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GRAPHICAL ABSTRACT

ABSTRACT

Thallium (T1) is widely used in various industries, which increases the risk of leakage into the environment. Since Tl is
highly toxic, it can do a great harm to human health and ecosystem. In order to explore the response of freshwater sed-
iment microorganisms to sudden Tl spill, metagenomic technique was used to elucidate the changes of microbial com-
munity composition and functional genes in river sediments. T1 pollution could have profound impacts on microbial
community composition and function. Proteobacteria remained the dominance in contaminated szediments, indicating
that it had a strong resistance to Tl contamination, and Cyanobacteria also showed a certain resistance. T1 pollution also
had a certain screening effect on resistance genes and affected the abundance of resistance genes. Metal resistance
genes (MRGs) and antibiotic resistance genes (ARGs) were enriched at the site near the spill site, where Tl concentra-
tion was relatively low among polluted sites. When T1 concentration was higher, the screening effect was not obvious
and the resistance genes even became lower. Moreover, there was a significant correlation between MRGs and ARGs.
In addition, co-occurrence network analysis showed that Sphingopyxis had the most links with resistance genes, indi-
cating that it was the biggest potential host of resistance genes. This study provided new insight towards the shifts
in the composition and function of microbial communities after sudden serious Tl contamination.

1. Introduction

in the fields of electronics, aerospace, metallurgy, communication, health
and so on (J. Liu et al., 2019). Tl is highly neurotoxic and can cause oxida-

Thallium (T1), the 81st element in the periodic table, is of highly toxicity tive stress, resulting in cytotoxic and genotoxic effects. Excessive intake of
to plants, animals and human body (Peter and Viraraghavan, 2005). Tl is Tl can lead to vomiting, diarrhea, injury to the heart, lung and other organs,
widely used in the field of medicine, and then it has been gradually applied and death in adults when they ingest only 8-10 mg/kg bodymass
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(Campanella et al., 2019; Rodriguez-Mercado et al., 2017; Wang et al.,
2022). What's more, Tl is an associated element, and the mining of major
mines can lead to the release of Tl into the environment, resulting in
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pollution of water, soil and gas (Karbowska, 2016). The TI content in mine
drainage water in Italy reached 30 pg/L (the concentration in the upstream
was <0.1 pg/L, and the limit for surface water in Italy was 2 pg/L) (Petrini
et al.,, 2016), and in river water close to mining area in China it could be as
high as 194.4 ug/L (The concentration in the upstream was 0.7-0.95 pg/L,
and the limit for industrial wastewater in China was 5-17 pg/L) (Belzile
and Chen, 2017; Liu et al., 2017).

After being contaminated by heavy metals, the microbial community
composition in aquatic sediments can shift greatly (Chen et al., 2022; Guo
etal, 2019; Li et al., 2021; Wang et al., 2020). However, some specific mi-
croorganisms can show tolerance to heavy metals. The microbial groups
with tolerance to specific heavy metals can be identified by comparing con-
taminated sites with background sites. The mechanism of microbial toler-
ance to heavy metals includes physiological and biochemical mechanisms
as well as molecular mechanisms. Microorganisms can adsorb heavy metals
through cell surface (Li et al., 2017; Xu et al., 2017) or exudate (Manasi and
Rajesh, 2015; Mota et al., 2015). Moreover, microorganisms excrete
(Bennett et al., 2015; Pi et al., 2016) or restore (Mahbub et al., 2016;
Manasi and Rajesh, 2015) heavy metals to protect themselves from
damage, and some microorganisms harbor resistance genes to resist the in-
vasion of heavy metals. The environment polluted by heavy metals has cer-
tain screening effect on metal resistance genes (MRGs) and antibiotic
resistance genes (ARGs) in microorganisms (Gupta et al., 2023; Rasool
and Xiao, 2018; Sun et al., 2021).

Metagenomics technology can be used to analyze the microbial gene se-
quences before and after pollution, as well as to monitor the existing MRGs
and ARGs, and further decipher the microbial functional changes caused by
metal pollution (Chen et al., 2022, 2023). In this study, metagenomic se-
quencing of microorganisms in river sediment pollution caused by an acci-
dental Tl discharge event was conducted to unveil the effects of T1 pollution
on microbial community structure, metabolic pathways and functional
genes in river sediments, in order to obtain more comprehensive informa-
tion about microbial response to sudden accidental T1 spill.

2. Materials and methods
2.1. Study site and sampling

The environmental emergency occurred in southern China. A metal
smelting enterprise discharged wastewater containing excessive Tl into
the study river (River Diao). After the occurrence of the TI spill, the TI
removal agent (coagulants polyferric sulfate and polyacrylamide) was
dosed into the contaminated water.

The water and sediment samples were collected in half a month after
the metal spill, and the coagulant addition was stopped at the time of sam-
pling. Sites B1 and B2, respectively 10 km and 6 km upstream of the spill
site, served as the background sites (Fig. 1). Site N was the total wastewater
discharge outlet of enterprises on the River Diao, immediately downstream
of the spill site. Sites A1, A2 and A3 were 0.3, 10 and 50 km downstream of
the spill site, respectively.

Five-liter water harvester was used for water sampling, and the har-
vester was inserted 0.5 m below the surface. No air bubble was generated
in the water sample during the sampling process. The whole bottle was
filled with water and sealed immediately. The sampling of surface sedi-
ments (0-10 cm) was performed using a Van Veen grab sampler.

2.2. Physicochemical analysis

Water and sediment samples from the six sites at River Diao were imme-
diately transported to the laboratory. Water pH was measured with pH
meter, and total organic carbon (TOC) was determined with TOC analyzer.
The determination of ammonia nitrogen (NH, -N) followed the Nessler's
Reagent Spectrophotometry regulated by the Chinese standard protocol
(HJ634-2012, the detection limit is 0.01 mg/L). Tl concentration in water
was determined by inductively coupled plasma mass spectrometry
(ICP-MS) (HJ700-2014, the detection limit is 0.02 pg/L). Sediment pH
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was determined according to the potentiometric standard protocol
(HJ962-2018). The determination of Tl concentration in sediments was car-
ried out using ICP-MS according to the Technical Regulations for Detailed
Survey of Soil Pollution in China (Environmental Office Soil Letter [2017]
No. 1625, the detection limit is 0.02 mg/kg).

2.3. DNA extraction and metagenomic sequencing

DNA was extracted from 500 mg of each sediment sample using
FastDNA® Spin Kit for Soil. DNA purity, concentration and integrity were
determined using NanoDrop2000, Quantus Fluorometer (Picogreen) and
agarose gel electrophoresis, respectively. After the PE library was con-
structed using TruSeq™ DNA Sample Prep Kit and bridging PCR using
HiSeq 3000/4000 PE Cluster Kit, Illumina Hiseq sequencing was performed
using HiSeq 3000/4000 SBS Kits.

2.4. Sequencing data analysis

The raw data was sequence quality controlled using Kneaddata (version
0.6.1) process, in which Trimmomatic (version 0.39) was used to remove
adapters and low- quality reads (Bolger et al., 2014), and Bowtie2 (version
2.3.5.1) was applied to remove host sequence (Langmead and Salzberg,
2012). MetaPhlan2 was adopted for tag gene alignment and taxonomic
classification (Segata et al., 2012). Megahit (version 1.2.9) was then ap-
plied to cut the reads into small fragments and reassemble to contigs (Li
et al., 2015). Quast (version 5.0.2) was used to evaluate the spliced contigs
(Gurevich et al., 2013), and Prokka (version 1.14.6) was used for gene
annotation (Seemann, 2014). CD-HIT was then adopted to construct non-
redundant gene sets and translate nucleic acid sequences into protein se-
quences (Fu et al., 2012), followed by Salmon for gene quantification
(Patro et al., 2017).

Functional gene annotation was performed using the protein sequences,
and relative abundance was calculated using quantitative results.
The Diamond (version 2.0.15) pattern in emapper (version 2.1.9)
(Cantalapiedra et al., 2021) was used to compare the sequences with egg-
NOG database (version 5.0.2) (Huerta-Cepas et al., 2019) to obtain func-
tional genes classified by COG and KEGG. Then, the database of MRGs
experimentally confirmed was selected from BacMet database (version
2.0) (Pal et al., 2014), and the SARG resistance gene database (version
2.2) (Yin et al., 2018) was adopted. The blastp pattern in diamond was
applied to align protein sequences to these two databases to obtain the po-
tential MRGs and ARGs at each site (identity = 90, e-value < 10~ 10 and
alignment length > 25).

2.5. Statistical analysis

Software R (version 4.1.2) was used for data analysis and figure draw-
ing. Heatmaps were drawn using the pheatmap package (Kolde, 2019),
and the data was scaled to make the images clearer and easier to read. Pear-
son correlation was performed for inter-factor correlation analysis, corrplot
package (Wei and Simko, 2021) was used for visualization, and each factor
was sorted using ‘FPC’. For co-correlation network analysis, the psych pack-
age (Revelle, 2021) was first used for spearman correlation analysis, and
the data of r > 0.7 and p < 0.05 were screened. Moreover, the igraph pack-
age (Csardi and Nepusz, 2006) was used for data statistics and preliminary
drawing, and finally software Gephi (version 0.9.7) was used for drawing
and modification. In addition, other figures were drawn using the ggplot2
package (Wickham, 2016).

3. Results
3.1. Physicochemical properties
Water pH decreased slightly at the spill site, and then gradually in-

creased along with the river flow (Table 1). However, NH; -N and TOC in-
creased near the spill site but then dropped back to below the values at
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Fig. 1. Schematic diagram of sampling sites.

background sites. The water Tl concentrations at background sites B1 and
B2 were lower than the maximum allowable concentration regulated by
China Surface Water Environmental Quality Standard (GB3838-2002) for
drinking water source (0.1 pg/L). However, water Tl contents at all spill-
impacted sites much exceeded the standard. The water Tl concentration
peaked at site A2 (6.46 pg/L), 323 times of that at background site B2
(0.02 pg/L). Due to the dilution of water flow, the Tl concentration at site
A3 decreased to 3.32 pg/L. The change of Tl concentration in sediment
was similar as that in water, but the highest value occurred at site Al
(41.5 mg/kg), 47.7 times of that at background site B2 (0.87 mg/kg).
And only a slight change of sediment pH was detected.

3.2. Microbial community composition

Kingdoms of archaea, bacteria and viruses were annotated from
metagenomic data. The dominant kingdom was bacteria, which made up
93.0-98.6 % of total microbial community (Fig. S1). A total of 13 phyla
were noted, including one from archaea, one from viruses, and 11 from bac-
teria. Proteobacteria showed the highest abundance, accounting for
89.3 %, 79.1 %, 79.3 %, 79.5 %, 68.4 % and 55.5 % at sites B1, B2, N,
Al, A2 and A3, respectively. The main proteobacterial classes were
Alphaproteobacteria and Betaproteobacteria, respectively accounting for
16.5 %-73.6 % and 20.8 %-79.7 % of the phylum. After Tl spill,

Table 1

Physicochemical profiles of river water and sediment samples.
Site Longitude, latitude Water Water Water Water Tl Sediment Sediment

pH NHj -N TOC (ng/L) pH Tl
(mg/L) (mg/L) (mg/kg)

B1 107.64130975°E, 24.87583249°N 7.85 0.04 1.95 0.06 8.36 1.14
B2 107.64953613°E, 24.86229730°N 7.84 0.02 1.68 0.02 7.83 0.87
N 107.66962051°E, 24.84130794°N 7.38 0.06 2.12 1.49 7.78 4.76
Al 107.67447363°E, 24.80931687°N 7.89 0.05 3.03 4.36 7.91 41.5
A2 107.67847703°E, 24.74307507°N 8.10 0.05 2.48 6.46 7.85 10.4
A3 107.83630371°E, 24.55461799°N 8.18 0.01 1.24 3.32 7.76 5.84




S. Yanet al.

Alphaproteobacteria was enriched and even exceeded Betaproteobacteria
(Fig. S2). Cyanobacteria almost disappeared near the spill site (0.6 % at
site N) but then got gradually enriched in the downstream (1.9 % at site
Al,11.6 % at site A2 and 29.9 % at site A3), indicating that it had a certain
degree of resistance (Fig. 2a). Clustering analysis at phylum level showed
that microbial communities at sites A2 and A3 belonged to one category
(Fig. 2b), while clustering analysis at genus level showed that microbial
community at site A3 alone formed a category (Fig. S3). These indicated
that the microbial community structure at site A3 was different from
those at background sites.

At the genus level, a total of 128 genera were accurately identified, in-
cluding 51 with an average relative abundance > 0.1 %. The major genera
were Thiobacillus (1.0 %-14.4 %), Methyloversatilis (0.7 %-14.0 %) and
Thiomonas (3.8 %—-9.8 %), which comprised 5.8 %-31.3 % for the total mi-
crobial community. Some bacterial species were affected by Tl contamina-
tion. Methylibium decreased from 8.4 % at site B1 to 0.2 % at site A1, and
Thiobacillus decreased from 14.4 % at site B2 to 5.3 % at site Al and then
1.0 % at site A3 (Fig. 2c). Moreover, Hyphomicrobium (17.4 %), Thiomonas
(9.8 %) and Alicycliphilus (8.1 %) predominated at site A1 (with the highest
sediment TI concentration) (Fig. 2d), which suggested that these genera
might have Tl resistance.
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3.3. Functional composition

COG functional classification of sequences was performed using the
eggNOG database. Similar to the microbial community composition at the
genus level, COG clustering analysis revealed that functional composition
at site A3 alone formed a category and was different from those at other
sites (Fig. S4). At all sites, functions ‘Energy production and conversion’
(8.1 %-8.8 %) and ‘Amino acid transport and metabolism’ (7.5 %-9.0 %)
had the largest proportions, except for functions “unknown”. Function
‘Cell wall/membrane/envelope biogenesis’ (6.8 %~7.4 %) was the third
largest functional group in the upstream of site A3, but declined (6.4 %)
to be less than function ‘Replication, recombination and repair’ (6.9 %) at
site A3 (Fig. 3a). For potential functional genes with low proportions, in-
cluding ‘Nuclear structure’, ‘Extracellular structures’ and ‘RNA processing
and modification’, their abundance considerably changed with site, indicat-
ing that minor functional gene groups may be more seriously affected by
metal pollution (Fig. 3b).

The spatial changes of carbon fixation pathway and nitrogen cycle path-
way were obvious. The proportion of Calvin cycle near the spill site de-
creased (from 14.0 % at site B2 to 8.3 % at site A1) but then increased (to
16.4 % at site A3), which showed a similar change trend to Cyanobacteria
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Fig. 2. Microbial community composition. Phylum-level composition (a) and inter-site comparison (b). Composition of the top 10 genera at all sites (c) and the top 20 genera

at the contaminated sites (d).
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(Fig. 3c). At metal-impacted sites, the proportion of nitrogen fixation path-
way increased (from 4.3 % at site B2 to 8.8 % at site N), and the dissimila-
tory nitrate reduction increased (from 16.6 % at site B1 to 26.0 % at site
A3), whereas denitrification decreased (from 69.7 % at site B1 to 57.6 %
at site A3) in nitrogen removal pathway.

3.4. Profiles of MRGs and ARGs

A total of 29 subtypes belonging to 11 metal types of MRGs were anno-
tated (Table S1), among which mercury resistance genes had the highest
abundance (0.0012 %-0.0246 %). On the whole, MRGs were considerably
enriched near the spill site (site N), but decreased with the river flow
(Fig. 4a and b). Clustering analysis showed that similar MRGs structure
was shared between background sites B1 and B2, and between contami-
nated sites N and Al, but a large difference existed not only between sites
A2 and A3 but also between them and other sites (Fig. S5).

For ARGs, a total of 43 genes resistant to 10 antibiotics were annotated
(Table S2). The overall trend of ARGs was first increasing but then

decreasing. The genes resistant to sulfonamides had the highest abundance
(0.013 %-0.11 %) (Fig. 4c and d).

3.5. Correlations among environmental parameters, MRGs, ARGs and microbial
composition

The correlations among environmental factors (e.g. NH, -N, TOC, pH
and Tl concentration), MRGs, ARGs and microbial composition were
deciphered (Table S3). MRGs and ARGs were not significantly correlated
with Tl concentration (p > 0.05), but with water pH (p < 0.01) (Fig. 5a).
There was a significant correlation between MRGs and ARGs (p < 0.05),
with 46 nodes and 265 edges in the subtype co-occurrence network
(Fig. 5b). There was a strong co-occurrence relationship among different
ARGs subtypes, while for MRGs, it almost existed only among subtypes
with the same metal resistance. mexF and pcoA genes had the maximum
number of connecting edges between MRGs and ARGs (18). mexF gene
was identified as both multiple drug resistance gene and multiple heavy
metal resistance gene, while pcoA gene was a copper resistance gene.
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Fig. 4. Profiles of MRGs and ARGs. The relative abundance of MRGs (a) and ARGs (c) and the top 20 MRGs (b) and ARGs (d).

Apart from this, mercury resistance genes also had many linking edges,
which were closely related with ARGs.

Two bacterial phyla were associated with resistance genes (Fig. 5c).
Bacteroidetes was positively correlated with ARGs (p < 0.05), indicating
that this phylum may carry ARGs, while Acidobacteria show a negative cor-
relation with MRGs (p < 0.05). There was a positive correlation between
Chlamydiae and sediment T1 concentration (p < 0.001), indicating that
this phylum had a strong adaptability to Tl pollution. Besides,
Acidobacteria and Bacteroidetes were correlated with water pH
(p < 0.05), and Actinobacteria was correlated with water Tl concentration
(p < 0.01) (Table. S4).

The co-occurrence network of microbial composition and MRG sub-
types consisted of 88 nodes and 170 edges (Fig. 5d). There were 64 links be-
tween the MRGs and genera. The largest number of bacteria were
associated with mercury resistance genes merF and merR1, including 6 gen-
era within Proteobacteria and Nitrospira within Nitrospirae. Sphingopyxis
within Proteobacteria had many connections with MRGs, suggesting that
it may carry multiple heavy metal resistance genes. The co-occurrence
network analysis of ARGs and microbial composition showed that
Bifidobacterium within Actinobacteria was associated with the largest num-
ber of ARGs, followed by Sphingopyxis, Azoarcus and Thauera within
Proteobacteria (Fig. S6).

4. Discussion

With the development of mining, smelting and other industries, metal
incidents occur frequently. The response of microorganisms to Tl contami-
nation in water, sediment and soil has been reported by many previous
studies. However, most of these studies have selected samples with rela-
tively low Tl concentration (the reported highest concentration < 16 mg/kg)
and relatively low difference in Tl concentration was detected among sam-
ples (Chen et al., 2023; J. Liu et al., 2023; Wang et al., 2020), and the stud-
ies on samples with high Tl concentrations did not use metagenomic
technology to analyze functional genes (Rasool et al., 2020; Rasool and
Xiao, 2018; Sun et al., 2012). In this study, metagenomic sequencing was
used to analyze the microbial composition and functional genes in the sed-
iments impacted by a high variance of Tl concentration (0.87-41.5 mg/kg),
in order to further elucidate the effect of Tl spill on sediment microbial
community.

Since T1 and potassium (K) ion have similar ionic radii, the effect of Tl
on microorganisms was likely due to that it mediates the K* involved pro-
cess, thus causing cytotoxicity (Peter and Viraraghavan, 2005). Different
microorganisms have different affinity for Tl and K uptake, so Tl has differ-
ent impacts on different microorganisms. Microorganisms with higher af-
finity for T1 may absorb more Tl instead of K, resulting in the inhibition
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Fig. 5. Correlations among environmental parameters, MRGs, ARGs, and microbial composition. Pearson's correlation analysis of environmental parameters with MRGs and
ARGs (a) and of sediment T1 concentration, MRGs and ARGs with microbial phyla (c). Co-occurrence network analysis of between MRGs and ARGs (b) and between MRGs

and microbial composition (d). In the correlation graph, * represents p < 0.05, ** represents p < 0.01, *

blue, between MRGs is pink, and between ARGs and MRGs is purple.

of cellular processes involved in K, which affects microbial growth and even
death (Norris et al., 1976). Therefore, the change of Tl concentration in the
environment will screen the local microorganisms, leading to changes in
microbial composition and function.

In both TI spill-impacted environment and other metals spill-impacted
environment, Proteobacteria abundance remained relatively high (Chen
et al., 2022; Guo et al., 2019; Rasool and Xiao, 2018; She et al., 2022).
Proteobacteria was the largest group of bacteria, which not only had a
strong environmental adaptability, but also had certain resistance and re-
pair ability to heavy metal pollution (J. Liu et al., 2023; Nwaehiri et al.,
2020; Rasool et al., 2020). In this research, we also found that many
proteobacterial organisms were associated with MRGs and ARGs, which
suggested that they might harbor these resistance genes.

Our study found that Cyanobacteria abundance immediately became
very low after exposure to a very serious T1 pollution, and then gradually
increased with the decreasing T1 content. Except for the more severely pol-
luted sites, the proportions of Cyanobacteria at spill-impacted sites
exceeded considerably those at the background sites. Its resistance to
metal pollution has also been confirmed in other previous studies (Chen
et al., 2023; Wang et al., 2020). Many species of Cyanobacteria exhibited
metal tolerance through extracellular binding precipitation, cellular imper-
meability and exclusion, and internal detoxification mechanisms (Fiore and
Trevors, 1994). Moreover, Cyanobacteria have relatively stronger adapt-
ability and resilience to the disturbance of environmental pressure due to
their photosynthetic autotrophy (Barthes et al., 2015). Cyanobacteria
harbors different intracellular metabolic fingerprints compared with

‘represents p < 0.001. In panel b, the connecting line between ARGs is

heterotrophic bacteria, demonstrating that phototrophic communities can
gain advantages by using interwoven metabolic networks for division of
labor (Zuniga et al., 2020).

Among the potential functional genes, the genes with very low relative
abundance, namely “Nuclear structure” and “RNA processing and modifi-
cation”, increased considerably at the contaminated sites. Nuclear structure
was related to gene regulation mechanism (Stein, 1998). RNA processing
and modification can change the relationship between RNA structure and
function and various cellular processes (Novoa et al., 2017). The expression
of these two relevant proteins was related to gene regulation and transcrip-
tion. In the harsh environment, the expression of specific genes was likely
different from that in the normal environment (Stein et al., 1996). Besides,
Guo et al. documented that heavy metal spill could have a considerable im-
pact on the abundance and richness of sediment denitrifier communities
(Guo et al., 2018). Our research revealed that the abundance of denitrifica-
tion functional genes decreased after exposure to T1 pollution caused by ac-
cidental spill.

To date, no Tl resistance genes has been documented, but several
studies have shown that certain heavy metal contamination can screen mi-
croorganisms with other kinds of MRGs (Perron et al., 2004; Rasool and
Xiao, 2018). Moreover, many studies also have shown that the environment
polluted by heavy metals can not only screen out microorganisms carrying
MRGs, but also had a certain screening effect on ARGs- carrying microor-
ganisms (Gupta et al., 2023; Squadrone, 2020; Sun et al., 2021). Therefore,
the correlation between MRGs and ARGs had been documented in many
previous studies (Anderson et al., 2017; Di Cesare et al., 2016; Imran
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et al., 2019). Through database comparison and co-occurrence network
analysis, we also found that MRGs and ARGs were co-existent and
correlated at Tl contaminated sites, in line with the results of other
studies on the sediments impacted by Tl spill (Chen et al., 2023; Wang
etal., 2020). They simultaneously accumulated in sediments after exposure
to sudden serious contamination and then gradually decreased in the
downstream.

In no harmony with other studies (J.W. Chen et al., 2019; Chen et al.,
2023; Gupta et al., 2023), there was no significant correlation between
MRGs/ARGs and TI concentration in this study (r = 0.06), but a negative
correlation was detected between MRGs/ARGs and water pH, which was
consistent with the result of J.W. Chen et al. (2019). For the relationship be-
tween pollution and resistance genes, a previous study pointed out that the
abundance of MRGs was higher at both lightly and highly metal contami-
nated sites, but lower at moderate contaminated sites, which indicated
that there was a complex relationship between environmental variables
and the functional structure of microbial community in natural environ-
ment (Waldron et al., 2009). For the effect of pH on resistance genes, differ-
ent resistance genes have their own suitable environment. Some previous
studies showed that acidic conditions were not favorable for ARGs-
carrying bacteria (Lin et al., 2020; Yang et al., 2014; Yu et al., 2023),
while others found that alkaline conditions could reduce resistance genes
(J.W. Chen et al., 2019; Y.G. Chen et al., 2019; Huang et al., 2016). There
was little change in water pH in this study (<1), and the closer to neutral
conditions, the higher the abundance of resistance genes, which was consis-
tent with the two previous studies (J.W. Chen et al., 2019; Y.G. Chen et al.,
2019; Lin et al., 2020). Furthermore, with more data, Z.S. Liu et al. (2023)
used metagenomic analysis to reveal the deterministic role of pH in shaping
resistance groups in soil, and they indicated that soil pH played a decisive
role in the formation of ARGs characteristics.

Co-occurrence network analysis showed that Sphingopyxis was associ-
ated with the largest number of MRGs and ARGs, suggesting that it may
be the main host of resistance genes. Sphingopyxis was an extensively stud-
ied genus with 31 child taxa studied and published so far (https://lpsn.
dsmz.de/genus/sphingopyxis). It can grow in many ecological niches,
including harsh environments, so that it has acquired many genes and
metabolic pathways adapted to the environment (Sharma et al., 2021).
Some species of Sphingopyxis can not only survive in metal-polluted envi-
ronments, but also had an ability to degrade metals (Liang et al., 2016;
Mahbub et al., 2017). In addition, Sphingopyxis can be acclimatized to and
degrade antibacterial substances, such as berberine for sp. B16 (S.Y. Liu
et al., 2019) and triclosan for sp. KCY1 (Lee et al., 2012).

5. Conclusions

We explored the microbial community compositions and functions of Tl
spill-impacted and unimpacted sediments using metagenomics assay.
Proteobacteria were the most abundant, while Cyanobacteria also had a
strong resistance. At the genus level, Hyphomicrobium, Thiomonas and
Alicycliphilus dominated in Tl-contaminated sediments. The abundance of
functional genes ‘Nuclear structure’ and ‘RNA processing and modification’
in Tl spill-impacted sediments increased. The Calvin cycle in the carbon fix-
ation pathway decreased first and then increased. The abundance of nitro-
gen fixing genes increased, while the abundance of denitrification genes
decreased. MRGs and ARGs were correlated with each other, and they
were significantly correlated with water pH. Sphingopyxis has the highest
correlation with resistance genes and may be the main host carrying resis-
tance genes in Tl-contaminated environment.
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