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We present a new procedure for the determination of 32 volatile organonitrogen compounds in samples

of industrial effluents with a complex matrix. The procedure, based on dispersive liquid–liquid microex-

traction followed by gas chromatography with nitrogen-phosphorus and mass spectrometric detection, was

optimized and validated. Optimization of the extraction included the type of extraction and disperser sol-

vent, disperser solvent volume, pH, salting out effect, extraction, and centrifugation time. The procedure

based on nitrogen-phosphorus detection was found to be superior, having lower limits of detection (0.0067–

2.29 μg/mL) and quantitation as well as a wider linear range. The developed procedure was applied to

the determination of content of volatile organonitrogen compounds in samples of raw effluents from the

production of bitumens in which 13 compounds were identified at concentrations ranging from 0.15 to

10.86 μg/mL and in samples of effluents treated by various chemical methods.

K E Y W O R D S

dispersive liquid-liquid microextraction, gas chromatography, postoxidative effluents, volatile

organonitrogen compounds, wastewater

1 INTRODUCTION

Volatile organonitrogen compounds (VNCs), which include,
among others, amines, nitro compounds, nitriles, and hetero-
cyclic nitrogen compounds, play an important role in pollu-
tion of aqueous environment due to their high toxicity, stabil-
ity, and the ability to accumulate in links of the food chain.
VNCs are also hazardous to human health, being irritants of
the respiratory tract, skin, and mucous membranes. In aque-
ous environment they can be converted to nitrosamines, a
significant fraction of which has been classified as carcino-
gens [1–3]. VNCs can enter the environment from anthro-
pogenic sources, such as refinery and petrochemical indus-
try [4–6], pharmaceutical industry [7,8], dye industry as well
as plastics [9], antioxidants, and explosives industries. Fur-
thermore, VNCs can be formed in drinking water as a result
of water chlorination [10,11]. Industrial effluents containing
high concentrations of VNCs pose a serious problem due

Abbreviations: DCM, dichloromethane; DLLME, dispersive liquid–liquid
microextraction; NPD, nitrogen-phosphorus detector; VNC, volatile
organonitrogen compounds
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to their malodorousness at a low odor recognition threshold
and a high level of toxicity. Effluents from the production
of bitumens are an example of strongly toxic effluents con-
taining volatile organic compounds, including organosulfur,
oxygenated, and organonitrogen compounds. Due to their
specific properties, these effluents pose numerous problems
during their treatment [12–16].

As a result of the need to determine VNCs at low con-
centration levels, very sensitive, and selective analytical tech-
niques have to be used. At present, chromatographic tech-
niques are commonly employed in the analysis of water and
wastewater, including LC [17], CE [18], and especially GC
owing to its high resolution and the possibility of optimiza-
tion of a number of separation and detection parameters.
However, the use of GC can lead to a number of problems
due to specific physicochemical properties of some VNCs,
such as their high volatility, polarity, basic nature, and trace
concentrations in samples having a very complex matrix.
In addition, the presence of hydrogen bonding in aliphatic
amines poses additional problems, including peak tailing and
the wall memory effect, i.e. the possibility of adsorption of
analytes on the walls of containers used in the investiga-
tions and their subsequent desorption during the next analy-
sis [19]. Therefore, analytes are often derivatized to improve
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their chromatographic properties using various derivatizing
agents, such as benzenesulfonyl chloride [20], iodine [21],
or pentafluorobenzaldehyde [22]. However, derivatization is
time-consuming and tedious and it can result in the formation
of unintended side products and contamination of a sample,
thus becoming an additional source of errors [23]. Another
way of improving sensitivity is the use of selective detec-
tors, such as the nitrogen-phosphorus detector (NPD) [24],
chemiluminescent nitrogen detector (CLND) [25], or surface
ionization detector (SID) [26], which enable the determina-
tion of a large number of VNCs. However, despite the pos-
sibility of obtaining satisfactory sensitivity, direct injection
of industrial effluents onto a chromatographic column is not
recommended due to the presence of inorganic salts and non-
volatile matrix components. Consequently, a sample prepa-
ration step resulting in analyte isolation and enrichment is
a must. Modern trends in sample preparation favor extrac-
tion techniques that minimize the use of organic solvents are
simple, rapid, and automatable. All these requirements are
met by static headspace analysis (SHS) [27] and dynamic
headspace analysis (DHS), but these techniques are applicable
to the analysis of compounds with boiling points not exceed-
ing 150°C. To determine a wider variety of volatile organic
compounds, techniques such as SPE [28], SPME [29], or
headspace SPME can be used. However, these sample prepa-
ration methods are time consuming that disqualifies them
for routine analyses. Dispersive liquid–liquid microextrac-
tion (DLLME), proposed by Rezaee in 2006 [30], overcomes
this problem and is also considered to be a green analytical
technique [30].

The paper discusses and compares two new procedures for
the determination of volatile organonitrogen compounds in
industrial effluents based on DLLME combined with GC–
MS or GC–NPD. To demonstrate applicability of the devel-
oped procedure, the results of determination of VNC con-
tent in effluents treated by various chemical methods were
compared.

2 MATERIALS AND METHODS

2.1 Materials

Gases: hydrogen–purity 5,5N from a PGXH2 500 Hydro-
gen Generator (Perkin Elmer, USA), helium purity 5,5N
(Linde Gas, Poland), air purity 5,0N generated by a DK50
compressor with a membrane dryer (Ekkom, Poland)
and further purified by a GC3000 zero air generator
(Perkin Elmer, USA), nitrogen purity 5N (Linde Gas,
Poland). Reagents: dichloromethane (POCH, Poland), car-
bon tetrachloride (Merck, Germany), chloroform (POCH,
Poland), methanol (POCH, Poland), acetone (for HPLC,
POCH, Poland), isopropanol (POCH, Poland), NaCl
(POCH, Poland), sodium hydroxide (POCH, Poland).

Standards: pyridine, 3-methylpyridine, 4-methylpyridine,
2,4-dimethylpyridine, 2,4,6-trimethylpyridine, acetanilide,
nitromethane, nitrobenzene, 1-nitropropane, 2-nitrotoluene,
4-nitrotoluene, 2,6-dinitrotoluene, 1,2-dinitrobenzene, 1,3-di-
nitrobenzene, 1,4-dinitrobenzene, 2-nitrophenol, 4-nitro-
phenol, 2-aminophenol, p-toluidine, amylamine, hexylamine,
heptylamine, 2-ethyl-1-hexylamine, aniline, N-methylaniline,
N,N-diethylaniline, diethanolamine, pyrrole, pyrazole, indole,
quinoline, formamide; internal standard: 2-chloropyridine
(Sigma–Aldrich, USA).

2.2 Real samples

Samples of postoxidative effluents from the production of
petroleum bitumen 20/30 from the vacuum residue of REBCO
(Russian Export Blend Crude Oil) and REBCO/Kirkuk
(88:12 w/w) (blend of Russian and Iraqi crude) mixture were
collected from a plate separator that separated the condensed
organic phase from the aqueous phase. The investigations pre-
sented in this paper were carried out for the aqueous phase of
raw effluent as well as for the effluents subjected to various
treatments, including hydrogen peroxide and Oxone® reagent
(potassium peroxymonosulfate). The characteristics of pos-
toxidative effluents were described in previous papers [15,16],
while a detailed description of treatment processes and their
effectiveness will be the subject of future papers.

2.3 Apparatus

GC was performed using a Perkin Elmer Autosystem
XL gas chromatograph with an autosampler and nitrogen-
phosphorus (NPD) as well as flame ionization (FID) detector
(PerkinElmer, USA); an HP 5890 II gas chromatograph with
an HP 5972A mass spectrometer (Hewlett-Packard, USA);
capillary columns: DB-624 (60 m × 0.32 mm × 1.0 μm)
(Agilent, USA) and Rxi-624Sil MS (60 m × 0.25 mm ×
1.40 μm) (Restek, USA); TurboChrom 6.1 (PerkinElmer,
USA) and Chemstation (Agilent, USA) with NIST 05 and
Wiley 8.0 mass spectral libraries, and an EBA 8S centrifuge
(Hettich, Germany).

2.4 Procedures

2.4.1 Dispersive liquid–liquid microextraction

For the optimized DLLME conditions, the analytical proce-
dure was as follows: a sample of the effluent (10 mL) was
placed in a 12-mL vial along with 10 μL of a 10% solution of
2-chloropyridine in acetone, 0.4 mL of acetone and 0.5 mL
of dichloromethane. Next, the sample was shaken vigorously
for 20 s, followed by centrifugation at 4000 rpm for 5 min. A
volume of 250 μL of the sedimented organic phase was then
transferred to 2 mL vials equipped with 300 μL micro inserts.
The vials were placed in an autosampler. Finally, 2 μL of the
extract was analyzed by GC.
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2.4.2 Quantitative analysis

Quantitative analysis was carried out using the internal stan-
dard method (2-chloropyridine). A stock solution contain-
ing 32 compounds at concentrations of about 1000 μg/mL
was prepared in acetone. Standard solutions at concentrations
0.05, 0.5, 5, and 50 μg/mL (GC–NPD) and 0.5, 1, 5, 10, and
50 μg/mL (GC–MS) were prepared from the stock solution by
serial dilution with deionized water. Further procedure was
carried out according to Section 2.4.2.

2.4.3 Chromatographic conditions

Two systems: GC–MS and GC–NPD were used in the inves-
tigations. In addition, GC–FID was employed during opti-
mization of DLLME conditions. The following conditions
were used for the GC–NPD system: injection port temperature
270°C; injection mode: split (10:1); injection volume 2 μL;
detector temperature 270°C; detector gases flow rates: air
100 mL/min, hydrogen 2 mL/min: carrier gas (helium)
flow rate 2 mL/min; oven temperature program: 60°C
(5 min)–ramped at 7°C /min to 260°C (20 min). In the exper-
iments making use of GC–FID the carrier gas was nitrogen
(1 mL/min); detector gases flow rates: air 450 mL/min, hydro-
gen 40 mL/min. The remaining parameters were the same as
in the GC–NPD system. In the GC–MS system the carrier
gas was hydrogen (1 mL/min); ion source temperature (EI, 70
eV) 200°C, GC–MS transfer line temperature 300°C, while
the remaining conditions were the same as in the GC–NPD
system.

2.4.4 Analysis of real samples

Samples of raw effluents were analyzed without pH adjust-
ment while for treated effluents the pH was adjusted to 11 (the
pH found to be optimal during the optimization step) using a
2.0 M NaOH solution. Further steps of the procedure were
carried out according to Section 2.4.2.

2.4.5 Method validation

LOD and quantitation: please refer to Supporting Information
(Section S.1).

Linear range: The linearity of calibration curve carried out
using an internal standard was estimated using the correlation
coefficient (r). To confirm an appropriate selection of the lin-
ear range, a standard residual analysis was performed [31].
Recovery (R) was calculated from Eq. (1).

𝑅 [%] =
𝐶quant

𝐶expect
⋅ 100% (1)

where
Cquant. – found analyte concentration in spiked sample

[μg/mL]
Cexpect. – analyte concentration added as spike [μg/mL].

3 RESULTS AND DISCUSSION

3.1 Optimization of dispersive liquid–liquid
microextraction

The dispersive liquid–liquid microextraction procedure was
optimized by comparing chromatographic peak areas for
six compounds, namely, pyridine, pyrazole, heptylamine,
2-aminophenol, diethanolamine, and 1,3-dinitrobenzene, for
which the effect of variation in individual extraction param-
eters was investigated. DLLME conditions were optimized
in terms of kind of extraction solvent, kind, and vol-
ume of disperser solvent, salting out effect, pH, extraction
time, and time of centrifuging. Three extraction solvents:
dichloromethane (DCM), chloroform (CF), and carbon tetra-
chloride (TCM) and three disperser solvents: acetone (AC),
methanol (MeOH), and isopropanol (IPA) were tested. The
disperser solvent volume was varied from 0 to 1.2 mL. The
amount of NaCl added ranged from 0 to 2.0 g for 10 mL of
the samples. The pH of the effluents was fixed at 7, 11, and
14 using a 2.0 M NaOH solution. In addition, centrifugation
time was varied from 3 to 12 min at a centrifugation rate of
4000 rpm while extraction time was set at 20, 40, 60, and 90 s.
The effect of variation of individual parameters on extraction
yield was estimated by comparing peak areas for the selected
analytes.

3.1.1 Selection of extraction and disperser solvent

The effect of kind of extraction and disperser solvent on
extraction effectiveness was investigated by testing three
extraction and three disperser solvents (Supporting Infor-
mation Fig. S1). The experimental results revealed that the
extraction solvent had the greatest effect on extraction effi-
ciency while the kind of disperser solvent had only a minor
effect [32,33]. Carbon tetrachloride had the highest extrac-
tion efficiency for heptylamine and satisfactory extraction
efficiency for 2-aminophenol and 1,3-dinitrobenzene while
for the other two analytes the extraction efficiency was
the lowest. The highest extraction effectiveness for hetero-
cyclic organonitrogen compounds (pyridine and pyrazole)
was observed for chloroform. However, for the majority
of analytes dichloromethane proved to be the most effec-
tive extraction solvent. Consequently, in further experiments
0.5 mL of DCM was used for extraction. This volume was
chosen due to the use of an autosampler during the final deter-
mination step. Autosampler enables routine analyses of indus-
trial effluents. The same volume of the extraction solvent has
been used in automated DLLME systems [34].

A number of DLLME procedures made use of acetonitrile
as a disperser solvent, since it provided the highest extraction
effectiveness for organonitrogen compounds. However, in the
present study acetonitrile was not considered due to the use
of a selective NPD detector and the possibility of coelution of
analytes with the disperser solvent [35]. Among the disperser
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solvents tested, isopropanol provided the smallest enrichment
factor while methanol and acetone had similar values of R.
Since acetone was used in previous studies [12,14], it was
selected as the disperser solvent.

3.1.2 Volume of disperser solvent

The effect of disperser solvent (acetone) volume on extrac-
tion yield was examined for volumes equal to 0, 0.2, 0.4, and
0.8 mL (Supporting Information Fig. S2). An increase in peak
areas was observed for the majority of analytes with the vol-
ume of acetone up to 0.4 mL. Further increase in volume
resulted in a decrease in extraction yield due to an increase
of organic phase volume and solubility of the analytes in the
sample phase. Complete absence of a disperser solvent or an
insufficient volume of it brings about ineffective dispersion
of the extraction solvent in a sample resulting in a lowered
recovery of the analytes.

3.1.3 pH

pH is an important parameter that can have a significant effect
on the analyte recovery. Consequently, extraction yields were
investigated at three pH values: 7, 11, and 14. pH values
below 7 were not examined since the majority of the ana-
lytes have a basic character and at pH values less than 7 the
amine groups would be protonated thus shifting equilibrium
toward the aqueous phase. The greatest changes in extraction
yield were observed for n-heptylamine for which the maxi-
mum yield was found at pH 11 and further increase in pH
had no effect on extraction yield. A similar effect of pH for
aliphatic amines was observed in other papers that is consis-
tent with theoretical predictions [22,35]. For the other groups
of compounds pH had no significant effect on extraction yield.
Therefore, further investigations were carried out in a basic
medium (pH 11). This pH value is also favorable from a stand-
point of properties of primary effluents from the production
of bitumens that have a basic nature with a pH ranging from
10.5 to 11.0 [35,36]. Hence, analyses of raw effluents can be
carried out without pH adjustment that eliminates one step in
the sample preparation procedure.

3.1.4 Extraction time

The time of extraction, i.e. the time of shaking a sample with
the disperser and extraction solvent was studied for four time
values: 20, 40, 60, and 90 s (Supporting Information Fig. S4).
The results obtained demonstrate that in the investigated
range extraction time has no effect on extraction yield. This
is consistent with the principle of DLLME in which extrac-
tion process takes several seconds [33]. Consequently, a 20 s
extraction time was selected as the optimum value.

3.1.5 Centrifugation time

The effect of time of centrifugation was examined over
the range 3–12 min at a speed of 4000 rpm (Supporting

Information Fig. S5). A slight improvement in extraction yield
was observed after 5 min of centrifugation and a further
increase in time had no significant effect on extraction yield.
Similar effects were also observed in other studies [35]. Cen-
trifugation speed of 4000 rpm is routinely used in DLLME,
and its further increase does not improve extraction yield of
analytes.

3.1.6 Salting out

To examine the effect of salting out on VNC extraction yield,
0, 0.5, 1, and 2 g of sodium chloride were added to 10 mL
of the samples. The results obtained reveal different effects
of the same amount of NaCl on extraction yield for differ-
ent groups of compounds (Supporting Information Fig. S6).
For 2-aminophenol, heptylamine, and 1,3-dinitrobenzene the
extraction yield decreased with an increase in salt concen-
tration while the opposite effect was observed for pyridine,
pyrazole, and diethanolamine. Furthermore, after addition of
2 g of NaCl phase inversion, i.e. appearance of the organic
phase over the aqueous phase was observed due to an increase
in density of the aqueous phase. Thus, further investigations
were carried out without salt addition.

3.2 Validation and comparison of procedures

The determination of 32 volatile organonitrogen compounds
was carried out using two detection systems: DLLME–
GC–NPD and DLLME–GC–MS. In both cases the inter-
nal standard method was used for quantitative analysis.
2-Chloropyridine was selected as the IS based on similarity
of its physicochemical properties to those of the analytes as
well as on its absence from the investigated samples. Calibra-
tion of the analytes in the GC–NPD system was based on four
concentrations: 0.05, 0.5, 5, and 50 μg/mL, whereas the GC–
MS calibration excluded concentration 0.05 μg/mL owing to
a lower sensitivity of the detector and was based on the fol-
lowing concentrations: 0.5, 1, 5, 10, and 50 μg/mL. For the
GC–MS system two characteristic ions were selected for each
analyte: m/zint that was used for peak integration and m/zid that
was used for identification of the analytes. A list of character-
istic ions is compiled in Supporting Information Table S1.

The procedure based on GC–NPD has much lower limits
of detection compared to GC–MS. The lowest LOD values
were obtained for indole (0.0067 μg/mL) and for pyridine and
its derivatives (0.031–0.050 μg/mL) as well as for aliphatic
amines (0.017–0.086 μg/mL) and aliphatic nitro compounds
(0.017–0.043 μg/mL). On the other hand, the highest LOD
values were found for 2,4-dinitrotoluene and acetanilide. For
the GC–MS system the LOD values were higher by an order
of magnitude and in some cases by two orders of magnitude.
One of the reasons for such high LOD values is the lack of
characteristic ions (m/z) for some analytes. Consequently, to
ensure sufficient selectivity, ions with lower intensity have to
be chosen that causes inferior sensitivity. In addition, peak
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T A B L E 1 Compilation of calibration parameters for analytes using GC-NPD

Compound tR [min] Calibration curve LOD [𝛍g/mL] LOQ [𝛍g/mL] R2 RSD [%]a R [%]a

Nitromethane 6.98 y = 0.8129x + 0.0110 0.043 0.13 0.9988 3.20 100.93

Amylamine 13.05 y = 3.8077x – 0.0045 0.020 0.060 0.9999 1.34 103.10

Pyridine 14.02 y = 2.1262x + 0.0094 0.037 0.11 0.9997 2.26 107.71

1-Nitropropane 15.99 y = 2.5717x + 0.0006 0.017 0.051 0.9999 5.29 97.81

Pyrrole 16.58 y = 0.1587x + 0.0006 0.87 2.61 0.9999 2.34 105.61

3-Methylpyridine 18.34 y = 2.3018x + 0.0098 0.048 0.14 0.9997 4.00 111.88

4- Methylpyridine 18.41 y = 2.2511x + 0.0074 0.046 0.14 0.9996 3.55 109.12

Pyrazole 18.62 y = 0.2021x + 0.0013 0.90 2.70 0.9999 3.62 105.59

2,4-Dimethylpyridine 20.34 y = 3.6642x + 0.0183 0.031 0.093 0.9993 3.31 126.37

2,4,6-Trimethylpyridine 21.85 y = 2.3076x + 0.0081 0.050 0.15 0.9996 2.60 115.34

2-Ethyl-1-hexylamine 22.80 y = 2.5302x + 0.0115 0.056 0.17 0.9995 3.17 117.72

Aniline 23.06 y = 2.5692x + 0.0054 0.14 0.42 0.9999 3.08 98.11

Hexylamine 25.13 y = 3.5318x + 0,0167 0.043 0.13 0.9997 1.70 109.25

N-methylaniline 25.42 y = 1.3348x + 0.0119 0.33 0.99 0.9961 2.73 121.23

Formamide 25.76 y = 4.2908x + 0.0095 0.094 0.28 0.9997 3.89 111.02

Heptylamine 26.18 y = 5.1001x + 0.0216 0.086 0.26 0.9993 3.53 123.22

Nitrobenzene 28.01 y = 1.1463x + 0.0079 0.081 0.24 0.9991 3.02 118.32

p-toluidine 28.44 y = 3.1900x + 0.0257 0.041 0.12 0.9982 3.07 84.83

o-nitrophenol 28.57 y = 0.7300x – 0.0042 0.11 0.33 0.9990 3.20 119.68

2-Nitrotoluene 29.46 y = 0.6473x – 0.0084 0.81 2.43 0.9966 2.67 107.25

N,N-diethylaniline 29.64 y = 0.6387x + 0.0039 0.62 1.86 0.9987 4.78 123.89

Quinoline 29.77 y = 3.4126x + 0.0213 0.033 0.099 0.9980 4.72 122.41

2-Aminophenol 30.09 y = 0.6317x + 0.0138 0.38 1,14 0.9988 3.40 120.54

4-Nitrotoluene 32.02 y = 0.4580x - 0.0033 0.78 2.34 0.9959 2.86 62.57

Indole 32.34 y = 2.1854x + 0.0014 0.0067 0.020 0.9996 3.81 111.05

Acetanilide 34.27 y = 0.2489x – 0.0032 1.94 5.82 0.9973 4.51 74.24

Diethanolamine 34.76 y = 0.6279x + 0.0020 0.28 0.84 0.9998 5.17 107.94

2,6-Dinitrotoluene 34.86 y = 0.2540x + 0.0003 2.29 6.87 0.9967 5.64 64.43

o-Dinitrobenzene 35.51 y = 0.4234x + 0.0048 0.25 0.75 0.9979 4.53 128.34

m-Dinitrobenzene 36.00 y = 0.4140x + 0.0010 0.26 0.78 0.9985 3.22 131.38

p-dinitrobenzene 37.92 y = 0.4419x + 0.0056 0.25 0.75 0.9944 3.51 136.23

p-nitrophenol 36.26 y = 0.6387x + 0.0039 0.10 0.30 0.9969 4.23 108.69

aValues determined for concentration 10 μg/mL (n = 5).

tailing due to hydrogen bonding was observed for aliphatic
amines that further increased LOD values [37].

The RSD values, which are less than 5.64% for the major-
ity of analytes at a concentration of 10 μg/mL (n = 5) indi-
cate a good precision of DLLME–GC–NPD. In contrast,
the RSD values for DLLME–GC–MS exceeded in some
cases the allowed values due to LOD values being greater
than 10 μg/mL. In both cases the recoveries were within the
acceptable range and the linear range extended from LOQ to
about 50 μg/mL.

Calibration parameters of the two procedures GC–NPD
and GC–MS are compiled in Table 1 and Supporting Infor-
mation Table S2, respectively.

Based on the calibration parameters, the procedure using

DLLME–GC–NPD was selected for further analyses. The
parameters that had a decisive influence on the selection
of the procedure were substantially lower LOD and LOQ
values.

3.3 Application of the developed procedure to the
analysis of real effluents

The developed procedure was applied to the determination of
VNC content in raw effluents from the production of bitu-
mens and in effluents subjected to various treatment pro-
cesses. Identification of VNCs was based on retention times
of individual analytes for which the confidence interval was
taken ± 0.2% tR [min].
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T A B L E 2 Concentrations of VNCs in raw effluents and in effluents treated with Oxone® reagent and hydrogen peroxide

Concentration [𝛍g/mL]

No. Compound Raw effluent Oxone®
Reduction (–) /
increase (+) [%] H2O2

Reduction (–)/
increase (+) [%]

1. Pyridine 1.15 ± 0.11 0.911 ± 0.024 −20.78 0.361 ± 0.086 −68.61

2. 1-Nitropropane 0.581 ± 0.032 0.38 ± 0.019 −34.60 0.402 ± 0.013 −30.81

3. Pyrrole 2.622 ± 0.061 2.881 ± 0.097 +9.88 <LOD −≪99.99

4. 3-Methylpyridine 0.594 ± 0.012 0.492 ± 0.023 −17.17 0.142 ± 0.017 −76.09

5. 4-Methylpyridine 0.510 ± 0.011 0.562 ± 0.081 −10.20 0.151 ± 0.014 −70.39

6. 2,4-Dimethylpyridine 0.151 ± 0.011 0.173 ± 0.022 +14.57 <LOD −≪99.99

7. 2,4,6-Trimethylpyridine 0.582 ± 0.023 <LOD −≪99.99 <LOD −≪99.99

8. 2-Ethyl-1-hexylamine 0.484 ± 0.034 (<LOQ ∼
0.124)

−∼74.38 <LOD −≪99.99

9. Nitrobenzene 5.13 ± 0.23 <LOD −≪99.99 <LOD −≪99.99

10. p-toluidine 10.86 ± .34 2.90 ± 0.26 −73.30 <LOD −≪99.99

11. 2-Nitrotoluene 3.92 ± 0.17 <LOD −≪99.99 <LOD −≪99.99

12. Quinoline 3.03 ± 0.22 7.40 ± 0.51 +144.22 7.07 ± 0.66 +133.33

13. 1,4-Dinitrobenzene 0.992 ± 0.077 (<LOQ ∼
0.452)

−∼54.44 <LOD −≪99.99

X1 0.36 0.81 +125.00 0.28 −22.22

X2 0.49 1.11 +126.53 0.87 +77.55

X3 0.29 0.92 +217.24 0.51 +74.85

X4 2.16 <LOD −≪99.99 <LOD −≪99.99

X5 1.05 <LOD −≪99.99 <LOD −≪99.99

X6 0.57 0.46 −18.44 0.28 −50.06

X7 0.47 <LOD −≪99.99 <LOD −≪99.99

X8 0.39 0.50 +27.81 <LOD −≪99.99

X9 3.09 <LOD −≪99.99 <LOD −≪99.99

X10 <LOD 0.99 +100 <LOD −≪99.99

Sum of remaining
unidentified VNCs

13.15 11.17 –15.02 2.55 –80.56

Total VNCs 52.62 31.25 −40.62 12.62 −76.01

A total of 13 analytes were detected in samples of raw
effluents at concentrations ranging from 0.15 to 10.81 μg/mL,
with p-toluidine having the highest concentration followed
by nitrobenzene (5.13 μg/mL), 2-nitrotoluene (3.92 μg/mL),
quinoline (3.03 μg/mL), and pyrrole (2.62 μg/mL). In
addition, a number of pyridine derivatives were identified
at concentrations not exceeding 0.59 μg/mL. The occur-
rence of aromatic organonitrogen compounds in effluents
from the production of bitumens is caused by side reac-
tions taking place during vacuum distillation and oxidation
of bitumens. In both cases thermal cracking occurs that
leads to decomposition of high-molecular-weight nitrogen-
containing organic compounds yielding derivatives of pyri-
dine, pyrrole, and quinoline. Amines formed during cracking
undergo partial oxidation with the formation of nitro deriva-
tives. The nitro group can also be formed by addition of oxy-
gen to heterocyclic compounds at the C–N–C site. In effluent
samples treated chemically with hydrogen peroxide (H2O2),

complete or partial reduction in concentration of all the
identified analytes was observed except for quinoline
whose concentration increased by 133.33%. An increase in
concentration of quinoline as well as pyrrole, 4-methyl-
pyridine and 2,4-dimethylpyridine was also observed in efflu-
ents treated with Oxone® reagent. In addition, concentrations
of ten unidentified analytes having the largest peak areas were
estimated (X1–X10 in Fig. 1). These concentrations were
calculated from the calibration curve for pyridine. In efflu-
ent samples treated with hydrogen peroxide the majority of
these unidentified analytes had reduced concentrations except
for X2 and X3 whose concentrations increased by 77.55 and
74.85%, respectively. On the other hand, in effluent samples
treated with Oxone® reagent an increase in concentrations
of X1, X2, and X3 was observed as well as an appearance
of a peak X10, which was originally absent from raw efflu-
ents. The remaining compounds underwent reduction in con-
centration that indicates only partial effectiveness of Oxone®
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F I G U R E 1 Chromatograms of postoxidative effluents (DLLME–GC–NPD). (A) Raw effluent, (B) effluent treated with H2O2, (C) effluent treated with
Oxone® reagent. Peak numbers correspond to compounds from Table 2

and H2O2 in treatment of this type of effluent and the for-
mation of secondary pollutants through oxidation of some
groups of compounds. A comparison of total effectiveness of
reduction in concentration of all organonitrogen compounds
reveals a greater effectiveness of hydrogen peroxide compared
to Oxone® reagent, for which the reduction in total VNC con-
tent was equal to 76.01 and 40.62%, respectively.

A detailed comparison of the effectiveness of treatment
methods and changes taking place in samples is presented in
Table 2 and Fig. 1.

4 CONCLUDING REMARKS

We describe a new procedure for the determination of volatile
organonitrogen compounds at low concentration levels in
effluents from the production of bitumens using dispersive
liquid–liquid microextraction coupled with GC and two alter-
native detectors: nitrogen-phosphorus detector (GC–NPD)
and mass spectrometer (GC–MS). The studies demonstrated
that the DLLME–GC–NPD system is best suited for the deter-
mination of VNCs in industrial effluents.

To maximize extraction yield, optimization of DLLME
was carried out. Basic analytical characteristics obtained for
the 32 standards demonstrate applicability of the developed
procedure to the determination of VNCs at trace levels.

A comparison of analytical characteristics of the two sys-
tems investigated: GC–MS and GC–NPD proves superiority
of the GC–NPD system due to its higher sensitivity. How-
ever, despite satisfactory parameters of the procedure, the
NPD detector has limited signal stability due to mechanism

of detection that is based on the generation of cold plasma
on a rubidium bead. The bead has to be activated at a high
temperature and the properties of the detector remain stable
for a dozen or so days. Thereafter, the activity (and sensitivity)
begins to drop. Additionally, the decrease in sensitivity can
be caused by contamination of the bead by the stationary
phase bleed, formation of a coat of silica, loss of rubidium,
or adsorption of moisture. All these phenomena result in a
decrease of ionization efficiency and a gradual drop in sensi-
tivity. Such a detector has to be reactivated often or the entire
bead replaced. Fortunately, NPD beads are relatively inexpen-
sive (ca. $300–400), and conditioning restoring the original
sensitivity of the detector can be performed multiple times.
Such problems are not observed with the mass spectrometer.
However, due to the low sensitivity of MS toward VNCs, GC–
NPD is a better choice despite all the problems with the NPD
detector.

Diverse effects were observed in samples subjected to dif-
ferent oxidants. For Oxone® reagent only a partial reduction
of concentration of the analytes took place with simultaneous
formation of new organonitrogen compounds either absent
from raw effluents or present at lower concentrations, some
of which are highly toxic. In contrast, the use of hydrogen
peroxide resulted in a decreased concentration of the major-
ity of the analytes. The results obtained indicate the need for
the determination of VNCs in raw as well as treated effluents.

ACKNOWLEDGMENTS

The authors would like to thank also the LotosAsfalt, Ltd.
(Lotos Group, Inc.) for their cooperation on this project. The
authors gratefully acknowledge the financial support from

P
o

b
ra

no
 z

 m
o

st
w

ie
d

zy
.p

l

http://mostwiedzy.pl


the National Science Center, Warsaw, Poland—decision no.
DEC-2013/09/D/ST8/03973.

R E F E R E N C E S
1. Wolff, I. A., Wasserman, A. E., Nitrates, nitrites, and nitrosamines. Science

1972, 177, 15–19.

2. Greim, H., Bury, D., Klimisch, H. J., Oeben-Negele, M., Ziegler Skylakakis,
K., Toxicity of aliphatic amines: structure activity relationship. Chemosphere
1998, 36, 271–295.

3. Andrzejewski, P., Kasprzyk-Hordern, B., Nawrocki, J., The hazard of N-
nitrosodimethylamine (NDMA) formation during water disinfection with
strong oxidants. Desalination 2005, 176, 37–45.

4. Lissitsyna, K., Huertas, S., Quintero, L. C., Polo, L. M., Novel simple method
for quantitation of nitrogen compounds in middle distillates using solid phase
extraction and comprehensive two-dimensional gas chromatography. Fuel
2013, 104, 752–757.

5. Dijkmans, T., Djokic, M. R., Van Geem, K. M., Marin, G. B., Com-
prehensive compositional analysis of sulfur and nitrogen containing com-
pounds in shale oil using GC GC–FID/SCD/NCD/TOF-MS. Fuel 2015, 140,
398–406.

6. Boczkaj, G., Przyjazny, A., Kamiński, M., Characteristics of volatile organic
compounds emission profiles from hot road bitumens. Chemosphere 2014,
107, 23–30.

7. Xie, Y., Chen, L., Liu, R., Oxidation of AOX and organic compounds in
pharmaceutical wastewater in RSM-optimized-Fenton system. Chemosphere
2016, 155, 217–224.

8. Zhang, A., Li, Y., Song, Y., Lva, J., Yang, J., Characterization of pharmaceu-
ticals and personal care products as N-nitrosodimethylamine precursors dur-
ing disinfection processes using free chlorine and chlorine dioxide. J. Hazard.
Mater. 2014, 276, 499–509.

9. Gągol, M., Boczkaj, G., Haponiuk, J. T., Formela, K., Investigation of volatile
low molecular weight compounds formed during continuous reclaiming of
ground tire. Polym. Degrad. Stab. 2015, 119, 113–120.

10. Mitch, W. A., Gerecke, A. C., Sedlak, D. L., A N-Nitrosodimethylamine
(NDMA) precursor analysis for chlorination of water and wastewater. Water
Res. 2003, 37, 3733–3741.

11. Park, S. H., Padhye, L. P., Wang, P., Cho, M., Kim, J. H., Huang, C. H.,
N-nitrosodimethylamine (NDMA) formation potential of amine-based water
treatment polymers: Effects of in situ chloramination, breakpoint chlorina-
tion, and pre-oxidation. J. Hazard. Mater. 2015, 282, 133–140.

12. Boczkaj, G., Makoś, P., Przyjazny, A., Application of dispersive liquid–liquid
microextraction and gas chromatography-mass spectrometry (DLLME-GC-
MS) for the determination of oxygenated volatile organic compounds in
effluents from the production of petroleum bitumen. J. Sep. Sci. 2016, 39,
2604–2615.

13. Boczkaj, G., Makoś, P., Przyjazny, A., Application of dynamic
headspace and gas chromatography coupled to mass spectrome-
try (DHS-GC-MS) for the determination of oxygenated volatile
organic compounds in refinery effluents. Anal. Methods 2016, 8,
3570–3577.

14. Boczkaj, G., Makoś, P., Fernandes, A., Przyjazny, A., A new procedure for
control of treatment of industrial effluents to remove volatile organosulfur
compounds. J. Sep. Sci. 2016, 39, 3946–3956.

15. Boczkaj, G., Kamiński, M., Przyjazny, A., Process control and investigation
of oxidation kinetics of postoxidative effluents using gas chromatography
with pulsed flame photometric detector (GC-PFPD). Ind. Eng. Chem. Res.
2010, 49, 12654–12662.

16. Boczkaj, G., Przyjazny, A., Kamiński, M., New procedures for control of
industrial effluents treatment processes. Ind. Eng. Chem. Res. 2014, 53,
1503–1514.

17. Lee, M., Lee, Y., Soltermann, F., von Gunten, U., Analysis of N-nitrosamines
and other nitro(so)compounds in water by high-performance liquid chro-
matography with post-column UV photolysis/Griess reaction. Water Res.
2013, 47, 4893–4903.

18. Sun, Y., Liang, L., Zhao, X., Yu, L., Zhang, J., Shi, G., Zhou, T., Determi-
nation of aromatic amines in water samples by capillary electrophoresis with
amperometric detection. Water Res. 2009, 43, 41–46.

19. Di Corcia, A., Samperi, R., Gas chromatographic determination at the parts-
per-million level of aliphatic amines in aqueous solution. Anal. Chem. 1974,
46, 977–981.

20. Zhang, H., Ren, S., Yu, J., Yang, M., Occurrence of selected aliphatic
amines in source water of major cities in China. J. Environ. Sci. 2012, 24,
1885–1890.

21. Rubio, L., Sanllorente, S., Sarabia, L. A., Ortiz, M. C., Optimiza-
tion of a headspace solid-phase microextraction and gas chromatogra-
phy/mass spectrometry procedure for the determination of aromatic amines
in water and in polyamide spoons. Chemometr. Intell. Lab. 2014, 133,
121–135.

22. Deng, C., Li, N., Wang, L., Zhang, X., Development of gas chromatography–
mass spectrometry following headspace single-drop microextraction
and simultaneous derivatization for fast determination of short-chain
aliphatic amines in water samples. J. Chromatogr. A 2006, 1131,
45–50.

23. Cai, L., Zhao, Y., Gong, S., Dong, L., Wu, C., Use of a novel sol–gel dibenzo-
18-crown-6 solid-phase microextraction fiber and a new derivatizing reagent
for determination of aliphatic amines in lake water and human urine. Chro-
matographia 2003, 58, 615–621.

24. Ábalos, M., Bayona, J. M., Ventura, F., Development of a solid-phase
microextraction GC-NPD procedure for the determination of free volatile
amines in wastewater and sewage-polluted waters. Anal. Chem. 1999, 71,
3531–3537.

25. Tomkin, B. A., Griest, W. H., Higgins, C. E., Determination of
N-nitrosodimethylamine at part-per-trillion levels in drinking waters
and contaminated groundwaters. Anal. Chem. 1995, 67, 4387–4395.

26. Takahashi, S., Nagamura, F., Sasaki, M., Fujii, T., Gas chromatography
with surface ionization detection of nitro pesticides. Chem. Pap. 2009, 63,
613–616.

27. Maris, C., Laplanche, V., Morvan, J., Bloquel, M., Static headspace analysis
of aliphatic amines in aqueous samples. J. Chromatogr. A 1999, 846, 331–
339.

28. Munch, J. W., Bassett, M. V., Method development for the analysis of N-
nitrosodimethylamine and other N-nitrosamines in drinking water at low
nanogram/liter concentrations using solid-phase extraction and gas chro-
matography with chemical ionization tandem mass spectrometry. J. AOAC
Int. 2006, 89, 486–497.

29. Berg, M., Bolotin, J., Hofstetter, T. B., Compound-specific nitrogen and car-
bon isotope analysis of nitroaromatic compounds in aqueous samples using
solid-phase microextraction coupled to GC/IRMS. Anal. Chem. 2007, 79,
2386–2393.

30. Rezaee, M., Assadi, Y., Hosseini M-R. M., Aghaee, E., Ahmadi, F., Berijani,
S., Determination of organic compounds in water using dispersive liquid–
liquid microextraction. J. Chromatogr. A 2006, 1116, 1–9.

31. Wisniak, J., Polishuk, A., Analysis of residuals–a useful tool for phase equi-
librium data analysis. Fluid Phase Equilibr. 1999, 164, 61–82.

32. Herrera-Herrera, A. V., Asensio-Ramos, M., Hernández-Borges, J.,
Rodríguez-Delgado, M. A., Dispersive liquid-liquid microextraction
for determination of organic analytes. Trends Anal. Chem. 2010, 29,
728–751.

33. Rezaee, M., Yamini, Y., Faraji, M., Evolution of dispersive liquid-
liquid microextraction method. J. Chromatogr. A 2010, 1217,
2342–2357.

P
o

b
ra

no
 z

 m
o

st
w

ie
d

zy
.p

l

http://mostwiedzy.pl


34. González, A., Avivar, J., Cerdà, V., Estrogens determination in wastewa-
ter samples by automatic in-syringe dispersive liquid–liquid microextrac-
tion prior silylation and gas chromatography. J. Chromatogr. A 2015, 1413,
1–8.

35. Farajzadeh, M. A., Nouri, N., Simultaneous derivatization and air-assisted
liquid–liquid microextraction of some aliphatic amines in different aqueous
samples followed by gas chromatography-flame ionization detection. Anal.
Chim. Acta 2013, 775, 50–57.

36. Akyuz, M., Ata, S., Simultaneous determination of aliphatic and aromatic
amines in water and sediment samples by ion-pair extraction and gas
chromatography–mass spectrometry. J. Chromatogr. A 2006, 1129, 88–94.

37. Mishra, S., Singh, V., Jain, A., Verma, K. K., Simultaneous determination of
ammonia, aliphatic amines, aromatic amines and phenols at μg l-1 levels in
environmental waters by solid-phase extraction of their benzoyl derivatives
and gas chromatography-mass spectrometry. Analyst 2001, 126, 1663–1668.

SUPPORTING INFORMATION

Additional Supporting Information may be found online in
the supporting information tab for this article.

How to cite this article: Boczkaj G, Makoś P,
Fernandes A, Przyjazny A. New procedure for
the examination of the degradation of volatile
organonitrogen compounds during the treatment of
industrial effluents. J Sep Sci. 2017;40:1301–1309.
doi:10.1002/jssc.201601237

P
o

b
ra

no
 z

 m
o

st
w

ie
d

zy
.p

l

http://mostwiedzy.pl

