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Abstract 
The accumulation of refractory organic carbon (C), such as highly-humified humic substances, in soil can 
be of benefit in terms of global warming and soil fertility. To produce organic materials that are similar to 
refractory humic acids (HAs), wood obtained from a giant dogwood (GDW) a broadleaf tree and maize 
stalks were pulverized and pyrolyzed at various conditions (225–450oC for 1 or 2 h), and then oxidized 
with ruthenium tertoxide (RuO4), nitric acid (HNO3), or hydrogen peroxide (H2O2). For both plant materials, 
the maximum yield of dark colored HA-like substances (599 and 539 mg g–1 on a C basis), corresponding 
to Type A HAs, was obtained by pyrolysis at 400C for 1 h (GDW400/1 and Maize400/1) followed by 
HNO3 oxidation. An X-ray diffraction 11 band profile analysis showed that the sizes of the C layer planes 
(two-dimensional hexagonal lattices in a graphite-like structure) in GDW400/1 and Maize400/1 were 
distributed from 0.48 to 1.68 nm, equivalent to condensed polyaromatic nuclei containing 4–37 rings. 
Although the HNO3 oxidation decreased C layer plane content, the mean C layer plane size was increased 
from 0.83–1.05 nm to 1.06–1.37 nm. The C layer plane contents in the GDW400/1 or Maize400/1 samples 
that had been oxidized with HNO3 were similar to those in the corresponding HA fractions. The mean size 
of the C layer planes in the HA fraction (1.04 nm for both samples) was smaller than that for a sample of 
Maize400/1 oxidized with HNO3 (1.37 nm), but larger than the reported values for soil HAs, suggesting 
their recalcitrance in soil. The yield and quality of the HA-like substances produced by HNO3 oxidation did 
not differ with the plant type used, when a sufficiently high temperature (400oC) was used for the charring. 

 

 
Introduction 
 

Char is produced by the incomplete combustion of 
vegetation or fossil fuels and is ubiquitous in all 
atmospheric, aquatic, and terrestrial environments 
(Kuhlbusch, 1998; Masiello and Druffel, 2003; 
Schmidt and Noack, 2000). In the case of soil, char C 
has been estimated to account for <1–45% of the 
total carbon (C) (Schmidt et al., 1999; Skjemstad et 
al., 2002; Shindo et al., 2004), although those values 
are largely based on the indirect determination of 
black carbon in the sample. Charred C also accounts 
for up to 35% of the C in humic acids (HAs), which 
are dark-colored amorphous soil organic matter that 
is soluble in an alkali and insoluble in acid, in 
Andosols (Shindo et al., 2004). Soil char C is mainly 

produced as the result of fires (Bird and Cali, 1998; 
Dai et al., 2005), and artificial char, so-called biochar, 
which is applied to agricultural fields with the intent 
to improve soil fertility (Glaser et al., 2002) or the 
sequestration of C in soil to mitigate the increasing 
rate of atmospheric C (Lehmann, 2007) represents 
another source. 

Oxidation, which occurs during the weathering of 
char, results in the formation of carboxyl groups on 
the edges of condensed aromatic nuclei (Cheng et al., 
2008). An increase in carboxyl group content and 
fragmentation may encourage the interaction of char 
with soil particles, e.g., through the formation of 
coordinate bonding with a polyvalent cation 
functioning as a bridge. Humic acids can also be 
produced during these processes (Cohen-Ofri et al., 
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2006). Because of the slow rate of oxidation of 
whole char under ambient conditions (Nguyen et al., 
2009), a chemical treatment with nitric acid (HNO3) 
or hydrogen peroxide (H2O2) has been applied in 
model experiments, in attempts to simulate the 
conversion of char to HAs (Haumaier and Zech, 
1995; Trompowsky et al., 2005). For this purpose, 
RuO4, a milder oxidant that causes the degradation of 
polynuclear aromatic compounds into aromatic acids 
(Blanc and Albrecht, 1991), represents an alternate 
potential reagent. 

Since the structural properties of soil HAs vary 
depending on the soil type, land use, and soil age 
(Kawasaki et al., 2008; Watanabe and Takada, 2006), 
they are frequently grouped into 4 types, for the sake 
of convenience, based on the degree of dark color 
(degree of humification; Kumada, 1987). Type A 
HAs have the greatest degree of humification, 
carboxyl group content (Tsutsuki and Kuwatsuka, 
1978), and aromaticity (Kawasaki et al., 2008) as 
well as condensed aromatic structure content (Ikeya 
et al., 2007, 2011), and, of the 4 types of HAs, is 
generally considered to be the most recalcitrant in 
soil (Kumada, 1987). It was previously reported that 
char isolated from buried Andosols contain a large 
amount of Type A HAs (Nishimura et al., 2006). 
Thus, the oxidation of char with the intent of 
increasing Type A HA-like substances prior to its 
application to agricultural soils is considered to be an 
effective strategy for dual purposes of enhancing C 
sequestration and improving soil fertility. 

Sultana et al. (2011) produced char from Japanese 
cedar (JC; Cryptomeria japonica) wood, the major 
coniferous tree planted in Japan, under various 
pyrolysis conditions and then oxidized the product 
with RuO4, HNO3, or H2O2 to produce a larger 
amount of darker colored HA-like substances. Type 
A HA-like substances were obtained only when the 
pyrolyzed residues of JC wood had been oxidized 
with HNO3. A higher pyrolysis temperature (400oC) 
was more effective than lower temperatures (275 and 
300oC) in producing these products with regard to 
yield and degree of humification. The contents of 
aromatic C, carboxyl C, and condensed aromatic 
structures in the HA-like substances produced by 
HNO3 oxidation tended to be larger than those in the 
corresponding fraction obtained after H2O2 oxidation. 
Potential sources of biochar applicable to soil include 
timber, crop residues, food wastes, etc. (Ryu et al., 
2007), and the composition and structure can 

generally vary with the plant types such as 
coniferous trees, broadleaf trees, and grass species. 
The purpose of the present study was to evaluate the 
effect of pyrolysis and oxidation on the yield and 
chemical structure of oxidized chars and their HA 
fraction from source materials other than JC a 
coniferous tree (softwood). For this purpose, various 
heating conditions and three different oxidants, 
namely, RuO4, HNO3, and H2O2, were applied to 
samples obtained from giant dogwood (GDW; Swida 
macrophylla) a general broadleaf tree (hardwood) 
and maize (Zea mays) stalks, as a representative 
annual crop residue. 

 
Materials and Methods 

 
Pyrolysis of plant materials 

A GDW log with the bark removed and maize 
stalks were used in the study. The total C and N 
contents in the GDW sample were 462 and 1.5 g kg–1, 
respectively, and the values for the maize sample 
were 406 and 17.7 g kg-1, respectively. A 500 mg 
pulverized sample was spread evenly to a thickness 
of 5 mm in a porcelain crucible (45×36 mm), which 
was then covered with a lid to prevent direct access 
to O2. The samples were pyrolyzed in triplicate in a 
muffle furnace under the following conditions: 225, 
250, 275, 300, 350, 400, and 450°C for 1 h and 225, 
250 and 275°C for 2 h. The pyrolyzed residues were 
weighed and the total C and N contents were 
determined using a NC analyzer (Sumigraph, 
NC-800, Shimadzu, Kyoto, Japan). IR spectra were 
also collected by the KBr method (FT/IR-7000S, 
JASCO, Tokyo, Japan). The ratio of sample to KBr 
was fixed at 1:150. 

 
Oxidation of pyrolyzed plant materials with RuO4, 
HNO3, and H2O2 

GDW samples that were pyrolyzed at 275C for 2 
h (GDW275/2), 300C for 1 h (GDW300/1), and 
400C for 1 h (GDW400/1), and maize samples that 
were pyrolyzed at 225C for 2 h (Maize225/2), 
275C for 2 h (Maize275/2), and 400C for 1 h 
(Maize400/1) were used in the following 
experiments. These samples were oxidized using 
three methods generally following the same manners 
as reported by Sultana et al. (2011). In the case of 
RuO4 oxidation, 50 mg of char and 500 mg of 
sodium periodate (NaIO4; a co-oxidant) were 
suspended in a mixture consisting of 6.7 mL 
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chloroform, 6.7 mL acetonitrile, and 10 mL water, 
and 3.3–6.7 mg of RuCl3 n-hydrate was then added. 
The suspension was stirred at 25°C for 16 h and 
dried at 40°C using a rotary evaporator. The duration 
of the reaction and the amount of NaIO4 applied were 
determined based on the yield of HA-like substances 
and their degree of humification in preparative 
experiments using pyrolyzed maize samples (data not 
shown). The residue was suspended in water, 
dialyzed using a seamless cellulose tubing (Visking 
tubing, Viskase, Darien, USA) against distilled water, 
and freeze-dried.  

In the case of HNO3 oxidation, a 300 mg sample 
was suspended in 15 mL of 2.6 M HNO3 in a 100-mL 
glass vial (20.5 cm × 25 mmφ), and the tightly 
capped vial was maintained at 104°C for 4 h in an oil 
bath. The residue was collected on a glass fiber filter 
(GB-140, ADVANTEC, Tokyo), repeatedly washed 
with distilled water, and dried.  

In the case of H2O2 oxidation, a 300 mg sample 
was suspended in 2.5 M H2O2 (15 mL), gently 
shaken by hand, covered with aluminum foil, and 
placed in an incubator at 30C. The suspension was 
agitated by hand after 1 week, and the residue was 
collected after 2 weeks in the same manner as used in 
the HNO3 treatment. 

 
Preparation of HA-like substances from pyrolyzed 
plant materials and determination of the degree of 
humification 

Pyrolyzed residues of plant materials or those 
oxidized subsequent to the pyrolysis were placed in a 
centrifuge tube, and 0.1 M NaOH was added at a rate 
of 10 mL mg–1. After purging the air from inside the 
tube, including that in the suspension, with a stream 
of N2, the tube was capped tightly and shaken for 24 
h at 25°C. The extract was collected by 
centrifugation (20,000×g for 15 min), and the HA 
fraction, after acidification to pH 1 and allowing it to 
stand overnight, was recovered as precipitate. The 
HA fraction was redissolved in 0.1 M NaOH, and the 
absorbance at 400 and 600 nm was measured 
immediately (UV-2400, Shimadzu). Another aliquot 
was diluted 6 fold with 0.066 M KH2PO4 (pH <6), 
and the C concentration was determined using a 
dissolved C analyzer (TOC-VCPH, Shimadzu) after 
bubbling with N2 to remove CO2. Two variables that 
have been used for evaluating the degree of 
humification of soil HAs, log(A400/A600), the ratio of 
absorbance at 400 nm to that at 600 nm in the 

logarithmic scale, and A600/C, absorbance at 600 nm 
per mg C mL–1, were obtained (Ikeya and Watanabe, 
2003). A smaller log(A400/A600) and/or a larger A600/C 
indicate a higher degree of humification. Powdered 
samples of HA-like substances were obtained from 
GDW400/1 and Maize400/1 after oxidation with 
HNO3 by re-precipitating, dialyzing against distilled 
water using Visking tubing, and freeze-drying. 

 
Measurement of X-ray diffraction profile 

GDW400/1, Maize400/1, and the oxidized 
residues of GDW400/1 and Maize400/1 after the 
HNO3 treatment as well as their HA fractions were 
examined. Since the XRD profile of Maize400/1 
included several sharp peaks probably derived from 
metal oxides, which interfered with the analysis, the 
sample was washed with 1 M HCl by gently shaking 
at room temperature overnight before the 
measurement. A 24.2-mg sample was placed in a 
silicon holder (Overseas X-Ray Service, Saitama, 
Japan), and the XRD profile was measured using an 
X-ray diffractometer, XRD6100 (Shimadzu), under 
the following conditions: target, cupper Kα; 
wavelength, 0.154 nm; tube voltage/current, 40 
kV/30 mA; scan mode, step scanning at 0.1o; and 
scan range, 2θ = 5–100° (counting time, 6 s) and 
60–100° (counting time, 12 s). The 11 band profile 
was corrected for the absorption factor of C atom 
(Fujimoto and Shiraishi, 2004) and analyzed using a 
Carbon Analyzer DiHiGa Series 2007 (Ryoka 
System, Tokyo). A mixture of two series of C layer 
plane models starting from benzene/coronene and 
pyrene was adopted to calculate their theoretical 
scattering intensities (Fujimoto, 2003). The 
composition of the C layer planes on a weight basis 
was obtained by fitting the theoretical XRD profile to 
the observed value. The total amount of C layer 
planes in arbitrary units (A.U.) per mg of sample was 
evaluated from the theoretically calculated 11 band 
profile (base-line method) and expressed as relative 
values when the 11 band area of the GDW400/1 was 
regarded as 100 A.U. mg–1. Experimental error was 
less than 6 A.U. mg–1. 

 
Results 

 
Pyrolysis of plant materials 

Figure 1 provides information on the amount and 
C and N contents of the GDW and maize residues 
after pyrolysis under various conditions, except for 
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the GDW that was heated at 225oC for 1 or 2 h which 
did not show blackish color. The amount of residue 
decreased with increasing temperature and increasing 
duration of pyrolysis, from 735 to 227 
mg g–1 for GDW and from 645 to 290 
mg g–1 for maize. The C and N 
contents in the pyrolyzed GDW 
residues ranged between 525–740 mg 
g–1 and 0.5–2.2 mg g–1, respectively. 
The C content of the GDW sample 
increased gradually with increasing 
temperature up to 450oC. The N 
content also increased up to a 
treatment temperature of 400oC and 
then decreased. The C and N contents 
in the pyrolyzed residues of maize 
ranged between 490–540 and 20–29 
mg g–1, respectively. Different from 
GDW, the C and N contents in maize 
tended to increase with increasing 
temperature up to 350oC and 275oC, 
respectively, and then decreased. As 
such, the C content was larger in the 
GDW samples than in maize when the 
pyrolysis conditions were same and 
the difference was larger at a higher 
temperature. 

Figure 2 shows IR spectra of the 
raw and pyrolyzed materials of GDW. 
The spectral features of GDW250/1 
were similar to that for the raw 
material, suggesting that the structure 
of the organic constituents were 
altered less. In the IR spectrum of 
GDW275/2, the absorption due to 

polysaccharides at around 1050 cm–1 (alcoholic C–O) 
was nearly absent, while the absorptions at 1620 
(conjugated C=C/C=O), 1720 (carboxyl C=O), and 

 

 

 

 

 

 

 

 

 

 
 

Figure 1. Amount and C and N contents of giant dogwood (a) or maize (b) residues after pyrolysis at various heating conditions. 
Bars, amount of residue; closed circles, C content; open circles, N content. Vertical lines indicate standard deviations 
(n = 3). 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 2. IR spectra of raw material and pyrolyzed residues derived from giant 
dogwood. 
* Pyrolysis temperature (oC)/duration (h). 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 
Figure 3. IR spectra of raw material and pyrolyzed residues of maize. 

* Pyrolysis temperature (oC)/duration (h). 
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around 3100 (aromatic C–H)  cm–1 were increased. 
The spectrum of GDW300/1 was similar to that of 
GDW275/2, and, for samples treated at higher 
temperatures, the sharp peaks at 1113, 1457, and 
1510 cm–1 disappeared and the absorption at 1720 
cm–1 was decreased. 

The IR spectra of the maize samples (Fig. 3) 
showed that polysaccharide components were lost in 
the Maize225/2 sample, as indicated by the smaller 
absorptions at 1000–1100 cm–1 and those at around 
3400 cm–1 (O–H) compared with the raw material 
and Maize225/1 (data not shown). On the contrary, 
the absorptions corresponding to aromatic structures 
at 1620 and around 3100 cm–1 increased with 
increasing pyrolysis temperature. The absorption at 
1720 cm–1 increased at lower heating temperatures 
and then decreased in proceeding from Maize275/2 
toward Maize400/1.  

In a previous study (Sultana et al., 2011), three JC 
samples pyrolyzed at 275oC for 2 h, at 300oC for 1 h, 
and at 400oC for 1 h were used for the subsequent 
chemical oxidation, based on the yield and IR spectra 
of the pyrolyzed residues. In the present study, three 
GDW samples produced by the same pyrolysis 
conditions as the JC samples were examined. For the 
maize samples, Maize225/2 was selected as well as 
Maize275/2 and Maize400/1 because the yield was 
larger (567 mg g–1) and the IR spectra indicated that 
a significant structural difference from the raw 
material existed, which was not found for the woody 
samples. 

 
Oxidation of pyrolyzed plant materials 

The recovery (percent residue) of the pyrolyzed 
plant materials after three oxidation treatments on a 
weight basis is presented in Table 1. 
H2O2 oxidation was the mildest, and 
92–96% and 63–78% were recovered 
from the GDW and maize samples, 
respectively. The recovery after RuO4 
oxidation, 80–94% for the GDW 
samples and 30–73% for the maize 
samples, did not differ significantly 
from that for the H2O2 oxidation of 
the samples, except for Maize225/2 
(30%), while the recovery after HNO3 
oxidation varied substantially among 
the samples, 11–92%. GDW400/1 
was the most resistant to HNO3 
oxidation, followed by Maize400/1. 

The recoveries for GDW400/1 and Maize400/1 after 
HNO3 oxidation, 92% and 71%, were similar to those 
after oxidation with RuO4 or H2O2. 

The yields of HA-like substances from the 
pyrolyzed materials with and without subsequent 
chemical oxidation are compared in Fig. 4, taking the 
mass loss during the oxidation treatment into 
consideration (on a pyrolyzed material basis). 
Oxidation with RuO4 resulted in no positive effect on 
the yield of HA-like substances, except for 
Maize275/2. The use of HNO3 as an oxidant resulted 
in a dramatic increase in the yield of HA-like 
substances from Maize400/1 (599 mg C g–1 C) and 
GDW400/1 (539 mg C g–1 C). In the H2O2 treatment, 
the maximum yield of HA-like substances from the 
maize and GDW samples was found for Maize275/2 
and GDW275/2 (598 and 652 mg C g-1 C), 
respectively. It is clear that the pyrolysis conditions 
for producing the largest yield of HA-like substances 
differed for HNO3 and H2O2 as oxidants. 

Figure 5 shows the log(A400/A600)–A600/C diagram 
of the HA-like substances. The yield of HA-like 
substances from the unoxidized GDW400/1 was too 
small to permit the degree of humification to be 

Table 1 Recovery of the pyrolyzed giant dogwood (GDW) and 
maize samples after chemical oxidation. 

Sample 
RuO4 
oxidation (%)

HNO3 
oxidation (%) 

H2O2 
oxidation (%) 

GDW275/2 81 a 12 c 94 a 
GDW300/1 80 a 25 b 92 a 
GDW400/1 94 a 92 a 96 a 
Maize225/2 30 c 11 d 63 b 
Maize275/2 73 ab 16 d 64 ab 
Maize400/1 72 ab 71 ab 78 a 

Values followed by different character differ at P <0.01 within 
the same source material. 

 

 

 

 

 

 

 

 

 

 

 

Figure 4. Yield of HA-like substances from pyrolyzed residues of giant dogwood (a) 
and maize (b) with or without subsequent chemical oxidation. 
Vertical lines indicate standard deviation (n = 3). 
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determined. The highest degree of humification was 
obtained for the HNO3 oxidation of GDW400/1 (Fig. 
5a). The HA-like substances in the HNO3-oxidized 
GDW400/1 and those in the unoxidized GDW275/2 
were classified as Type A in the Kumada 
classification (Kumada, 1987; Ikeya and Watanabe, 
2003), and those in the H2O2-oxidized GDW400/1 
were intermediate Types A and P, since they appeared 
on the border in the plot diagram. 

The degree of humification of the HA-like 
substances in the unoxidized maize samples was 
higher in the order Maize400/1, Maize275/2, and 

Maize225/2 (Fig. 5b). A similar 
trend was also observed after 
oxidation with the three reagents. 
The HA-like substances in five 
maize samples, four from 
Maize400/1 and one from 
Maize275/2, can be classified as 
Type A, and those in the 
Maize400/1 that had been oxidized 
with HNO3 or RuO4 showed the 
highest degree of humification.  

The results obtained indicate 
that the combination of pyrolysis 
at 400oC for 1 h and oxidation with 
HNO3 resulted in the largest yield 
of refractory HAs from both GDW 
and maize. 

 
Size distribution of C layer planes in the pyrolyzed 
and oxidized plant materials and their humic acid 
fractions 

Figure 6 shows the XRD profiles of GDW400/1, 
GDW400/1 oxidized with HNO3, and HA-like 
substances in the HNO3-oxidized GDW400/1. The 
same series of XRD profiles for Maize400/1 are 
shown in Fig. 7. The XRD profiles were similar 
among the samples and showed three peaks or 
shoulders at 2θ = 24° or 25° (002 band), around 40° 
(10 band), and around 80° (11 band). The 
theoretically calculated 11 bands are superimposed 

 

 

 

 

 

 

 

 

 

 

 
Figure 5. log(A400/A600)–A600/C diagram of HA-like substances obtained from giant 

dogwood (a) and maize (b) after pyrolysis (circles) and the subsequent 
oxidation with RuO4 (triangles), HNO3 (diamonds), or H2O2 (squares). 
White symbols, Maize225/2 and GDW275/2; gray symbols, Maize275/2 and 
GDW300/1; black symbols, Maize400/1 and GDW400/1. Vertical and 
horizontal lines indicate standard deviation (n = 3). 

 

 

 

 

 

 

 

 

 

 

 

 
Figure 6. X-ray diffraction profiles of GDW400/1 (a), 

GDW400/1 oxidized with HNO3 (b), and 
HA-like substances in GDW400/1 oxidized with 
HNO3 (c). 
Vertical scales in the profiles between θ = 60 and 
100o (right ones) were expanded (×6). Gray lines 
indicate theoretical profiles. 

 

 

 

 

 

 

 

 

 

 

 

 
Figure 7. X-ray diffraction profiles of Maize400/1 (a), 

Maize400/1 oxidized with HNO3 (b), and 
HA-like substances in Maize400/1 oxidized 
with HNO3 (c). 
Vertical scales in the profiles between θ = 60 
and 100o (right ones) were expanded (×6). Gray 
lines indicate theoretical profiles. 
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on the observed 11 bands. The results of an 11 band 
profile analysis are presented in Table 2. The relative 
content of C layer planes based on the 11 band area 
was the largest in the case of the GDW400/1 sample, 
followed by Maize400/1. When the C layer plane 
content in GDW400/1 is regarded as 100 A.U. mg-1, 
the content in the Maize400/1 sample that was 
washed with 1 M HCl was 81 A.U. mg-1. 

The size of the C layer planes (Table 2) in 
GDW400/1 and Maize400/1 was distributed from 
0.48 nm, corresponding to pyrene, to 1.68 nm, 
corresponding to a condensed aromatic structure 
consisting of 37 rings, with mean values of 0.83 and 
1.05 nm, respectively. While the HNO3 oxidation 
reduced the C layer plane content in GDW400/1 and 
Maize400/1 to 44 and 50 A.U. mg-1, respectively, the 
mean C layer plane size was increased to 1.06–1.37 
nm. The relative content and mean size of C layer 
planes in the HA-like substances obtained from the 
HNO3-oxidized GDW400/1, 39 A.U. mg-1 and 1.04 
nm, were similar to those for the HNO3-oxidized 
GDW400/1. The values for the HA-like substances in 
the HNO3-oxidized Maize400/1 were 48 A.U. mg-1 
and 1.04 nm, respectively. 

 
Discussion 

 
The amounts and IR spectra of the pyrolyzed 

residues indicated that the charring and combustion 
of maize proceeded at lower temperatures than those 
for GDW (Figs. 1–3). However, the Maize225/2 and 
Maize275/2 samples were sensitive to oxidation with 
HNO3 and RuO4 (Table 1), and the degree of 
humification of their HA fractions were decreased by 
chemical oxidation (Fig. 5b). Before oxidation, the 
GDW275/2 and Maize275/2 samples contained a 
small amount (70–73 mg g-1 on C basis) of HA-like 

substances that were classified as Type A, which may 
be related to the increased intensities of absorptions 
due to carboxyl C=O and aromatic C=C and C–H in 
the IR spectra. Although the H2O2 oxidation left 
63–64% of the initial weight both for Maize225/2 
and Maize275/2 with increasing the yield of HA-like 
substances (Fig. 4b), their degree of humification 
was decreased (Fig. 5b). Similar results were also 
observed for GDW275/2. Thus, partial charring at 
temperatures less than 300oC followed by chemical 
oxidation was not effective in terms of producing 
materials containing a larger amount of recalcitrant 
HA-like substances, even though the mass loss of 
plant materials was smaller. 

The pyrolysis of GDW at 275oC for 2 h and that at 
300oC for 1 h resulted in similar amounts of residue 
(Fig. 1a), and the IR spectra of the GDW275/2 and 
GDW300/1 samples (Fig. 2) were also similar. 
However, the recovery (Table 1) and the content (Fig. 
4a) and degree of humification (Fig. 5a) of the HA 
fraction after oxidation with HNO3 or H2O2 were 
different. A similar trend was also observed for JC 
(Sultana et al., 2011). The degree of humification of 
the HA-like substances in the GDW300/1 that had 
been oxidized with HNO3 or H2O2 was larger than 
that in the corresponding GDW275/2 samples, 
respectively. However, both the yield and degree of 
humification of the HA-like substances after HNO3 
or H2O2 oxidation from GDW300/1 were smaller 
than those from GDW400/1. 

GDW400/1 and Maize400/1 were nearly free of 
HA-like substances (Fig. 4), as evidenced by the 
decrease in the absorption due to carboxyl C=O in 
the IR spectra (Figs. 2 and 3). Although the HA-like 
substances in the Maize400/1 that had been oxidized 
with RuO4 were classified as Type A (Fig. 5), the 
yield was quite small. Lastly, the RuO4 treatment did 

 
Table 2 Relative content and size distribution of C layer planes in GDW400/1 and Maize400/1 before and after HNO3 oxidation and 

HA-like substances (HA fr.) in the GDW400/1 and Maize400/1 oxidized with HNO3. 

Sample 

Relative C layer 

plane content 

(A.U. mg-1) 

Mean size of C 

layer planes 

(nm) 

Weight proportion of each size (nm) of C layer plane (%) 

0.48 0.72 0.96 1.20 1.44 1.68 1.92 2.16 

(4)* (7) (14) (19) (30) (37) (52) (61) 

GDW400/1 100 0.83 30 28 18 14 7 3 0 0 

GDW400/1 oxidized with HNO3 44 1.06 13 20 20 20 14 10 3 0 

HA fr. in GDW400/1 oxidized with HNO3 39 1.04 11 19 25 24 13 8 0  0 

Maize400/1 81 1.05 15 21 18 17 15 14 0 0 

Maize400/1 oxidized with HNO3 50 1.37 0 6 20 24 19 16 9 5 

HA fr. in Maize400/1 oxidized with HNO3 48 1.04 0 18 25 14 11 8 0 0 

*Number of benzene rings in condensed aromatic structure models corresponding to respective sizes of C layer plane. 
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not greatly increase the amount of HA-like 
substances produced in any of the samples. The 
recovery after the RuO4 oxidation was similar to 
those reported for coal, 74–87% (Stock and Wang, 
1986). The formation of carboxyl groups and/or 
fragmentation into smaller molecules may have been 
insufficient to produce a residue that is soluble in an 
alkaline solution. Oxidation with HNO3 and H2O2 
resulted in the degradation of a large portion of 
GDW400/1 and/or Maize400/1 into HA-like 
substances. Although the yield of HA-like substances 
from the oxidized GDW400/1 was similar between 
the HNO3 and H2O2 treatments, the HA-like 
substances produced during the H2O2 treatment were 
classified as Type P close to Type A. The HA-like 
substances produced in the H2O2-oxidized 
Maize400/1 are classified as Type A, but their yield 
was one-fourth that from the HNO3-oxidized 
Maize400/1. As such, the HNO3 treatment was the 
most effective oxidant for the degradation of plant 
materials, including a coniferous (JC; Sultana et al., 
2011) and broadleaf (GDW) tree species as well as a 
grass species (maize), pyrolyzed at charring 
temperature (400oC) into recalcitrant HA-like 
substances. These procedures yielded 144 and 194 
mg of C of HA-like substances that can be classified 
as Type A from 1 g of a raw GDW and maize sample, 
respectively. 

At higher heating temperatures the C content in 
the pyrolyzed residues was larger in the case of 
GDW than in maize, while the decrease in the 
amount of residue tended to be greater for GDW (Fig. 
1), subsequently the proportion of C remaining at 
400oC was similar between GDW and maize, i.e., 
41–42% of the initial value. According to Nguyen et 
al. (2010), the C layers in a biochar produced from 
maize at 350oC were short and randomly arranged, 
compared with those produced from wood shavings 
of oak (Quercus ssp.) that were treated at the same 
temperature, as evidenced by transmission electron 
microscopy.  However, the XRD 11 band profile 
analysis in the present study suggests that the 
development of condensed aromatic structures in the 
charred maize was comparable to that in the charred 
GDW (Table 2).  

During the HNO3 oxidation of GDW400/1 and 
Maize400/1, 38–56% of the C layer planes 
disappeared (Table 2). However, the mean C layer 
size was larger after HNO3 oxidation, indicating that 
the smaller C layer planes were preferentially 

degraded. For example, the pyrene sized (0.48 nm) C 
layer planes decreased to 0–20% of the initial 
amount. On the contrary, the sum of the amount of 
>1.44 nm C layer planes, corresponding to 
condensed aromatic structures consisting of >30 
rings, taking the mass loss during chemical oxidation 
into consideration, was almost same before and after 
the HNO3 treatment, namely, 10 versus 12 A.U. mg-1 
for GDW400/1 and 24 versus 25 A.U. mg-1 for 
Maize400/1. The detection of larger C layer planes in 
the 11 band profile analysis of the HNO3-oxidized 
samples, which were not observed in the unoxidized 
sample, might be the result of the improved 
resolution of peaks derived from the larger C layer 
planes due to a large and uneven loss of peaks 
derived from smaller C layer planes.  Since the 
range and mean size of the C layer planes in the 
charred plant materials separated from three deep 
layer soils were 0.96–1.92 nm and 1.26–1.37 nm, 
respectively (Sultana et al., 2010), it is possible that 
pyrolysis products having smaller C layer planes may 
undergo degradation in soil faster than those having 
larger C layer planes.  

The mean size of the C layer planes in the HA-like 
substances from the HNO3-oxidized Maize400/1 
(1.04 nm) was similar to that in the corresponding 
fraction from the HNO3-oxidized GDW400/1. Those 
values, however, were smaller than the mean size of 
the C layer planes in the whole sample of 
HNO3-oxidized Maize400/1 (Table 2), which may be 
limited by the solubility of the HA-like substances in 
water at a high pH. According to Ikeya et al. (2011), 
the range and mean size of C layer planes in soil HAs 
with a higher degree of humification (Type A) were 
0.48–1.68 and 0.82–0.96 nm, respectively. Thus, the 
condensed aromatic components in the HA-like 
substances in the GDW400/1 or Maize400/1 samples 
that had been oxidized with HNO3 would also be 
expected to be recalcitrant in soil. 

 
Conclusions 
 

The pyrolysis of GDW or maize at 400oC for 1 h, 
followed by HNO3 oxidation, resulted in the 
formation of a material that contained a large amount 
of Type A HA-like substances. In this context, 
pyrolysis at a lower temperature or oxidation 
treatments using H2O2 and RuO4 were much less 
effective, even if total C loss was smaller. Different 
plant types, i.e., woody or grass species, were similar 
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in that both gave the maximum yield and the 
development of C layer planes of HA-like 
substances. 

 
Acknowledgments 

This research was conducted under a cooperative 
research project between Nagoya University and the 
Center for Environmental Technologies. 
 
References 
 
Bird, M. I. and Calil, J. A. (1998) A million-year record of fire 

in sub-Saharan Africa. Nature 394, 767-769. 
Blanc, P. and Albrecht, P. (1991) Parameters of 

“Macromaturity” (PMM): novel rank and type related 
indices from chemical degradation of macromolecular 
network of coals. Org. Geochem. 17, 913-918. 

Cheng, C.-H., Lehmann, J., and Engelhard, M. H. (2008) 
Natural oxidation of black carbon in soils: Changes in 
molecular form and surface charge along a climosequence. 
Geochim. Cosmochim. Acta 72, 1598-1610. 

Cohen-Ofri, I., Weiner, L., Boaretto, E., Mintz, G., and Weiner, 
S. (2006) Modern and fossil charcoal: aspects of structures 
and diagenesis. J. Archaeol. Sci. 33, 428-439. 

Dai, X., Boutton, T. W., Glaser, B., Ansley, R. J., and Zech, W. 
(2005) Black carbon in a temperate mixed-grass savanna. 
Soil Biol. Biochem. 37, 1879-1881. 

Fujimoto, H. (2003) Theoretical X-ray scattering intensity of 
carbons with turbostratic stacking and AB stacking 
structures. Carbon 41, 1585-1592.  

Fujimoto, H. and Shiraishi, M. (2004) Theory for the analysis 
of layer-size distribution of carbonaceous materials (in 
Japanese with English summary). Tanso 213, 144-150.  

Glaser, B., Lehmann, J., and Zech, W. (2002) Ameliorating 
physical and chemical properties of highly weathered soils in 
the tropics with charcoal–a review. Biol. Fertil. Soils 35, 
219-230.  

Haumaier, L. and Zech, W. (1995) Black carbon–possible 
source of highly aromatic components of soil humic acids. 
Org. Geochem. 23, 191-196. 

Ikeya, K. and Watanabe, A. (2003) Direct expression of an 
index for the degree of humification of humic acids using 
organic carbon concentration. Soil Sci. Plant Nutr. 49, 47-53. 

Ikeya, K., Ishida, Y., Ohtani, H., Yamamoto, S., and Watanabe, 
A. (2007) Analysis of polynuclear aromatic and aliphatic 
components in soil humic acids using ruthenium tetroxide 
oxidation. Eur. J. Soil Sci. 58, 1050-1061.  

Ikeya, K., Hikage, T., Arai, S., and Watanabe, A. (2011) Size 
distribution of condensed aromatic rings in various soil 
humic acids. Org. Geochem. 42, 55-61. 

Kawasaki, S., Maie, N., Kitamura, S., and Watanabe, A. (2008) 
Effect of organic amendment on amount and chemical 
characteristics of humic acids in upland field soils. Eur. J. 
Soil Sci. 59, 1027-1037.  

Kuhlbusch, T. A. J. (1998) Black carbon and the carbon cycle. 
Science 280, 1903-1904. 

Kumada, K. (1987) In: Chemistry of Soil Organic Matter, 
Elsevier, Amsterdam. 

Lehmann, J. (2007) A handful of carbon. Nature 447, 143-144. 
Masiello, C. A. and Druffel, E. R. M. (2003) Organic and black 

carbon 13C and 14C through the Santa Monica Basin sediment 
oxic-anoxic transition. Geophys. Res. Lett. 30, 1185, 
doi:10.1029/2002GL015050. 

Nguyen, B. T., Lehmann, J., Kinyangi, J., Smernik, R., Riha, S. 
J., and Engelhard, M.H. (2009) Long-term black carbon 
dynamics in cultivated soil. Biogeochemistry 92, 163-176. 

Nguyen, B. T., Lehmann, J., Hockaday, W. C., Joseph, S., and 
Masiello, C. A. (2010) Temperature sensitivity of black 
carbon decomposition and oxidation. Environ. Sci. Technol. 
44, 3324-3331. 

Nishimura, S., Hirota, T., Hirahara, O., and Shindo, H. (2006) 
Contribution of charred and buried plant fragments to humic 
and fulvic acids in Japanese volcanic ash soils. Soil Sci. 
Plant Nutr. 52, 686-690. 

Ryu, C., Sharifi, V. N., and Swithenbank, J. (2007) Waste 
pyrolysis and generation of storable char. Int. J. Energy Res. 
31, 177-191.  

Schmidt, M. W. I., Skjemstad, J. O., Gehrt, E., and 
Kögel-Knabner, I. (1999) Charred organic carbon in German 
chernozemic soils. Eur. J. Soil Sci. 50, 351-365. 

Schmidt, M. W. I. and Noack, A. G. (2000) Black carbon in 
soils and sediments: Analysis, distribution, implications, and 
current challenges. Global Biogeochem. Cycles 14, 777-793. 

Shindo, H., Honna, T., Yamamoto, S., and Honma, H. (2004) 
Contribution of charred plant fragments to soil organic 
carbon in Japanese volcanic ash soils containing black humic 
acids. Org. Geochem. 35, 235-241. 

Skjemstad, J. O., Reicosky, D. C., Wilt, A. R., and McGowan, J. 
A. (2002) Charcoal carbon in U.S. agricultural soils. Soil Sci. 
Soc. Am. J. 66, 1249-1255.   

Stock, L. M. and Wang, S.-H. (1986) Ruthenium tetroxide 
catalysed oxidation of coals. The formation of aliphatic and 
benzene carboxylic acids. Fuel 65, 1552-1562. 

Sultana, N., Ikeya, K., Shindo, H., Nishimura, S., and 
Watanabe, A. (2010) Structural properties of plant charred 
materials in Andosols as revealed by X-ray diffraction 
profile analysis. Soil Sci. Plant Nutr. 56, 793-799 

Sultana, N., Ikeya, K., and Watanabe, A. (2011) Partial 
oxidation of char to enhance potential interaction with soil. 
Soil Sci. 176, 495-501. 

Trompowsky, P. M., Benites, V. M., Madari, B. E., Pimenta, A. 
S., Hockaday, W. C., and Hatcher, P. G. (2005) 
Characterization of humic substances obtained by chemical 
oxidation of eucalyptus charcoal. Org. Geochem. 36, 
1480-1489. 

Tsutsuki, K. and Kuwatsuka, S. (1978) Chemical studies on 
soil humic acids. II. Composition of oxygen-containing 
functional groups of humic acids. Soil Sci. Plant Nutr. 24, 
547-560. 

Watanabe, A. and Takada, H. (2006) Structural stability and 
natural 13C abundance of humic acids in buried volcanic ash 
soils. Soil Sci. Plant Nutr. 52, 145-152. 

 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


