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� NEXAFS and EEM were used to probe
the capacity of biochar DOM to bind
Cu(II).

� Pyrolysis temperature and DOM
components determine the binding
capacity.

� Humic components showed a higher
Cu-binding capacity than protein
component.

� The capacity of DOM to bind Cu(II)
reduced with rising pyrolysis
temperature.

� The DOM generally had low Cu(II)
binding capacity.
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Multiple spectroscopic technologies and chemometric analyses were combined to explore the composi-
tional characteristics and Cu binding performance of biochar-derived dissolved organic matter (DOM).
The DOM samples were extracted from biochars produced from lignocellulose-rich rapeseed cake
(RSC) by pyrolysis at 300, 500, and 700 �C (i.e., RSC300, RSC500, RSC700). Fourier transform infrared spec-
troscopy (FTIR) and carbon K-edge near-edge X-ray absorption fine structure spectroscopy (NEXAFS)
analyses were combined to elucidate the molecular-level C species in the DOM. With the increasing
pyrolysis temperature, DOM aromaticity increased, whereas the proportion of metal complexing sites
(e.g., carboxyl and phenolic groups) decreased. Fluorescence excitation-emission matrix (EEM) spec-
troscopy with parallel factor analysis (PARAFAC) indicated that biochar DOM, irrespective of pyrolysis
temperature, was mostly composed of three types of humic-like components (C1–C3), and a small
amount of a protein-like component (C4). As charring temperature increased, DOM concentrations
decreased substantially, but the humic-like C3 with abundant aromatic structures became predominant.
Fluorescence quenching experiment and two-dimensional correlation spectroscopy (2D-COS) analysis
suggested that the preferential Cu(II) binding fractions of the DOM were the humic-like substances.
Moreover, the quenching curve fitting results for individual components indicated that despite the Cu
(II) binding affinity was slightly enhanced as the pyrolysis temperature increased, the binding capacities
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of the four components decreased. In general, the DOM components from RSC biochar exhibited limited
Cu(II) binding capacities (2.18–17.7 lmol L�1). Results from this study improved understanding of the
mechanisms by which biochar DOM interacts with Cu, and provided tools for fast screening of biochars
to reduce their environmental risks.

� 2019 Elsevier B.V. All rights reserved.
1. Introduction can be used to obtain information on the sequence of the response
Biochar, a carbon-rich material produced from the pyrolysis of
biomass, has been intensively investigated for potential use as a
soil amendment for agronomic (El-Naggar et al., 2019; Li et al.,
2019; Wu et al., 2019) and environmental benefits (Lu et al.,
2017; Sun et al., 2019; Xia et al., 2019). Biochar amendment is
known to introduce dissolved organic matter (DOM) into soil solu-
tion, thus changed the content and composition of soil DOM, fur-
ther affecting the soil microbial activity and trace metal
immobilization (Beesley et al., 2010; Yang et al., 2019).

DOM in the biochar actually was consisted of both original com-
ponents in the feedstock and pyrolysis products, such as humic-
and protein-like substances, which have been identified by a vari-
ety of spectroscopic and mass spectrometric techniques (Li et al.,
2017; Qu et al., 2016; Smith et al., 2016; Uchimiya et al., 2013).
Numerous studies have indicated that the chemical compositions
of DOM varied greatly from the feedstocks and pyrolysis tempera-
tures of biochar, as well as the extraction protocols (Lee et al.,
2018; Wei et al., 2019a; Wu et al., 2018). Among these parameters,
pyrolysis temperature was usually a vital determinant of the DOM
characteristics (Liu et al., 2019; Wu et al., 2019). Rajapaksha et al.
(2019) observed that the increased pyrolysis temperature could
increase the relative proportion of humic-like substances in the
biochar DOM. Similarly, Wu et al. (2019) found that the proportion
of humic-like substances clearly increased with the increasing
pyrolysis temperature, while the proportion of fulvic-like sub-
stances exhibited an opposite trend. Recently, advanced
synchrotron-based spectroscopic techniques, such as carbon (C)
K-edge near-edge X-ray absorption fine structure spectroscopy
(NEXAFS), have been used to further probe the in-situ chemical
state and functional groups of biochars (Singh et al., 2014; Wei
et al., 2019b) and their released DOM (Wei et al., 2019a). This
highly sensitive and non-destructive technique is particularly suit-
able for the analysis of DOM extracted from high-temperature bio-
char because of the scarcity of the DOM. Wei et al. (2019a)
investigated the molecular structure of DOM from halophyte
derived biochars by the C K-edge NEXAFS, and the functional
groups identified included hydroxyl, carboxyl, phenyl, ether,
amine, and alkyl. Further, the carboxyl group gradually decreased
with the increasing pyrolysis temperature.

Given its abundant reactive functional groups, biochar-DOM is
speculated to have strong interactions with metal contaminants
(Li et al., 2018; Li et al., 2017; Uchimiya et al., 2010). A few studies
have described that natural DOM may combine contaminants and
facilitate their transport with the development of advanced analy-
sis methods. For example, fluorescence excitation-emission matrix
(EEM) spectroscopy coupled with parallel factor analysis (PAR-
AFAC) has been recognized as a fast and in-situ tool for character-
izing the metal-binding performance of DOM from compost, soil,
and freshwater (Hu et al., 2017; Wei et al., 2015). Moreover, the
affinities and capacities of individual PARAFAC components to bind
heavy metals can be derived via fitting fluorescence quenching
models (e.g., the Ryan and Weber model (Luster et al., 1996)). Sim-
ilarly, two-dimensional correlation spectroscopy (2D-COS) analysis
can be used to resolve the overlapped fluorescence spectroscopy
and identify the heterogeneous distribution of metal-binding sites
(Hur and Lee, 2014; Noda and Ozaki, 2004). More importantly, it
of the DOM components to the heavy metal addition (Hu et al.,
2017; Xu et al., 2013). A combination of these spectroscopic and
chemometric methods has been proved powerful in probing the
heavy metal binding mechanisms. By using EEM-PARAFAC, Hu
et al. (2017) found the impoundment could increase the Cu binding
affinities of humic-like components of DOM in lake water while
decreasing those of the protein-like components. Meanwhile, 2D-
COS analysis indicated that the prior Cu binding sites was the
humic-like components in early impoundment stage, but switched
to the protein-like components.

Despite numerous studies on the interactions of natural DOM
with metal ions, only a few have focused on the biochar-derived
DOM. For instance, Kim et al. (2018) investigated the effects of bio-
char DOM on the mobility of arsenic (As) in soil and concluded that
biochar produced at low temperature (300 �C) could release a large
amount of DOM and enhance the reductive dissolution of Fe and
the mobilization of As. Regarding the intrinsic interaction between
biochar-derived DOM and heavy metals, Huang et al. (2019) com-
pared the Cu and Cd binding behavior of different DOM compo-
nents derived from rice straw biochar and found that the metal-
binding sequence was highly related to both heavy metal elements
and DOM components. However, studies regarding the
temperature-dependent metal-binding behavior of biochar-
derived DOM and the relations to their molecular structures under
different pyrolysis temperatures are still limited. Thus, further
researches are needed to fill the gap in predicting the bioavailabil-
ity and mobility of heavy metals in the biochar-soil systems, with
the integrative application of advanced spectroscopy and chro-
matography techniques.

In this study, rapeseed cake (RSC) was chosen as the biochar
feedstock. As China is the second in the world in terms of the rape-
seed cultivation area (Lomascolo et al., 2012), RSC is a readily avail-
able biowaste. Meanwhile, Cu(II) was selected as the target metal
element because it is a common contaminant in agricultural soils
of China (MEP and MLR, 2014) and high toxicity to soil microbial
community and plant flora (Tu et al., 2018). Pyrolysis temperature
(300, 500, and 700 �C) was evaluated for its effects on the compo-
sition and Cu(II) binding performance of biochar-derived DOM.
Fourier transform infrared (FTIR) spectroscopy, C K-edge NEXAFS,
and EEM-PARAFAC were employed to characterize biochar DOM
from varying pyrolysis temperatures. Fluorescence quenching
experiment combined with 2D-COS and PARAFAC analyses was
used to quantitatively evaluate the Cu(II) binding affinities and
capacities of DOM components. The obtained results would help
understand the mechanisms of DOM-Cu interactions in soil and
assess the risk from biochar application for immobilizing Cu in soil
environment.
2. Materials and methods

2.1. Extraction and pretreatment of biochar-derived DOM

Raw rapeseed cake was obtained from a vegetable oil process-
ing plant in Nanjing, Jiangsu Province, China. After oven-drying
at 80 �C for 48 h, the RSC pieces were ground and mixed uniformly.
The powdered feedstock was pyrolyzed under purified N2 purging,
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with a heating rate of 5 �C/min in a tube furnace. After the temper-
ature reached 300, 500, or 700 �C the pyrolysis continued for 6 h
before cooling to room temperature, resulting in a biochar yield
of 36.4%, 31.5%, and 28.7%, respectively.

The produced biochars were ground and sieved to <0.25 mm
(60 mesh). This size fraction was chosen to represent small biochar
particles that showed a greater potential for DOM releasing once
applied to soil (Liu et al., 2019). The DOM was obtained by shaking
the suspension of biochar with Milli-Q water at a ratio of 1:100 m/
v on an oscillator for 48 h at 25 �C and then vacuum-filtering
through 0.45 µm polytetrafluoroethylene membranes. The DOM
samples obtained were labeled RSC300, RSC500, and RSC700,
where the suffix number indicated the pyrolysis temperature.
DOM samples were stored in a brown glass bottle at 4 �C and ana-
lyzed within one week for pH by using a pH meter (Mettler Toledo,
Switzerland), alkali and alkaline earth metal concentrations by a
PerkinElmer ELAN DRC II ICP-MS (PerkinElmer, USA), dissolved
organic carbon (DOC) by a Shimadzu TOC-VCPH TOC analyzer (Shi-
madzu, Japan), and fluorescence as detailed in section 2.4. A sub-
sample of each was freeze-dried for FTIR and C K-edge NEXAFS
measurement.
2.2. FTIR and C K-edge NEXAFS analyses of biochar-derived DOM

Samples for FTIR measurement were prepared by homoge-
neously mixing freeze-dried DOM with KBr (IR grade) at a ratio
of 1:100 (m/m) to press into KBr wafers. FTIR spectra, as shown
in the supplementary information (SI, Fig. S1), were recorded using
a FT/IR-4100 spectrophotometer (Jasco, Japan) between 400 and
4000 cm�1 at a resolution of 4 cm�1.

The C K-edge NEXAFS measurement was conducted at the soft
X-ray spectromicroscopy beamline (BL08U1A) of the Shanghai
Synchrotron Radiation Facility, China. The preparation of speci-
mens was described elsewhere (Wei et al., 2019b). Briefly, a
freeze-dried DOM sample was dispersed uniformly with Milli-Q
water and deposited onto a gold-sprayed silicon wafer to form thin
films. Each air-dried film was measured for C K-edge NEXAFS data
at total electron yield mode from 280 to 310 eV with an increment
of 0.1 eV. For the semi-quantitative assessment of C species abun-
dance in biochar DOM, the NEXAFS spectra were deconvoluted by
the PeakFit v4.12 software (SeaSolve) according to the method of
Wei et al. (2019b). Peak energy ranges and assignments for carbon
functional group are summarized in SI Table S1.
2.3. Cu(II) titration experiment

Copper stock solutions (0.1 and 1.0 mol/L) were prepared using
Cu(NO3)2 (Aladdin, Shanghai, China). DOM solutions were diluted,
for eliminating the fluorescence inner-filter effect, to give DOC con-
centrations of 12.3, 5.7, and 4.6 mg/L for RSC300, RSC500, and
RSC700, respectively. Meanwhile, the inherent alkali and alkaline
earth metal concentrations were diluted so that they would have
no interference with the fluorescence spectroscopy. Quenching
titrations were conducted by adding Cu stock solutions to 25 mL
of the DOM solutions in 40 mL brown vials. The Cu(II) concentra-
tions in the final solutions ranged from 0 to 60 lmol/L (i.e., 0, 4,
6, 12.5, 20, 30, 40, and 60 lmol/L). This concentration range was
set to mimic Cu concentrations in natural conditions. A higher Cu
concentration might lead to DOM aggregation (Wei et al., 2015).
Each treatment was carried out in triplicate. The initial pH of
RSC300, RSC500, and RSC700 were 7.14, 8.33, and 7.99, respec-
tively. To maintain constant pH and prevent Cu precipitation, all
titrated solutions were adjusted to pH = 6.00 ± 0.05 using HNO3

or NaOH (0.1 and 1.0 mol/L). All titrated solutions were then sha-
ken at 25 �C for 24 h to ensure complexation equilibrium.
2.4. Fluorescence analysis

The fluorescence EEMs of biochar DOM samples and Milli-Q
water blank were measured using an Aqualog spectrometer (HOR-
IBA, Japan) at 3D mode, with an excitation wavelength (Ex) range
set from 200 to 450 nm (5 nm intervals) and an emission wave-
length (Em) range set from 245 to 825 nm (1 nm intervals). Raman
scatter and Rayleigh scattering effects were removed by Aqualog
software package. Subsequently, the EEMs were normalized by
the integrated area of the blank water Raman peak (Ex = 350 nm)
and presented in Raman units (R.U.) (Lawaetz and Stedmon,
2009). Representative EEM spectra of the DOM from RSC biochar
are shown in the SI, Fig. S2.

PARAFACmodeling was applied to identify the fluorescent com-
ponents of the biochar DOM, conducted in MATLAB R2014a (Math-
Works) with the DOMFluor toolbox (www.models.life.ku.dk) (Zhou
et al., 2017). The PARAFAC was computed using 2–7 components
models for the biochar DOM dataset, which contained a total of
72 EEMs from the titration experiment. The optimal components
number for the biochar DOM dataset was determined through split
half analysis, residual analysis, and visual inspection. Fig. S3 in SI
exhibits the EEM spectral loadings of PARAFAC components mod-
eled with the halves of the dataset and on the whole dataset of
RSC biochar DOM.

Furthermore, fluorescence spectroscopy coupling with 2D-COS
analysis was employed to obtain the sequential orders of Cu bind-
ing with the biochar DOM compositions. Two types of the maps,
synchronous and asynchronous 2D-COS maps, were generated
using the region of a constant Ex = 255 nm with Em ranging from
282 to 655 nm in the EEM matrixes for RSC biochar DOM with
Cu addition. The changes in the selected region of fluorescence
spectra for the Cu titration DOM samples are presented in SI
Fig. S4. The 2D-COS analysis was performed according to the
method of Noda and Ozaki (2004), using the MIDAS 2010 toolbox
released by the University of Saskatchewan, Canada (Zhou et al.,
2017). Besides, the modified Ryan-Weber model was used to deter-
mine the Cu(II) binding capacity and affinity of different compo-
nents of the biochar DOM. More detailed information about the
model can be found in SI.
2.5. Statistical analysis

Results were reported as averages of the triplicate analyses. Sig-
nificant differences were analyzed using one-way ANOVA with
Duncan’s multiple range test at p < 0.05 using the SPSS 19.0 soft-
ware package (IBM, USA).
3. Results and discussion

3.1. DOM content in biochars as affected by pyrolysis temperature and
feedstock

With a rise in pyrolysis temperature, DOM released from RSC
biochars quickly decreased from 2.73 ± 0.19 g C/kg in RSC300 to
0.19 ± 0.001 in RSC500 and 0.13 ± 0.02 g C/kg in RSC700 (Table 1).
This trend was also observed for biochars produced from other
lignocellulose-rich feedstocks, such as Jerusalem artichoke stalks
(Wei et al., 2019a), rice straws (Xiao et al., 2014), and wetland
plant litters (Wu et al., 2019). DOM content in biochar was primar-
ily affected by pyrolysis temperature and feedstock. During the
biomass pyrolysis, some condensable volatiles (e.g., bio-oil-like
substances) could be captured by porous biochar, and later
released as DOM (Cole et al., 2012). With an increase in pyrolysis
temperature, the condensable volatiles could be further cracked
or re-polymerized into biochar structure via secondary reactions

http://www.models.life.ku.dk


Table 1
Concentrations of dissolved organic carbon (DOC), water-extractable alkali and
alkaline earth metals in RSC biochars.

Unit RSC300 RSC500 RSC700

Organic carbon contents
DOC mg/g 2.73 ± 0.19a 0.19 ± 0.001b 0.13 ± 0.02b

Total solute mg/g 25.8 ± 1.4a 15.8 ± 2.0b 12.2 ± 1.4b

DOC in total solute % 10.6 1.2 1.1

Mineral metal contents
Na mg/kg 90 ± 2a 68 ± 4b 53 ± 2c

K mg/kg 380 ± 10a 302 ± 2b 219 ± 1c

Ca mg/kg 2189 ± 80a 287 ± 11b 270 ± 12b

Mg mg/kg 103 ± 1a 50 ± 3b 40 ± 1c

Data are presented as the average value ± standard deviation. Different super-
scripted letters indicate significant differences among DOM from biochars produced
at different temperatures.

4 J. Wei et al. / Science of the Total Environment 701 (2020) 134919
such as aromatization and condensation (Sullivan and Ball, 2012;
Liu et al., 2019), thus resulting in a lower DOM content of the bio-
char produced at higher pyrolysis temperature.

On the other hand, DOM in biochar consisted of some original
components (such as lipids) in the feedstock, which could also
affect the content of biochar DOM. Being produced under the same
pyrolysis conditions, biochar made from Jerusalem artichoke stalks
(JAS) (Wei et al., 2019a) had much higher DOM contents than those
of RSC biochars. For example, the 300 �C JAS biochar had the DOM
content up to 23.00 g C/kg. JAS was rich in Ca, and it is known to
inhibit the decomposition of cellulose by increasing thermal stabil-
ity, thereby promoting char formation (Thyrel et al., 2016) and
resulting in high yields of JAS biochar (from 45.2% to 30.2%) and
a large amount of DOM (Wei et al., 2019a). In contrast, Na and K
in feedstock may act as catalysts in the pyrolysis of lignocelluloses
(Kleen and Gellerstedt, 1995), producing a much lower DOM con-
tent in RSC biochars. Thus, it could be expected that the RSC bio-
chars would have a low DOM leaching risk if applied to soils.

RSC300 biochar released more alkali and alkaline earth metals
than RSC500 and RSC700 (Table 1). This decrease in the concentra-
tion of water-extractable metals with rising pyrolysis temperature
was in agreement with Kloss et al. (2012). It might be attributed to
the formation of insoluble minerals (e.g., calcite, maghemite)
together with some clay minerals such as anorthite and muscovite
at high temperatures (Xu et al., 2016). Our investigations indicate
that RSC biochars, especially those prepared at high temperatures
(�500 �C), can release limited amounts of dissolved organic carbon
and metallic species into water under natural conditions.
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Fig. 1. Carbon K-edge NEXAFS spectra of DOM from RSC biochars produced at 300 (a), 50
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3.2. Carbon speciation of biochar DOM

To better understand the pyrolysis temperature-induced
changes in molecular compositions of biochar DOM, C K-edge NEX-
AFS and FTIR were combined to identify the carbon speciation of
biochar DOM. Functional groups that are common to bulk biochars
and natural DOM, including hydroxyl, carboxyl, phenyl, ether,
amine, and alkyl (Abdulla et al., 2010; Wei et al., 2019b), have also
been identified in DOM from biochars, suggesting that the nature
of the carbon-containing moieties may be similar. The FTIR spectra
of RSC biochar DOM exhibited the COO� bands (asymmetric
stretching at 1590–1635 cm�1, symmetric stretching around
1400 cm�1) and heat-resistant aliphatic CHx bands (2980–
2850 cm�1), regardless of charring temperature (SI Fig. S1). As
pyrolysis temperature increased, the broad bands assigned to
hydrogen-bonded OAH stretching (3600–3200 cm�1) weakened,
mainly resulting from dehydroxylation. In the spectra of RSC500
and RSC700, the absorbances of aromatic CAH stretching (870–
690 cm�1) were significantly higher than those in the spectrum
of RSC300.

Carbon K-edge NEXAFS spectra of each RSC biochar DOM are
displayed in Fig. 1. For the semiquantitative comparison of C spe-
cies present in the biochar DOM, the relative proportions of the pri-
mary C species were derived by spectra fitting of the corresponding
peaks (Table 2). Combining our previous characterization of JAS
biochar DOM, we confirmed that biochar DOM had similarity in
organic C speciation with the bulk biochars (Singh et al., 2014;
Wei et al., 2019a,b) and soil organic substances (Luo et al., 2017;
Schafer et al., 2005), but varied in abundances of C species. The rel-
ative proportions of C species in the biochar DOM were greatly
influenced by charring temperature. As illustrated in Fig. 1, the
peaks of carboxyl-C (1s-p* transitions of carboxyl C@O) and
aliphatic-C (1s-3p/r* transition of aliphatic CAH) decreased with
rising pyrolysis temperature, so were their proportions (Table 2).
It has been found that 500 �C was a crucial temperature for the for-
mation or decomposition of carboxyl groups. At temperature
�500 �C, carboxyl groups were formed by hydroxyls oxidation,
while at temperature >500 �C, they mainly decomposed via dehy-
drogenation and dihydroxylation (Harvey et al., 2012). Here, the
concomitant increase of ketonic-C and carbonyl-C (1s-p* transition
of ketonic C@O and carbonyl C@O) at �500 �C provided indirect
evidence for carboxyl-C decomposition. Similarly, the peaks of
quinonic-C and aromatic-C became more appreciable at 500 and
700 �C. Calculated as the ratio of total aromatic-C to carboxyl-C,
the aromaticity of the biochar DOM, therefore, increased from
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Table 2
Aromaticity and organic C species proportions (%) of biochar DOM identified by C K-
edge NEXAFS spectra.

RSC300 RSC500 RSC700

Aromaticity* 2.59 3.39 3.42

C species (eV)
Quinonic-C (283.5–284.3) 17.0 18.6 16.9
Aromatic-C (284.8–285.3) 12.5 13.3 13.4
Ketonic-C (285.7–286.2) 14.7 17.2 17.3
Phenolic-C (286.6–287.1) 15.8 15.9 15.6
Aliphatic-C (287.5–287.9) 16.2 13.2 9.8
Carboxyl-C (288.2–288.6) 11.3 9.4 8.9
O-alkyl-C (288.8–289.5) 8.3 7.4 12.4
Carbonyl-C (290.0–290.5) 4.2 5.0 5.7

* Aromaticity = total aromatic-C/carboxyl-C; and total aromatic-C = quinonic-C
+ aromatic-C.
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Fig. 2. The EEM contours of four PARAFAC components identified from RSC biochar
DOM. C1, C2, and C3 refer to three humic-like components, and C4 refers to the
protein-like component, respectively.
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2.59 to 3.42 with rising pyrolysis temperature. This phenomenon
was in line with an increase in the aromaticity of bulk biochar as
the pyrolysis temperature raised (Awad et al., 2018; Wei et al.,
2019b). Several studies have demonstrated that some quinonic
and phenolic moieties in biochar DOM, regardless of charring tem-
peratures, could function as electron shuttles (i.e., donate or accept
electrons), thus regulating the biogeochemical redox reaction of
heavy metals and nutrient elements in soil (Chen et al., 2018;
Dong et al., 2014). Moreover, considering the decreased proportion
of aliphatic-C, the DOM from high-temperature biochars was
expected to have higher chemical recalcitrance than those from
low-temperature biochars (Kleber et al., 2011).

3.3. PARAFAC components of biochar DOM

Four fluorescent components were identified in DOM from RCS
biochars by PARAFAC analysis. Based on previous PARAFAC analy-
sis of biochar DOM (Li et al., 2017; Uchimiya et al., 2013; Wei et al.,
2019a) and natural DOM samples (Hu et al., 2017; Ishii and Boyer,
2012), we have assigned the components to three humic-like sub-
stances (C1, C2, and C3) and a protein-like (C4) substance. As
shown in Fig. 2, C1 showed two Ex peaks: one below 230 nm and
the other at 370 nm, corresponding to a single Em peak at
440 nm. These features are similar to those of typical terrestrial
humic-like fluorophores (Wei et al., 2015; Zhou et al., 2017). C2
displayed a major Ex peak at 325 nm with a single Em peak at
380 nm. The Ex/Em peaks of this component were similar to those
of a biologically degraded humic-like component (Fellman et al.,
2010; Uchimiya et al., 2013). C3 had a single Ex peak below
230 nm with a broad Ex peak centered between 425 and 475 nm,
similar to humic-like components associated with high aromaticity
(Fellman et al., 2010; Hu et al., 2017). C4 had a distinct Exmax at
280 nm and Emmax at 320 nm, mainly due to tyrosine-like sub-
stance (Zhou et al., 2017). This aromatic protein-like fraction was
usually detected in DOM from biochars derived from lignin-rich
feedstocks (Uchimiya et al., 2013).

As shown in Fig. 3a, the fluorescence intensities (R. U. unit per
mg/L TOC) of humic C1 and C2 components declined as the char-
ring temperature increases, indicating that C1 and C2 components
were consumed during the pyrolysis process. Conversely, the
humic C3 component exhibited a substantial increase in fluores-
cence intensity when the charring temperature was raised from
300 to 500 �C, and it became the predominant component at
�500 �C (Fig. 3b). This trend is consistent with the work by
Uchimiya et al. (2013), where a similar humic-like component of
pecan shell-derived biochar DOC increased with charring temper-
ature. A longer emission wavelength indicates more condensed,
conjugated, and aromatic structures (Lichtman and Conchello,
2005). Combined FTIR and C NEXAFS results indicate that the C3
component is the major contributor to the aromaticity of DOM
from high-temperature biochars. Indeed, the high level of C3 at
high temperatures may largely be attributed to the chemical dehy-
droxylation, decarboxylation, and aromatization of biomass feed-
stock during the charring process. Finally, the fluorescence
intensities of protein-like C4 dropped sharply from 300 to 500 �C,
and further decreased slightly from 500 to 700 �C. These
thermal-resistant protein-like substances were thought to come
from the decomposition of lignin over a wide temperature range
of 160–900 �C (Uchimiya et al., 2013; Yang et al., 2007).

The fluorescent feature of individual biochar DOM components
strongly influences its photodegradation potential, and further its
environmental behavior. Specifically, the primary and secondary
fluorescent Ex/Em peaks of the humic-like C1 indicate that this
component can absorb UVA and UVC light. Giving that UVC light
is entirely absorbed by the ozone layer in the atmosphere, and
the UV light that passes through the atmosphere remains about
94% UVA with UVB making up the rest (Diffey, 2002), the C1 is
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Fig. 3. The corresponding fluorescence intensities (a) and relative abundances (b) of
four PARAFAC-derived components. C1, C2, and C3 refer to three humic-like
components, and C4 refers to the protein-like component, respectively.
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expected to be susceptible to UVA-induced photodegradation. By
analogy, the humic-like C2 is likely to be photodegradable by
UVA, although not as much as the C1 component because the Ex
peak is partly blue-shifted to the UVB region (Ishii and Boyer,
2012; Qi et al., 2018). The humic-like C3 has a single Ex/Em peak
and absorbs lights primarily in the UVC region. Recent work has
found a similar component in surface water DOM undergone only
a slight extent of photodegradation under solar irradiation (Wu
et al., 2018). By analogy, C3 is expected to be relatively photo resis-
tant in the terrestrial environment. Regarding the photodegrada-
tion behavior of protein-like component in natural DOM,
conflicting findings were observed. Qi et al. (2018) reported that
solar irradiation could increase the fluorescence intensity of
protein-like DOM in coastal groundwater due to the photochemical
synthesis process, whereas Wu et al. (2018) concluded that the
aromatic proteins were easily photodegraded. Further studies are
required to clarify the intricate photochemical features of biochar
DOM and the potential environmental impacts.

Together with the relative abundance of the four components in
biochar DOM (Fig. 3), the DOM from low-temperature biochar
would be prone to photodegradation because of the high propor-
tion of photodegradable C1 and C2. On the other hand, the DOM
from biochar obtained at high pyrolysis temperature would be less
susceptible to photodegradation, as indicated by the increased
abundance of C3 with rising pyrolysis temperature. In combination
with the results from C K-edge NEXAFS spectra, the temperature-
dependent DOM compositions suggest that DOM from high-
temperature biochar is more environmentally recalcitrant.
3.4. Binding features of biochar DOM with Cu(II)

The step addition of Cu(II) led to a gradual decrease in total flu-
orescent absorbance. Specifically, these decreased trends in the
selected region of a constant Ex = 255 nm with Em ranging from
282 to 655 nm in the EEM matrixes are presented in SI Fig. S4. A
similar phenomenon was also observed in the interaction between
Cu and DOM from freshwater (Hu et al., 2017). The quenching
effect was attributed to the donation of electrons from DOM com-
positions to Cu2+ (Lakowicz, 2006).

As shown in Fig. 4a–c, regardless of the DOM from biochars pro-
duced at different temperatures, all the synchronous maps dis-
played one positive autopeak (435 nm) along the diagonal line,
indicating that the fluorescent intensities of all apparent composi-
tions of biochar DOM decreased with increasing Cu concentration.
Moreover, the extent of fluorescence reduction at Em wavelength
435 nm (i.e. humic-like C3) was most prominent. The RSC300
asynchronous map (Fig. 4d) exhibited two positive regions (350–
380, 440–470; 405–425, 440–470), and three negative regions
(290–320, 360–520), (375–400, 405–425), and (440–460, 490–
510) above the diagonal line. Similarly, two positive regions
(320–350, 440–470) and (405–425, 440–470), and two negative
regions (285–310, 400–490) and (365–390, 410–435), which
somewhat shifted from those identified from the RSC300 asyn-
chronous map, were also observed in the RSC500 and RSC700 asyn-
chronous maps. It is noticed that in Fig. 4e and f, the regions
regarding of humic-like C1, C2, and protein-like C4, such as
+(320–350, 440–470) and �(290–320, 360–520), remarkably
weakened. This could be attributed to the sharp decreases in absor-
bances of these three components with the increasing tempera-
ture. Therefore, according to the sequential order rules (Noda and
Ozaki, 2004), it could be concluded from the 2D-COS results that
the Cu binding to the biochar DOM occurred in the order of
humic-like C3 (Ex/Em: �230/425 nm) > humic-like C2 (Ex/Em:
�325/380 nm) > humic-like C1 (Ex/Em: �370/440 nm) > protein-
like C4 (Ex/Em: �280/320 nm). Similarly, Baken et al. (2011) and
Chen et al. (2015) indicated that humic-like substances had a faster
response than protein-like substances because of the higher aro-
maticity of the former.

Fig. 5 explicitly shows the effects of Cu(II) titration on the fluo-
rescence absorbance of PARAFAC components (C1–C4) in biochar
DOM. Here, Cu titration resulted in fluorescence quenching for all
four components, and their quenching curves had similar trends
to those of the fluorescent component identified in DOM from
JAS biochar (Wei et al., 2019a). Of note, however, the amount of
Cu-induced fluorescence quenching varied among the different
components and among DOM from different biochars. These
results reflected that the complexation characteristics between
Cu(II) and each component of biochar DOM depended on the char-
ring temperature and the precursor of the biochar.

As listed in Table 3, the binding capacities (CL) of four compo-
nents followed the sequence of C3 > C2 > C1 > C4, which were con-
sistent with the 2D-COS results. Generally, humic-like component
had a larger binding capacity of Cu than the protein-lick compo-
nent. These results illuminated that humic-like substances in bio-
char DOM played the dominant role in binding heavy metals.
Carboxyl and phenolic groups in DOM usually serve as complexing
sites for metal cations. According to the Henderson-Hasselbalch
equation, the ionization constant (pKa) is 3.0 for carboxyl groups
and 10.0 for phenolic groups (Meng et al., 2017), implying that
the carboxyl groups would be almost entirely ionized under the
experimental conditions (pH = 6.00 ± 0.05), whereas phenolic
groups would be little ionized. Thus, carboxyl groups would play
the dominant role in Cu complexation. The NEXAFS results proved
the reduction in carboxyl content of biochar DOM, which indicated
a decrease in available complexing ligands. The complexation
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Fig. 4. Synchronous and asynchronous 2D correlation maps for RSC biochar DOM with Cu(II) addition.

Table 3
Binding parameters of parallel factor analysis derived components with Cu(II) as determined by modified Ryan and Weber Model.

Biochar released DOM PARAFAC components log KM CL (lmol L�1) R2

RSC300 C1 5.28 6.60 0.922
C2 5.28 8.09 0.942
C3 5.11 17.7 0.975
C4 4.94 5.51 0.959

RSC500 C1 5.51 4.91 0.948
C2 5.56 5.69 0.943
C3 5.14 17.5 0.962
C4 Not modeled *

RSC700 C1 Not modeled
C2 Not modeled
C3 5.40 2.18 0.846
C4 Not modeled

* The quenching curve fitting was not performed because the detected fluorescence intensities of these components were too low and the fitting failed.
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modeling results further confirmed that the CL values of the four
components of biochar DOM all decreased with the increasing
pyrolysis temperature (Table 3). A similar trend was also found
in our previous study of Cu complexion with JAS biochar DOM
(Wei et al., 2019a). However, unlike the JAS biochar DOM having
the carboxyl C contents of 13.4–25.2% and CL values of 9.87–
93.2 lmol L�1, here the RSC biochar DOM only contained 8.9–
11.3% carboxyl C, and lower CL values of 2.18–17.7 lmol L�1.
Therefore, it could be expected that the RSC biochar DOM has a
much lower potential for binding and then facilitating heavy metal
transport than JAS biochar DOM.

The binding affinity (log KM) values for C1–C4 ranged from 4.94
to 5.65 (Table 3), which were close to those found for anthro-
pogenic biochar DOM (4.38–6.06) (Wei et al., 2019a), and natural
soil (5.15–5.94), sediment (4.77–5.39) and freshwater DOM
(4.37–5.44) (Hu et al., 2017; Wei et al., 2015; Xu et al., 2013).
Specifically, the log KM values for three humic-like components
slightly increased with rising pyrolysis temperature, further indi-
cating that changes occurred in DOM components during the
pyrolysis process. Besides carboxyl and phenolic groups, aromatic
structures have been proven to be involved in cation-p interaction,
especially for the transition metal, and thus they also function as
binding sites (Wei et al., 2019b). As the total aromatic-C species,
including quinonic C@O and aromatic C@C, accounts for 29.5%�
31.9% of the total C (Table 2), the Cu-p interaction is expected to
occur in DOM from biochars, particularly high-temperature ones.
This could be partially responsible for the increased log KM values.
It is also noticed that for the three humic-like components, both
the log KM values of C1 and C2 were higher than that of C3, while
the CL values of C1 and C2 were remarkably lower than that of C3.
The opposite trends for the log KM and CL values could be due to
the formation of multidentate complexes (Plaza et al., 2006), which
needs further study.
3.5. Environmental implications

As summarized in Fig. 6, both the content and composition of
biochar-derived DOM are dependent on pyrolysis temperature.
Fast
Bi

RSC300
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Cu(II)

Cu(II)

Cu(II)

C3

DOM Component 
Fig. 6. Copper binding performance of DOM from biochars produced at different pyroly
humic-like C1, humic-like C2, humic-like C3, and protein-like C4. The size of the pie repr
horizontal arrow represents the sequence of Cu binding affinity by different DOM comp
produced at different temperatures.
With a rising temperature from 300 to 700 �C, the total amount
of biochar released DOM decreased, and DOM was progressively
transformed into a more stable form, comprising primarily of
humic-like substance with high aromaticity. The Cu binding
sequence was humic-like C3 > humic-like C2 > humic-like C1 > -
protein-like C4 at all temperatures, which suggests that the
humic-like substances exhibited higher Cu binding affinities than
the protein-like substance. Moreover, with the rising temperature,
the Cu binding capacity also decreased significantly. All of these
results strongly indicated that biochar produced at a lower temper-
ature has a higher risk of Cu mobilization, and it is highly recom-
mended to testify Cu binding characteristics of DOM before
biochar use in the environment. Besides, this study also indicates
that fluorescence quenching, together with PARAFAC and 2D-COS
analysis, is a useful tool for a quick assessment of the potential
co-migration risk of heavy metals with biochar DOM.

On the other hand, speciation is crucial to bioavailability and
toxicity of heavy metals in soil ecosystems. Cu bioavailability could
be reduced by DOM of large molecular weight (e.g., humic sub-
stances), but enhanced by DOM of small molecular weight (e.g.,
protein substances) (Philipps et al., 2018; Shi et al., 2017; Wang
et al., 2010). If RSC biochar, particularly RSC500 and RSC700, is
applied to Cu-contaminated soil, a relatively small amount of
DOM would be released from the biochar. Meanwhile, based on
the low binding capacity of the biochar DOM, Cu in soil could be
primarily immobilized by the bulk biochar rather than being mobi-
lized by its DOM. Further, the high humic-like fraction of biochar
DOMwould bind Cu in water and reduce its aquatic bioavailability.
As a result, the environmental risk from RSC biochar DOM would
be low. Cautions, however, should be taken for biochars that can
release a large amount of DOM with high content of protein sub-
stance and good heavy metal binding capacity. Removal of its
DOM before biochar use would be required.
4. Conclusions

With the increase of charring temperature, the aromaticity of
biochar DOM increased, whereas the proportion of metal complex-
C1

nding sequence

Low

High

B
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C2 C4

sis temperatures. Different colors of the pie represent different DOM components:
esents the total amount of DOM derived from biochar at different temperatures. The
onents, and the vertical arrow represents the Cu binding capacity by biochar DOM
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ing sites (e.g., carboxyl and phenolic groups) decreased. The bio-
char DOM, regardless of pyrolysis temperature, was mostly com-
posed of three types of humic-like components, and a small
amount of a protein-like component. In reaction with Cu(II), the
humic-like components responded faster than the protein-like
component and showed a higher binding capacity and affinity. As
pyrolysis temperature increased, both the total DOM content and
its humic-like components remarkably decreased, resulting in a
substantial reduction in Cu-binding capacity. The temperature-
dependent molecular characteristics of biochar DOC, as well as
its Cu binding properties, can be used to predict the behavior of
DOM in biochar-amended systems and to help the selection of
suitable biochars for specific environmental applications.
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