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Abstract: The pure compound, 6-(-3-methylbut-2-enyl)-6\-7-
dihydroxycoumestan (1) isolated from the chloroform extract of
the seeds of Psoralea corylifolia Linn. was evaluated for the
pesticidal activity against both adults and different instars of
Tribolium casteneum Hebrst. under laboratory conditions. The
LDs, values for the compound were 910.34, 620.47, 388.45 and
1159.87, 714.88, 404.26 and 1395.70, 740.75, 493.97 and
1605.34, 835.61, 565.83 and 1652.84, 916.79, 729.50 and
1764.32, 994.16, 784.09 and 1678.52, 992.04, 795.67 and
2350.41, 1395.70, 985.12 ppm for the 1st, 2nd, 3rd, 4th, 5th,
6th, adult male and female, respectively at 24, 48 and 72 h post
exposure. These results demonstrated that the earlier instars were
more sensitive to the compound than those of late instars those
follow to those of individual adults.
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Introduction

The red flour beetle, Tribolium casteneum is a major pest of stored
food grains and cosmopolitan in distribution (Good, 1933). Both
adults and larvae are able to exploit a wide variety of stored
commodities (Ziegler, 1977). Their presence in the stored product
results in both contamination and substantial economic damage
due to loss of the products market price and decreases nutritional
value as well (Barkholder and Faustini, 1991).

Considerable works has been done on the toxicity of different
chemical insecticides used for the protection of Tribolium
casteneum under different conditions (Tyler and Binns, 1977;
Yadav et al., 1983). Synthetic chemical pesticides proved to be
unduly toxic to all forms of life, ecologically derastrous, which led
to frantic search for safer pest control agents. Recently
photochemical pesticides have received much attention for their
environmental friendliness. With the invention of synthetic
pesticides, research on plant derived pesticides dismissed. The
synthetic pesticides, however, have become under increasing
attack in recent years due to the persistence in the environment
that produce high mammalians toxicity and also for the failure of
insect control program. One of the main reasons for the failure of
insect control program is that the insects develop resistance for
prolongs use of same insecticides (Pieterse et al., 1972). On the
other hand, plant derived pesticides are more readily biodegraded.
Therefore, they are less likely to contaminate the environment and
less toxic to mammals (Freedman et al., 1979). In view of these
facts researchers have diverged their attention towards age-old
practice of using phytochemicals, which would be of not
hazardous, easy to use and specific in their action (Koul, 1982).
Several insecticidal agents have already been isolated, identified
and screened from members of plant families (Saxena, 1983). The
toxic effect of caffeine and castor oil to T. casteneum adult and
larvae has been reported by Mondal and Akhtar (1992).

The plant Psoralea corylifolia L., locally known as Buchkidana in
Bangladesh, is a shrub, widely distributed in tropical countries and
belongs to the family Papiolionaceae. The plant has considerable
reputation for its medicinal value in traditional medicine. The rural
people use the seeds are as laxative, stomachic, deobstruent,
aphrodisiac, anthelmintic, diuretic, diaphoretic and it is also found
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to be effective against leucoderma, leprosy, psoriasis and other
cutaneous affection (Drury, 1873). The seeds are also used
internally to heal ulcer, asthma, heart troubles, scabies, biliousness,
to cure blood diseases and elephantiasis (Anonymous, 1969).
Previous biological screening of the compounds isolated from the
plant Psoralea corylifolia showed remarkable antimicrobial (Kawl
et al., 1976), antitumor and cytotoxic (Byung et al., 1998) and
many other effects. With the aim of obtaining bioactive principles
we have screened preliminarily for the antibacterial, cytotoxic
effects of the crude chloroform extract of the seeds of Psoralea
corylifolia and bioassay guided fractionation of this fraction led to
the isolation of the compound 6-(-3-methylbut-2-enyl)-6/-7-
dihydroxycoumestan (1). There is no report for the biological
activity evaluation of the compound 6-(-3-methylbut-2-enyl)-6/-7-
dihydroxycoumestan (1). This led to the present experiment, from
the pest management point of view.

Materials and Methods

Isolation of compound (1): The matured seeds of the plant
Psoralea coryfolia L. were purchased in Bangladeshi market during
the month of March-April, 1998. Dried seeds were pulverized into
powder (500 g) and extracted in a soxhlet apparatus with rectified
spirit (3 L) at its boiling points. After concentration, the rectified
sprit extract was diluted with water and defated with petroleum
ether and then successively with chloroform and ethyl acetate
(Khatune, 2000). The chloroform soluble fraction after drying and
evaporation of the solvent was subjected to a column (Beckett
and Stenlake, 1986) of silica gel of (60-120-mesh) eluted with n-
hexane, chloroform and methanol by gradually increasing their
polarity. Fractions 9 to 15 eluted with n-hexane and chloroform,
showed identical spots on thin layer chromatography (TLC) and
were combined. The combined fraction was subjected to
preparative thin layer chromatography (PTLC) (Egon and Stahl,
1969) eluted with n-hexane: ethyl acetate (7:1). The major band
glow under UV was scrapt of and after work up afforded needle
like crystal (mp. 125-126°C) and was identified as 6-(-3-methylbut-
2-enyl)-6/-7-dihydroxycoumestan (1) (Fig. 1) on the basis of its *H-
NMR, *H-3C correlation, **C—-DEPT 135°, HMBC, HSQC spectra.
This is a novel compound and used for the evaluation of its
toxicity to Tribolium casteneum Herbst. adults and larvae.

Fig. 1: 6-(-3-methylbut-2-enyl)-6/-7-dihydroxycoumestan (1)
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Test insects: Tribolium casteneum beetles at different instars and
freshly formed male and female of 12 days old, used in bioassay
were reared in laboratory at 30= 2°C. These were maintained in
4-Ib kilner jar containing standard food medium. A standard
mixture of previously sieved wheat flour and powdered brewer 's
yeast (19: 1) (Park and Frank, 1948) was used as a food medium
throughout the experiment. The food medium was sterilized at
120°C for 6 h in an oven and was not used for at least 15 days to
allow its moisture content to equilibrate with the environment
(Khan, 1981).

Larvicidal/insecticidal effects: The compound (1) was tested for its
pesticidal action at different concentration, viz. O (control), 400,
800, 1200 and 1600 ppm after diluting the stock solution with
dimethylsulfoxide (DMSO). The prepared doses were used in 5
replication each having 10 early 1st, 2nd, 3rd, 4th, 5th and 6th
instars larvae and female and male adults of the insects in test
tube with sample treated food media (0.5 mg).

The mortality of larvae at different instars as well as individual
adults was assessed after 24, 48 and 72 h of treatment. Control
group insects, reared in food media were treated with solvent
only. The mortality was determined by counting survivors at the
end of exposure period and the control mortality was adjusted by
using Abbott's (1925) formula and results were subjected to
probit analysis following the method of Busvine (1971). The
mortality relationship was expressed as a median lethal dose
(LDso)-

Results and Discussion

The results demonstrated that the compound (1) proved to toxic
and a large number of larvae were killed. The compound caused
the highest mortality of the 1st instar larvae in comparison with
other larval instars (Table 1), which indicated that the newly
hatched larvae were the most susceptible to the compound. The
1st instar larvae (after 72 h exposure) were the most susceptible
with lowest LDsg, value (388.45 ppm) whereas the male adult (after

24 h exposure) were less susceptible with highest LDs, values
(2350.41 ppm). Thus the LDs, values of the samples were age
dependent. This may clearly support of others that insects age
play an important role in influencing susceptibility (Muwangi and
Mukiama, 1988).

The graphs (Fig. 1a-h) showed that the mortality of larvae as well
as individual adults increased as the doses of the sample were
increased. Both larval growth and adult populations of T.
casteneun were significantly reduced in (1) treated media in
comparison with those of control. Although the mechanism of
action is not known, but according to Miller et al. (1981) and Fox
(1990) it may acts as chitin synthesis inhibitor. Due to its effect
the integument of larvae much less extensible which might have
the effect of increasing internal pressure in the body, restricting
movement and hampering feeding. This change to the cuticle
elasticity may also be responsible for decreased larval growth
(Schneiderman and Gilbert, 1964).

The reduced adult population of both sexes of T. casteneun in the
present experiment might also be due to the effect of the sample
a chitin synthesis inhibitor. It inhibits the moulting and pupareum
formation as a result, emergence of the adults is suppressed or
incomplete and the ultimate result is the reduction of adult
population (Miller et al., 1981; Fox, 1990). The reduced population
of the adult might also due to the larvicidal and ovicidal activity of
the sample. The mechanism of action has been previously reported
by some researchers against housefly, Muska domestica L. (Giga,
1987; Webb and Chapman, 1993).

Few works have been conducted on the effect of plant extracts
and isolated compounds on Tribolium species (Jahan et al., 1989;
Khalequzzaman and Islam, 1992) and the present result is more or
less similar to Khalequzzaman et al. (1998) and Jahan et al. (1989)
who reported the insecticidal properties of tobacco leaf and
bishkatali against T. confusum larvae and also similar to Mondol
et al. (1992) who reported the insecticidal properties of castor oil
against T. casteneun larvae and adults.

In our previous study we reported the synergic effects of plant

Table 1: Mortality data of T. casteneun larvae at different instars and adults treated with compound (1)

95% confidence limits (ppm)

Life Duration of treatment (h) LDsq value (ppm) Lower Upper P? value
Larvae
1st 24 910.34 717.49 1155.04 1.73
48 620.47 455.67 844.88 1.68
72 388.45 215.72 699.47 0.16
2nd 24 1159.87 869.41 1547.35 2.99
48 714.88 510.97 1000.16 2.78
72 404.26 260.34 627.74 2.07
3rd 24 1395.70 970.57 2007.04 1.70
48 740.75 540.13 1015.89 1.90
72 493.97 312.61 780.53 0.24
4th 24 1605.34 1077.66 2391.40 1.00
48 835.61 620.24 1125.74 2.57
72 565.83 367.98 870.05 1.05
5th 24 1652.84 1029.86 2652.67 0.53
48 916.79 695.55 1207.72 2.71
72 729.50 536.04 992.79 1.10
6th 24 1764.32 1098.81 2832.91 0.94
48 994.16 744.15 1328.15 1.88
72 784.09 587.95 1045.66 0.86
Male 24 1678.52 1092.00 2580.06 1.30
48 992.04 736.06 1337.03 3.92
72 795.67 589.37 1074.18 1.80
Female 24 2350.41 1216.34 4541.83 1.24
48 1395.70 970.57 2007.04 1.70
72 985.12 751.07 1292.11 1.24
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Fig. 1a-h: Regression line of probit mortality of T. casteneum on log dose of compound 1, a) 1st instar, b) 2nd instar, c) 3rd instar, d) 4th instar, €e)
5th instar, f) 6th instar, g) male adults, h) female adults
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extracts on common housefly Musca domestica (Baki et al., 2002).

In continuation of this study we selected the common botanical

insect Tribolium and the results of these experiments indicated
that the isolated compound 6-(-3-methylbut-2-enyl)-6/-7-
dihydroxycoumestan may be used as effective botanical
insecticides against Tribolium. Infestation of stored products by
insects presents a serious problem. A large number of synthetic
insecticides have been used against these pests. Unfortunately,
these insecticides impart health hazards. Therefore, the use of
hazard free insecticides is the foremost prerequisite for protection
of stored products (Khanam et al., 1991). Botanicals possess low
mammalian toxicity. Thus the compound (1) with insecticidal
property may serve this purpose, which is important from
integrated pest management point of view. However, further
investigation is to be directed towards this line with varying
concentration, extracts of different parts of this plant on various
Tribolium species.

References

Abbott, W.S., 1925. A method of computing the effectiveness of
insecticides. J. Econ. Entomol., 18: 265-267.

Anonymous, 1969. The Wealth of India: A Dictionary of Indian
Raw Materials and Industrial Products. CSIR, New Delhi, India,
8: 296.

Baki, M.A., M.A.A. Rahman, N.A. Khatune, R.A. Zahid, M.
Khalequzzaman, M. M. Husain and G. Sadik, 2002. Synergic
effects of Wedelia calendulacea Less. plant extracts with lambda
cyhalothrin on common housefly Musca domestica L. Online J.
Bio. Sci., (In press)

Barkholder, W.E. and D.L. Faustini, 1991. Biological methods of
survey and control. In: Ecology and Management of Food
Industry Pests, AOAC Press, pp: 361-372.

Beckett A.H. and J.B. Stenlake, 1986. Chromatography. In:
Practical Pharmaceutical Chemistry. Vol. 2. 3rd edition, Delhi,
India, pp: 75-76.

Busvine, J.R., 1971. A Critical Review of the Techniques for
Testing Insecticides. CAB, London, pp: 263-288.

Byung, Z., Y. Yeo, D.L. Hui, Y. Kim and Sok, 1998. Planta Med.,
64: 220-224.

Drury, C.H., 1873. The Useful Plants of India. 2nd ed. London,
Willium H. Allen and Co., pp: 314.

Egon and Stahl, 1969. Thin Layer Chromatography—(a laboratory
hand book). Revised and expanded 2nd ed. Springer Verlag,
New York, USA, pp: 15-60.

Fox, P., 1990. Insect growth regulators. PJB Publication Ltd.
Richmond, Surrey, UK, pp: 102.

Freedman, B., L.J. Nowak, W. F. Kwolck, E.C. Berry and W.D.
Gutherie, 1979. A bioassay for plant-derived pest control agents
using the Eeuropean corn borrer (Ostrinia rubilalis) J. Econ.
Entomol., 72: 541-545.

Giga, D.P., 1987. Evaluation of growth regulator cyromazine and
diflubenzuron as surface sprays and feed additives for
controlling house flies Moska domestica in chicken manure. Int.
Pest Control, 29: 66-69.

Good, N.E., 1933. Biology of the flour beetles Tribolium confusum
Duv. and T. ferruginaeum Fab. J. Agric. Res., 46: 327-334.
Jacobson, M., 1977. Isolation and identification of toxic agents
from plants. In: Host Plant Residue to Pests. ACS Symp. Sep.,

62: 153-164.

115

Jahan, M.S., M.S. Rahman and S. Biswas, 1989. Toxic effects of
some indigenous plants products on the larval mortality of
Tribolium confusum Duv. (Coleptera: Tenebrionidae). Univ. J.
Zool. Raj. Univ., 8: 19-26.

Kawl, R., 1976. Kinetics of the antistaphylococcal activity of
bakuchiol in vitro. G. M. B. H., 45: 2401-2403.

Khalequzzaman, M. and M.N. Islam, 1992. Pesticidal action of
Dhutura, Datura metel Linn. Leaf extracts on Tribolium
castaneum (Herbst). Bangladesh J. Zool., 20: 223-229.

Khalequzzaman, M., K.A.M.S.H. Mondal and M.S. Haque, 1998.
Combined action of pirimiphosmethyl and tobacco (Nicotiana
tabacum) leaf powder on the larval mortality of the confused
flour breetles, Tribolium confusum Duv. Tribolium Inform. Bull.,
28: 63-66.

Khan, A.R., 1981. The combined actions of organophosphorous
insecticides and microsporidians on Tribolium casteneum. Ph.D.
thesis, University of Newcastle upon Tyne, UK, pp: 146.

Khanam, L.A.M., A.R. Khan and D. Talukder, 1991. Use of some
indigenous plant materials in controlling Sitophilus oryzae (L.)
infesting wheat. J. Asiat. Soc. Bangladesh Sci., 17:75-78.

Khatune, N. A., 2000. Phytochemical and Biological Studies on
Plant P. corylifolia L. and N. arbor-tristis L. M. Pharm. Thesis,
Rajshahi University, Bangladesh, pp: 73.

Koul, P., 1982. Input feeding deterrents in plant. Indian Rev. Life
Sci., 2: 97 —125.

Miller, R.W., C. Corley, C.F. Cohen, W.E. Robbins and E.P. Marks,
1981. CGA-19225 and CGA-72662; efficacy against flies, Mosca
domestica and posible mode of action and metabolism.
Southwest Entomol., 6: 272-278.

Mondal, K.A. M.S.H. and N. Aktar, 1992. Toxicity of caffeine and
castor oil to Tribolium casteneum adults and larvae (Coleptera:
Tenebrionidae). Pakistan J. Zool., 24: 283-286.

Muwangi, R.W. and T.K. Mukiama, 1988. Evaluation of Melia
volkensii extract fractions as mosquito larvicides. J. Am.
Mosquoto. Contr. Assoc., 4: 442-447.

Park, T. and M. B. Frank, 1948. The fecundity and development of
flour breetles, Tribolium confusum and Tribolium casteneum at
three constant temperatures, Ecol., 29: 368-375.

Pieterse, A.H., G.G.M. Schulten and W. Kuyken, 1972. A study on
insecticide resistant in Tribolium casteneum Herbst. (Coleptera:
Tenebrionidae) in Malawi (Central Africa), J. Stored. Prod. Res.,
8:183-191.

Saxena R.C., 1983. Naturally occuring pesticides and their
potential. In Chemistry and World Food Supplies: The New
Frontiers. Chemrawn Il. Manila, Philippines, 1982, Pergamon
Press. Oxford and New York, pp: 143-161.

Schneiderman, H.A. and L. I. Gilbert, 1964. Control of growth and
development in insects. Sciense, 143: 325-333.

Tyler, P.S. and T.J. Binns, 1977. The toxicity of seven
organophosohorous insecticides and lindane to eighteen species
of stored product beetles. J. Stored Prod. Res., 13: 39-43.

Webb, D.P., P. Champman, 1993. Cyromazine for the control of
insecticide resistant houseflies (Moska domestica L.) in pig
farrowing rooms. Int. Pest Control, 35: 16-20, 27.

Yadav, T.D., S. Sing, S.C. Khanna and C.S. Powar, 1983. Toxicity
of dusts of organophosohorous insecticides against stored
product beetles. J. Entomol., 45: 247-252.

Ziegler, J.R., 1977. Dispersal and reproduction in Tribolium, The
influence of food level. J. Insect. Physiol., 23: 955-960.



