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Mungbean

ALI, H.H.2*, TANVEER, A.2,  NADEEM, M.A.2, JAVAID, M.M.3, KASHIF, M.S.2, and
CHADHAR, A.R.2

ABSTRACT - Experiments were conducted to evaluate the allelopathic influence of Rhynchosia
capitata on germination and seedling growth of mungbean (Vigna radiate) along with identification
of the phytotoxic substances responsible for this activity. Water extracts of root, shoot, leaf,
fruit and whole plant were prepared by soaking them in water in a ratio of 1:20 (w/v) for 24 h.
All the extracts affected germination and seedling growth of mungbean, but higher inhibition
was seen with R. capitata leaf water extracts. A linear decrease in the germination characteristics
of mungbean was observed with the decrease in the concentration of leaf extract from 5% to
1%. The soil-incorporated residues (1-4% w/w) of R. capitata stimulated the growth of root
and hypocotyl at low concentrations, while it inhibited their growth at higher concentrations.
Rhynchosia capitata soil-incorporated residues (4% w/w) significantly reduced the seedling
vigour index of mungbean in addition to their significant effect on total germination.
A significant amount of water-soluble phenolic acids were found in R. capitata plant extracts.
The content of total phenolic acids was higher in the leaf extract compared to that of the
stem, fruit or root extracts. Two phenolic acids including vanillic acid and 4-(hydroxymethyl)
benzoic acid were found in R. capitata leaf extracts.

Keywords:  phytotoxic, phenolic, allelopathy, residues, concentration, water extracts.

RESUMO - Experimentos foram conduzidos para avaliar a influência alelopática de
Rhynchosia capitata na germinação e crescimento das mudas de mungbean (Vigna radiate)
juntamente com a identificacão das substâncias fitotóxicas responsáveis por esta atividade. Extratos
aquosos da raiz, caule, folha, fruto e planta inteira foram preparados a partir da imersão dos mesmos
em água numa razão de 1:20 (w/v) por 24 h. Todos os extratos afetaram a germinação e crescimento
das mudas de mungbean, porem a maior inibição se deu com os estratos aquosos foliares de
R. capitata. Uma diminuição linear nas características de germinação do mungbean foi observada
com a diminuição na concentração do extrato foliar de 5% para 1%. Os resíduos da R.capitata
incorporados pelo solo (1-4%) estimularam o crescimento da raiz e do hipocotil em baixas concentrações,

e também inibiram seu crescimento em maiores concentrações.Os resíduos de Rhyncosia capitata

incorporados ao solo (4% w/w) reduziram significativamente o índice de vigor das mudas, tendo

também um  efeito significativo sobre a germinação total. Uma quantidade significativa de ácidos
fenólicos solúveis na água foi encontrada nos extratos das plantas de R. capitata. O teor de
ácidos fenólicos totais foi mais alto nos extratos foliares do que nos extratos do caule, fruto, ou raiz.

Dois ácidos fenólicos, ácido vanílico e acido benzóico (4-hidroximetil), foram encontrados nos extratos
foliares de R. capitata.

Palavras-chaves:  fitotóxico, fenólico, alelopatia, resíduos, concentração, extratos aquosos.
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INTRODUCTION

Mountainous regions of the tropics are
generally found to support genus Rhyncosia of
the Fabaceae family. Rhynchosia capitata an
emerging annual summer weed, is indigenous
to Pakistan (Jahan et al., 1994), India (Dogra
et al., 2009), and Sri Lanka (ILDIS, 2010). It
has invaded the cultivated areas of Southern
Punjab of Pakistan and is rapidly becoming a
problematic weed of farming systems (Ali et al.,
2011). It is an annual twinning prostrate plant
with many branches spreading all around
the rootstock and rooting at every node.
Approximately 1-mo-old plant starts flowering
and the plant has two-seeded oval-shaped pods
(Sharma et al., 1978). Seeds usually require
scarification to germinate. Seed dormancy
plays a key role in the success of this species
by allowing the seeds to persist for long periods
in the soil thus escaping the effects of post-
emergence weed control measures. Its growing
season is from May to October with minimum
and maximum average temperatures of
29/21 ± 3 oC and 39/29 ± 3 oC, respectively,
and average rainfall of 650 mm (Ali et al., 2011).

Allelopathic interactions among weeds and
crops gained major attention of scientists
involved in allelopathic research (Todaria et al.,
2005; Singh et al., 2007). De Candolle (1932)
reported, for the first time, the injurious effects
of root exudates of Canada thistle (Cirsium
arvense) on the growth of neighbouring oat
plants. Later on, the allelopathic potential of
numerous weeds on the crops has been
reported (Steenhagen & Zimdahl, 1979; Singh
et al., 1989; Das & Das, 1996; Jabeen & Ahmed,
2009). A number of weeds and crop plants have
been reported to possess allelopathic potential
to affect the growth of other plant species (Rice,
1984). Many plants exhibit allelopathic activity
by releasing exudates from living tissues or
through decomposition of plant residues
which influence other plants in their vicinity
(Putnam & Tang, 1986; Basotra et al., 2005;
Singh et al., 2007; Nazir et al., 2007).

Weed species may interfere with the
growth of crop plants through allelopathic
mechanisms (Putnam & Tang, 1986). Most of
the weed species have inhibitory effects on
crops; yet, some weed species also exhibit
stimulatory effects on the seed germination,
growth and yield of crops (Narwal, 2004). The

weeds influence crop plants by releasing
allelochemicals from their seeds, decomposing
residues, leachates and exudates (Narwal,
2004). Allelopathy may also be one of the
several attributes which enable a plant to
establish itself in a new ecosystem through
invasion followed by succession (Callaway &
Aschehoug, 2000; Ridenour & Callaway, 2001).

Although many studies on the allelopathic
potential of other legume weeds have been
published (Kamo et al., 2003; Rashid et al.,
2010), the allelopathy of R. capitata has not
yet been evaluated. Rashid et al. (2010)
concluded that leaf and root leachates of kudzu
(Pueraria lobata) have strong allelopathic
potential which could impair growth of lettuce
(Lactuca sativa) and radish (Raphanus sativus)
seeds (root, shoot length and fresh weight).
Kohli et al. (2006) reported that Acacia species
affect crop growth by competing for various
environmental resources as their litter
interferes with the establishment and growth
of the adjoining crop plants; in addition,
numerous chemical substances, including
phenolic compounds, are released in their
litter (Seigler, 2003). Allelopathy may be an
important aspect in the establishment and
competitiveness of common legume weeds.

No research has yet been conducted on
the allelopathic effects of R. capitata. The main
objectives of this research were to study the
effects of root, stem, leaf, fruit and whole plant
water extracts and soil infested with R. capitata
on mungbean (Vigna radiate) germination
and seedling growth, and to determine
water soluble phenolics and total phenolics
responsible for the allelopathic activity.

MATERIALS AND METHODS

Collection of plants and Preparation of

water extracts of R. capitata

Rhynchosia capitata plants were collected
from a natural population around Layyah,
Southern Punjab, Pakistan (30o 57’ N, 70o 56’

E) in October 2010. The plants were dried at
room temperature (30 oC±4) for seven days.
Plant material was further dried in an oven
at 70 oC for 48 h. The dried pieces of the
R. capitata plant (roots, stems, leaves, fruits
and whole plant) were separated, weighed, and
immersed in tap water at a ratio of 1:20 (w/v)
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at room temperature for 24 h (Hussain &
Gadoon, 1981). The water extracts of the
different parts of R. capitata were obtained by
filtering through 10- and 60-mesh sieves. Our
preliminary trials suggest that R. capitata
leaves exhibit strong allelopathic affect.
Therefore, owing to greater inhibitory activity
of leaves, different concentrations (1- 4%) were
made by further diluting the leaf extract with
distilled water. After 24 hours, the solutions
were filtrated and centrifuged at 12.000 rpm,
and then the extracts were collected. These
extracts were individually bottled and
tagged. Mungbean seeds were used to test the
effect of R. capitata on their germination and
early seedling growth. The study was carried
out in the Laboratory of the Department
of Agronomy, University of Agriculture,
Faisalabad, Pakistan, in 2010 and 2011.

Lab bioassay

Effect of water extracts of R. capitata plant

parts on the germination of mungbean

In this experiment, mungbean seeds were
treated with root, stem, leaf, fruit and whole
plant extracts and distilled water as a control.
Twenty five seeds were placed on filter paper
in 9 cm petri dishes. Before sowing, mungbean
seeds were surface-sterilized with 1.5% (v/v)
sodium hypochlorite solution for 1 min and
washed (three times; 3 min/wash) in sterile
distilled water. In each petri dish, 10 mL of
extract or distilled water was added according
to the treatment. To avoid the drying out of
seeds throughout the incubation period, the
petri dishes were sealed with parafilm. The
temperature of the laboratory fluctuated
between 32.6 ± 3.7 oC during the day and
23.8 ± 3.2 during the night. During this period,
the petri dishes were observed daily and water
or plant extracts were added to each petri dish
as needed.

Soil bioassay

Effect of different concentrations of

R. capitata – infested soil on the mungbean

seedlings

The decomposition of other plants could
release phenolic compounds in the soil, which,

in turn, might interfere with the results; sites
with no R. capitata plants were chosen to
collect soil for this experiment. Field soil was
dried, crushed, mixed, and placed into 14 cm
diam plastic pots. The soil was a sandy loam
with 0.7% carbon and a pH of 7.1. The
dried R. capitata plants were crushed and
mixed with soil of these pots at the rate of 1,
2, 3 and 4% (w/w) per pot. After watering, these
pots were kept in a greenhouse for 10 days.
Then, 10 seeds of mungbean were sown in
each pot. Before sowing, mungbean seeds were
surface-sterilized with 1.5% (v/v) sodium
hypochlorite solution for 1 min and washed
(three times; 3 min/wash) in sterile distilled
water. The temperature of the laboratory
fluctuated between 31.6 ± 3.7 oC during the day
and 23.8 ± 3.2 during the night. After sowing,
an adequate water supply to field capacity was
ensured. After 21 days, the seedlings were
uprooted and washed with water. Seedling
fresh weight, length of roots and shoots were
measured. Roots and shoots were oven dried
at 65 oC for 72h until a constant weight was
obtained to measure dry weight of root, shoot
and seedlings.

Determination of total soluble phenolics

in R. capitata

Total soluble phenolics were determined
as described by Randhir & Shetty (2005) and
were expressed as gallic acid equivalents.

Detection of phytotoxins in water

R. capitata extracts

Due to their greater suppression potential,
water extracts of R.  capitata leaf were
chemically analyzed on a Shimadzu HPLC
system (Model SCL-10A, Tokyo, Japan) for
identification and quantification of their
suspected phytotoxins. The conditions of
separation are listed in Table 4.

The peaks were detected by a UV detector.
Standards of suspected phytotoxins (Aldrich,
St Louis, USA) were run similarly for
identification and quantification. Standards
of phenolics were prepared at different
concentrations. Vanillic acid and 4-(hydroxy-
methyl) benzoic acid were identified by their
retention time with authentic standards.
Concentration of each isolated compound was
determined by the following equation:



ALI, H.H. et al.

Planta Daninha, Viçosa-MG, v. 31, n. 3, p. 501-509, 2013

504

sta  theofion Concentrat
standard  theof Area

sample   theof Area
(ppm)ion Concentrat ×=

RESULTS AND DISCUSSION

Allelopathic effects of different plant parts
of R. capitata on germination percentage of
mungbean are shown in Figure 1.  The results
showed that water extracts of various plant
parts of R. capitata reduced the germination
percentage of mungbean seeds compared with
the distilled water (control). The minimum
germination (62%) was observed in leaf
extracts of R. capitata, while the maximum
germination was found in the control
treatment (97%). Moreover, water extracts of
the root, stem, leaf whole plant and fruit of
R. capitata significantly affected the time
taken to 50% germination (T

50
), mean

germination time (MGT) and Germination
Index (GI) of mungbean as compared to the
control treatment (Table 1). The mungbean
seeds took significantly more time to reach
T

50
 and complete germination with root, stem,

leaves, whole plant and fruit extracts of
R. capitata compared with those in the distilled
water. The seeds soaked in the root and fruit
extract took less time to reach T

50
 and for

mean germination than those soaked in the
stem, leaves and whole plant extracts of
R.  capitata. Maximum mean germination
time (5.31 days) was recorded in case of leaf
extract followed by whole plant extract
(4.65 days). The root, stem, leaves, whole plant

Statistical analysis

Each experiment was staged in a
completely randomized design (CRD) with four
replicates. All experiments were repeated. The
data from the repeated experiments were
combined because there was no time-by-
treatment interaction. The Germination/
Emergence Index (GI/EI) was calculated as
described by the Association of Official Seed
Analysts (AOSA, 1990) by using the following
formula:

countfinalofDays

seedsgerminatedofNo.

countfirstofDays

seedsgerminatedofNo.
GI +−−−−−−+=

Time taken to 50% Germination/
Emergence of seedlings (T

50
) was calculated

according to the following formula of Coolbear
et al. (1984),

ij

ijj

nn

ttnN
tiT

−

−−

+=

))(2/(
50

where N is the final number of germinated

seeds, and n
i
 and n

j 
are the cumulative number

of seeds germinated by adjacent counts at

times t
i 
and t

j
, respectively, when n

i 
< N/2 < n

j.

Mean Germination/Emergence time was
calculated according to the equation of Ellis &
Roberts (1981):

             MGT/MET= Σ (D
n
) / Σ n

where n is the number of germinated seeds or

emerged seedlings on day D and D is the total

number of days counted from the beginning of
germination.

The Seedling Vigor Index (SVI) was
calculated according to the following formula
of Abdul-Baki & Anderson 1973):

SVI = Germination /Emergence % ×
Radical length (cm)

Data were analyzed statistically by Fisher’s
ANOVA function of the MSTAT statistical
computer package, and LSD at 5% probability
was used to compare the treatment means
(Steel et al., 1997).

Figure 1 - Effect of R. capitata extracts on the germination of
mungbean.
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and fruit extracts significantly decreased the
germination index of mungbean compared
with the distilled water, with the maximum
reduction noted in the leaf extract.

These results suggest that the
phytotoxicity of R. capitata leaf, stem, fruit,
whole plant and root extracts may be due to
restriction of water uptake and, hence,
inhibition of seed germination. Maximum total
phenolics were detected in the leaf extract as
compared to all other extracts (Figure 4) which
showed that inhibition of germination is due
to the presence of more phenolics in the leaf
extract. Interruption in water uptake caused
a decrease in seed protease activity, which
played a key role in protein hydrolysis during
germination and, to a large extent, was related
to imbibition and water uptake of seeds
(Rice, 1984). The results are supported by the
findings of Babar et al. (2009), who stated that
chickpea seeds soaked in root extract of
Asphodelus tenuifolius took more time for
germination. Similarly, Tawaha & Turk
(2003) also observed an inhibitory effect of
allelochemicals on water imbibition by wild
barley (Hordeum leporinum) in a study on the
allelopathic effects of black mustard (Brassica
nigra).

Figure 2 represents the effect of different
concentrations of leaf extracts on the
germination of mungbean seeds. The results
showed that there was a gradual decrease in
the germination percentage of mungbean
seeds with the increasing concentration of the
leaf extract of R. capitata. The 5% leaf extract

of R. capitata caused the maximum reduction
in the germination percentage compared to
other concentrations as well as the distilled
water treatment. The data shown in Table 2
demonstrate the effect of applying different
concentrations of R. capitata leaf extracts on
the different germination traits of mungbean.
The data revealed that all the concentrations
of leaf extract increased the time taken to
reach 50% germination compared with the
distilled water, but the most significant
increase was recorded with the 5% leaf extract.
The 1% leaf extract of R. capitata increased
the mean germination time but the marked
increase in the mean germination time of
mungbean seeds was recorded at higher
concentrations (2% - 5%) of R.  capitata,
compared with the control. The Germination

Table 1 - Effect of  R. capitata extracts on the germination traits
of mungbean

Means followed by the same letter in a column did not differ

significantly according to the LSD test (p < 0.05).

T50: Time needed for 50% germination; MGT: Mean Germination

Time; GI: Germination Index; LSD: Least Significance Difference.

Figure 2 - Effect of different concentrations of R. capitata leaf
extracts on the germination percentage of mungbean.

Table 2 - Effect of different concentrations of R. capitata leaf
extracts on the germination traits of mungbean

Means followed by the same letter in a column did not differ

significantly according to the LSD test (p < 0.05).

T50: Time needed for 50% germination; MGT: Mean Germination

Time; GI: Germination Index; LSD: Least Significance Difference.
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Index of mungbean seeds significantly
decreased with the increasing concentrations
of leaf extract, but it was statistically similar
to the 2% and 3% leaf extracts.

The results of our studies showed that
leaves of R. capitata enjoyed significantly
greater allelopathic effect as compared to
other parts of the plant. The greater number
of growth inhibitors detected in the leaves
explains the stronger inhibitory activity.
These results were supported by the findings
of Kadioglue et al. (2005). They reported
inhibition in the germination rate and final
germination of lentil (Lens culinaris), chickpea
(Cicer arietinum), and wheat (Triticum aestivum)
with different plant part extracts of several
broad and narrow leaf weeds. Our findings were
also in line with those of Tanveer et al. (2010),
who concluded that leaf extract had a greater
inhibitory effect than the other extracts while
investigating the allelopathic effect of root,
stem, leaf, and fruit water extracts and
infested soil of Euphorbia helioscopia on
the seed germination and seedling growth
of wheat, chickpea, and lentil.  Similarly,
Dongre & Singh (2007) also concluded that the
leaf leachates of Amaranthus viridis, Parthenium
hysteroporus and Polygonum plebeium
significantly inhibited the growth of Triticum
aestivum.

The effects of different concentrations of
R.  capitata soil-incorporated residues on
the emergence percentage of mungbean
seedlings are shown in Figure 3. The results

showed that mungbean seedling emergence
percentage was significantly higher (95%) in
R. capitata free soil followed by that the 1% soil
residues of R. capitata (55%). The significantly
minimum emergence percentage (10%) of
mungbean was recorded in 4% soil residues
of R. capitata. The data presented in Table 3
showed the impact of different concentrations
of soil residues of R. capitata on the emergence
characteristics of mungbean. Mungbean
seedlings took minimum time (0.48 days) to
complete 50% emergence in the control
treatment, whereas maximum time to
complete 50% emergence was recorded in 4%
soil residues of R. capitata, in which the seeds
took 12.75 days. The Emergence Index was
significantly higher (3.85) in the control
treatment followed by the 1% and 3% soil
residues of R.  capitata (0.88 and 0.49,

Figure 3 - Effect of R. capitata -infested soil on the seedling
emergence percentage of mungbean.

Table 3 - Effect of R. capitata - infested soil on the germination indices and seedling characteristics of mungbean

Means followed by the same letter in a column did not differ significantly according to the LSD test (p < 0.05).

SVI: Seedling Vigor Index, T50: Time needed for 50% germination; MGT: Mean Germination Time; GI: Germination Index; NG: Non-

germinated; LSD: Least Significance Difference.
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respectively). Minimum mean emergence
time (MET) (3.51 days) was observed in the
control treatment while the seeds took
significantly maximum MET (10.91 days) in
the 4% soil residues of R. capitata.

Rhynchosia capitata infested soil
significantly inhibited the root length, shoot
length, shoot dry weight, seedling dry weight
and seedling vigour index of mungbean
(Table 3). In all cases, the largest seedlings in
terms of root and shoot length were found in
the control treatment that had no R. capitata
residues. The results of this experiment
indicate that the 4% soil-incorporated residues
of R. capitata caused maximum reduction in
root and shoot length as well as seedling vigour
index of mungbean seedlings. Similarly,

minimum dry weights of root, shoots and
seedlings were also observed in the 4% soil
residues as compared to other concentrations
of R. capitata soil residues as well as the
control treatment.

The results are supported by the findings
of Rashid et al. (2010), who reported impaired
growth of lettuce (Lactuca sativa) and radish
(Raphanus sativus) seeds (root and shoot
length and fresh weight) by the allelopathic
potential of leaf and root leachates of kudzu
(Pueraria lobata). Tanveer et al. (2008) also
reported that minimum GI and germination
percentage of rice seeds were observed when
such seeds were treated with leaf leachates
of Common Cocklebur (Xanthium strumarium).
Similarly, Stavrianakou et al. (2004) also
documented the inhibition of germination,
germination index and increase in
germination time of chickpea and lentil with
the extract of different weeds.

Two phenolic acids (vanillic acid and
4-(hydroxymethyl) benzoic acid) were found in
the R. capitata extract, and vanillic acid was
the most prominent (Table 4). Phenolic acids
have been found in a wide range of plants
and soils and are often mentioned as
putative allelochemicals (Inderjirt, 1996;
Inderjit & Nishimura, 1999). It has also been
demonstrated that mixtures of phenolic
acids have additive inhibitory action and/or
synergistic inhibitory action (Einhellig, 1999).

The results obtained in this study
show that the water extracts of R. capitata

Figure 4 - Determination of total water soluble phenolics in
different plant parts of R. capitata.

Table 4 - HPLC conditions for determination of phytotoxins in leaf water extract of R. capitata
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possess allelochemicals that suppressed
the germination and seedling growth of
mungbean. The presence of a considerable
amount of phenolic acids suggests that it is
essential to monitor this weed at the
emergence stage so that its inhibitory effects
on the crop may be avoided. These results
were obtained under laboratory conditions.
The evaluation of the allelochemicals and
their isolation, identification, release, and
movement under field conditions are important
guidelines for future research.
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