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Abstract: Little is known about the functions of N:P ratios in determining trophic structures and
ecological health in lotic ecosystems, even though N:P ratios have been frequently used as a
stoichiometric determinant in ambient water for trophic allocation of low-level organisms such
as phytoplankton or zooplankton. In this study, nutrients (N, P) and sestonic chlorophyll (CHL)
from 40 different streams in the Geum-River watershed were measured from 2008 to 2011. Fish
compositions and stream health were also assessed, based on the multi-metric modeling of an index
of biological integrity. Land use patterns in these watersheds were a key factor regulating nutrient
contents and N:P ratios in ambient water, and also influenced empirical relationships between N:P
ratios (or nutrients) and sestonic CHL. Land use patterns in forested, urban and wastewater treatment
plant regions were associated with significant differences in stream N:P ratios, and the ratios were
mainly determined by phosphorus. Sestonic CHL was significantly correlated with nutrient level
(N, P); the ratios had a positive linear relationship with the proportion of omnivores, and a negative
relationship with the proportion of insectivores. A similar trend in the N:P ratios was observed in
indicator fishes such as N. koreanus and Z. platypus. Overall, the N:P ratio may be a good surrogate
variable of ambient concentrations of N or P in assessing trophic linkage and diagnosing the ecological
stream health in aquatic ecosystems.
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1. Introduction

During the past two decades, nutrient regime of nitrogen (N) or phosphorus (P) in freshwater
ecosystems is one of the most important factors regulating the ecosystem production and biological
diversity [1,2]. Thus, the concept of nutrient loading as a factor controlling trophic state has been a key
theory in numerous studies of aquatic ecosystems [3]. Furthermore, the importance of 16N:1P molar
ratios as well as ambient nutrient concentrations in aquatic ecosystems [4], and suggested their key
roles in primary production, nutrient cycling, resource competition, and animal growth in the systems,
in spite of partial limitation on biological unavailability of some forms of nutrients. The various
roles of N:P ratios, therefore, have been frequently tested in various trophic linkages as criteria of
nutrient limitation on phytoplankton growth (i.e., bluegreens; Smith [5]), invertebrate compositions [6],
consumer-resource [7], and fish trophic guilds [8,9], and the ecological stream health [8]. In other
words, the N:P ratios determined the production of primary producers [10], and this influenced
the compositions and guilds in the higher trophic consumers. The ratios of N:P are associated with
differences in biotic components between ecosystems and are closely linked with land use activities [11].
Therefore, these ratios have been used as a stoichiometric determinant in ambient water for trophic
allocation of low-level organisms [5,12] through to higher trophic level organisms [6,7,9]. Previous
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studies on lotic ecosystems have demonstrated that the complexity of the in-stream environment is
largely influenced by land use patterns within the watershed. Wastewater disposal plants and urban
runoff or cropland, as significant non-point or point sources, increase N and P enrichment in stream
and river environments [13,14], resulting in an alteration of mass N:P ratios in ambient water [15].

Rapid industrialization and dense industrial complexes have caused chemical pollution and
habitat disturbances in urban regions, along with intense agricultural activities. Wastewater treatment
plants (WTPs) are needed to reduce nutrient (N, P) and organic matter discharge from urban polluted
water [16]. Haggard et al. [17] and Ekka et al. [18] demonstrated that the most significant sources of
N and P are point-sources of WTPs, even though nutrient contents vary largely depending on the
treatment methods of effluents [16,19]; furthermore, the effluents may directly or indirectly influence
chemical pollution and biological disturbances downstream in the watershed [20]. Under these
conditions, nitrogen and phosphorus levels are generally high [18,21] and the N:P ratios are relatively
low in stream and river ecosystems. For this reason, a low N:P ratio may be a good surrogate variable
of ambient concentrations of N or P in diagnosing and assessing anthropogenic nutrient pollution and
eutrophication in lentic [22] and lotic ecosystems [15].

N:P ratios have also been used as ecological indicators to identify how aquatic organisms are
regulated by N:P stoichiometry, through thresholds and spectrums. Redfield [23] found that the
stoichiometric threshold for phytoplankton growth was identified as 16N:1P molar ratio, which is
frequently considered to be a trophic interaction from an ecological perspective. Numerous studies
on lentic ecosystems [24–27] have demonstrated that N:P ratios are a key index of nitrogen or
phosphorus limitation in algal populations. However, these stoichiometric thresholds vary according
to N-limitation and P-limitation criteria in aquatic ecosystems [10,28], as frequently shown by actual
field data. Despite regional and seasonal variations in stoichiometric indices of the N:P ratio, it has been
used to determine the abundance of specific taxa and trophic levels in the food chain [12,29,30]. Typical
examples of N:P ratios are shown by bluegreen algae dominance when the ratios drop below 30 [5],
and by empirical models of bluegreen algae [31]. Similarly, specific taxa of lotic periphyton [12] are
regulated directly by N and P stoichiometry, and aquatic biota is associated with specific optimal
N:P ratios [32]. Within high trophic organisms, their growth and abundance may be affected by
stoichiometric N:P ratios as well as by absolute ambient nutrients; furthermore, N:P ratios may
determine the food quality of aquatic insects [7] and fishes [8,9]. These studies have shown that
trophic interactions, in functional taxa at the species level, are related to specific N:P ratios in aquatic
environments. The trophic dynamic concept [33] has been used to demonstrate bioavailable energy
and nutrient transfers to higher trophic organisms, representing both specific trophic interactions and
the effects of community on aquatic ecosystems; however, the role of N:P ratios is unknown in the
context of trophic interactions. Despite the importance of N:P ratios in terms of trophic linkages within
the food chain/web of aquatic ecosystems, little is known about the effects of trophic compositions
and fish tolerance on the range of N:P ratio values in ambient stream water [8].

Aquatic environmental stressors such as nutrients and N:P ratios may affect aquatic biota of low
trophic levels and/or higher trophic level organisms and their stoichiometry, and are regarded as being
among the most important regulating factors of stream ecosystems [8]. The nutrient regime regulates
various fish compositions and their abundance in aquatic ecosystems [34], and these parameters
may be closely associated with the eutrophication processes of N or P, and with N:P ratios. Primary
productivity, regulated by the N or P contents and N:P ratios, increased as fish abundance increased [35]
or decreased [36], depending on the regional scale and fish species. Tolerance, or trophic levels of
fish related to nutrient regimes, has been used to assess stream conditions ranging from pristine
to polluted [35]. Conventional criteria of fish tolerance (divided into three categories: sensitive,
intermediate, and tolerant species [37,38]) are closely associated with eutrophication in water bodies,
which are judged according to N or P contents or N:P ratios [8,39]. Noble et al. [40] demonstrated
that the trophic compositions of fish were affected by their available food items and feeding habitats,
and that changes in nutrient regimes or N:P ratios may modify the proportions of insectivorous and
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omnivorous fish due to changes in their feeding resources (in accordance with water chemistry [8,40]).
These findings suggest that nutrients and stoichiometric N:P ratios may alter species compositions,
tolerance level, and trophic compositions in aquatic ecosystems.

The objectives of this study were to assess the influence of land use patterns on nutrient contents
and N:P ratios in stream ecosystems, and to determine the empirical relationships between N:P ratios
and nutrients (total phosphorous; TP) and sestonic algal biomass (chlorophyll-a; CHL). Furthermore,
the influence of the chemical regime on stoichiometric N:P ratios was elucidated by analyzing trophic
composition and fish tolerance, and the fish bio-indicators of pollution, in lotic ecosystems.

2. Materials and Methods

2.1. Study Area and Selection of Sampling Site

This study was conducted in the Geum-River watershed, South Korea (Figure 1). The Geum-River
watershed (36˝–37˝ N; 127˝–128˝ E) is located in the mid-western part of South Korea, and consists of
a main stem length of 414 km and catchment area of 9886 km2. Concerning the sampling site, both the
site and the land use patterns were considered to be possible factors affecting the aquatic environment.
This research was an ideal case study because of the morphology with longitudinal gradients and the
diversity of land uses.

Figure 1. Catchment-scale map showing the location of the four different land types, among the 40
sampling sites of the Geum-River watershed.
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Land use patterns were analyzed by calculating the proportion of forest, cropland, and urban land
(a 500-m buffer) around the stream boundaries [11]. Land use for the sampling site was categorized
according to the dominant land cover type: forest region (proportion of forest cover >50%), cropland
region (proportion of cropland cover >50%), or urban region (proportion of urban cover >50%).
Municipal WTPs were regarded only as the point source for defining the WTP region. The regions
were divided equally into 10 sampling sites.

2.2. Analysis of Water Quality

Physicochemical and biological water quality data for the sampling sites were obtained from
the National Institute of Environmental Research (NIER). Stream water sampling (surface water at
0.5 m) was conducted monthly from 2008 to 2010 in 40 different streams, and electrical conductivity
(EC) was simultaneously measured using a portable multiparameter analyzer (YSI Sonde Model
6600: Yellow Springs, OH, USA). TP was determined using the ascorbic acid method after persulfate
oxidation [41], and total nitrogen (TN) was determined using the second derived procedure after
persulfate digestion [41]. Biological oxygen demands at 5 days (BOD5) were measured per the method
of Eaton and Franson [41]. Sestonic CHL concentrations were determined using a spectrophotometer
(DU-530; Beckman Coulter Inc., Brea, CA, USA) after sampled water was processed through a GF/C
filter and ethanol extraction in hot water [42]. Nutrient (N, P) and sestonic CHL analyses were
performed in triplicate; EC and BOD5 were applied in duplicate.

2.3. Analysis of Physical Habitat Conditions

Physical habitat conditions at the sampling sites were assessed using a qualitative health
evaluation index (QHEI). The QHEI assessment was conducted in 2009; this study used a 6-metric
model of QHEI for application at a regional level [43–45], modified from the original 10-metric
model [46,47]. To assess the physical habitat condition, primary, secondary, and tertiary attributes
were included in the model and their metrics were composed of substrate structure and vegetation
coverage, channel and bank characteristics, and bank structure. All metric characteristics have been
described previously [43,48]. The metrics of QHEI comprised M1–M6, evaluating epifaunal substrate
cover, pool substrate, channel flow status, channel alteration, and sediment deposition. An additional
metric was also included to account for the effects of dam construction. The health conditions of the
habitat were evaluated by summing the scores obtained from the six metric scores (M1–M6) and then
categorizing the system as “excellent” (A; score 120–96), “good” (B; 80–66), “fair” (C; 60–36), or “poor”
(D; 30–6) based on the recommendations of MOE/NIER [44]. The final scores were transformed to
a 0–1 scale for more comparable analysis.

2.4. Fish Collection and Sampling Method

Fish assemblages were collected twice at each site from 2008 to 2011 during the pre- and
post-monsoon seasons; these seasons produce a hydrologically-stable aquatic environment. The
sampling approach followed the modified protocols of the Ohio Environmental Protection Agency [49].
Casting nets (mesh size, 5 ˆ 5 mm) and kick nets (mesh size, 4 ˆ 4 mm) were used for sample collection,
following the standard method for ecological fish health assessment proposed by the MOE/NIER [43].
Casting nets were used in various types of deep (2–3 m) and shallow (<0.5 m) habitat, and kick nets
were used at locations with fast current velocities or in stream vegetation zones [43]. The sampling
and handling techniques were based on catch per unit effort methods [50], with a sampling period
of 50–60 min at each location. Fish were collected from all types of habitat, including riffles, runs,
and pools, using the wading method [49]. All fish specimens were preserved in neutral-buffered 10%
formalin and returned to the laboratory for identification [51,52]. Currently used scientific names, such
as genus Nipponocypris, Tanakia spp., were employed [53]. The external characteristics of individual
fish were examined in the laboratory for deformities, erosions (skin, barbels), lesions (open sores,
ulcerations) and tumors [54].
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2.5. Analysis of Trophic Composition and Tolerance Level

For the classification of fish trophic compositions and tolerance levels, the approach of the US
EPA [49] and Karr [55] was used. Trophic composition was classified into four categories: insectivores,
omnivores, piscivores, and herbivores, all of which were determined in accordance with the primary
feeding resource. Tolerance levels were classified into sensitive, intermediate and tolerant species;
this approach was based on the principle that an increase in the number of species and individuals in
the first two categories indicates better ecosystem health, whereas an increase in omnivores indicates
a degradation of ecosystem health [49]. Information on the classification of guild compositions for
freshwater fishes in both trophic categories and tolerance levels are available [52].

2.6. Multi-Metric Fish Index of Biological Integrity (IBI) Model

The biological health of the lotic ecosystem was evaluated using the multi-metric fish IBI model.
Ten metric models of IBI [55,56] were developed on the basis of regional application [38,48,56].
The metrics consisted of the three major ecological characteristics: species richness with magnitude of
stream order (M1, M2 and M7), trophic/tolerance guild compositions (M3–M6), and fish abundance
according to health conditions (M8). The following metrics were used: M1, total number of native
species; M2, number of riffle-benthic dwelling species; M3, number of sensitive species; M4, proportion
of tolerant species; M5, proportion of omnivorous species; M6, proportion of native insectivorous
species; M7, total number of native individuals; and M8, proportion of abnormal individuals. Each
metric was assigned a score of 1, 3, or 5, and five classification criteria—“excellent” (A; score = 40–36),
“good” (B; 34–28), “fair” (C; 26–20), “poor” (18–14), and “very poor” (13 or below)—were used. Detailed
descriptions of specific metric characteristics and scoring criteria for the model are available [38].

2.7. Statistical Analysis

A one-way analysis of variance (ANOVA), with Scheffe’s post-hoc test applied, was used to assess
differences in water quality, habitat conditions, and biological components between the different
regions (forest, cropland, urban, and WTP regions), using the SPSS in the Windows software package
(ver. 22.0; IBM Corp., Armonk, NY, USA). Simple linear regression analysis and Spearman’s correlation
analysis were also conducted.

3. Results and Discussion

3.1. Influence of Land Use on Water Chemistry, Habitat Conditions, and Biological Components

The effects of land use pattern on water chemistry, habitat conditions, and biological components
are shown in Table 1. TP, BOD5 and EC were lowest in the forest region, and were significantly
higher (Scheffe’s test, p < 0.001) in the WTP region compared to all forest, cropland, and urban regions.
The mean mass ratio of N:P was highest in the forest region, and lowest in the WTP region (Scheffe’s test,
p < 0.001); these results indicate that water chemistry was directly influenced by the type of land in the
watershed. Physical habitat health, based on QHEI scores, was superior for the forest area than for any
other region, but the differences were not significant (Table 1). Biological components of sestonic CHL
(as a primary producer) and the IBI (based on fish assemblages) reflected the water chemistry, and were
directly influenced by the type of land. Thus, the mean value of IBI was significantly greater, and the
sestonic CHL significantly lower, in the forest region than in any other region (both p < 0.05; Table 1).
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Table 1. Water chemistry, physical habitat condition, and biotic components according to the type of
land in the Geum River watershed. Data are provided as means ˘ SE (range: 5%–95%) in each region.
The superscript letters indicate significant post-hoc differences according to land use type.

Variables
Forest Region Cropland Region Urban Region WTPs Region

Mean ˘ SE Mean ˘ SE Mean ˘ SE Mean ˘ SE

Range Range Range Range

Total nitrogen (µg¨ L´1)
1821 ˘ 33 a 1740 ˘ 52 a 2605 ˘ 65 b 6792 ˘ 225 c

(1130–2836) (545–3454) (1002–5024) (1713–14782)

Total phosphorus (µg¨ L´1)
26 ˘ 2 a 67 ˘ 4 a, b 85 ˘ 3 b 462 ˘ 27 c

(4–76) (11–164) (21–212) (66–1698)

N:P ratios in ambient water
143 ˘ 8 c 53 ˘ 4 b 46 ˘ 3 b 24 ˘ 1 a

(29–388) (5–175) (10–110) (5–58)
Electrical Conductivity

(µs¨ cm´1)
136 ˘ 2 a 210 ˘ 4 b 263 ˘ 4 c 482 ˘ 13 d

(74–212) (133–342) (148–383) (237–935)

BOD5 (mg¨ L´1)
0.9 ˘ 0.02 a 1.9 ˘ 0.08 b 2.5 ˘ 0.10 c 4.1 ˘ 0.16 d

(0.4–1.4) (0.5–4.4) (0.9–5.5) (1.1–9.6)

QHEI 90 ˘ 5 b 67 ˘ 5 a 61 ˘ 5 a 72 ˘ 6 a,b

(70–108) (45–87) (40–82) (47–92)

Sestonic CHL (µg¨ L´1)
2.4 ˘ 0.2 a 3.4 ˘ 0.3 a 7.0 ˘ 0.7 a 18.9 ˘ 2.4 b

(0.2–7.9) (0.1–10.5) (0.2–30.7) (0.1–182.4)

Sestonic CHL:TP
0.15 ˘ 0.010 b 0.08 ˘ 0.007 a 0.10 ˘ 0.008 a 0.08 ˘ 0.009 a

(0.00877–0.44200) (0.00095–0.27789) (0.00313–0.42713) (0.00035–0.44106)

Sestonic CHL:TN
0.0015 ˘ 0.0001 a 0.0025 ˘ 0.0003 a,b 0.0039 ˘ 0.0005 b 0.0039 ˘ 0.0004 b

(0.00006–0.00485) (0.00004–0.01016) (0.00006–0.01919) (0.00002–0.01967)

Index of biotic integrity 32 ˘ 0.7 c 23 ˘ 0.6 b 19 ˘ 0.5 a 20 ˘ 0.6 a

(24–38) (16–30) (12–24) (14–26)

Notes: WTPs, wastewater treatment plants; QHEI, Qualitative Habitat Evaluation Index; BOD5, biological
oxygen demand at 5 days; a. statistical result (post hoc test) of the smallest value on the land use,
b (or c,d.)statistical result (post hoc test) of the largest value on the land use

3.2. Effect of Mass Ratios of N:P on Nutrient Regimes and Their Influence on Land Use

The average concentration of TP in the WTPs region was 462 ˘ 27 µg¨ L´1, which was 10 times
greater than the TP in the forest region (Table 1). TN concentrations were much higher than TP
concentrations among all of the different types of land, and the regional mean N:P ratios were greater
than 24–143, indicating a nitrogen-rich system. In fact, concentrations of TN had a weak relation with
TP in the watershed, and the relation of TN vs. TP showed that the N:P ratios were mainly distributed
in the range of 100–400 in the forest area but in the range of 10–20 in the region of WTPs. (Figure 2).
Regression analysis of the association between log-transformed N:P ratios and nutrients (Figure 2)
indicated that the N:P ratios were directly affected by TP, but not by TN. The N:P ratios, which are
widely used as an index of nutrient limitations, were negatively related to TP (p < 0.001, F = 1009.1,
R2 = 0.64), but were not related to TN (n = 569, p > 0.05). Thus, the association between N:P ratios and
TP was strongest in the forest regions (the green circles in Figure 2b) and lowest in the WTP region
(dark squares in Figure 2b), indicating that the variation in N:P ratios is explained by the land use
patterns in this watershed. Strong negative regression coefficients (R2 = 0.64, p < 0.001) for the N:P
ratios on TP were found in numerous lentic ecosystems [22,57]. These studies indicated that the N:P
ratio is a key regulator of the nutrient regime, and of primary production, in ambient water [11,12,58],
and is also a major indicator of ecological river health in multi-metric fish models [8]. Our results
indicate that the N:P ratios in forest region (high N:P) were clearly segregated from the WTPs region
(low N:P), but partial overlaps in the N:P ratios were also shown in the cropland and urban regions.
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as seen in WTP regions, sestonic CHL values were also high (>46 μg·L−1). Similar patterns were 
observed with TN, except for differences in R2 values (Figure 3b). In contrast, sestonic CHL values 
were low (<2.2 μg·L−1) in the forest regions when N:P ratios were high (>60; Figure 3c). The regression 
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0.32, and 0.32, respectively (Figure 3a–c). The nutrients N and P were also important limiting factors 

Figure 2. Relationships between log10-transformed N:P ratios and total nutrient concentrations
(TN = total nitrogen, TP = total phosphorus), and between log10-transformed TN and TP in the
Geum River. (a) log10 (TN)–log10 (N:P mass ratios); (b) log10 (TP)–log10 (N:P mass ratios); and
(c) log10 (TP)–log10 (TN). Vertical bar (right side of panel b) indicates N:P mass ratios on the relations
of TN vs. TP among the different land uses.

3.3. Effects of Nutrients and N:P Ratios on Sestonic CHL

Sestonic CHL concentrations were more affected by nutrients in ambient water, and the variations
in sestonic CHL were better explained by variations in TP (p < 0.001, F = 31.0, R2 = 0.46) than TN
(p < 0.001, F = 17.5, R2 = 0.32; Figure 3a,b). When the log-transformed TP values were high, as seen
in WTP regions, sestonic CHL values were also high (>46 µg¨ L´1). Similar patterns were observed
with TN, except for differences in R2 values (Figure 3b). In contrast, sestonic CHL values were
low (<2.2 µg¨ L´1) in the forest regions when N:P ratios were high (>60; Figure 3c). The regression
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coefficients (R2) for the relationship between sestonic CHL and TP, TN, and the N:P ratios, were 0.46,
0.32, and 0.32, respectively (Figure 3a–c). The nutrients N and P were also important limiting factors
influencing algal productivity, although current velocity and the light regime in a lotic environment are
primary physical factors regulating sestonic phytoplankton and algal biomass. These results suggest
that sestonic CHL in the watershed was increased by high P or N and low N:P [59].

Figure 3. Simple linear regression models of log10-transformed annual mean (a) TP-sestonic CHL;
(b) TN-sestonic CHL; and (c) N:P mass ratios-sestonic CHL.

3.4. Relationships between Fish Communities and Compositions and N:P Ratios

Fish communities and community structures in the watershed were reflected in the type of
land (Table 2). The forest region was designated as a Nipponocypris-Zacco community, whose dominant
species was Nipponocypris koreanus (34.5% of the total), a sensitive species that is known to dwell in
pristine chemical conditions. The average N:P ratio in ambient waters of the forest region was 143,
which was higher than in any other type of land. In contrast, the dominant species in the WTPs
region were Zacco platypus, (51.1%) and Hemiculter eigenmanni (6.2%), which are tolerant, omnivorous
species with high abundance in polluted aquatic environments. The N:P ratio was lowest (24) in the
Zacco-Hemiculter community due to the high degree of phosphorus enrichment from the effluents
of WTPs. The forest region contained the largest proportion of insectivorous species (56.2%) and
sensitive species (47.0%) (Figure 4a), whereas the WTP region showed a predominance of omnivorous
species (76.8%) and tolerant species (78.6%) (Figure 4d). These preliminary results indicate that
the type of land directly affects both trophic compositions and fish tolerance guilds [38,47]. In the
meantime, other physical factors as well as the land use pattern might also have influenced the fish
community and species compositions, even if we did not put the data of physical variables such as
stream discharge, water temperature, dissolved oxygen(DO), mean depth, and canopy cover, etc.
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Table 2. N:P ratios in the ambient water (means ˘ SE), fish community, and fish compositions (including
tolerance level and trophic composition) according to type of land in the Geum River watershed.

Type of
Land

N:P Ratios in the
Ambient Water

Community
Group Fish Species Tolerance

Level
Trophic

Compositions RA (%)

Forest
Region 143 ˘ 8

Nipponocypris-Zacco
community

Nipponocypris
koreanus

Ss Is 34.5

Zacco platypus Ts Om 24.1
Tanakia koreensis In Om 6.0

Coreoleuciscus
splendidus

Ss Is 4.8

Pungtungia herzi In Is 4.2
Other species (43) – – 26.4

Cropland
region 53 ˘ 4

Zacco-Tridentiger
community

Zacco platypus Ts Om 38.0
Tridentiger
brevispinis

In Is 13.8

Pseudogobio
esocinus

In Is 6.1

Tanakia lanceolatus Int Om 5.1
Opsarichthys

uncirostris
amurensis

Ts Ca 3.3

Other species (51) – – 33.8

Urban
Region 46 ˘ 3

Zacco-Carassius
community

Zacco platypus Ts Om 52.5
Carassius auratus Ts Om 9.5

Pseudogobio
esocinus

In Is 6.8

Tanakia lanceolatus In Om 5.7
Opsarichthys

uncirostris
amurensis

Ts Ca 2.9

Other species (41) – – 22.5

WTPs
region 24 ˘ 1

Zacco-Hemiculter
community

Zacco platypus Ts Om 51.1
Hemiculter
eigenmanni

Ts Om 6.2

Pseudogobio
esocinus

In Is 6.1

Carassius auratus Ts Om 5.7
Hemibarbus labeo Ts Is 5.0

Other species (46) – – 25.9

Notes: Ss, sensitive species; In, intermediate species; Ts, tolerant species; Is, insectivore; Om, omnivore; Ca,
carnivore; RA, relative abundance; WTPs, wastewater treatment plants.

Figure 4. Trophic composition (left panel) and tolerance level (right panel) of fish communities
in the Geum River watershed. % Is, proportion of insectivores; % Om, proportion of omnivores;
% Ss, proportion of sensitive species; % Ts, proportion of tolerance species. (a) Nipponocypris-Zacco
community (forest); (b) Zacco-Tridentiger community (Cropland); (c) Zacco-Carassius community (urban);
and (d) Zacco-Hemiculter community (WTPs).

3.5. Multi-Metric IBI Model and Its Chemical Effects

The multi-metric river health model, based on the IBI, showed that IBI values were determined
by land use patterns (Table 3). The mean value of the IBI model was 32.3 ˘ 4.6 in the forest region,
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which was judged to be in a “fair-excellent condition” with respect to river health. In contrast, the
mean IBI value ranged from 19.2 to 22.6 in the cropland, urban, and WTP regions; the mean IBI values
in all three of these regions was significantly (Scheffe’s test, p < 0.05) lower than that of the forest region.
However, there were no significant differences (one-way ANOVA, p < 0.001) in the mean IBI values of
the cropland, urban and WTP regions (Table 3). Statistical analysis of each model parameter showed
that there were significant differences (one-way ANOVA, p < 0.001) for M1-M6, and M8, but not for
M7 (Table 3). In the forest region, the highest IBI values occurred at M3 and M6 (Scheffe’s test, p < 0.01),
and the lowest values occurred at M4 and M5 (Scheffe’s test, p < 0.01).

Multi-metric IBI values, as an indicator of river health, had negative relationships with TP and
BOD5, and a positive relationship with the N:P ratio (Figure 5). In other words, the river health
on IBI was directly affected by nutrient level (P) and organic matter (BOD5) in the lotic ecosystem
(Figure 5). Regression analysis of IBI on TP and BOD5 showed that the variation in river health (IBI)
was accounted for by variations in log10-transformed TP (33%; n = 216, F = 106.0, p < 0.001), and
log10-transformed BOD5 values (33%; n = 216, F = 92.4, p < 0.001; Figure 5). For the linear models of
IBI, the mean IBI value was 37.9 ´ 7.8 log10 (TP), and the mean IBI value was 26.4 ´ 11.8 log10 (BOD5).
Mass ratios of N:P in the ambient water had a positive linear relationship with IBI values (mean
IBI = 10.6 + 7.8 log10 (N:P), p < 0.001), indicating that N:P ratios are an important determinant of river
health. Mean IBI had no significant relationship with TN, due to the systems being nitrogen-rich in
this watershed regardless of sampling location or season.
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Table 3. Model metrics and scoring criteria of the multi-metric fish index of biological integrity values according to type of land. The superscript letters indicate
significant differences among the four regions on Scheffe’s post-hoc test.

Category Model Metric Scoring Criteria
Forest Cropland Urban WTPs F-Value p-Value

5 3 1

Species richness
and composition

M1: total number of native fish
species

Expectations of M1 vary with stream order 12.2 ˘ 4.4 b 10.1 ˘ 3.2 a 9.7 ˘ 3.2 a 9.8 ˘ 4.6 a 8.5 ***

(3.8 ˘ 1.1) (4.0 ˘ 1.2) (3.4 ˘ 1.2) (3.3 ˘ 1.5)

M2: number of riffle benthic
dwelling species

Expectations of M2 vary with stream order 2.7 ˘ 1.5 b 1.2 ˘ 1.1 a 0.8 ˘ 0.8 a 0.9 ˘ 1.1 a 38.3 ***

(3.6 ˘ 1.6) (1.7 ˘ 1.3) (1.2 ˘ 0.6) (1.6 ˘ 1.3)

M3: number of sensitive species
Expectations of M3 vary with stream order 3.9 ˘ 1.6 b 0.1 ˘ 0.3 a 0.1 ˘ 0.3 a 0.1 ˘ 0.4 a 308.3 ***

(3.7 ˘ 1.2) (1.0 ˘ 0.0) (1.0 ˘ 0.0) (1.0 ˘ 0.0)

M4: proportion of individuals as
tolerant species

<5 5–20 >20 24.2 ˘ 21.4 a 56.3 ˘ 21.5 b 72.3 ˘ 19.6 c 74.6 ˘ 18.0 c 62.7 ***

(4.2 ˘ 1.1) (2.6 ˘ 1.3) (1.9 ˘ 1.1) (1.8 ˘ 1.1)

Trophic
composition

M5: proportion of individuals as
omnivore species

<20 20–45 >45 35.7 ˘ 24.3 a 63.7 ˘ 19.6 b 70.4 ˘ 22.8 b 72.5 ˘ 20.1 b 26.9 ***

(3.6 ˘ 1.3) (2.3 ˘ 1.2) (2.0 ˘ 1.3) (1.8 ˘ 1.1)

M6: proportion of individuals as
native insectivore species

>45 20–45 <20 59.1 ˘ 25.2 b 27.2 ˘ 18.3 a 23.2 ˘ 18.9 a 19.5 ˘ 17.0 a 36.4 ***

(4.2 ˘ 1.2) (2.5 ˘ 1.4) (2.3 ˘ 1.5) (1.9 ˘ 1.4)

Fish abundance
and condition

M7: total number of native
individuals

Expectations of M7 vary with stream order 191.1 ˘ 86.3 165.2 ˘ 130.3 170.7 ˘ 131.4 194.3 ˘ 146.5 0.9 NS

(4.3 ˘ 1.0) (4.1 ˘ 1.4) (3.7 ˘ 1.6) (4 ˘ 1.4)

M8: proportion of individuals as
abnormalities

0 0–1 >1 0.0 ˘ 0.0 a 0.3 ˘ 0.8 a 1.2 ˘ 2.6 b 0.5 ˘ 1.8 a,b 5.1 **

(5.0 ˘ 0.0) (4.4 ˘ 1.4) (3.7 ˘ 1.7) (4.3 ˘ 1.2)

Scores (criteria of multi-metric fish IBI model)
32.3 ˘ 4.6 c 22.6 ˘ 4.7 b 19.2 ˘ 3.9 a 19.7 ˘ 4.1 a 99.2 ***

Fair-excellent Poor-fair Poor-fair Poor-fair

Notes: The values in parentheses indicate the mean ˘ SD of the Mn metric (n ranges from 1 to 8); F- and p-values are from one-way ANOVA; ** significant at the 0.01 probability level; ***
significant at the 0.001 probability level and below; NS, non-significant (p > 0.05); WTPs, wastewater treatment plants; IBI, index of biological integrity; a. statistical result (post hoc test)
of the smallest Mn value on land use, b. or c. statistical result (post hoc test) of the largest Mn value on land use.
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3.6. Influence of Sestonic CHL on Trophic Compositions and River Health

Sestonic CHL, as a measure of primary production, affected the food chain at higher trophic
levels, which in turn influenced the trophic compositions (Figure 6). Concentrations of sestonic CHL
had inverse linear relationships with % Is (R2 = 0.28, F = 14.7, p < 0.001) and the IBI model values
for stream health (R2 = 0.21, F = 9.8, p < 0.01). The results of simple linear models of insectivores
and IBI values were as follows: % Is = 44.9 ´ 22.5 log10 (CHL) and IBI = 25.9 ´ 5.0 log10 (CHL).
In contrast, sestonic CHL had a positive linear relationship (R2 = 0.25, p < 0.01) with the proportion of
omnivore species (% Om); the result of the simple linear model was as follows: % Om = 49.0 + 20.6 log10

(CHL). Even if the regression coefficients of both dependent variables were <0.30, increases in sestonic
CHL generally decreased the insectivore fish in the oligo- or meso-trophic state [60], and increased
the degree of impairment of stream health as shown by the IBI model values [61]. Our results are
supported by the studies of Robertson et al. [62], who showed that increases in organic solids (such as
phytoplankton CHL) reduce the abundance of insectivores, and increase the abundance of omnivores
in stream ecosystems. These results indicate that organic solids that originate from the sestonic CHL
increase the contents of organic matters; furthermore, their accumulation on the stream bottom favors
omnivorous species and affected insectivores, resulting in rapid impairment of stream health.
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Figure 6. Simple linear regression models of (a) log10-transformed annual mean sestonic CHL–% Is;
(b) log10-transformed annual mean sestonic CHL´% Om; (c) log10-transformed annual mean sestonic
CHL´multi-metric fish IBI values, respectively.
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3.7. Relationships among Lotic N:P Ratios, Trophic Composition and Tolerance Level

Fish trophic compositions closely associated with the food chain were directly affected by the N:P
ratios [9], which is directly determined by P rather than N (Figure 7). When N:P ratios in ambient water
were less than 30, % Is was also under 30%; when N:P ratios were greater than 200, the proportion of
insectivores exceeded 60%. The variation in % Is was largely (93%) related to variation in mean N:P
ratios (R2 = 0.93, p < 0.01). The linear regression results were as follows: % Is = 13.0 + 10.5 log10 (N:P).
This effect of N:P ratios was modified by % Om; the variation in % omnivores was largely related
(90%) to variation in the mean N:P ratios (R2 = 0.90, p < 0.01) and the linear regression result was as
follows: % Om = 77.4 - 9.1 Log10 (N:P). Thus, mean N:P ratios had a positive relationship with % Om

in these streams (Figure 7). The trophic compositions of insectivores and omnivores were matched
with fish tolerance. The proportion of sensitive species (% Ss) had a positive relationship with N:P
ratios (R2 = 0.95, p < 0.01; % Ss = -16.4 + 15.2 Log10 (N:P)). In contrast, the proportions of tolerant
species (% Ts) had a negative relationship with N:P ratios [R2 = 0.91, p < 0.05; % Ts = 75.4 - 10.4 Log10

(N:P)]. These outcomes suggest that N:P ratios determined the degree of fish tolerance (Ss, Ts) as well
as trophic compositions (Is, Om).

Figure 7. Mass ratios of the N:P interval in ambient water, in relation to means ˘ SE of (a) trophic
composition (Is = Insectivore sp., Om = Omnivore sp.); (b) tolerance level (Ss = Sensitive sp.,
In = Intermediate sp., Ts, = Tolerant sp.) in the Geum River watershed. % Is, proportion of insectivores;
% Om, proportion of omnivores; % Ss, proportion of sensitive species; % In, proportion of intermediate
species; % Ts, proportion of tolerance species.

3.8. Influence of Land Use Pattern on N:P Ratios and Linkage with Trophic Compositions and Fish Tolerance

Land use patterns influenced the N:P ratios in ambient water, and determined the trophic
compositions and fish tolerance in this study (Figure 8). The N:P ratios in the forest region averaged
143 and ranged from 29 to 388. In contrast, the N:P ratios in the WTP region averaged 24 and ranged
from 5 to 58. This indicates that N:P ratios are high in the pristine forest region, and are low in the
nutrient-rich WTP regions. Thus, when the N:P ratios were above 130, % Is was high (79.1%), and
the proportion of sensitive species (% Ss) was also high (73.6%). Conversely, when the N:P ratios
were below 9, the proportions of both the insectivores (5.8%) and sensitive species (0.3%) were low
(Figure 8). Conversely, in the WTPs regions, the % Om and tolerant species (% Ts) in the WTPs regions
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were 84.4% and 90.2%, respectively, indicating that omnivore and/or tolerant fish species dominated
the fish community in the point-source region with low N:P ratios.

Regression analysis of the association between trophic compositions and fish tolerance and N:P
ratios indicated that log10-transformed N:P ratios were significantly (p < 0.001) associated with these
variables (Figure 8). In the analysis of trophic compositions, the variation in insectivore proportions was
positively associated (R2 = 0.38, p < 0.001) with the N:P ratios, as follows: % Is = ´29.3 + 39.0 Log10

(N:P). However, the proportion of omnivores was negatively associated (R2 = 0.31, p < 0.001) with
the N:P ratios, as follows: % Om = 117.1 ´ 35.9 log10 (N:P). In the analysis of tolerance guilds, the
variation in sensitive species was positively associated (R2 = 0.45, p < 0.001) with the N:P ratios, as
follows: % Ss = ´60.4 + 46.3 Log10 (N:P). The variation in tolerant species was negatively associated
(R2 = 0.32, p < 0.001) with the N:P ratios, as follows: % Ts = 121.4 ´ 41.0 Log10 (N:P).

3.9. Influence of N:P Ratios on Fish Species Indicators

The N:P ratios in ambient water determined the indicator fish species in each fish community,
as shown in Figure 9. The dark chub, Nipponocypris koreanus, which is known to be dominant in
clean water environments [45], preferred high N:P ratios (>200); under these conditions, the relative
abundance (RA) of the dark chub was 49.8%. In contrast, when the N:P ratios were < 30, the mean value
of RA was only 0.4%. Thus, the abundance of N. koreanus was significantly increased (p < 0.05, r = 0.36)
with high N:P ratios (Figure 9). The pale chub, Zacco platypus, which is known to be a dominant species
in polluted environments [63], preferred low N:P ratios of <30; under these conditions, the relative
abundance (RA) of the pale chub was 44.9%. In contrast, when the N:P ratios were >200, the mean
value of RA was only 18.4%. Thus, the abundance of Z. platypus was significantly increased (p < 0.05,
r = ´0.18) with low N:P ratios. These results suggest that the N:P ratio should be considered as an
important factor in determining the indicator fish (sensitive or tolerant species) in fish communities.

Figure 8. Scatter and simple linear regression models of (a) log10-transformed N:P ratios-trophic
composition (% Is, left; % Om, right); and (b) log10-transformed N:P ratios–tolerance level (% Ss, left;
% Ts, right) in the Geum River watershed. Forest = ‚ (closed circle); cropland = İ (closed triangle
down); urban = N (closed triangle up); wastewater treatment plants = � (closed square).
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Figure 9. Mass ratios in the stream water of the N:P interval, plus the trophic composition and tolerance
level of relative abundance (RA) (%). Upper panels indicate a combination of (a) insectivorous and
sensitive species of RA (%); (b) omnivorous and tolerance species of RA (%). Pearson’s correlations
of N:P ratios with RA (%) indicate a significant increase (p < 0.05, r > 0; closed vertical blue bar: (�),
a significant decrease (p < 0.05, r < 0; closed vertical red bar: (�), and no significant change (p > 0.05;
opened vertical bar: (˝). Abbreviations: Za.P, Zacco platypus; Ca.a, Carassius auratus; He.e, Hemiculter
eigenmanni; Sq.j, Squalidus japonicas coreanus; Ps.p, Pseudorasbora parva; Ni.k, Nipponocypris koreanus;
Co.s, Coreoleuciscus splendidus; Ps.n, Pseudopuntungia nigra; Rh.o, Rhynchocypris oxycephalus; Go.m,
Gobiobotia macrocephala.

4. Conclusions

This study examined the N:P ratios and biological components from low trophic level of
phytoplankton to high trophic level of fish, which are influenced by land use patterns and
point/nonpoint sources in the watershed of Geum River. In this watershed, nutrient regime (N, P)
influenced by land use patterns ( 1 [14]) and flow regimes ( 2 [64]), as well as point/nonpoint sources
( 1 , 3 [14,17]), altered the ratios of N:P ( 4 [22]; Figure 10) and higher trophic linkage. The N:P ratios
were directly or indirectly associated with the trophic level of phytoplankton production (sestonic
CHL; 5 , 6 [32,65]) and were determined by P rather than N, suggesting that differences in TP and
N:P ratios were related to land use patterns and the location of WTPs. Furthermore, fish trophic
compositions (14© [8]), tolerance guilds (14© [8]), and fish community (15© [9]) were determined by the
availability of food resources (13© [66]), which are directly influenced by N:P ratios or nutrient regimes
(N, P). In other words, the N:P ratios determined the sestonic CHL, which was associated with the
food chain at higher trophic levels. Fish trophic compositions and tolerance guilds (14© [8]) were closely
associated with the food chain and were directly affected by N:P ratios in ambient water, resulting in a
modification of stream ecosystem health (based on the IBI multi-metric model, 14© [8]). Overall, the
N:P ratio may be a good surrogate variable of ambient concentrations of N or P in assessing trophic
linkage and diagnosing the ecological stream health in aquatic ecosystem.
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Figure 10. Schematic diagram on the control of N:P ratios on their environmental and ecological
variables in aquatic ecosystems.
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