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Abstract: Integrated assessment of the water environment has become widespread in many rivers,
lakes, and reservoirs; however, aquatic organisms in freshwater are often overlooked in this pro-
cess. Zooplankton, as primary consumers, are sensitive and responsive to changes in the water
environment. Water and zooplankton samples were collected on-site at Shanxi Reservoir quarterly
to determine 12 water environmental indicators and to quantify the abundance of zooplankton
of Cladocera, Copepoda and Rotifera by using the ZooScan zooplankton image-scanning analysis
system, combined with OLYMPUS BX51 using machine learning recognition classification. The aim
was to explore the relationship between water environmental factors and zooplankton through their
spatial and temporal heterogeneity. Through principal component analysis, redundancy analysis and
cluster analysis, variations in the factors driving zooplankton population growth in different seasons
could be identified. At the same time, different taxa of zooplankton can form clusters with related
water environmental factors during the abundant water period in summer and the dry water period
in winter. Based on long-term monitoring, zooplankton can be used as a comprehensive indicator for
water environment and water ecological health evaluation, as well as providing scientific support for
regional water resources deployment and management.
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1. Introduction

Water is one of the most important natural resources on which all life depends. The
earth’s freshwater resources play an important role in the survival of mankind, the devel-
opment of society, and contemporary progress that cannot be ignored [1,2]. In recent years,
however, increasing population and climate change have caused serious pollution and
damage to limited freshwater resources [3,4]. Therefore, many water-poor countries around
the world, like China, have adopted the construction of reservoirs to collect, store, and
utilize their limited freshwater resources [5]. Freshwater reservoirs not only provide water
for drinking, agricultural irrigation, and industrial production for nearby residents, but
also prevent flooding by regulating the water level downstream through storage and dis-
charge processes [6], and generating electricity through the drainage process can effectively
reduce the production of greenhouse gases in the thermal power generation process [7].
Nevertheless, due to human activities, the water environment of freshwater reservoirs in
different regions of the world has deteriorated to different degrees [8], which makes the
monitoring of the water environment of freshwater reservoirs and the water environment
and ecological restoration of freshwater reservoirs a hot topic of current research [9,10].
As freshwater reservoirs are closely related to human production and life, they have been
attracting the attention of scholars worldwide in recent years. For a long time, people
have been monitoring the water environment and water ecology of freshwater reservoirs
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through various water environment indicators to ensure water safety and avoiding the
crisis caused by water pollution and water environment degradation [11,12]. With the de-
velopment of science and technology, more and more intelligent equipment and high-tech
research methods are applied to water environment monitoring. Sagan, et al. [13] used the
potential of remote sensing and the limitations of spectral indices, bio-optical simulations,
machine learning, and cloud computing to monitor inland water quality. Shi, et al. [14] used
spectroscopic analysis and ultra-high resolution mass spectrometry to monitor dissolved
organic matter in wastewater and drinking water treatment.

In addition to conventional water quality indicators, the inclusion of zooplankton-like
ecological indicators is an important reference for the comprehensive consideration of
the health of the water environment. Zooplankton is an important part of aquatic ecosys-
tems [15,16]. Zooplankton is mostly in the second trophic level of the food web and is
the key intermediate link in the transfer of material and energy from primary produc-
ers to higher trophic levels [17]. The ecological niche of zooplankton and its specificity
has led many researchers to work on integrating it with water environmental indicators.
Sousa, et al. [18] found that water quality changes had a significant effect on zooplankton
community structure. Due to the widespread use of zooplankton to monitor water quality
in productive life as well as in scientific research, in 2011 scholars called for the inclusion of
zooplankton in the ecological quality assessment of lakes according to the European Water
Framework Directive (WFD) [19]. With further research, it was found that the changes
in zooplankton abundance are not only directly related to water environment indicators,
but also respond to some extent to changes in the abundance of phytoplankton such as
algae [20,21]. Zooplankton species composition and quantity changes are not only the basic
content of water ecological health research but can also accurately reflect the quality of
the water ecological environment [22,23]. Its biodiversity index is one of the important
evaluation indicators of water ecological environment health [4,24].

With the development of computer and electronic technology, more and more re-
searchers rely on the ZooScan zooplankton image scanning and analysis system for scien-
tific and rapid identification, measurement, and identification of zooplankton in the water
body [25,26]. Naito, et al. [27] used ZooScan, Optical Plankton Recorder (OPC), and micro-
scopic study methods to study the sea surface zooplankton respectively, and ZooScan has
significant advantages among these three quantitative methods. Wang, et al. [28] studied
the spatial variation of the size structure of medium-sized plankton and its relationship
with environmental factors with the help of the ZooScan system. Maas, et al. [29] used
image-based observation systems in marine ecosystems, and with the help of ZooScan,
the ecological zonation of zooplankton can be quantitatively analyzed. Noyon, et al. [30]
scanned mesozooplankton samples by ZooScan to get the distribution of medium-sized
zooplankton communities on the Agulhas Bank in autumn to predict scale structure and
production. Garcia-Herrera, et al. [31] used ZooScan in combination with the web-based
platform EcoTaxa 2.0 system to study differences in integrated zooplankton abundance,
biovolume, and biomass. In addition, the microscope enables accurate species identification
and classification of zooplankton [32].

The present study area was conducted in a mountainous riverine freshwater reservoir
located in a subtropical monsoonal zone with a mild climate in southeastern China. The
study area is in a typhoon area with many inhabitants, and the water environment and
water ecology are affected by the combination of extreme typhoon climate and surface
pollution from residential areas [33]. During the rainy season, the initial rainwater is mixed
with surface pollutants from residential areas into the reservoir due to the catchment effect
of the valley [34]. The typhoon season causes drastic changes in the water environment in
the reservoir due to the wind disturbance effect [35]. The study area is the main freshwater
water source in southern Zhejiang province, which assumes multiple roles as drinking
water, domestic water, and industrial water [36], so it is of great importance to maintain
water security, guarantee the sustainability of water resources use, and protect the water
environment and water ecological stability of the study area.
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In this study, zooplankton was linked to its surroundings based on the most important
theory in ecology (ecological niche theory) [37], and the spatial and temporal heterogeneity
of typical freshwater zooplankton and common water environmental indicators was used
to analyze mountain river-type reservoirs. Zooplankton, as an integral part of freshwater
aquatic ecosystems, plays an important role in the monitoring and assessment of the water
environment [38]. However, studies of the spatial heterogeneity of freshwater zooplankton
communities and their correlation with the water environment often take researchers a
great deal of time due to the lack of rapid and accurate plankton statistics [39]. Therefore, a
systematic study on the spatial distribution of ecological niches of freshwater zooplankton,
with the help of OLYMPUS BX51 and ZooScan, a zooplankton image acquisition and
analysis system, and an artificial intelligence recognition and classification system, will help
to enhance the dimensions of freshwater water environment monitoring. It can also help
to explore the spatial and temporal heterogeneity of zooplankton and water environment,
identifying the response mechanism of water environment changes to specific zooplankton,
and providing new ideas for the sustainable and healthy operation and maintenance of the
same type of freshwater reservoirs.

2. Materials and Methods
2.1. Description of the Study Area

Shanxi Reservoir (latitude 27°36'-27°50’; longitude 119°47'-120°15'), a large fresh-
water reservoir in the south of Zhejiang Province, is in the upper reaches of the Feiyun
River, a typical river-type reservoir. It has a total reservoir capacity of 1.82 x 10° m® in a
rainfall catchment area of 1529 km?, controlling nearly 80% of Wenzhou's water resources,
providing 1.34 x 10° m? of freshwater to Wenzhou'’s urban area every year, supplying five
million people in the water supply area and providing 2.20 x 10° kW of peaking power to
Wenzhou's power grid, with obvious environmental and economic benefits. The Shanxi
Reservoir is located in the subtropical monsoon climate zone, with an average multi-year
precipitation of 1843.3 mm and an average multi-year temperature of 18.7 °C.

2.2. Sampling

For this study, based on the habitat and ecological characteristics of zooplankton [30],
four seasons were selected for sampling; in April (spring), July (summer), October (autumn)
in 2021, and January (winter) in 2022. As shown in Figure 1, 25 monitoring points were set
up in the study area, according to the distribution of the main Shanxi Reservoir area and
the tributary catchment area. According to the width of the section of different monitoring
points set up with the bank perpendicular to the monitoring section, each monitoring
section selected the mid-point and near-shore points for sampling.

According to the experience of relevant researchers, the distribution of the thermocline
in lakes or oceans is generally used to determine the depth of samples to be collected at
the corresponding sampling sites [40—42]. Water samples were collected from the upper
layer (1 m), middle layer (4-7 m), and lower layer (10-20 m) using a 5 L water collector,
considering the distribution of the thermocline in the study area.

Water environment indicators were obtained as follows. For the collected water
samples on-site using DS5X (Hach Corporation) to measure water temperature (Tem), pH,
dissolved oxygen (DO), electrical conductivity (EC), oxidation-reduction potential (ORP),
and chlorophyll a (Chl-a), which are conventional indicators. For each layer of the sample
retention volume of 10 L of water samples for the determination of routine water pollution
indicators in the laboratory; according to the national standard (GB11892-89) [43] for the
determination of permanganate index (CODjyy,) of environmental water quality. For the
determination of total phosphorus (TP), the ammonium molybdate spectrophotometric
method was used according to the national standard (GB11893-89) [44]. According to this,
the determination of total nitrogen (TN) was carried out by UV spectrophotometric method
using alkaline potassium persulfate elimination. The determination of ammonia nitrogen
(NH3-N) in water samples was made according to the national standard (HJ535-2009) [45].
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Figure 1. Sampling points in the Shanxi reservoir.

The zooplankton samples were obtained as follows: 10 L of water samples were
collected from each layer, filtered using a 64pm pore size filter according to the national
standard (SCT9402-2010) [46], the filter rinsed to obtain about 250 mL of zooplankton
concentrate, and formaldehyde solution with a volume fraction of 5% was added for
sample fixation. Zooplankton samples were classified and data collected in the laboratory
using ZooScan, a zooplankton image acquisition system, in combination with imageJ] image
processing software and EcoTaxa 2.0 image analysis and processing website. Considering
the accuracy of the ZooScan system for zooplankton monitoring and the related habits of
zooplankton [47], the identification of zooplankton in the study area was completed with
the assistance of OLYMPUS BX51 in this study.

2.3. Data Processing

In order to investigate the response between zooplankton and the water environment
in Shanxi Freshwater Reservoir, the study area was divided into six sub-regions: the Shanxi
Reservoir (SR), the Huangtankeng Stream (HS), the Xuezuokou Stream (XS), the Jujiangxi
Stream (JS), the Sanchaxi Stream (SS), and the Hongkouxi Stream (HXS) according to the
characteristics of the catchments in the study area. The screening of three representative
zooplankton species based on the collected zooplankton samples gave results on the
spatial and temporal heterogeneity of zooplankton in freshwater reservoirs. The results of
the spatial and temporal heterogeneity of the water environmental factors of freshwater
reservoirs were obtained by dividing them according to their physical, chemical, and
ecological properties.

As the data in this study came from field sampling, there were a certain number of
outliers, and to ensure better representativeness, the abnormal data were not presented.
Correlations between three representative zooplankton species and 14 water environmental
factors were analyzed using SPSS25 and Origin2021 using ANOVA and W-MERT methods
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respectively [48], and principal component analysis (PCA) was performed on each area of
freshwater reservoirs in the study area to ensure that covariance matrices were characteris-
tically decomposed with no or little loss of information, and multiple water environmental
factors were generalized into representative major influences [49,50]. In addition, the
relationship between zooplankton and water environmental factors was studied using
detrended correspondence analysis (DCA) and redundancy analysis (RDA) using Canoco
5 software [51]. A cluster analysis, based on Euclidian distance, was used to check how
Cladocera, Copepoda, and Rotifera were distributed along the study area using the sam-
pling points and seasons of the reservoir as attributes [52]. A chi-square test was performed
on the data for the water environment factors. One-way analysis of variance (ANOVA) was
used for the normally distributed factors Tem, CODyy,, pH, and TN to obtain significant
differences in the spatial and temporal distribution of TN (ANOVA, p < 0.05). A Welch’s
mean equality robustness test was applied to the non-normally distributed factors with
uneven variances [53]. Finally, the results of spatial and temporal heterogeneity analysis of
zooplankton and water environment factors were combined with data analysis methods
to obtain the status of zooplankton and water environment in Shanxi Reservoir and to
analyze their causes, and to explore the response relationship between typical zooplankton
and water environment indicators.

3. Results
3.1. Spatial and Temporal Heterogeneity of Reservoir’s Water Environment

The variability of 12 water environmental factors in different areas of Shanxi Reservoir
in terms of water temperature (Tem), electrical conductivity (EC), dissolved oxygen (DO),
redox potential (ORP), pH, picocyanobacteria (PCY), turbidity (Tur), chlorophyll & (Chl-a),
total nitrogen (TN), permanganate index (CODyy), total phosphorus (TP) and ammonia
nitrogen (NH3-N) are presented in Table 1. After chi-square test and Welch’s mean equality
robustness test, significant differences in the spatial and temporal distributions of EC, ORP,
PCY, Chl-a, TP, and NH3-N (W-MERT, p < 0.05) were obtained. The 12 water environmental
factors are further classified and discussed concerning their different properties.

3.1.1. Physicochemical Indicators of Water Bodies

The physical and chemical properties of water bodies are the basic components of the
water environment and are a fundamental indication of the health of the water environment.
Water temperature (Tem), turbidity (Tur), electrical conductivity (EC), pH, dissolved oxygen
(DO), and redox potential (ORP)—these physical and chemical properties of water bodies
are the basic components of the water environment and are a fundamental indication of
the health of the water environment.

The study area is generally characterized by high water temperatures in summer and
low water temperatures in winter. Combined with Figure 2 and the results presented by the
data, the temporal and spatial differences in turbidity (Tur) and electrical conductivity (EC)
in the study area were significant. The pH of the water bodies in the study area fluctuated
significantly more in spring and summer than in autumn and winter, and the values
increased significantly in summer. The spatial and temporal variability of dissolved oxygen
(DO) in the water bodies of the study area was greatest in summer. The redox potential
(ORP) also produced significant fluctuations and differences during the summer months.
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Table 1. Water Environment in the Study Area.
Region Shanxi Huangtankeng Xuezuokou Jujiang Sanchaxi Hongkouxi
Water Reservoir Stream Stream Stream Stream Stream
Environment (SR) (HS) (XS) Js) (SS) (HKS)
Tem 15.30~31.22" 15.47~29.08 15.59~30.91 15.84~31.00 15.84~31.00 16.21~31.02
°O) (22.67 + 5.06) * (22.39 + 5.11) (22.80 + 5.34) (23.43 + 4.99) (22.95 + 4.96) (23.90 + 6.06)
EC 31.16~47.60 40.70~66.60 31.42~46.20 32.90~70.00 35.13~52.20 37.40~47.40
(mS/cm) (42.60 + 4.05) (50.60 + 4.11) (41.01 &+ 5.08) (46.71 +10.37) (43.19 +5.32) (44.70 + 4.88)
DO 5.07~8.16 5.14~8.32 5.84~7.69 5.25~7.75 5.26~8.48 6.08~8.48
(mg/L) (6.78 + 0.86) (6.88 + 1.06) (6.99 + 0.70) (6.84 + 0.81) (7.02 + 0.82) (7.30 £ 1.00)
ORP 0.19~0.46 0.34~0.52 0.18~0.44 0.14~0.43 0.16~0.46 0.20~0.43
V) (0.37 + 0.07) (0.40 + 0.05) (0.37 + 0.08) (0.33 £ 0.10) (0.35 + 0.11) (0.35 £ 0.10)
H 6.43~8.17 6.81~7.88 6.49~8.23 6.54~8.02 6.68~8.13 7.15~8.10
P (7.21 £ 0.43) (7.29 £ 0.30) (7.20 & 0.50) (7.34 £ 0.43) (7.36 = 0.49) (7.43 £ 0.45)
PCY 0.38~19.38 0.38~19.37 0.53~3.99 0.67~19.38 0.74~10.03 0.95~4.90
(x103 cell/L) (2.05 + 1.56) (2.05 + 1.56) (2.02+147) (527 £4.74) (3.87 £ 3.04) (3.33 £1.71)
Tur 1.10~8.00 3.40~6.20 2.60~5.30 1.50~7.95 1.70~11.10 1.90~9.90
(NTU) (4.34 +1.75) (4.71 £ 0.89) (4.36 +0.87) (4.14 £ 1.79) (5.13 + 2.55) (5.44 + 3.62)
Chl-a 0.60~4.16 1.24~13.66 0.63~7.54 0.50~4.79 1.20~6.28 1.05~3.58
(mg/L) (1.71 £ 1.11) (4.09 + 3.50) (2.13 +2.43) (2.31 £1.52) (2.85 +1.61) (2.43 £ 1.25)
TN 0.10~0.63 0.30~0.67 0.2282~0.4754 0.14~0.47 0.07~0.46 0.17~0.49
(mg/L) (0.38 +0.12) (0.44 +0.12) (0.35 £ 0.065) (0.33 £ 0.096) (0.31 +0.14) (0.36 £ 0.14)
CODpyn 0.37~2.00 0.72~2.30 0.73~1.88 0.75~1.80 0.63~1.70 0.78~1.89
(mg/L) 1.36 £ 043 (1.58 + 0.53) (1.42 £ 0.37) (1.42 +0.35) (1.35 + 0.43) (1.53 £ 0.51)
TP 6.10~128.40 4.40~40.00 6.10~128.40 6.50~36.00 8.30~38.80 10.60~30.30
(ng/L) (23.90 +23.80)  (20.90 +12.30)  (23.91 4 23.82) (22.90 + 9.50) (23.20 + 11.10) (21.30 £ 9.70)
NH3;N 13.10~174.30 7.90~235.10 11.80~118.60 10.20~155.80 3.20~143.00 3.00~170.00
(ng/L) (50.20 +42.40)  (78.30 +74.90)  (37.70 £36.30)  (52.40 £54.30) (60.30 £ 46.10)  (76.20 % 66.50)
" indicates the range of an indicator. * Mean values and standard deviations (SD) are shown in parentheses.
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Figure 2. Plumbline diagrams of the spatial and temporal distribution of physical and chemical

properties of water bodies in the study area in different seasons: (a) Spring; (b) Summer; (c) Autumn;

(d) Winter.
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3.1.2. Biological Indicators of Water Bodies

Similar to chlorophyll a (Chl-a), which is mainly derived from phytoplankton in the
water, PCY values reflect the abundance of picocyanobacteria, which are typical of primary
producers in the water environment of the study area.

According to the results of the Welch’s mean equality robustness test (W-MERT), Chl-a
(W-MERT, p = 0.0001367 < 0.05) and PCY (W-MERT, p = 2.6499 x 10~13 < 0.05) showed
highly significant differences in spatial and temporal distributions. In terms of temporal
distribution, Chl-a and PCY were significantly less in winter than in other seasons; in terms
of spatial distribution, Chl-a and PCY in spring showed higher levels in Huangtankeng
Stream and Jujiangxi Stream than in other study areas. However, the Chl-a in summer
showed a higher phenomenon in the Shanxi Reservoir than in the tributaries. In contrast,
PCY was further elevated in number but spatially distributed more evenly than Chl-a.

3.1.3. Pollution Indicators of Water Bodies

Ammonia nitrogen (NH3-N) reflects the elemental nitrogen in water in the form
of NHj3 and NHZ’. Total nitrogen (TN) contains various forms of nitrogen in the water
body, and various forms of phosphorus elements in the water body are indicated by total
phosphorus (TP). NH3-N, TN, and TP are mainly from domestic sewage and agricultural
surface source pollution, and are important indicators of the health of water bodies. The
permanganate index is a common indicator of oxidizable pollutants in water bodies. In
terms of spatial and temporal distribution, TN (ANOVA, p = 0.0089 < 0.05), NH3-N (W-
MERT, p = 0.006 < 0.05), and TP (W-MERT, p = 0.016 < 0.05) showed highly significant
differences in spatial and temporal distribution.

In Figure 3, the amount of NH;3-N in the water was significantly more in summer
than in other seasons. TN and TP were higher than the yearly average in spring and
summer, and CODy, was significantly less in winter than in other seasons. In addition, TN
and NHj3-N showed an increase in summer and a higher level in autumn. For the spatial
distribution of pollution indicators, both TN and NH;3-N showed extreme values in the
Huangtankeng Stream, and fluctuated more between sub-regions within the same season;
both CODy, and TP showed extreme values in the Shanxi Reservoir, but TP fluctuated
more than CODyy, within each sub-region.

3.2. Spatial and Temporal Heterogeneity of Reservoir’s Zooplankton

Through microscopic examination of zooplankton samples using OLYMPUS BX51,
combined rapid statistical and technical work with the ZooScan zooplankton image scan-
ning analysis system, 46 genus of zooplankton were identified at the genus level in accor-
dance with the Atlas of Major Freshwater Zooplankton of Zhejiang Province (Drinking
Water Sources) [54]. The detailed composition, frequency of recurrence and degree of
dominance are shown in Table 2.

According to the data in Table 2, three of the genus Sinocalanus, Sinodiaptomus and
Nitocra are prominent in terms of dominance of Copepoda, and Cladocera’s Macrothrix,
Daphnia, Bosmina and Diaphanosoma all have a numerical dominance of more than 4%,
significantly more than the other species, which further suggests that it is Cladocera and
Copepoda that dominate the study area. Combining the information in Figure 4, in terms of
temporal distribution, the number of zooplankton in the water column showed a gradual
increase from spring to autumn and reached a maximum in summer and autumn, with a
significant decrease after winter. In spring, the abundance of Cladocera fluctuated more in
different subregions than Rotifera and Copepoda. All three orders in the same sub-region
showed a greater increase in zooplankton abundance in summer compared to spring, with
the mean abundance reaching its highest throughout the year. Copepoda was the dominant
species within each subregion in summer under its abundance. The abundance of Cladocera
in each subregion decayed with the onset of autumn but was generally much higher than in
spring. The abundance of Rotifera and Copepoda in the Huangtanke Stream and Sanchaxi
Stream sub-regions showed an increase compared to summer. The zooplankton abundance
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of the three orders showed a dramatic decrease in winter. The abundance of Rotifera and
Cladocera in the Shanxi Reservoir sub-region decreased dramatically and was lower than
the spring average. The abundance in the tributary sub-region decreased but overall was
higher than the spring average. The Copepoda, the typical dominant zooplankton species
in the study area during summer and autumn, had higher mean values in the study area

than in spring, even though its abundance showed a dramatic decrease in winter.
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Figure 3. Stacked bar charts of the spatial and temporal distribution of water environmental factors:
(a) Chl-a; (b) PCY; (c) NH3-N; (d) TN; (e) CODppy; (f) TP
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Table 2. The species composition and individual dominance of the study area.

Categories Name of the Frequency of Degree of Name of the Frequency of Degree of
(Orders) Species (Genus) Recurrence * Dominance Species (Genus) Recurrence Dominance
Asplanchna 100% 2.60% Keratella 40% 0.20%
Polyarthra 80% 4.31% Testudinalla 40% 0.60%
Trichocerca 60% 0.25% Filinia 40% 0.53%
Gastropus 60% 0.44% Ascomorpha 40% 0.33%
. Mytilina 60% 0.49% Eosphora 40% 0.63%
Rotifera Brachiomus 60% 3.07% A fissa 20% 0.02%
Cephalodella 60% 3.72% Rotaria 20% 0.26%
Pompholyx 60% 1.16% Epiphanes 20% 0.42%
Synchaeta 60% 0.34% Euchlanis 20% 0.02%
Notholeca 40% 0.74% Ploesoma 20% 0.06%
Nitocra 100% 6.90% Paracyclops 80% 2.58%
Sinocalanus 100% 11.80% Mesocyclops 80% 1.99%
Sinodiaptomus 100% 9.00% Heliodiaptomus 80% 5.39%
Copepoda Cyclops 100% 1.51% Onchocamptus 60% 0.15%
Tropocyclops 80% 2.12% Limnoithona 60% 1.06%
Themocyclops 80% 2.23% Neodiaptomus 60% 1.64%
Canthocamptus 80% 1.47% Macrocyclops 40% 0.05%
Mongolodiaptpmus 80% 1.00%
Macrothrix 100% 4.20% Diaphanosoma 60% 5.60%
Daphnia 80% 6.12% Camptocercus 40% 0.49%
Bosminopsis 60% 1.37% Leydigia 20% 0.24%
Cladocera Chydorus 60% 3.54% Alona 20% 0.32%
Simocephalus 60% 2.11% Moinodaphnia 20% 0.08%
Bosmina 60% 6.92%

* Probability of being observable in a single survey cycle.
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Figure 4. Cont.
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Figure 4. Three-dimensional dotted waterfall maps of the spatial and temporal distribution of
plankton and images from OLYMPUS BX51 and ZooScan scans of (a) Cladocera; (b) Copepoda;
(c) Rotifera.

In terms of spatial distribution, the following results can be obtained by comparing
typical zooplankton abundances at different times during the same season. In spring,
the average number of Rotifera in Shanxi Reservoir was lower than in the other five sub-
regions. By contrast, the average number of Cladocera and Copepoda was higher than in
the other five sub-regions. In summer, the average number of Rotifera and Cladocera in
Shanxi Reservoir was lower than in the other five sub-regions, and the average number
of Copepoda remained higher than the other five sub-regions. The average number of
zooplankton decreased slightly in autumn compared to summer and generally showed a
lower average number in Shanxi Reservoir than in the sub-region. The average number of
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zooplankton decreased further in winter, and the average number of Rotifera and Copepoda
in Shanxi Reservoir was lower than the other five sub-regions, whereas the average number
of Cladocera remained higher than the other five sub-regions.

3.3. Relationships between Water Environmental Factors and Zooplankton
3.3.1. Principal Component Analysis (PCA)

Due to the large number of water environmental factors involved in this study, in order
to facilitate the study of the response relationship between water environmental factors and
zooplankton, after using the KMO (Kaiser-Meyer-Olkin) test for judgement (0 < 0.735 < 1),
the dimensionality of the water environmental factors could be reduced using principal
component analysis [55,56], and the loadings plot for the principal component analysis and
the ellipses corresponding to the four 95% confidence levels for spring, summer, autumn
and winter are shown in Figure 5.

—*‘"’_7__ N 7_-7__TL|_|':_ - _?_ T_7_7__7__7__7_7T_i__7__‘7_7"":_-7————-,_

Spring
Summer
Autumn
Winter
Loadings

Figure 5. Loadings of principal component analysis of water environment factors.

For the water environment, the PCA of the 12 correlated variables resulted in three
principal components (PC) that had eigenvalues >1 and accounted for 49.10% of the
variance in the data. The first principal component (PC1) eigenvalue was 2.71 with a
contribution rate of 22.60%, which accounted for the largest proportion of the variance,
indicating that it had the strongest ability to combine the original variables. The water
environment factors pH, Chl-a, CODyy,, and Tem had larger weight coefficients, and pH
had the largest weight coefficient and, very significantly, was positively correlated with
the other three variables (p < 0.01). Therefore, PC1 could be synthesized as a chemical
biological factor in water bodies. The second principal component (PC2) with an eigenvalue
of 1.95 and a contribution of 16.22%, had the highest EC weight and the second highest
TN weight. Very significantly, they were positively correlated (p < 0.01), so PC2 could be
resolved as a physiochemical factor. The third principal component (PC3) had the largest
Tur and TP weight, so PC3 could be resolved as a contamination risk factor.

3.3.2. Redundancy and Correlation Analysis

Before the constrained ranking analysis, the detrended correspondence analysis (DCA)
of the principal water environmental factors was conducted. The results of the DCA analy-
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sis of the principal water environmental factors in all four seasons showed that the gradient
length was less than 3, so the choice of redundancy analysis (RDA) was more reason-
able [53]. Three major zooplankton taxa were used as forecast objects in the redundancy
analysis, as well as eight principal water environmental factors as forecast factors. Clusters
were determined based on a similarity matrix using Euclidian distance, with distances cal-
culated by group-average sorting and ranked similarities. The water environmental factors
involved in the analysis were screened using a Monte Carlo Permutation test (p < 0.05) and,
combined with the results of the principal component analysis, the water environmental
factors with explanatory value for each season were identified as Tem, Chl-a, pH, NH3-N,
Tur, DO, TP and EC in spring, Tur, NH3-N, pH, Chl-a, DO, TP, EC, in summer ORP, EC, TN,
pH, Chl-a, CODpp, DO, Tem in autumn, EC, Tur, pH, Chl-a, CODp,, Tem, DO in winter.

In spring, the eigenvalues for the first two axes of the RDA analysis were 0.247 and
0.121. From Figure 6a, it can be seen that EC, TN, CODy,, and NH;3-N were positively cor-
related with Cladocera and Copepoda. The pH, Chl-a, and Tem were positively correlated
with Rotifera, and ORP was negatively correlated with Rotifera. Cladocera formed good
clusters with pH, Chl-a and EC, and Copepoda formed good clusters with Tur, TP and DO
together with Rotifera. As the time enters summer, the total variation by RDA was 18.47,
where the explanatory variables account for 62.80%. The pH, Chl-a, Tur, TP, Tem were
positively correlated with Copepoda and Rotifera, and EC, TN were negatively correlated
with them. pH, Chl-a, EC, TN, Tem were positively correlated with Cladocera. As shown
in Figure 6b, Cladocera, Copepoda and Rotifera together formed good clusters with pH,
Chl-a, Tur, TP, Tem. The three populations formed clusters with pH, Chl-a, Tur, TP, and
Tem in summer to the results presented in the clustering heatmap in Figure 6b. In autumn,
the eigenvalues for the first two axes of the RDA were 0.454 and 0.112, explaining 95.2% of
the zooplankton variation. The pH, EC, Chl-a, TN, CODp,, Tem, NH3-N were positively
correlated with Copepoda and Rotifera. pH, Chl-a, CODMn were positively correlated
with Cladocera and EC, TN were negatively correlated with it. Cladocera, Copepoda, and
Rotifera together formed good clusters with pH, Chl-a, TP, Tem, DO in Figure 6¢. In winter,
the species-environment correlation coefficients for RDA analysis were 0.757 and 0.419,
respectively, indicating a significant correlation between water environmental factors and
zooplankton. tur and TP were positively correlated with Cladocera, whereas EC, TN and
CODwn, which were negatively correlated with Cladocera, were positively correlated with
Copepoda and Rotifera. In addition, NH3-N was positively correlated with Copepoda, and
pH and Chl-a were positively correlated with Rotifera. In Figure 6d, Cladocera, Copepoda
and Rotifera together formed good clusters with Tur, TP and DO.
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4. Discussion

The significant differences between the water level variation, water flow, and water
connectivity of river-type reservoirs and natural water bodies lead to the aquatic ecosystems
of river-type reservoirs being different from those of natural water bodies, and these
differences also make the aquatic environment of reservoirs very fragile [50]. Because of
this, a comprehensive evaluation of the water environment of river-type reservoirs and the
health of the water ecology is essential to ensure water security and protect the ecosystem.

4.1. Factors Influencing Zooplankton Distribution

Our study found that the Shanxi Reservoir, a source of drinking water, is at some
risk of contamination at certain times and locations. In fact, damming not only changes
the connectivity of the river, but also alters the hydrodynamic conditions of natural water
bodies, affecting their renewal cycles and making them more vulnerable to eutrophication
risks [57,58]. Unlike previous studies [36], our study found that the PCY values in Huang-
tankeng Stream and Jujiang Stream in the study area were too high in summer, and the
higher the PCY value, the greater the risk of algal blooms. According to research [59], local
algal blooms will form in subtropical reservoirs when the density of blue-green algae is
steadily higher than 50,000 cells/L. In Figure 3a,b, peaks in Chl-a and PCY are observed
in Huangtankeng Stream and Jujiangxi Stream in spring and summer. And pH in these
regions tended to be lower than in other regions during the same season. This is because,
in addition to the obvious regional differences in pH distribution due to zonal factors, the
horizontal distribution of pH is not entirely uniform in the same lake or water body due to
environmental conditions such as incoming runoff, intensity of water exchange, and the
number of biological populations in the lake [60]. Generally, in freshwater bodies, the pH
level is related to the free carbon dioxide and dissolved carbonate ions in the lake water.
Where the free carbon dioxide is high, the pH is low; the pH is correspondingly high in
lakes with high content of bicarbonate ions and carbonate ions [61]. At the same time, lake
algae generally consume free carbon dioxide in the water during their photosynthesis, in-
creasing in pH response [62]. Our study also found that Tur and EC showed a large number
of variations between seasons and spaces, as presented in Table 1 and Figure 2. Since the
conductive particles in water bodies are mainly K*, Na*, CaZ*, Mg2+, Cl, SOi*, HCOZ*
and CO§*, the total amount of these ions is close to the degree of mineralization of the
water body, so the electrical conductivity is a side reflection of the degree of mineralization
of the water body [63]. Turbidity can visually reflect the degree of turbidity of water bodies,
which is mainly caused by insoluble sediment, humus, planktonic algae, colloidal particles,
and other substances in the water bodies [64,65]. Dissolved oxygen did not show a large
variability in spatial distribution in our study area, but showing fluctuations between
seasons. Oxygen in water comes mainly from atmospheric dissolution and photosynthesis
by aquatic organisms, and its content in water is influenced by temperature [66]. Notably,
as presented in Figure 3c,d, our study found a high degree of variability in the spatial
and temporal distribution of ammonia and total nitrogen, and the detection of ammonia
and total nitrogen indicators compensated for the lack of relevant studies conducted by
researchers on phytoplankton groups in the same area [36]. Nitrogenous compounds in
natural water bodies often exist in three forms: ammonium nitrogen, nitrite nitrogen, and
nitrate nitrogen, all of which can be used by aquatic organisms. When the water body is
polluted or aquatic organisms die, organic nitrogen undergoes a series of decomposition to
ammonia nitrogen form, then ammonia nitrogen is further oxidized to nitrite and finally to
nitrate form [67]. Temperature is likewise an indicator of the large spatial and temporal
variability within our study area. For the northern hemisphere, the lowest water tempera-
ture often occurs in January to February and the highest water temperature often occurs in
July to August each year. The physiological and biochemical reactions in organisms change
with temperature [68]. Within the appropriate temperature range, the physiological and
biochemical reactions in organisms are accelerated with the increase in temperature, which
promotes growth and development.
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The results of our study indicate that the factors limiting the increase in zooplankton
abundance in spring are mainly Tem and nutrient salts, which can be represented by PC1,
PC2 in Figure 5. Comparing the observed data with the results of the RDA analysis, it
is easy to see that the abundance of Rotifera is well explained by pH, Chl-a, and Tem,
and that the abundance of Cladocera and Copepoda increases with EC, TN, NH3-N. In
contrast to the previous study [69], the main factors limiting the increase in zooplankton
abundance during summer are nutrient salinity, PCY and DO. The abundance of Rotifera
and Copepoda increases with increasing pH, Chl-a, Tur, TP, Tem, and decreases with
increasing EC, TN. The situation in autumn and winter is similar to previous studies [70],
the main factors limiting the increase in zooplankton abundance in autumn are nutrient
salinity and DO, which can be expressed by PC1, PC2. The abundance of Cladocera
increases with pH, Chl-a. Similarly, within the appropriate range, increases in pH, EC,
Chl-a, TN, CODpy,, Tem, NH3-N result in a growing number of Copepoda and Rotifera.
The main factors limiting the increase in abundance conferred on the animals in winter
are nutrient salinity and PCY. The pH, Chl-a, EC, TN, and Tem predicted the abundance
of Copepoda and Rotifera, and EC, TN, Tur, and TP were good predictors of Cladocera
abundance. Another important finding was that zooplankton populations are influenced
by different water environmental factors in different seasons, and they can also form good
clusters with the corresponding water environmental factors under different conditions.
Comparing the observed data with the results of the cluster analysis, it is easy to see that
in spring the three zooplankton species form clusters with different water environmental
factors, with Rotifera forming good clusters with NH3-N and DO, Cladocera with Tur, and
Copepoda with EC, pH, and TP. In summer, when environmental conditions are favorable,
the three zooplankton species form good clusters with pH, Chl-a, Tur, NH3-N, and DO. In
autumn, the three zooplankton species form good clusters with pH, Chl-a, CODy,, ORP,
and DO. In winter, when environmental conditions were harsh, the three zooplankton
species formed good clusters with Tur, TP, Tem, Chl-a, and NH3-N, respectively.

4.2. Variation of Zooplankton Distribution

As shown in Table 2, we identified a variety of zooplankton in the study area, including
20 genus of Rotifera, 15 genus of Copepoda and 11 genus of Cladocera, all of which
are common freshwater zooplankton in southeast China [71]. Although Rotifera species
were more abundant, the crustaceans (Copepoda and Cladocera) were overwhelmingly
dominant in terms of the number of individuals (79.8% of the microscopic samples), with a
total of 30 genus with a reproduction rate of 60% or more, including 9 genus of Rotifera,
14 genus of Copepoda and 7 genus of Cladocera. The number of species with a numerical
dominance of more than 1% was 5 genus of Rotifera, 13 genus of Copepoda, and 7 genus of
Cladocera, respectively.

Previous research has focused more on zooplankton as indicators of water quality
and for ecological assessment [19]. The formation of clusters between zooplankton and
water environmental factors could be of interest in the future for ecological restoration
and environmental monitoring. Similar to the results of other related studies [59,72], the
nutrient levels in the study area were lower in spring than in summer and autumn, and
levels of the water environment factors PCY and Chl-a, which measure biological indicators,
were low in spring, suggesting that the primary producers, picocyanobacteria, as well as
other algae, were less abundant in the water column. Tur, also a measure of suspended
matter in the water column [65], was lower in spring than in other seasons, suggesting
that the low levels of suspended particulate matter and organic detritus, in the water
column limited the food sources of Copepoda and Cladocera, thus making differences in
zooplankton abundance on a spatial scale less pronounced in spring.

The water temperature and solar radiation in the study area were significantly higher
in summer and autumn than in spring and winter, and the suitable water temperature and
solar radiation provided a good environment for the growth and development of algae,
the producers located in the first trophic level in the study area [73]. Along with the algal
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blooms, Chl-a and PCY that could be detected in the water environment factors are in-
creasing and zooplankton that feeds on algae and their metabolites are experiencing a peak
in growth and reproduction [71], making the abundance of the three typical zooplankton
species reach their maximums in spring and summer. The higher NH3-N content in the
sub-regions of Huangtankeng Stream and Jujiangxi Stream provided sufficient nutrients
for the growth and development of algae, making the Chl-a content in the sub-region of
Huantankeng Stream much higher than that in other sub-regions, and likewise making
the PCY content in the sub-region of Jujiangxi Stream much higher than that in other
sub-regions.

In our study, variations of physicochemical indicators changed considerably with the
seasons. The water temperature in autumn is between spring and summer, with more
nutrient salts than in spring, making it more suitable for the growth and reproduction
of producers such as algae. The values of PCY and Chl-a were correspondingly lower in
Jujiangxi Stream, which had less TN and NH3-N, and higher in Huangtangkeng Stream,
which had more TN and NH;3-N. In the Shanxi Reservoir, which has a high TN content,
the PCY values were higher than in the other sub-regions. Cladocera also occurs in
abundance in the Jujiangxi Stream and Huangtangkeng Stream, areas of fertile water.
Algae-feeding Copepoda were more abundant in Shanxi Reservoir, Jujiangxi Stream, and
Huangtangkeng Stream than in the other sub-regions. Copepoda, which has a wide range
of food sources [74], was significantly more abundant in Huangtankeng Stream than in the
other regions.

Biological indicators in the study area were lower in winter than in summer and
autumn, due to the amount of solar radiation, PCY and Chl-a were the lowest throughout
the year. The life activities of aquatic organisms in the water column are somewhat
restricted at this temperature [73], and the PCY and Chl-a in the water column are reduced
to their lowest values throughout the year. Similarly, the decomposition of microorganisms
is also restricted due to the temperature, causing the NH3-N content in the water column
to decrease to some extent. More Copepoda spend the winter in the Sanchaxi Stream
and Hongkouxi Stream, where Chl-a levels are high, and Cladocera spend the winter in
sub-regions with slow flow conditions and rich nutrient salinity.

5. Conclusions

In the study area of Shanxi Reservoir, zooplankton showed the same spatial and tempo-
ral heterogeneity as the water environmental factors. Freshwater zooplankton, represented
by Cladocera, Copepoda, and Rotifera showed not only clear seasonal differences in time,
but also spatially variable response relationships with changes in key water environmental
factors such as Tem, DO, nutrient salinity and EC. The main response relationships between
water environmental factors and zooplankton exist in different seasons as follows. In
spring, Tem and TP affect the number of Cladocera. EC, pH, and Tem affect the number
of Copepoda, and pH, EC, and Chl-a affect the number of Rotifera. In summer, Tur, TP,
and DO affect the abundance of Copepoda and Rotifera, and NH3-N affects the amount of
Cladocera in the water. In autumn, Tem has an effect on the numbers of all three. Cladocera
will be affected mainly by DO, and pH, EC will affect Copepoda numbers. Rotifera will
also be affected mainly by EC in autumn. In winter, EC, pH, DO, TP affect the numbers
of Copepoda and Rotifera. EC and Tur affect the number of Cladocera. Meanwhile, the
three zooplankton species formed good clusters with pH, DO, Chl-a, and NH3-N during
the summer months in abundant water, and with Tem, Tur, TP, and NH3-N during the
winter months in dry water. This correspondence between zooplankton and relevant water
environment factors in the respective seasons can be used not only to predict trends in
water environment development but also as a key indicator of regional water environment
deployment in the process of water diversion and storage during periods of abundance
and drought.

Overall, the observations and analyses in this study suggest that temperature is a
key factor influencing the differences in the spatial and temporal distribution of water
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environment and water ecology in riverine reservoirs. On the one hand, water temperature
is a direct reflection of the intensity of solar radiation on the water body, and changes
in water temperature can lead to changes in DO, EC, ORP, pH, Chl-a, PCY and other
physicochemical and biological indicators. On the other hand, in the catchment area of
river-type reservoirs, the change of temperature also indicates the change of seasons, which
fits with the growth and development cycle of economic crops near the catchment area
and economic fish in the reservoir. Nutrients such as nitrogen and phosphorus, as well
as organic pollutants, will enter the reservoir with surface runoff, causing changes in
chemical indicators. Changes in physical and chemical indicators will cause changes in
biological indicators.

Due to the time and scale constraints, the analysis method in this study affected the
generalizability of the results to a certain extent. In future studies, the assessment of the
water environment and water ecological health of river-type reservoirs requires not only
data support for a longer time series, but also data mining and the establishment and
validation of models with relevant data in order to provide constructive evaluation and
analysis of the water environment and water ecological health of other reservoirs with
similar conditions using accurate and generalized models.
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