergreen closed forests Barren 
land with 
scattering 
grasses

Wild grass 
and herbs 
with few 
shrubs

Woods with bamboo and 
fast-growing trees

Soil  taxonomya Sandy loam Sand Sandy loam Sandy loam
Climateb Tropical monsoon climate Tropical 

monsoon 
climate

Tropical 
monsoon 
climate

Tropical monsoon climate

Total number of 
sample in this 
study

15 6 5 5

Table 2  Characteristics of the 
soil samples from succession 
states (S0-S3) of four vegetation 
physiognomies in Central 
Vietnam. Physico-chemical 
properties of soil samples of 
the vegetation physiognomies. 
Succession stages are defined 
as forest (S0), barren land (S1), 
grassland (S2), and developing 
woods (S3)

Dashes indicate results not determined

No Parameter of soil properties Succession states

S0 S1 S2 S3

1 Total TEQ (pg/g) 1.53 ± 0.74 4058 ± 6059 8.26 ± 0.02 1.29 ± 0.29
2 2,3,7,8-TCDD (pg/g) 0.14 ± 0.08 3957 ± 6003 5.87 ± 0.76 0.06 ± 0.09
3 2,3,7,8-TCDD/TEQ (%) 10.88 ± 6.94 87.17 ± 18.4 71.06 ± 9.35 4.23 ± 5.98
4 Water content (%) 19.99 ± 4.35 - 21.48 ± 2.02 20.94 ± 0.56
5 pH 5.39 ± 0.36 - 4.51 ± 0.41 4.85 ± 0.07
6 Soil organic matter (SOM) (mg/kg) 25,001 ± 6606 - 20,358 ± 5516 19,483 ± 4258
7 Total organic carbon (TOC) (mg/kg) 9571 ± 2938 - 7830 ± 2305 7315 ± 1689
8 Total nitrogen (mg/kg) 1869 ± 573 - 875 ± 186.68 930 ± 93.34
9 Total phosphorus (mg/kg) 132 ± 14.93 - 187 ± 67.88 130 ± 33.94
10 Sulfur (mg/kg) 4.88 ± 1.16 - 3.27 ± 0.95 2.78 ± 1.15

http://huttenhower.sph.harvard.edu/galaxy/
http://huttenhower.sph.harvard.edu/galaxy/
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level at S3 (Table  2), seemingly reflecting a trend of 
decreasing TCDD concentrations as vegetation complexity 
increased. Most physicochemical parameters of the soil (pH, 
SOM, TOC, nitrogen, and sulfur) tended to decrease gradu-
ally from S0 to S3 and reached the lowest point at S2. In 
contrast, water content and phosphorus tended to change in 
the opposite direction (Table 2 and Fig. S1). Two soil types 
were identified, namely, sandy loam (S0, S2, and S3) and 
sand (S1) (Table 1).

Bacterial Diversity in Habitats with Different 
Vegetation Physiognomies

Along the physiognomies, from barren land to well-devel-
oped forests, decreasing Shannon’s indices of the bacte-
rial community were detected, with significant differences 
in pairwise comparisons of S0–S2 (p = 0.019) and S0–S3 
(Mann–Whitney’s test, p = 0.019 and 0.0001), respectively 
(Fig. 3a, Tables 3, 4, and 5). In contrast, Chao1’s index 
indicated increasing species richness from S0 to all states 
(Fig. 3b, Table 3, 4, and 5).

Bacterial Communities in Various Vegetation 
Physiognomies

The NMDS analysis for each state, by grouping all sites 
and replicates for each state, revealed distinct bacterial 
communities, except for two comparisons of S1 vs S2 and 
S0 vs S3 (Fig. 3c). Distance decay analysis revealed that 
the bacterial community similarities were negatively cor-
related with the state distances (Fig. 3d). Samples from the 
undisturbed state (BN, HV, and ST) were clustered in the 
HCA dendrogram (Fig. 3e). The bacterial communities of 
plant physiognomies of the grassland (AL) and developing 
wood (QT) were clustered together first, then linking to 
the S0 state, samples from barren lands (DN) were distinct 
from all other sites.

Regarding the taxonomic affiliations at the phylum 
level, Proteobacteria was the most abundant across all 
states, accounting for 36% on average, followed by Aci-
dobacteria (25%) and Actinobacteria (14%) (Fig. 4). 
The state of barren lands (S1) was characterized by high 
proportions of Actinobacteria and Firmicutes (28 ± 19% 
and 23 ± 10%, respectively). The relative abundance of 
Acidobacteria decreased slightly in S1 (9 ± 4%), while 
it increased dramatically in S2 and S3 states (32 ± 1% 
and 45 ± 6%), reaching a much higher level than that 
in S0 (13 ± 5%). These results indicate a substan-
tial shift in phylum composition along the vegetation 
physiognomies.

The LEfSe analysis identified discriminant taxa represent-
ing each vegetation type. Greater numbers of discriminant 

taxa from the S0 (16) and S1 (18) states were detected than 
those in S2 (3) and S3 (1) states (Fig. 5). Of these, seven 
taxa belonged to Acidobacteria, including orders of iii1-15, 
RB40, and RB41 for the S0 state, and Solibacteriales for 
the S2 state. The discriminant taxa of Bacteroidetes and 
Armatimonadetes exclusively existed at the S0 state, and 
those of Actinobacteria and Chloroflexi were enriched in the 
S1 state, including Micrococcaceae, Micromonosporaceae, 
Pseudonocardiaceae, and Anaerolineales.

Bacterial Communities Along Vegetation 
Physiognomies

CCA revealed that the level of TCDD showed significant 
correlations with the changes in bacterial communities 
(p = 0.002) (Fig. S2a). Of the abundant phyla (> 1%), four 
showed significant correlations with the log-transformed 
concentration of TCDD (log-TCDD). Firmicutes displayed 
a positive correlation (Spearman’s r = 0.62, p = 0.01), while 
Acidobacteria, Planctomycetes, and Bacteroidetes showed 
negative correlations (Fig. S2b–e).

At the OTU level, 29 OTUs showed significant cor-
relations with log-TCDD (Spearman’s r > 0.5, p < 0.05) 
(Table S1), with 20 OTUs showing positive correlations, 
and nine OTUs showing negative correlations. Of the posi-
tively correlated OTUs, ten, seven, and three belonged to 
Actinobacteria, Proteobacteria, and Firmicutes, respectively 
(Table S1). Of the negatively correlated OTUs, four, three, 
and two were Acidobacteria, Proteobacteria, and Verrucomi-
crobia, respectively (Table S1). The Shannon index did not 
show a significant correlation with log-TCDD.

Co‑occurrence Networks in Each State of Vegetation 
Physiognomy

The co-occurrence networks of bacterial OTU were distinct 
among four states (Fig. S3, Table S2). The numbers of nodes 
varied along the vegetation physiognomies, with the S3 state 
yielding the lowest number (2205 in S0, 2785 for S1, 2146 
for S2, and 741 in S3). Notably, more than 80% of edges 
revealed strong links in each state (Table S2). The ratio of 
total edges to nodes was the lowest in S3 (5.15). In addition, 
co-occurrence networks of S1 and S2 had higher density 
and transitivity (tendency of the nodes to cluster together) 
than S0 and S3 (Table S2), suggesting that the OTUs in the 
S1 and S2 networks were connected more closely than S0 
and S3.

We detected 14 cut-off OTUs connecting the network 
structure; one OTU belonged to Betaproteobacteria in S0; 
two OTUs of Actinobacteria, one of the Order Ellin6513 
(Acidobacteria), and one of Burkholderia (Betaproteobac-
teria) in S1; two OTUs of Clostridium (Firmicutes), one of 
Ellin6513, and one of Oxalobacteraceae (Proteobacteria) in 
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S2; and two of Methylocadum and Oxalobacteriaceae (Pro-
teobacteria), one of Firmicutes, one of Actinobacteria, and 
one of Nitrospira in S3 (Table S2b).

Discussion

Bacterial Communities Contaminated with TCDD

Agent Orange contamination in Central Vietnam can be 
dated back to the US–Vietnam War in 1961–1972 [1]. 
Chemical analyses revealed that residual dioxins remained 
in the S1 and S2 states, while the TCDD concentration in 
S3 state approximated that in undisturbed soil (Fig. S1b), 
supporting the assumption that vegetation physiognomies 
were highly associated with the concentrations of dioxins. 
This pattern, concordant with a previous finding [8], further 
supported the reasoning behind utilizing vegetation physi-
ognomy as an indicator of the disturbance/recovery status, 

Fig. 3  Bacterial community structure in central Vietnam across veg-
etation physiognomies. A Shannon index of six sites. Letters indicate 
the statistical differences among sites. B OTU richness. C NMDS 
plot for 31 samples showing groups of bacterial communities in 
four vegetation physiognomies in Central Vietnam. D State distance 
analysis showing the correlation between similarity of bacterial com-
munities and difference in states. Along the x-axis: “0” indicates the 

distance between samples belonging to the same state; “1” shows the 
distances of S1 vs. S2 and S2 vs. S3; “2” indicates the distance of S1 
vs. S3. E Hierarchical cluster analysis based on the Pearson’s correla-
tion between the six sites. Vegetation physiognomies are defined as 
forest (S0), barren land (S1), grassland (S2), and developing woods 
(S3)

Table 3  Bacterial diversity of soils in four succession states. Suc-
cession stages are defined as forest (S0), barren land (S1), grassland 
(S2), and developing woods (S3).Shannon and Chao indices

States Average ± S.E

Shannon Chao1

S0 6.8 ± 0.2 3975.1 ± 409. 8
S1 6.4 ± 0.6 4765.4 ± 422. 6
S2 6.2 ± 0.4 2683.2 ± 824.6
S3 6.0 ± 0.1 2724.9 ± 227.0
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although temporal transitions among physiognomies were 
not observed directly. That is, vegetation physiognomies 
across the sites can be a wealth indicator of ecological suc-
cession. Accordingly, the states S1 to S3 tend to represent 
different recovery statuses. It is understood that various con-
centrations of Agent Orange were sprayed by the US Air 
Force across the landscape, leading to a mosaic-like recovery 
of vegetation ever since. Therefore, S0 tended to represent 
the undisturbed stage prior to the spraying of Agent Orange, 
S1 represented the barren land stage following dioxin spray-
ing, while S2 and S3 stood for different developing stages, 
from grassland to woods (Fig. 1).

According to official documents, the long-lasting pol-
lution of Agent Orange altered the biophysical chemistry 
properties of the soil, e.g., low nutrients and a low pH, 
compared to undisturbed soil (Tables 1 and 2) [3, 8], lead-
ing to changes in carbon and nitrogen sources for micro-
organisms. Inevitably, these changes would largely affect 
the microbial community, as indicated by the differences 
between S0 and S1 states, which represent the bacterial 
community changes after contamination (Figs.  3b–c, 
4, 5, and S3). Of the three dominant phyla, Firmicutes 
(4% vs 23%) and Actinobacteria (12% vs 28%) markedly 
increased in S1 (both p < 0.01), while Acidobacteria (9% 
vs 22%) decreased (p = 0.001) (Fig. 4). Of the top 10 
phyla, Planctomycetes, Acidobacteria, and Bacteroidetes 
were found to be negatively correlated with TCDD, while 
only Firmicutes showed a positive correlation with TCDD 
(Fig. S2b). Soil types may also differentiate the microbi-
omes between S1 and the others.

At the generic level, the abundance of Bacillus and 
Clostridium (Firmicutes) increased largely from S0 to S1, 
with frequencies of 2–5% and 0.1–3%, respectively. Nearly 
50% of the predominant OTUs (> 1% relative abundance) 
showed a significant correlation with the concentrations of 
TCDD (p < 0.05) (Table S1). Of these, 20 OTUs showed 
positive correlations (33%) whereas the remaining OTUs 
showed negative correlations (15%). Among positively cor-
related OTUs, 10 Actinobacteria (50%, including Arthro-
bacter and Rhodococcus), seven Proteobacteria (35%, 
Oxalobacteraceae, Comamonadaceae, and Methylocal-
dum), and three Firmicutes (15%, Bacillales) were identi-
fied (Table S1). Remarkably, dioxin digesters of Arthrobac-
ter, Rhodococcus, Commanodaceae, and Bacialles were 
detected in S1 with high concentrations of TCDD [24]. In 
contrast, most negatively correlated OTUs belong to Proteo-
bacteria, including many symbiotic bacteria with plant roots, 
and Acidobacteria, which are actively involved in plant-bac-
teria interactions [25–27] (Table S1). The decreasing trend 
indicated that the long-term residue of dioxins was likely the 
cause of the decline of microorganisms that actively interact 
with plants.

The existence of private and discriminant clades in 
LEfSe analysis (Fig. 5) as well as the co-occurrence net-
work (Fig. S3) revealed that the disturbances of dioxins 
have shaped distinct communities between S0 and S1. Spe-
cifically, the co-occurrence connections between microor-
ganisms were more intense in the state with a high level of 
TCDD (S1) (Fig. S3), suggesting a stronger coherence of 
bacterial communities in S1 than that in S0. These changes 
in composition and taxonomic diversity suggested that diox-
ins must have played a role in the re-establishment of micro-
organisms in the post-contamination period.

Given the harsh nature of TCDD, higher concentrations 
of dioxins would constrain the growth and survival of many 

Table 4  Bacterial diversity of soils in four succession states. Suc-
cession stages are defined as forest (S0), barren land (S1), grassland 
(S2), and developing woods (S3).Diversity indices between soil states

Asterisks indicate significant pairwise differences (Mann–Whitney 
tests: * for p < 0.05 and *** for p < 0.01, respectively)

Comparison pair P-value

Shannon Richness (S.chao1)

S0–S1 0.381 0.003***
S0–S2 0.019* 0.010*
S0–S3 0.000*** 0.000***
S1–S2 0.537 0.009***
S1–S3 0.429 0.004***
S2–S3 0.421 0.310

Table 5  Bacterial diversity of soils in four succession states. Suc-
cession stages are defined as forest (S0), barren land (S1), grassland 
(S2), and developing woods (S3).Diversity indices between sample 
sites

Asterisks indicate significant pairwise differences (Mann–Whitney 
tests: * for p < 0.05 and *** for p < 0.01, respectively). AL, Asho-A 
Luoi Air Base; BN, Ba Na; DN, Da Nang Air Base; HV, Hai Van; QT, 
Quang Tri

Comparison pair p-value

Shannon Richness (S.chao1)

BN–DN 1.000 0.004***
HV–DN 0.329 0.082
ST–DN 0.329 0.052
BN–AL 0.151 0.151
HV–AL 0.056 0.056
ST–AL 0.056 0.056
BN–QT 0.008*** 0.008***
HV–QT 0.008*** 0.008***
ST–QT 0.008*** 0.008***
DN–AL 0.537 0.009***
DN–QT 0.429 0.004***
AL–QT 0.421 0.310
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bacteria, likely resulting in lower bacterial diversity. Never-
theless, there was no diversity reduction identified from S0 
to S1 (Fig. 3a). Approximating loss and gain may explain 
such an unusual result. That is, the number of lost bacteria 
approximated that of colonizers in S1. A high concentration 
of dioxins is harmful and results in the elimination of some 
bacteria, yet these so-called “toxins,” as energy sources, may 
also attract some other adaptive bacteria.

The top six unique OTUs abundant in S1 (each 
OTU >  = 100 reads, summing up to 20% total reads) were 
all Actinobacteria. Among unique bacteria with lower abun-
dances (top 20 with 25% total reads), twelve OTUs of Act-
inobacteria, three OTUs of Firmicutes, three OTUs of Pro-
teobacteria, and two OTUs of Chloroflexi were identified. 
Of the bacteria related to biological treatments, Arthrobacter 
and Rhodococcus (Actinobacteria) are dioxin-degradation 
bacteria [28], Dehalococcoidales (Chloroflexi) are anaerobic 
bacteria relevant to halogen cycling and bioremediation [29], 
Desulfosporosinus (Firmicutes) are sulfate reducers thriving 
in terrestrial environments and able to degrade toluene [30], 
and Actinobacteria have considerable potentials for the bio-
transformation and biodegradation of pesticides with widely 
different chemical structures [28, 31]. Here, these bacteria 
distributed in the soil with high levels of TCDD represent 
organisms adapting to extreme environments.

In addition, bacterial communities in S1 displayed greater 
species richness (Fig. 3b), density, and co-occurrence rates 
(Table S2) than those in S0. The results indicate that micro-
organisms in a microbial community with stronger correla-
tive relationships in S1 tended to survive better in environ-
ments with carbon and nitrogen sources derived from the 

breakdown of TCDD [32]. However, TCDD breakdown 
takes a long time and requires numerous biochemical steps 
that require the participation of various microorganisms. 
Products broken down by a group of microorganisms in a 
previous step can become food sources for bacteria in the 
next step [32], reflecting a symbiotic relationship. The pro-
cess takes place until TCDD is entirely resolved. These 
actions in the bacterial community form mutually benefi-
cial associations, which might promote the breakdown of 
dioxins/TCDD.

Back to Nature: Long Recovery from Dioxin 
Pollution

Over time, under the influence of natural factors such as sun-
light, erosion, and organism activity, the process of dioxin 
degradation occurs [3, 8]. Photo-degradation is likely a main 
process, particularly given the intense sunlight in Central 
Vietnam. The reduction of dioxin concentrations at contami-
nated sites eventually lead to a return to its original state, 
a sequence as observed in sites at different phases [8, 9, 
11]. After approximately 50 years, the succession of native 
plants negatively responded to different levels of dioxins 
contamination [8, 11]. These observations in a relatively 
small ecological zone (Central Vietnam) provided an excel-
lent opportunity for studying the dynamics of bacteria in the 
long-term effect of dioxins/TCDD contamination, as the four 
states were established (S0, S1, S2, and S3).

We have noticed that the microbial community has 
changed dramatically in response to the extreme dioxins/
TCDD contamination (S1). The vegetation physiognomies 

Fig. 4  Distribution of relative 
abundance of bacterial phyla 
across samples and states of 
different vegetation physiogno-
mies. Vegetation physiognomies 
are defined as forest (S0), bar-
ren land (S1), grassland (S2), 
and developing woods (S3)



 H.-T. Tran et al.

1 3

represent different succession states likely disturbed by 
dioxin contamination. A dramatic change from S1 to S2 vs. 
a gradual change from S2 to S3 was detected in the microbial 
community (Figs. 3a–e, 4, and S3), as indicated by a large 
decline in biodiversity indices from S1 to S2 (Fig. 3a–b, 
p = 0.5). Co-occurrence network (Fig. S3), Bray–Curtis sim-
ilarity (Fig. 3d), and HCA (Fig. 3e) analyses also showed a 
sharp difference between S1 and S2 and high similarities 
between S2 and S3.

The decrease in the number of discriminant taxa from 
S1 (18 clades) to S2 (3 clades) and S3 (1 clade) was also 
evident for changes in the bacterial community along suc-
cession (Fig. 5), except for AL01, a sample of S2 sharing 
discriminant taxa with S1 and S2 as revealed by NMDS 
analysis. Seemingly, AL01 with higher concentrations of the 
TCDD displayed a delayed recovery and likely represented 
a transition between S1 and S2. A rational explanation for 
this phenomenon is that dioxins are determinants of micro-
bial assembly as discussed in the S0 and S1 comparison. 
It means that the facilitated dioxin degradation in S2 and 
S3 (as suggested by the much lower level of TCDD than 
in S1) substantially changed the microorganism community 

composition. Accordingly, the exceptionally high concen-
trations of TCDD in S1 differentiated the microbes from 
those in S2 and S3. It is very probable that the much lower 
dioxin levels in the soil led to similar microbial composi-
tions between S2 and S3.

Revegetation provides another opportunity for soil 
microbial community changes to emerge between S2 and 
S3, mostly via reciprocal causation, although such changes 
occur gradually compared to the drastic differences between 
barren lands and grassland (S1 vs. S2). This explanation is 
supported by the increasing abundance of Acidobacteria in 
S2 and S3, a taxon deemed to play a significant role in plant-
microbial interactions in forest restoration [27].

Delay in Bacterial Recovery or Permanent Change

The microbial community dramatically changed after heavy 
contamination of dioxins and gradually recovered along with 
vegetation restoration. Comparing the bacterial communities 
between S3 and S0 revealed that the microbial composition 
tended to recover, based on microbial distribution analyses 

Fig. 5  Discriminant taxa identified by LEfSe analysis for the four states. Different colors of the cladogram represent discrimant taxa of different 
states. Vegetation physiognomies are defined as forest (S0), barren land (S1), grassland (S2), and developing woods (S3)
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(Fig. 4), as revealed by NMDS analysis (Fig. 3c) and shared 
bacterial co-network topology (Fig. S3) (cf. [32]). Neverthe-
less, bacterial community recovery may have been hindered, 
as indicated by the lower bacterial diversity in S3 compared 
to S0 (Fig. 3a, Table 3, 4, and 5, p-value < 0.001). This dif-
ference is likely attributable to the loss of bacterial taxa (up 
to 3898 OTUs) and the recruitment of fewer colonizers (265 
OTUs).

The bacterial community in S3 showed a lower number 
of nodes, edges, and density than S0 in the co-occurrence 
network analysis (Table S2), suggesting that the long-term 
impact of dioxins has disrupted physiological correlations 
between bacterial species in the community. These differ-
ences in the co-occurrence network revealed a clear dif-
ference in the microbial communities between S3 and S0. 
After severe ecological disturbance, it is assumed that the 
soil microbes tend to recover at slower rates. Metagenom-
ics analysis revealed that dioxins dramatically changed the 
soil bacteria and without a doubt posed deleterious effects 
on the environments.

Conclusion

This is the first comprehensive study on the microbial 
changes after long-term chemical disturbance by dioxins 
in Vietnam. Our results showed that the complexity of veg-
etation physiognomies was negatively associated with the 
level of residual dioxins. The long-term exposure of diox-
ins impacted the entire microbial community. Specifically, 
the abundance of gram-positive Firmicutes and Actinobac-
teria tended to increase with dioxin concentration, while 
Acidobacteria, Planctomycetes, and Bacteroidetes gradu-
ally recovered as the concentration of TCDD reduced. This 
indicated that the dioxin presence is a key factor regulating 
the re-establishment of microbial communities. In terms 
of the impacts of long-term dioxin-induced disturbance, 
the microbial community has gradually recovered owing 
to forest succession and biodegradation. High concentra-
tion of the TCDD not only attracted dioxin digesters but 
also recruited subsequent microbial members that lived on 
the digested compounds. This revealed a dynamic equi-
librium with a birth-and-loss pattern characterized by 
microbial competition. In such a dynamic process, Aci-
dobacteria appeared to play a key role in forest succession. 
Our results provide insight into the microbial fluctuations 
along the trajectory of vegetation recovery following dis-
persal of the Agent Orange during the US–Vietnam War.

Supplementary Information The online version contains supplemen-
tary material available at https:// doi. org/ 10. 1007/ s00248- 021- 01953-y.

Acknowledgements We thank Center for Environmental Monitoring 
(Vietnam) for providing six samples in dioxins contamination at Da 
Nang airbase; especially, we thank Dr. Ke-Son Le, Van-Tuan Nguyen, 
Huu-Quang Nguyen, and Ngoc-Ly Ta for their help in sampling.

Author Contribution Huyen-Trang Tran: investigation, sam-
pling, experiments, methodology, analysis of data, conceptualiza-
tion, and writing—original draft and editing; Minh-Hung Nguyen: 
sampling; Nguyen-Thi-Minh-Hue: sampling; Chieh Chang, Wei-Ling 
Huang, and Chao-Li Huang: analysis data, data curation, methodology, 
conceptualization, review, and editing; Tzen-Yuh Chiang: conceptual-
ization, supervision, writing—review and editing, and fund acquisition.

Funding Funding for this study was provided by grants of the Ministry 
of Science and Technology of Taiwan.

Ministry of Science and Technology,Taiwan,105–2622-B-006 -008 
-CC2,Tzen-Yuh Chiang

Data Availability All data generated or analyzed during this study are 
included in this published article (and its supplementary information 
files).

Code Availability All code generated or analyzed during this study are 
included in supplementary information files.

Declarations 

Ethics Approval Not applicable.

Consent to Participate Not applicable.

Consent for Publication Not applicable.

Competing interests The authors declare no competing interests.

References

 1. Tschirley FH (1969) Defoliation in Vietnam. Science 163:779–786
 2. Stellman JM, Stellman SD, Christian R Jr, Weber T, Tomasallo C 

(2003) The extent and patterns of usage of agent orange and other 
herbicides in Vietnam. Nature 422:681–687

 3. Olson K, Morton L (2019) Long-term fate of Agent Orange and 
dioxin TCDD contaminated soils and sediments in Vietnam hot-
spots. Open J Soil Sci 9:1–34

 4. Harris J (2009) Soil microbial communities and restoration ecol-
ogy: facilitators or followers? Science 325:573–574

 5. de Castro AP, da Silva MRSS, Quirino BF, da Cunha Bustamante 
MM, Krüger RH (2016) Microbial diversity in Cerrado biome 
(neotropical savanna) soils. PLoS ONE 11(2):e0148785. https:// 
doi. org/ 10. 1371/ journ al. pone. 01487 85

 6. Banning NC, Gleeson DB, Grigg AH, Grant CD, Andersen GL, 
Brodie EL, Murphy DV (2011) Soil microbial community succes-
sional patterns during forest ecosystem restoration. Appl Environ 
Microbiol 77:6158–6164

 7. Howeler, R.H. (1992) Agronomy research in the Asian cassava 
network - an overview 1987–1990. In: R.H. Howeler (Ed.). Cas-
sava breeding, agronomy and utilization research in Asia. Proc. 
3rd Regional Workshop, held in Malang, Indonesia. Oct 22–27, 
1990. CIAT, Bangkok, Thailand. pp. 260–285

https://doi.org/10.1007/s00248-021-01953-y
https://doi.org/10.1371/journal.pone.0148785
https://doi.org/10.1371/journal.pone.0148785


 H.-T. Tran et al.

1 3

 8. Nguyen, X.N., Pham, N.C., Nguyen, V.M., Mitsugu, S., Nguyen, 
M.H., Le, K.S. (2013) Comprehensive report Agent Orange/
dioxins contamination at three hotspots: Bien Hoa, Da Nang and 
Phu Cat Airbase 2013 (CR2013). Vietnam Ministry of Natural 
Resources and Environment, Office of National Steering Com-
mittee (office 33)

 9. Phung, T.B., Tran, Q.D., Le, V.C. (2002) Effects of chemical 
warfare upon Viet Namese forest resources (1961–1971). Viet 
Nam – United States Scientific Conference on Human Health and 
Environmental Effects of Agent Orange/Dioxin, Hanoi (Accessed, 
2002)

 10. Vo, Q. (2005). The attack of Agent Orange on the environment 
in Vietnam and its consequences. In: Agent Orange and Dioxin 
in Vietnam, 35 years later. Proceeding of the Paris Conference 
(Accessed, 2005)

 11. Hatfield consultants Ltd. (West Vancouver, Canada), 10–80 Com-
mittee, Ha Noi, Vietnam (Hatfield and 10–80 Committee) (2000) 
Development of impact mitigation strategies related to the use of 
agent orange herbicide in the Aluoi valley, Vietnam

 12. Paustenbach DJ, Wenning RJ, Lau V, Harrington NW, Rennix DK, 
Parsons AH (1992) Recent developments on the hazards posed 
by 2,3,7,8-tetrachlorodibenzo-p-dioxin in soil: implications for 
setting risk-based cleanup levels at residential and industrial sites. 
Toxicol Environ Health 36:103–149

 13. Huang CL, Jian F, Huang H, Chang W, Wu W, Hwang C, Lee R, 
Chiang TY (2014) Deciphering mycorrhizal fungi in cultivated 
Phalaenopsis microbiome with next-generation sequencing of 
multiple barcodes. Fungal Divers 66:77–88

 14. Wang Y, Qian PY (2009) Conservative fragments in bacterial 16S 
rRNA genes and primer design for 16S ribosomal DNA amplicons 
in metagenomic studies. PLoS ONE 4:e7401

 15. Tran HT, Wang HC, Hsu TW, Sarkar R, Huang CL, Chiang TY 
(2019) Revegetation on abandoned salt ponds relieves the seasonal 
fluctuation of soil microbiomes. BMC Genomics 20:478

 16. Caporaso J, Kuczynski J, Stombaugh J, Bittinger K, Bushman FD, 
Costello EK, Fierer N, Peña AG, Goodrich JK, Gordon JI, Huttley 
GA, Kelley ST, Knights D, Koenig JE, Ley RE, Lozupone CA, 
McDonald D, Muegge BD, Pirrung M, Reeder J, Sevinsky JR, 
Turnbaugh PJ, Walters WA, Widmann J, Yatsunenko T, Zaneveld 
J, Knight R (2010) QIIME allows analysis of high–throughput 
community sequencing data. Nat Methods 7:335–336

 17. Oksanen, J., Blanchet, F.G., Friendly, M., Kindt, R., Legendre, P., 
McGlinn, D., Minchin P.R., O’Hara R.B., Simpson, G.L., Soly-
mos, P. (2017) Vegan: community ecology package (2017). R 
package version 2.4–4.https:// github. com/ vegan devs/ vegan

 18. Shade, A., McManus, P.S., Handelsman, J. (2013) Unexpected 
diversity during community succession in the apple flower micro-
biome. mBio 4, e00602–12

 19. Mapelli F, Marasco R, Fusi M, Scaglia B, Tsiamis G, Rolli E, 
Fodelianakis S, Bourtzis K, Ventura S, Tambone F, Adani F, 
Borin S, Daffonchio D (2018) The stage of soil development 
modulates rhizosphere effect along a High Arctic desert chron-
osequence. ISME J 12:1188–1198

 20. Le, N.K.N. (2018) Correlation network analysis. https:// rpubs. 
com/ lengo ckhan hi/ 448752. Accessed 09 December 2018.

 21. Csardi, G., Nepusz, T. (2006) The igraph software package for 
complex network research. In InterJournal: Vol. Complex Sys-
tems (p. 1695). https:// igraph. org

 22. Bojanowski, M. (2015) Intergraph: coercion routines for network 
data objects. R package version 2.0–2. http:// mbojan. github. io/ 
inter graph

 23. Gregory, R.W., Ben, B., Lodewijk, B., Robert, G., Wolfgang, H., 
Andy, L., Thomas, L., Martin, M., Arni, M., Steffen, M., Marc, 
S., Bill, V., Tal, G. (2020). gplots: Various R programming tools 
for plotting data. https:// github. com/ talga lili/ gplots/ issues

 24. Peng P, Haiyan Y, Ruibao J, Li L (2013) Biodegradation of dioxin 
by a newly isolated Rhodococcus sp. with the involvement of self-
transmissible plasmids. Appl Microbiol Biotechnol 97:5585–5595

 25. Moulin L, Munive A, Dreyfus B, Bouvin-Masson C (2001) Nodu-
lation of legumes by members of the β-subclass of Proteobacteria. 
Nature 411:948–950

 26. Bruto M, Prigent-Combaret C, Muller D, Moënne-Loccoz Y 
(2014) Analysis of genes contributing to plant-beneficial functions 
in plant growth-promoting rhizobacteria and related Proteobacte-
ria. Sci Rep 4:6261

 27. Kalam S, Basu A, Ahmad I, Sayyed RZ, El-Enshasy HA, Dailin 
DJ, Suriani NL (2020) Recent understanding of soil Acidobacteria 
and their ecological significance: a critical review. Front Micro-
biol 11:580024

 28. Saibu S, Adebusoye SA, Oyetibo GO (2020) Aerobic bacterial 
transformation and biodegradation of dioxins: a review. Bioresour 
Bioprocess 7:7

 29. Wang S, He J, Shen C (2019) Organohalide respiration: New find-
ings in metabolic mechanisms and bioremediation applications. 
Front Microbiol 10:526

 30. Zhu M, Zhang L, Zheng L, Zhuo Y, Xu J, He Y (2018) Typical 
soil redox processes in pentachlorophenol polluted soil following 
biochar addition. Front Microbiol 9:579

 31. Schrijver AD, Mot RD (1999) Degradation of pesticides by Actin-
omycetes. Crit Rev Microbiol 25:85–119

 32. Jurburg SD, Nunes I, Stegen J, Roux X, Prieme AL, Sørensen S, 
Scalles JF (2017) Autogenic succession and deterministic recov-
ery following disturbance in soil bacterial communities. Sci Rep 
7:45691

https://github.com/vegandevs/vegan
https://rpubs.com/lengockhanhi/448752
https://rpubs.com/lengockhanhi/448752
https://igraph.org
http://mbojan.github.io/intergraph
http://mbojan.github.io/intergraph
https://github.com/talgalili/gplots/issues

	Microbial Communities Along 2,3,7,8-tetrachlorodibenzodioxin Concentration Gradient in Soils Polluted with Agent Orange Based on Metagenomic Analyses
	Abstract
	Introduction
	Material and Methods
	State Descriptions
	Soil Collection and Physico-chemical Analysis
	DNA Extraction, PCR, and Sequencing
	Generating OTUs and Combining Three Primers
	Diversity, Composition, and Statistical analysis

	Results
	Physico-chemical Characteristics of Soils
	Bacterial Diversity in Habitats with Different Vegetation Physiognomies
	Bacterial Communities in Various Vegetation Physiognomies
	Bacterial Communities Along Vegetation Physiognomies
	Co-occurrence Networks in Each State of Vegetation Physiognomy

	Discussion
	Bacterial Communities Contaminated with TCDD
	Back to Nature: Long Recovery from Dioxin Pollution
	Delay in Bacterial Recovery or Permanent Change

	Conclusion
	Acknowledgements 
	References


