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Abstract: Nitrate contamination in stream water and groundwater is a serious environmental problem
that arises in areas of high agricultural activities or high population density. It is therefore important
to identify the source and flowpath of nitrate in water bodies. In recent decades, the dual isotope
analysis (δ15N and δ18O) of nitrate has been widely applied to track contamination sources by taking
advantage of the difference in nitrogen and oxygen isotope ratios for different sources. However,
transformation processes of nitrogen compounds can change the isotopic composition of nitrate
due to the various redox processes in the environment, which often makes it difficult to identify
contaminant sources. To compensate for this, the stable water isotope of the H2O itself can be used
to interpret the complex hydrological and hydrochemical processes for the movement of nitrate
contaminants. Therefore, the present study aims at understanding the fundamental background of
stable water and nitrate isotope analysis, including isotope fractionation, analytical methods such
as nitrate concentration from samples, instrumentation, and the typical ranges of δ15N and δ18O
from various nitrate sources. In addition, we discuss hydrograph separation using the oxygen and
hydrogen isotopes of water in combination with the nitrogen and oxygen isotopes of nitrate to
understand the relative contributions of precipitation and groundwater to stream water. This study
will assist in understanding the groundwater flowpaths as well as tracking the sources of nitrate
contamination using the stable isotope analysis in combination with nitrate and water.

Keywords: groundwater; isotope hydrology; stable water isotopes; stable nitrate isotopes

1. Introduction

Identifying groundwater flowpaths can provide important information regarding the movements
of water itself and of contaminants therein via interaction with surface water. For example, contaminants
can be discharged directly into the stream water but, if they are recharged into groundwater that then
passes indirectly into stream water, the groundwater can contribute significantly to the water quality
of the stream [1]. In particular, since nitrate is highly mobile and primarily originates from nonpoint
source pollution, it is distributed across a wide area through various groundwater flowpaths and it
can be difficult to trace the source [2]. In order to effectively control the spread of contaminants, and
to clean up the contaminated stream water, it is therefore important to understand the flowpath of
groundwater [3].
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While concentration-based chemical analyses such as total nitrogen (TN), total phosphorus (TP),
total organic carbon (TOC), biochemical oxygen demand (BOD), and chemical oxygen demand (COD)
have traditionally been used to effectively trace mixed contamination, this approach does not easily
track contaminant movement and physical processes [4]. By contrast, stable isotope analysis is an
effective tool for identifying sources, inferring processes, and determining the contributions of various
inputs [5]. In particular, stable water isotopes (δ18O and δD) are affected by meteorological processes
that provide a characteristic fingerprint of their origin, which is essential for investigating the source
of groundwater [6]. The stable isotopes of nitrogen and oxygen in nitrate (δ15N and δ18O) are also
fundamental to identifying the sources of nitrate contamination because the isotopic values are distinct
from source to source [7].

While the stable water isotopes have been used as tracers in hydrograph separation studies since
the pioneering work of Craig [8], the stable nitrate isotopes have been used to identify nitrate sources
since nitrate contaminants became an environmental issue in the 1970s. Even now, nitrate is a very
common groundwater pollutant, imposing a serious threat to drinking water supplies and contributing
to eutrophication of surface waters [9–11]. Nitrate is the dominant nitrogen species in groundwater,
which may be derived from soil organic nitrogen, synthetic fertilizer, livestock waste, sewage effluent,
and atmospheric precipitation [11]. In some areas, atmospheric deposition of anthropogenic nitrogen
exceeds ecosystem nutrient demand and the influence of atmospheric deposition on nitrogen export
has not been well-documented for short-term discharge events such as rainfall and snowmelt [12].

Isotopic hydrograph separation using stable isotopes in water and nitrate provides a useful tool
for determining the water flowpath and the source of nitrates. This approach has been widely used to
understand the proportion of different water sources contributing to stream water, which can be used
to infer the flowpath and residence time [13–16]. In particular, distinguishing between nitrate sources
such as direct atmospheric deposition or biological assimilation and release in the soil zone may reveal
the flowpath of groundwater into stream or river water [12]. Hence, the isotopic analysis of nitrogen
and oxygen in nitrates (the dual isotopic technique) has been used to identify the source of nitrate
in many studies. For example, Böttcher et al. [17] determined the sources of nitrate in groundwater
downgradient from an agricultural area and Durka et al. [18] later determined the sources of nitrate in
an undisturbed watershed in Bavaria, Germany. The dual isotope approach can be used to determine
the source of nitrate in stream water because of the distinct isotopic signature of nitrate sources such as
event water (rainfall or snowmelt), soil water, and groundwater.

To study the hydrograph separation of stable water isotopes, it is important to understand how
precipitation infiltrates into soil water or recharges into groundwater and is subsequently released into
stream water. To this end, studies on stable water isotopes in the atmospheric source must first be
conducted in order to form a basis for understanding and predicting the movement of contaminants
in the groundwater flowpath [16]. For the past 40 years, many studies have been conducted using
the hydrograph separation technique through stable water isotopes or conservative chemical tracers
to investigate the movement of water components such as groundwater, rainfall, snowmelt, and soil
water in the stream water [16,19–26]. In particular, Ladouche et al. [20] investigated the streamflow
components using hydrograph separation with stable water isotopes, major chemical parameters,
and dissolved organic carbon (DOC). Dahlke et al. [22] used the value of the stable oxygen isotope
(δ18O) of water to indicate that the majority of storm runoff was dominated by pre-event water in the
30% glaciated sub-arctic catchment of Tarfala, northern Sweden. Later, Rahman et al. [24] conducted
an end-member mixing analysis to describe the daily variation of runoff components in the Alpine
watershed, and Kim et al. [16] used chemical and isotopic tracers to identify the impact of the pre-event
water component of a granitic watershed with a thin soil layer.

Isotope hydrology involves measuring the stable isotopic compositions of precipitation, stream
water, and groundwater samples, then interpreting these measurements in order to quantify or
conceptualize the groundwater flowpath and velocity profile along with hydrogeochemical and
biogeochemical reactions. With more conventional hydrogeological and hydrogeochemical data,
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such as information on lithology, meteorology, and solute concentrations, isotopic approaches have
been helpful in identifying water movement among various reservoirs, e.g., evapotranspiration,
groundwater recharge, discharge, and runoff [12,15,27–31]. The present paper is focused on isotope
hydrology reviews dealing with methodological advances and their limitations and lessons drawn from
decades of research. This review is motivated by the importance of understanding the groundwater
flowpath to rivers and/or streams via analysis of isotopes in water and nitrates. After briefly introducing
the systematic processes affecting the oxygen and hydrogen isotopes from precipitation to groundwater
and the nitrogen and oxygen isotopes of nitrates, the review goes on to examine the commonly applied
isotopic technique of hydrograph separation using stable water isotopes. Hence, this study will help to
understand the groundwater flowpath and the tracking of nitrate contamination to its source using the
stable isotope analysis of nitrate and water.

2. Hydrograph Separation

Hydrograph separation is the separation of streamflow components into two or more different
components that contribute to the stream in a small catchment area or watershed. For example,
isotopic hydrograph separation using isotopic tracers was first proposed by Dincer et al. [32], was
developed by Sklash and Farvolden [19], and has been evaluated in many studies [33]. The isotopic
hydrograph separation technique is based on the assumption that two components contribute to the
stream after the precipitation occurs, namely: (1) The runoff caused by the rainwater (new water)
and (2) the groundwater (old water). To separate the stream water discharge into rainwater and
groundwater components, a two-component mixing model was used. The following mass balance
equations introduced by Sklash and Farvolden [19] can be used:

Qt = Qr + Qg (1)

CtQt = CrQr + CgQg (2)

x =
Ct −Cg

Cr −Cg
(3)

where Q indicates the discharge of each component, C is the concentration of an observed tracer or an
isotopic composition, the subscripts t, r, and g indicate total discharge, rainwater, and groundwater,
respectively, and xr is the ratio of stream water contributed by rainwater (xr =

Qr
Qt

).
The following four assumptions underlie the application of these mass balance equations: (1)

There is a significant difference between the concentration of tracers in groundwater and rainwater;
(2) the concentrations or isotopic compositions of the tracers for groundwater and rainwater are
constant in space and time; (3) for two-component hydrograph separation, the concentrations of each
tracer are equivalent in groundwater and vadose water, or else the contribution of vadose water is
negligible; and (4) surface storage contributes minimally during the runoff. If these assumptions are
valid, then two-component hydrograph separation can be used to determine the amounts of stream
water contributed by rainwater and groundwater. Otherwise, hydrograph separation of three or more
components should be carried out. For example, if the amount of vadose water in the saturation zone
is not negligible and must be taken into account, then hydrograph separation of the three components
of runoff, soil water, and groundwater should be used. In two-component systems, soil water can be
interpreted as runoff or groundwater, depending on the geological characteristics. When considering
the soil water among the factors contributing to the stream water after rainfall or snowmelt, hydrograph
separation of the three components (soil water, rain or snowmelt, and groundwater) should be used.
Hydrograph separation of the three components is basically expressed in the form of a three-way linear
system of equations, which can be interpreted as follows:

Qt = Qr + Qg + Qs (4)
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Ct = Ct
Qr

Qt
+ Cg

Qg

Qt
+ Cs

Qs

Qt
(5)

It = It
Qr

Qt
+ Ig

Qg

Qt
+ Is

Qs

Qt
(6)

where Q indicates the discharge of each component, C is the concentration of an observed tracer, I is
the isotopic composition of each component, and the subscripts t, r, g, and s indicate the total discharge,
rainwater, groundwater, and soil water, respectively. Since solutions for more than three components
are difficult to obtain, matrix operation has been applied to the Equations (4)–(6) in the present work as
follows:

A =


1 1 1

Cr Cg Cs

Ir Ig Is

, X =


Qr
Qt
Qg
Qt
Qs
Qt

, B =


1
Ct

It

. (7)

AX = B, X = A−1B (8)

A system of linear equations is introduced that enables a three-component hydrograph separation
using both isotopic and chemical compositions. MATLAB can be used to solve the matrix. These
are mathematically underdetermined systems of n equations in n + 1 unknowns for which there is
no unique solution. However, even with n isotope systems and >n + 1 sources, recently published
studies introduce software (IsoSource model) that calculates multiple source proportions using mass
balance conservation requirements. The IsoSource model, based on the principle of stable isotope mass
conservation, can be used to partition contaminant sources in wastewater [34–36].

According to the second assumption mentioned above, there should be no temporal or spatial
variation in the isotopic compositions of groundwater and rainwater (i.e., no isotopic fractionation),
which would otherwise lead to deviation. Thus, if the isotopic composition of rain and groundwater
changes over time, a systematic error in the fraction of rainwater contributing to the stream will
arise. This systematic error can be determined using Gaussian error propagation [37,38]. The isotope
composition of groundwater (old water) is known to be relatively constant. However, rain or snowmelt
(new water) is subject to much greater isotopic fractionation, so hydrograph separation using the mean
isotope value generates errors. The uncertainty of new water generated from isotopic fractionation can
be calculated according to the following equation [38]:

∆xr = −
xr

Cr−Cg
∆cr (9)

where ∆xr is the systematic error when new water (rain or snowmelt) contributes to the stream, and
∆cr is the error in cr. This is the variation in the tracer concentration or the ratio of stable isotopes in
the rain (new water). Therefore, according to Equation (9), the error generated when considering the
effect of new water on the stream is inversely proportional to the difference of the tracer concentration
between new and old water, and directly proportional to the actual contribution of new water (xr) to
the stream water and the tracer concentration of the new water over time (∆cr).

3. Stable Water Isotopes

Water evaporates from the ocean and moves into the continents, cools and condenses to form
clouds, then falls to the surface as precipitation (rain or snow). In turn, the precipitated water (stream
water, groundwater, and runoff) is evaporated again and recycled. As shown in Figure 1, during
the transition from ocean to continent, the isotopic composition is changed through the processes of
evaporation and rainout within the hydrologic cycle based on the isotope data from Hoefs [39] and
Coplen et al. [40]. When water undergoes a change of physical phase, the water molecules containing
heavier isotopes (H2HO and H2

18O) are preferentially concentrated in the more condensed phase
(i.e., liquid rather than vapor, and solid rather than liquid), while molecules containing the lighter
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isotope (H2
16O) are concentrated in the remaining phase [41]. Consequently, the rainout process causes

continual fractionation of heavy isotopes into the precipitation (Rayleigh-like distillation) such that
the residual vapor becomes progressively more depleted in heavy isotopes [42]. Hence, subsequent
precipitations will be depleted in heavy isotopes compared to previous precipitations originating
from the same atmospheric water vapor [43]. Moreover, since the isotope composition of water varies
among the components of the water cycle, isotope measurement makes it possible to identify the
source of water masses and determine their interrelationships [42]. In particular, because stream
water has a complicated relationship between rainfall (new water) and groundwater (old water),
isotope composition is a useful tool for determining mixing patterns and relative contribution rates via
hydrograph separation [26,38].
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3.1. Isotopes in Precipitation

Unlike other tracers, stable water isotopes are added naturally on the scale of the watershed
by precipitation (rain or snowmelt events) and, upon entering the watershed, undergo transport
according to the natural movement of the body of water through the watershed. Since the stable isotope
compositions of the water only change via the above-mentioned mixing and fractionation processes
during evaporation and condensation, these environmental isotopes (supplied by meteoric processes)
can be used to trace and identify the different air and water masses contributing precipitation to the
watershed [43]. Moreover, since precipitation is a major source of water in the hydrological cycle, an
understanding of the processes that control the spatial and temporal isotopic composition distributions
of precipitation is essential [43].

In general, the fractionation processes of the stable hydrogen and oxygen isotopes are similar;
hence, their behavior in the hydrological cycle is also similar [44]. This similarity causes covariance
between the stable hydrogen and oxygen isotope concentrations found in most meteoric water, as first
observed by Friedman [45]. This covariance can be explained by the following relationship, which was
defined by Craig [8]:

δ2H = 8 δ18O + 10 (10)

This linear relationship, termed the meteoric water line (MWL), provides a convenient reference
for understanding and tracing the origins of water [43]. In particular, an MWL with an intercept of
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10 and a slope of 8 has been defined as the global meteoric water line (GMWL). The GMWL may be
explained by the condensation of water vapor under conditions close to equilibrium, producing the
slope of 8 [46]. The slope is related to the ratio of the fractionation coefficients and to factors relating
to whether the water entering the soil, groundwater, and lakes has experienced evaporation [31,47].
Typically, the evaporation of soil or lake water results in a slope of less than 8 (generally between 4 and
7) for the local meteoric water line [46].

In a plot of Equation (10), the y-intercept is termed the deuterium excess (or d-excess). According to
Dansgaard [46] this is defined by the deviation of isotopic equilibrium during evaporation from sourced
precipitation and is related to the relative humidity parameter of the vapor source for evaporation.
Dansgaard [46] recognized four parameters that determine this depletion in isotope values, namely:
Altitude, distance from the shore, latitude, and quantity. Since the affected factors differ regionally,
the d-excess is useful for identifying moisture source regions [31,48–50]. More recently, Lee et al. [38]
reviewed the results of previous studies on how the fractionation of stable water isotopes significantly
differs depending upon the region. In the New Hampshire area of the United States, for example, the
difference of stable oxygen isotopic value is 2 to 3%� [33] and the stable hydrogen isotopic value is 10
to 12%� [31], while the isotopic values in Incheon, Korea, are 20%� for oxygen and approximately 60%�

for hydrogen, and in Jeju Island, Korea, the respective isotopic values of oxygen and hydrogen are 7 to
8%� and 50 to 60%�.

The isotopic compositions of precipitation are dependent upon several factors, including those
of its vapor source (typically from nearby oceanic regions) along with the processes of precipitation
formation and air mass trajectory (i.e., the influence of vapor source and rainout processes along the
pathway of the air mass) [43]. Most of these factors are related to isotopic fractionation through diffusion
during physical phase changes such as evaporation, sublimation, condensation, and melting [43].
Further details relating to isotopic fractionation will be discussed in the following sections.

3.2. Isotopic Evolution of Snow

Snowmelt is the largest contributor to groundwater recharge in Alpine environments [51]. Since
snow dynamics are highly variable in space and time, an understanding of the hydrological responses
of snowmelt contributing to the watershed is crucial for water-resource management [52]. While the
isotopic composition of the snowpack profile generally represents the distinct isotopic composition of
individual precipitation events, the signal in the snow layers provided by these individual events is
attenuated by isotopic exchange, snowpack metamorphism and surface sublimation [53]. The isotopic
composition of snowmelt generated from a snowpack results from two major processes, namely: (1)
Sublimation and molecular exchange between vapor and the snowpack, and (2) meltwater infiltration
and exchange with snow and meltwater within the snowpack [31,33,54,55].

With respect to the first process, Moser and Stichler [56] indicated that the isotopic fractionation
associated with sublimation of snow surfaces behaves similarly to that of evaporating water, although
Cooper [53] pointed out an exception when the well-mixed conditions of a water body are not
present in the snowpack. In the second process, the meltwater is initially depleted in heavy isotopes
relative to the remaining snowpack and then becomes gradually enriched in heavy isotopes as the
melting proceeds [15,33,54]. This isotopic evolution results from isotopic exchange between liquid
water and ice as the liquid water percolates down the snowpack [15,33,54]. Consequently, since the
isotopic compositions of snowmelt are generally not the same as those of the bulk snow, hydrograph
separations based on the isotope composition of the bulk snow will be erroneous [57]. Since snowmelt
is a significant component of groundwater and surface runoff in temperate areas, an understanding of
the isotopic evolution of a snowpack is crucial to both climatic and hydrological studies.

Studies of artificial and natural snowpack have demonstrated that complex changes in isotopic
compositions can be expected to occur between accumulation and melting [58,59]. The isotopic
composition of the upper snow layers is significantly altered by sublimation and exchange with
atmospheric water vapor. Enrichment in δ18O and δ2H in the snowpack as a result of evaporation
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is a predictable outcome [60], and theoretical fractionation models developed for evaporation from
well-mixed water bodies [61]) are reasonably successful at predicting the effects of simple evaporation
once they are modified to account for the less than well-mixed conditions of the natural snowpack.
However, isotopic change in the snowpack is more complicated than simple surface evaporation,
and is dependent on variable conditions such as soil temperature, soil moisture, relative humidity,
air temperature, vegetation cover, and the period of time for which the snowpack is present on the
ground. Mast et al. [62] showed that although most of the water in Andrews Creek was new water from
snowmelt (based on hydrograph separation using δ18O), much of that water had been transported
along subsurface flowpaths prior to reaching the stream, and substantial interaction had occurred with
soil or soil-like materials (based on hydrograph separation using dissolved silica). The highest nitrate
concentrations in the springs and streams have been found to arise from a combination of the microbial
cycle and flushing of nitrates and nitrates directly from rain or snowmelt [12].

3.3. Stable Water Isotope Measurements

The stable isotope composition of water is mainly determined by isotope ratio mass spectrometry
(IRMS) [63]. This technique measures the relative isotope ratios of molecular compounds by analyzing
mass differences [64]. A spectrum of masses is produced by generating a beam of charged molecules
(usually by thermal ionization of gaseous samples) then bending the beam in a magnetic field [6]. In
general, stable isotope analysis of water using IRMS requires chemical pretreatment [64]. For example,
oxygen isotopes require ion-exchange between H2O and CO2 via bicarbonate reactions, and hydrogen
isotopes require reduction with metals such as uranium, zinc, platinum and chromium [45,65–70].
Consequently, the oxygen isotope composition is analyzed as CO2 and the hydrogen isotope composition
is analyzed as H2 [6]. The first dual-inlet mass spectrometer was developed by Alfred Nier in the
late 1940s. However, the classical off-line procedures for sample preparation are time consuming
and analytical precision depends on the skill of the investigator [6]. These considerations led to
the modification of the classic dual inlet technique to create the continuous-flow isotope ratio mass
spectrometer in which a trace amount of the gas to be analyzed is delivered in a stream of helium
carrier gas [39].

Recently, isotope ratio infrared spectroscopy (IRIS) has been developed to analyze stable water
isotopes using laser-based techniques [64]. This technique examines the characteristics of water
absorption in the near-infrared wavelength region due to vibration–rotation transitions, which depend
upon the 18O and 2H substitution of H2O gas molecules [71]. Since these molecular motions are directly
related to the proportion of isotopes, the isotope ratio can be measured [72]. The IRIS technique is
sub-divided into off-axis integrated cavity output spectroscopy (OA-ICOS) and wavelength-scanned
cavity ring-down spectroscopy (WS-CRDS) [64]. Compared to conventional IRMS, the IRIS technique
has the advantages of simple preparation and operation, comparative portability for application in the
field, and applicability with relatively small amounts of water samples (ppb, ppt) [73–77]. However, the
presence of dissolved organic molecules with O−H bonds has the disadvantage of degrading analytical
performance due to spectral interferences between the dissolved organics and water molecules [78].

4. Stable Nitrate Isotopes

4.1. Pretreatment Method for Nitrate Isotope Analysis

Dual isotope analysis of nitrates (δ15N and δ18O) can be a powerful tool for identifying nitrate
sources and nitrate cycling mechanisms in stream water because the different sources have isotopically
distinct δ15N and δ18O compositions [79,80]. Over the past few decades, several pretreatment methods
have been developed to concentrate dissolved nitrates for dual isotope analysis. Until recently, almost
all nitrates for both δ15N and δ18O analysis were prepared using modifications of the silver nitrate
method, in which samples are concentrated on anion exchange resins, eluted, and purified to produce
AgNO3 [80,81]. The AgNO3 obtained from freeze drying is mixed with a catalyst composed of CuO/Cu



Water 2020, 12, 138 8 of 19

wire/CaO and heated to 850 ◦C in a sealed reactor to generate N2 gas for δ15N analysis by IRMS.
Meanwhile, δ18O is analyzed by mixing AgNO3 with graphite (spectroscopic analysis grade) to obtain
CO gas by pyrolysis or CO2 gas by complete combustion. The combined techniques have been
successfully used and published in studies from Alpine, agricultural, and urban environments [3,82].
The ion exchange method described above has the advantages of easy transport and storage, direct
applicability in the field, and minimal isotope fractionation of nitrate during ion exchange. However,
disadvantages of the ion exchange method include the long time and large cost of sample preparation,
and interference due to the presence of other anions (Cl−, SO4

2−) in the sample. In addition, a relatively
large amount of sample is required for precise analysis.

Another nitrate pretreatment method is denitrification by inoculation with a pure culture of
denitrifying bacteria that lack the enzyme to reduce nitrate beyond N2O [83,84]. The gas is then
analyzed by IRMS. Microbial denitrification provides a saving in time and cost of sample preparation
compared to the silver nitrate method and requires a small amount of sample. Nevertheless, this
method involves a long time for culturing the microorganisms and the activity of the microorganisms
is affected by toxic substances (antibiotics, heavy metals, pesticides, etc.) in the sample. Moreover, the
presence of NO2

− may distort the composition of the N2O gas. In order to solve these problems, an
advanced method of chemically reducing nitrate to N2O gas was described by McIlvin and Altabet [85].
In this technique, nitrate (NO3

−) is converted to nitrite (NO2
−) using cadmium reduction and then to

nitrous oxide (N2O) using a 1:1 azide and acetic acid solution. The N2O gas is analyzed in the same
manner as in the microbial denitrification method. This chemical reduction method can significantly
reduce the time and cost required for sample preparation and requires a small amount of sample for
analysis. In addition, unlike microbial denitrification, it is not affected by toxic substances contained in
the sample. However, there is a risk of exposure to dangerous chemicals (cadmium, sodium azide)
during the sample pretreatment, and inaccurate data can be obtained due to the NO2

− in the sample,
as with microbial denitrification.

More recently, besides IRMS, measurements of δ15N and δ18O from the headspace N2O gas
are analyzed in a N2O triple isotope analyzer (N2OIA-23e-EP Model 914-0060; Los Gatos Research,
Mountain View, CA, USA) using laser absorption spectroscopy after N2O produced by conversion of
NO3

− by earlier mentioned pretreatment [86,87]. The instrument measures N2O concentrations (0.3–20
ppm), and δ15Nα, δ15Nβ, δ15Nbulk, δ17O, δ18O, and H2O values in air to precisions of 0.03 ppb for
N2O, less than ±1%�(SEM) for N and less than ±2%� (SEM) for O isotopes over 300 s of measurement
integration [86]. However, the laser spectrometry technique is lower precision and accuracy than IRMS
technique (less than 0.2%� for δ15N-NO3

−, 0.5%� for δ18O-NO3
−) [88].

4.2. Identification of Contaminant Source Using Nitrate Isotopes

As previously mentioned, the analyzed nitrate δ15N and δ18O isotope ratios provide distinct
values for each contaminant source. The value of δ15N in atmospheric NO3

− is usually in the range of
−15%� to +15%� [9,89]. This large range is due to complex chemical reactions of nitrates or related
compounds in the atmosphere, seasons, meteorological conditions, types of anthropogenic inputs,
proximity to pollution sources, distance from the ocean, etc. [90]. Synthetic nitrogen fertilizers have
δ15N values in the range of −4%� to +4%� [79] and the δ15N value of nitrogen in the soil ranges from
−2%� to +5%�. However, manure and sewage can be more enriched in 15N due to volatilization
of 15N-depleted ammonia, and oxidation of much of the residual waste may result in high δ15N of
nitrate [79]. By this process, the δ15N value becomes significant with a range of +10%� to +20%� [91,92].
Hence, the δ15N is an important indicator of nitrates in the atmosphere, fertilizers, soil, manure and
sewage. However, the identification of nitrogen sources and cycles using δ15N values alone is limited
because the ranges of values from precipitation, soil, fertilizer, manure, and sewage show substantial
overlap (Figure 2). The analysis is therefore used in combination with δ18O, another indicator for
identifying and separating sources of nitrates, in order to reduce the uncertainty of nitrogen isotopes
in the identification [3,18,79,93–96].
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The conventional theory asserts that one oxygen atom of newly generated nitrate in soil is derived
from dissolved atmospheric oxygen (O2) and the other two oxygen atoms are from the surrounding
water bodies [12,18,79,94,97–100]. If these oxygens are included without any fractionation, and the
δ18O values of water and atmospheric sources are known, the δ18O value of microbial nitrate can be
calculated as follows:

δ18ONO3 = 2/3 δ18OH2O + 1/3 δ18OO2 (11)

While the δ18O values of atmospheric-derived nitrates are usually high, between +20%� and
+70%� [101], the δ18O values of synthetic nitrate fertilizer are 22± 3%�; those of soil nitrogen transformed
from ammonium via nitrification are between −10 and +10%�; and those of manure and sewage are
below 15%� [79]. As such, nitrate shows distinct isotopic composition of nitrogen and oxygen for each
contaminant source, which is useful for contaminant source identification. In addition to identifying
contaminant source, it can also be used to identify the contribution of contaminant sources using
previously mentioned hydrograph separation.

However, the δ15N and δ18O values of nitrate are altered by isotopic fractionation due to
mineralization, absorption/desorption, nitrification, denitrification, volatilization, assimilation (uptake),
and leaching from the soil zone [3]. Common microbial organisms preferentially use the lighter isotopes
(14N and 16O) over the heavier (15N and 18O), so that the microbial products are isotopically depleted
and the residual nitrates are enriched in 15N and 18O [3]. For example, when microbial organisms
convert nitrate to nitrogen gases N2O (denitrification), the formed nitrogen gases are lighter than
the remaining nitrates (low δ15N and δ18O). Therefore, denitrification causes increases in the δ15N
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and δ18O values of the residual nitrates, and the enrichment ratios of δ15N and δ18O are positively
correlated by a factor of between 1.3:1 and 2.1:1 [2,17,79,101–104]. This indicates that, even if isotope
fractionation by denitrification occurs, the initial isotope composition can be estimated by knowing the
enrichment factor [105].

4.3. Movements of Nitrate from Surface to Stream

After reaching the ground, precipitation moves from the surface to the stream, which gradually
alters the water isotope composition [42]. These processes typically involve two flow pathways, which
are direct and indirect. The direct pathway is the runoff of surface water from rainfall or melting
snowpack into the stream water, while the indirect pathway is the vertical movement of dissolved
nitrate through the soil profile into the groundwater, after which the groundwater can be flushed out
and contribute to the stream water [16,38]. In these processes, the potential sources of nitrates in stream
water are atmospheric via rainfall and snowmelt [3], mineralization of soils under snowpacks [106],
groundwater [107–109], nitrification [3,12,93], or a combination of these [110]. As mentioned previously,
the δ18O values of nitrates from atmospheric sources differ significantly from those of groundwater
nitrates originating from nitrification in the soil. Thus, if rainfall and surface water run off directly
to the stream, the δ18O value of nitrate is similar to that of the atmospheric source. However, if
precipitation is infiltrated into the soil layer and then recharged to groundwater and released into the
stream water, the isotope composition of the stream water is similar to that of the groundwater or soil
water. As shown in Figure 2, if the isotopic composition of rainwater and groundwater is determined,
the typical isotope values of nitrogen and oxygen can be used to identify the source of stream water
and the relative contribution rate.

Many previous studies have shown that groundwater (old water) via indirect pathways is the
dominant source for stream water (Table 1). By examining the δ15N and δ 18O values of nitrate,
Kendall et al. [3] concluded that the main source of nitrates in stream water is groundwater, and that
a direct contribution of atmospheric-derived nitrate from the snowpack to the stream is a relatively
minor source. Ohte et al. [111] studied the nitrate sources of a headwater stream at the Sleepers
River Research Watershed in Vermont, USA, during snowmelt using the δ 18O values of nitrate with
precipitation, soil water, and groundwater as the three end members. The results indicated that, as
the groundwater was recharged by meltwater and precipitation during snowmelt, the input to the
groundwater gradually increased to eventually make it the dominant source of nitrate. As shown in
Figure 3, Piatek et al. [109] analyzed δ15N and δ 18O values of nitrate in the stream and compared them
to those of snow and groundwater in the Arbutus Watershed of New York State, NY, USA, to indicate
that stream water, atmospherically-derived solutions, and groundwater had overlapping nitrate δ15N
values. However, while the δ18O values of nitrates displayed similar ranges in stream water and
groundwater, these values were significantly lower than those of atmospheric solutions. In addition to
these studies, Barnes et al. [112] demonstrated a seasonal variation in the rate of nitrate contribution
from atmospheric sources and calculated that, on average, 1–3% of the summer and 10–18% of the
winter/spring exported stream NO3

− is derived from direct atmospheric deposits. Such information
is important to the development of efficient and successful abatement strategies that may include
ecosystem management, controls on NOx emissions and possible correlations of nitrogen exports with
climate change [109]. Moreover, δ15N and δ 18O values of nitrate are useful for identifying the source
of nitrate and flowpath process using hydrograph separation because they have distinct isotope values
for each source (precipitation, groundwater, soil, etc.).
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Table 1. Summary of studies that account for more than two different end-members in hydrograph
separation using nitrate isotopic tracer.

Location End-Member
(δ15N-NO3−, δ18O-NO3−)

Groundwater (Nitrified Sources)
Fraction in Stream Water Reference

Bavaria, Germany Atmospheric;
Nitrification 84–70% [18]

Catskill Mountains, New York State,
USA;
Rocky Mountain National Park,
Colorado, USA;
Danville, Vermont, USA

Snowmelt;
Nitrification Nitrified sources dominant [3]

Turkey Lakes watershed, Ontario,
Canada

Atmospheric;
Nitrification 70% [113]

Catskill Mountains, New York, USA
Precipitation;

Snowmelt;
Soil water

Soil water dominant [93]

Loch Vale watershed, Colorado,
USA Nitrification >75% [12]

Sleepers River Research Watershed,
Vermont, USA

Precipitation;
Groundwater;

Soil water
Groundwater dominant [111]

New Hampshire, USA Precipitation; Nitrification 55–100% [94]

Arbutus Watershed, New York State,
USA

Wet deposition;
Groundwater

Groundwater dominant during
late winter/early spring [109]

Green Mountains, Vermont, USA Precipitation;
Soil water

Soil water dominant
during snowmelt periods [114]

Connecticut and Massachusetts,
USA

Microbially produced;
Atmospheric deposition

Summer 97–99%
Winter/Spring 82–90% [112]

Pennsylvania, USA Atmospheric sources;
Microbial soil nitrification 67% [115]
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Table 1. Cont.

Location End-Member
(δ15N-NO3−, δ18O-NO3−)

Groundwater (Nitrified Sources)
Fraction in Stream Water Reference

Hubbard Brook Experimental
Forest, New Hampshire, USA Precipitation; Nitrification 66–71% during summer rainfall

event [116]

NMR above-ground streams,
Pittsburgh, USA

Atmospheric;
Sewage

(δ15N: 0%� to +20%�; δ18O: −15%�
to +15%�)

<66% sewage-derived [117]

Savannah River, South Carolina,
USA

Throughfall; Trench (soil) water;
Groundwater Groundwater predominant [118]

Savannah River, South Carolina,
USA

Atmospheric;
Groundwater

Watershed B: 72%
Watershed R and C: 90% [119]

4.4. Implications of the Flowpath of Water and Nitrates

The stable isotope of nitrate (δ15N and δ18O) can be used to trace the nitrate sources in water
bodies because nitrate contaminants usually have distinct isotope compositions [7]. In order to increase
the reliability of contaminant tracking, there is a need for a multilateral investigation of precipitation,
land-use type and area utilization rates, synthetic fertilizers, animal wastes, the presence of point
sources (septic tanks and landfills), and the presence of sewer systems. In addition, hydrogeological
data such as groundwater flow rate and direction, aquifer geometry, matrix characteristics, nitrate
concentrations, electrical conductivity (EC), redox potential (Eh), and dissolved oxygen (DO) can be
used to assess variations in the level of contaminants as well as for tracking contaminant sources.

While isotope analysis is a useful tool for tracking nitrate contaminants, isotope fractionation by
nitrification, denitrification, and the presence of multiple contaminants continue to make this difficult.
Hence, the use of water stable isotope analysis in combination with the isotopic composition of nitrates
may improve the reliability of source identification.

5. Summary and Perspectives

Nitrate contamination of stream water has become an environmental problem of global
concern [101]. To identify the nitrate source is an effective approach to controlling discharge and
emissions of nitrate contamination of stream water. In recent decades, dual nitrate isotope analysis
(δ15N and δ18O) has been used as a useful tool for identifying the source and flowpath of nitrate
contaminants in water bodies. We have tried to demonstrate in this paper an understanding of the
identification water sources and flowpaths process, and the proportion of various sources contributing
to stream water via water and nitrate stable isotope technique. However, the application of this
method has some limitations due to the multiple nitrogen sources and the influence of isotopic
fractionation [101]. In details, nitrates are subjected to multiple physical, chemical, and biological
fractionation processes during transport from the original nitrate source to water bodies, and these
reactions are influenced by such factors as land-use types, climate, and hydrogeological conditions.
Besides, the stable isotope values of nitrate vary according to country or region due to the various
regional conditions. To enable the quick and accurate analysis of nitrogen contaminant sources for
water bodies, it is therefore suggested that data on the stable isotope values of nitrate from various
contaminant sources should be collected in order to establish a global and regional isotope database.
For identifying the contaminant sources and tracing the flowpath, it is therefore of great significance to
study the influencing factors and transformation processes of nitrates.

More recently, quantification of the relative contributions of nitrate can be improved if other
isotope (B, Sr, S, C, Li, U) or chemical tracers [96]. The isotopic signature of boron (δ11B) in association
with the nitrates has been demonstrated [120–125]. Strontium and sulphate isotopes give additional
information on the sources of contaminant [126,127]. In particular, combined use of boron isotopes
with nitrate (δ15N and δ18O) can be a useful tool for nitrate source contributions [120–122,127–129].
Moreover, different nitrate sources can show distinct δ11B values and different processes control the
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isotopic composition of boron and nitrate [120,127]. Moreover, stable isotopes of dissolved nitrates
indicate the absence of denitrification, while the coupled use of boron isotopes evidences, even
in rural areas, a contribution from septic effluents [130]. Therefore, the combined use of δ15NNO3,
δ18ONO3, and δ11B is an effective approach to the differentiation of complex NO3

- sources, assuming
that these compounds co-migrate in many environments [7,120,121]. In natural waters, the boron
isotopic composition is controlled by the aquifer matrix; the anthropogenic source may be a variable of
δ11B [130]. For example, detergents obtained from evaporites, manure, fertilizers, and organic wastes
have high concentrations of boron and distinct δ11B values [122,128,130–134].

Likewise, there are many effective multi-isotopic toolboxes for identifying the flowpath and the
contaminant source of nitrate. In particular, we discuss hydrograph separation using the oxygen
and hydrogen isotopes of water in combination with the nitrogen and oxygen isotopes of nitrate
to understand the relative contributions of precipitation and groundwater to stream water. While
transformation processes of nitrogen compounds can change the isotopic composition of nitrate due to
the various redox processes in the environment, the use of the stable water isotopes of the H2O itself
can be used to interpret the multiple hydrological and hydrochemical processes for the movement of
nitrate contaminants. Therefore, this study will assist in understanding the groundwater flowpaths as
well as tracking the sources of nitrate contamination using the stable isotope analysis in combination
with nitrate and water. This suggests that source and process information relating to groundwater
and nitrates should be made part of the decision-making process in order to better understand and
effectively manage the hydrological and nitrogen cycles.
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