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Nitrogen mineralization by maize from previously added legume residues
following addition of new legume residues using 15N labelling technique
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Abstract
Although organic matter is applied repeatedly over crop cycles, the relationship between quality of legume residues and N
release has been generally determined over single crop cycles (8 to10 weeks). To evaluate the N recovery by maize (Zea mays
L.) from legume residues over two planting cycles, freshly chopped (1 to 2 mm) and 15N labeled residues of Centrosema
pubescens Benth. and Calopogonium mucunoides Desv. were applied at the rate of 100 mg N·kg–1 soil in a glasshouse study.
After the harvest of the maize plants (8 weeks), soil in the pots was split into two halves, one of which recieved a further addition
of unlabelled legume residues (100 mg N·kg-1 soil), while the other did not. Recovery of N from the residues ranged from 12 to
44% , most of which was from the first application. Repeated addition of unlabelled N rich and low pholyphenol Centrosema
residues, led to a stimulation effect on the previously applied 15N labelled legume residues, whereas new addition of N poor,
high polyphenol legume residues led to a retardation effect. There was no compensation for initial N release from N poor, high
polyphenol legume residues at second application.
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Introduction
It is well known that N release from soil applied organic
matter depends on the physical and chemical
characteristics of the substrate – especially its N, lignin
and polyphenol contents, the environmental conditions,
and the community of decomposer organisms
(Handayanto et al., 1994; Heal et al., 1997; Kumar, 2008).
The relationship between chemical characteristics and
decomposition of crop residues has been mainly
determined using cumulative decomposition or N release
data over relatively short periods of time (8 to 10 weeks),
or over single crop cycles. Less attention has been paid
on the long-term N mineralization patterns. Yet, this may
be of practical interest as low quality organic matter (low
N, high pholyphenol contents) that decompose slowly
contribute to accumulation of soil organic matter. In most

low external input agriculture systems in Indonesia,
organic matter is applied before planting, and after harvest
also to benefit the subsequent crop. New organic matter
application, however, may alter the decomposition rates
of previously applied materials (Jenkinson, 1981).
Ehaliotis et al. (1998) indicated that application of N rich
legume residues to soil that was previously applied with
15
N labelled maize residues having high C: N ratio
significantly increased the recovery of the maize residue
N during five subsequent plantings. This paper reports
results of a study on N mineralization of legume residues
of different quality over two planting sequences involving
maize (Zea mays L.) crop in Indonesia using the 15N
labelling method. Our objectives were to evaluate the
stimulatory or retardation effects, if any, of repeated
application of organic matter on N recovery from
previously applied legume residues. Such information
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is generally not available in the Indonesian context and,
if available, would enable the farmers to effectively
manage the N economy of the maize crop more
efficiently.

was determined by Kjeldahl method (Keeney and
Nelson, 1982). Nitrogen concentration and 15N
enrichment of the legume residues were determined
using a Micromass 622 (UK) mass spectrometer at the
National Nuclear Agency of Indonesia, Jakarta. Results
showed that chemical quality parameters of the four
legumes varied depending on N concentration supplied
during plant growth (Table 1). When N was added in
substantial amounts during the plant growth, legume
N content increased but the total polyphenol content
and protein-binding capacity of polyphenols decreased.

Materials and Methods
Production of 15N labelled legume residues
15

N labelled Centrosema pubescens Benth. and
Calopogonium mucunoides Desv. residues were obtained
by growing the legumes in 30 cm diameter plastic pots
containing 6 kg of quartz sand in a glasshouse at the
Faculty of Agriculture, Brawijaya University, Malang,
Indonesia for three months (24 May 2005 to 27 August
2005). Each species was grown under two N
concentrations, i.e., 1.25 mM, and 10.0 mM N, supplied
as K15NO3 5% atom excess, in solution at the rate of
400 ml pot–1·day–1. Other nutrients (Ca, K, P, S, Mg,
Cl, Fe, Mn, Zn, B, Mo and Co) were also supplied in
solution (Handayanto et al., 1995) to ensure that they
would not be limiting. After three months, the
aboveground materials of the plants were pruned and
oven dried at 60oC for 72 h and analyzed for polyphenol, N, C, and protein binding capacity. Polyphenols
were extracted in hot 50% aqueous methanol and
determined colorimetrically using the Folin-Denis
method (Anderson and Ingram, 1992). Protein binding
capacity of polyphenol in the legume residue extract
was measured by a reaction with bovine serum albumin
(Dawra et al., 1988). Carbon was determined by the
Walkley and Black method, and the N concentration

Pot Culture Experiment 1
Freshly chopped (1 to 2 mm) legume residues
(Centrosema 1.25 mM N, Centrosema 10.0 mM N,
Calopogonium 1.25 mM N, and Calopogonium 10.0
mM N; Table 1) were incorporated into 2 kg of soil in a
20 cm diameter plastic pot at the rate of 100 mg N·kg–1
soil. The soil used for this study was air dried and ground
(< 2mm) top soil (0 to 15 cm) collected from the dry
land area of South Malang, East Java, Indonesia. It is a
Typic ustorthent and has the following characteristics:
pH (H20) 7.51; 1.7% organic C; 0.14% total Kjeldahl
N; 20 mg·kg–1 P (Bray II), 6.8 cmol(+)·kg–1 cation
exchange capacity; 0.4, 0.3, 2.9 and 1.1 cmol(+)·kg–1 of
Na+, K+, Ca2+ and Mg2+, respectively in ammonium
acetate (pH 7); and 74% sand, 20% silt and 14% clay.
The four treatments were randomized in a complete
block design with four replicates. All pots received
basal fertilizers consisting of 22 mg P kg–1 soil as
superphosphate, and 50 mg K kg–1 soil as KCl. Three

Table 1. Chemical composition of organic matters (legume residues) used for the study.
Legume residues

Centrosema-1.25 mM N
Centrosema-10.0 mM N
Calopogonium-1.25.mM N
Calopogonium-10.0 mM N
1

Composition
N
(%)

Polyphenol
(%)

C:N ratio

PBC1
(μg BSA·mg–1)

2.65
3.95
2.09
2.86

5.90
4.26
6.20
2.30

16.5
11.4
17.6
14.5

110
87
315
125

PBC = protein-binding capacity of polyphenols.
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pre-germinated seeds of maize (local variety) were
planted in each pot on 5 September 2005. Pots were
irrigated daily to keep the soil moisture content at the
approximate water holding capacity. At eight weeks,
maize plants were harvested, shoots and roots were
separated, and after oven-drying at 60oC for 72 h,
weighed and ground to pass through a 1 mm sieve. N
content and 15N enrichment of the harvested maize
shoots and roots were determined as described above.
The soil samples were extracted with 2 M KCl and
amounts of mineral N in the KCl soil extract were
determined using the Kjeldahl distillation method.
Recovery of legume residue N by maize was calculated
following the direct 15N recovery method,
Rmaize x Total maize N
x 100
% N recovery =
Rlegume residue x Legume residue N added

Results and Discussion
Recovery of legume residue N by maize
Cumulative recovery of 15N from legume residues by
the two maize crops ranged from 11.3% (Calopogonium
grown under 1.25mM N concentration) to 43.8%
(Centrosema grown under 10.0 mM N concentration)
(Fig.1). Most of the N recovery occurred during the
first crop cycle (9.9 to 35.3%), while its recovery during
the second planting cycle was only 0.3 to 5.1%.
Sisworo et al. (1990) also reported relatively small
amount of legume residue N recovery by crops for long
terms. There was also no evidence to show that slow
decomposing organic matter improved N mineralization
potential of soil organic matter in 16 weeks.

where R is atom % 15N excess
Pot Culture Experiment 2
Two kilograms of the soil originally used for each
treatment in the first experiment was air dried, and
subdivided into two halves and placed in separate pots
(10 cm diameter). One set of the pots was used to
evaluate the effects of addition of new legume residues
(unlabelled, supplied with 10 mM N KNO3 for three
months from 24 May 2005 to 27 August 2005) on N
mineralization of previously added legume residues.
The remaining pots were used to evaluate the residual
effects of the 15N-labelled legume residues previously
added to the soil on N uptake by maize. The pots (four
treatments with addition of new legume residues and
four treatments without its addition) were arranged in
a randomized complete block design and replicated four
times. The experimental procedures for the first and
second experiment were similar. Difference between
N recovery of treatments with or without addition of
new unlabelled legume residues at the second
experiment (% N recovery with addition of new legume
residues – % N recovery without addition of new
legume residues), reflects the stimulatory or retardation
effect on N recovery by the maize crop.

Figure 1. Percentage legume N recovered by maize during
two crop plantings. FP = first planting, 15N labelled legume
residue was added. SP+NR = second planting: new legume
residue was added after FP (8 weeks). SP-NR = no added
legume residues after FP. CP = Centrosema pubescens; CM
= Calopogonium mucunoides, grown under 1.25 mM N (1)
and 10.0 mM N (2) concentrations. Letters on bars are
comparison of total N recovery (LSD, á = 5%).

Although organic matter that released high amount of
N at first crop cycle also released high amount of N at
second planting, at the end of second planting, there
was no difference in N release pattern. For example,
Calopogonium (1.25 mM N) residue that decomposed
slowly during the first planting still released small
amount of N during the second crop (Fig. 2). It is
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probable that during 16 weeks of organic matter
decomposition, there would only be a small amount of
N released from low quality legume residues.

Figure 2. Effect of addition of new legume residues on 15N
release from previously added legume residues at second
planting. CP = Centrosema pubescens; CM = Calopogonium
mucunoides, grown under 1.25 mM N (1) and 10.0 mM N
(2) concentrations.

Stimulation and retardation of N mineralization
Addition of new unlabelled Centrosema during the
second cycle increased N uptake by maize and recovery
of Centrosema 15N previously added at first planting (Fig.
2). Ehaliotis et al. (1998) also showed a similar pattern,
that addition of N rich legume residues increased recovery
of residue N by maize. This positive interaction could
be interpreted as priming effect or added nitrogen
interactions. In general, priming effect may be stimulation
or retardation of decomposition and recovery of N
following addition of fresh organic matter. Vanlauwe et
al. (1994) reported a priming effect of 7 to 10% from
maize residue fractions due to the increase breakdown
of recalcitrant organic matter, which in turn, was
explained based on the increase activity of catabolic
enzymes from the newly added substrate.
In contrast to the positive interaction of Centrosema,
addition of new Calopogonium residue during the
second planting cycle decreased N recovery from
labelled Calopogonium by maize. This negative effect

of legume residue addition on the release of 15N from
previously added legume residues can be due to
complexation of protein with polyphenols from new
organic materials, or the increase of stabilization of 15N
organic matter into soil organic matter. Palm and
Sanchez (1991) have showed negative effect of
polyphenol on N released from organic matter and
analysis of protein binding capacity of polyphenol could
be used to characterize the amount of active polyphenol
that bind protein (Handayanto et al., 1994). Handayanto
et al. (1997) also reported binding of N from high
quality legume tree pruning by polyphenols in
treatments of direct mixing. Therefore, application of
polyphenol-rich legume residues resulted in a stronger
N binding that led to more N left in the soils and
relatively smaller amounts of N available for plant
uptake, at least in the short term.
Although this study indicated the occurrence of priming
effect, the maximum effect was only less than 5%
(positive or negative) from the initial added N that was
recovered after sixteen weeks. Handayanto et al.
(1997), however, showed when organic matters of
different quality were mixed, interaction of quality
would occur, especially during the first stage of
decomposition process. Ehaliotis et al. (1998) also
reported that the highest increase of recovery of N from
maize residues when N rich legume resides was added
along with maize residues, compared to when legume
residue was solely added at final planting.
Acknowledgements
This study was partially supported by the Directorate
General for Higher Education of the Ministry of
National Education of Indonesia. Glasshouse and
laboratory facilities provided by the Faculty of
Agriculture, Brawijaya University are gratefully
acknowledged. Many thanks to the reviewers for their
useful and inspiring comments.
References
Anderson, J.M. and Ingram, J.S. I. 1992. Tropical Soil
Biology and Fertility: A Handbook of Methods, 2nd

E. Handayanto and A. Sholihah

edition. CAB International. Wallingford, Oxon, UK.
191p.
Dawra, R.K, Makkar, H.S.P. and Singh, B. 1988. Protein
binding capacity of micro quantities of tannins. Anal.
Biochem., 170: 723–726.
Ehaliotis, C., Cadisch, G. and Giller, K.E. 1998. Substrate
amendments can alter the microbial dynamics and N
availability from maize to subsequent crops. Soil Biol.
Biochem., 30: 1281–1292.
Handayanto, E., Cadisch, G. and Giller, K.E. 1994. Nitrogen
release from prunings of legume hedgerow tree in
relation to quality of the prunings and incubation method.
Plant Soil, 160: 238–247.
Handayanto, E., Cadisch, G. and Giller, K.E. 1995.
Manipulation of quality and mineralization of tropical
legume tree prunings by varying nitrogen supply. Plant
Soil, 176: 149–160.
Handayanto, E., Giller, K.E. and Gadisch, G. 1997.
Regulating N release from legume tree prunings by
mixing prunings of different quality. Soil Biol. Biochem.,
29: 1417–1426.
Heal, O.W., Anderson, J.M. and Swift, M.J. 1997. Plant litter
quality and decomposition: An historical overview. In:
Driven by Nature: Plant Litter Quality and
Decomposition. Giller, K.E and Cadisch, G. (eds), CAB
International, Walingford, Oxon, UK. pp 3–32
Jenkinson, D.S. 1981. The fate of plant and animal residues

27

in soil. In: The Chemistry of Soil Properties. Grrenland,
D.J. and Hayes, M.H.B (eds), John Wiley and Sons,
Chichester. pp 505–561.
Keeney, D.R. and Nelson, D.W. 1982. Nitrogen inorganic
forms. In: Methods of Soil Analysis, Part 2, Chemical
and Microbiological Properties. Page, A.L., Miller, R.H.,
and Keeney, D.R. (eds), American Society of Agronomy
Inc., and Soil Science Society of America Inc., Madison,
Wisconsin, USA. pp 643–698.
Kumar, B.M. 2008. Litter dynamics in plantation and
agroforestry systems of the tropics – a review of
observations and methods. In: Ecological Basis of
Agroforestry. Batish, D.R., Kohli, R.K., Jose, S. and
Singh, H.P. (eds), CRC Press, Boca Raton, USA, pp181–
216.
Palm, C. A. and Sanchez, P. A. 1991. Nitrogen release from
the leaves of some tropical legumes as affected by their
lignin and polyphenolic contents. Soil Biol. Biochem.,
23: 83–88.
Sisworo, W.H., Mitrosuhardjo, M.M., Rasjid, H. and Myers,
R.J.K. 1990. The relative roles of N fixation, fertilizer,
crop residues and soil in supplying N in multiple cropping
systems in a humid, tropical upland cropping system.
Plant Soil, 121: 73–82.
Vanlauwe, B., Dendooven, I. and Merckx, R. 1994. Residue
fractionation and decomposition: The significance of the
active fraction. Plant Soil, 158: 263–274.

