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Abstract: In Cote d'lvoire, the control of chemical fungal diseases poses residue problems on the papaya. Thus, the use of plant
extracts is proving to be a recommended alternative. The objective of this work is to contribute to the fight against postharvest fungal rot
of papayas through the use of plant extracts. The effects of aqueous extracts of seeds of Azadirachta indica, Ricinus communis and
Jatropha curcas at concentration of 50, 125 and 250 mg / ml were determined in three fungal genera, namely Fusarium, Phytophthora
and Colletotrichum isolated from papaya. Aqueous extracts of Jatropha curcas and Ricinus communis completely inhibited mycelial
growth of the three fungal genera at a concentration of 250 mg / ml. The papayas remained rot-free in the presence of seed extract of
Ricinus communis and Jatropha curcas at the same concentration. However, the toxicity of these extracts should be evaluated.
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1. Introduction

Papaya (Carica papaya L., Caricaceae) is a plant grown in
tropical and subtropical regions for its fruit [1]. The fruit of
papaya is eaten for its richness in vitamins and for its
therapeutic effects [2]. Indeed papaya provides sources of
income and important vitamins for food especially vitamins
A and C. World production was estimated at 12.67 million
tons in 2014. India is the world's leading producer with 5.63
million tons, followed by Brazil; 1.60 million tons [3]. In
Africa, Nigeria is the leading producer with a production of
850 000 tons [3]. With 14,028 tons, Cote d'lvoire is the
eighth largest African producer of papaya. In the last five
years, papaya production in Coéte d'lvoire has increased
significantly from 11,626 tons to 14,028 tonnes [3].
However, this increase in production volume is mainly due
to an extension of production area, contrary to the
production per hectare which is declining overall [3].

Indeed, the cultivation of papaya is threatened by pests and
diseases [4]. One of the causes of yield declines is the
development of fungal diseases. Thus, papaya is faced with
the problems of rotting fruit. Fungal pathogens are usually
responsible for these rots. As a result, post-harvest rots
reduce the yield and quality of the papaya market.

In addition, several control methods exist to reduce post-
harvest papaya diseases. These include physical treatments
[5], use of antimicrobial substances [6], organic and
inorganic compounds [7]. Chemical control is the most used
[8]. However, chemical control methods against these post-
harvest fruit diseases pose enormous problems of residues
and toxicity to consumers [9]. In addition, according to [10],
the unrestrained use of fungicides causes resistance to these
fungicides in the population of post-harvest pathogens.

Chemical control methods with residue problems tend to be
abandoned in favor of the use of plant extracts. Plant
extracts have the advantage of being not only available
cheaply for farmers, but also non-toxic and biodegradable

[11]. All parts of the plant Azadirachta indica can be used in
pest control. [12]. Its pest management has been widely
studied and proved effective against several diseases and
crop pests [13, 14]. Thus tests carried out by [15] showed
the antifungal activity of Azadirachta indica extracts on the
mycelial growth of Fusarium oxysporium and Rhizoctonia
solani, fungi that cause enormous losses in tomato
production. Similarly, [16] showed the antifungal properties
of the extract of R. communis leaves against Alternaria
solani causing the alternaria of tomato. According to [17],
the chloroform and hexane extract of Jatropha curcas seeds
can be used as a natural phytochemical against certain
fungal and bacterial plant pathogens. [18] also demonstrated
the in vitro and in vivo efficacy of Jatropha curcas and
Ricinus communis seeds on Fusarium verticilliodes and
Aspergillus flavus, which causes yam tubers to decay.

The purpose of this study was to determine the efficacy of
three plant extracts against three fungi that cause post-
harvest papaya fruit rot.

2. Material and Methods

Plant material

The plant material used consists of apparently healthy
variety of solo papayas and seeds of neem (Azadirachta
indica), jatropha (Jatropha curcas) and castor (Ricinus
communis). Neem seeds were collected at Assabou
(Yamoussoukro district). Jatropha seeds were collected in
N'Gattakro locality (Yamoussoukro) while castor seeds were
collected at Banco 1 (Yopougon commung).

Methods

Preparation of aqueous extracts of seeds Harvested neem
seeds were pulped. Seeds of castor and J. curcas have been
cleared of their pods. The seeds of A. indica, castor and J.
curcas were dried separately in the laboratory for 30 days.
Then they were shelled. For the preparation of aqueous
extracts, 50 g of seeds of A. indica, castor and J. curcas were
washed separately with tap water and spread on blotting
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paper at laboratory temperature (27 + 2° C) for one hour
drying. They were then disinfected with 8° of sodium
hypochlorite (2.4 % active chlorine) at 10 % for 5 min, then
rinsed three times with tap water and dried in the shade for 2
h. The seeds were then ground separately in a laboratory
mortar and then placed in 100 ml of sterile distilled water
each giving a stock concentration of 500 mg / ml. These
mixtures were collected in the jars and left to macerate for
48 h in the absence of light according to the method of [19].
Each mixture was then filtered through two folds of sterile
muslin to remove coarse elements. The extract obtained was
sterilized by filtration on sterile hydrophilic cotton according
to the method of [20].

Preparation of the amended culture medium of plant
extract

The amended PDA extract medium was used to perform the
in vitro efficacy test. For the preparation of 1L of PDA
medium, 20 g of Agar was dissolved in 1 L of potato
extract. The potato extract was obtained after boiling 200 g
of raw potato for 30 min. The potato was then crushed and
filtered to obtain the extract [21]. Then 20 g of glucose
were added to the whole [21]. After sterilization in an
autoclave at 120 ° C., at 1 bar and for 30 min, 135; 112.5
and 75 ml of supercooled PDA medium respectively
received volumes 15; 37.5 and 75 ml of pre-prepared
extracts in the proportions 10 %, 25% and 50 %, which
gave the respective concentrations of 50, 125 and 250 mg /
ml for a Petri dish. After homogenization, each medium
was distributed in 90 mm Petri dishes in diameter at a rate
of 10 ml per Petri dish and then allowed to solidify. Thus,
for each plant extract these three concentrations were
observed.

In vitro efficacy test of plant extracts on mycelial growth
The three fungal genera used were subcultured on PDA
media supplemented with different concentrations of
extracts. A fungal inoculum 5 mm in diameter was taken
from pure cultures aged 7 days on PDA medium. The
inoculum was placed in the center of the Petri dishes. Fifteen
Petri dishes were used for each concentration, ie 45 Petri
dishes for each extract. Fifteen other Petri dishes containing
the PDA medium without extracts served as a control. These
Petri dish isolates were then incubated at room temperature
(27 £ 2 ° C) until complete colonization by the fungal genera
of the surface of the PDA medium in the control dishes.

In vivo efficacy test of plant extracts on mycelial growth

In vivo tests were performed according to the modified [22]
method. Sixty mature fruits of the solo variety were
previously disinfected in a mixture of 10 % sodium
hypochlorite solutions (2.4 % active chlorine) and 70 %
alcohol followed by three rinses with sterile distilled water.
Then, wounds 5 mm in diameter were made on the fruits
using a scalpel blade. Fifteen fruits were immersed for 5 min
in each of the extracts at the concentration having exhibited
fungitoxic activity and then dried. Finally, a fungal inoculum
of 5 mm in diameter was removed from 7-day-old cultures
on PDA medium (three fungal genera responsible for papaya
rot) and deposited in wounds. Inocula were covered with
hydrophilic cotton soaked in water to maintain moisture. For
each fruit, an inoculum of each fungal genus was deposited
on the wounds performed. Five fruits were used per fungal

genus and 15 fruits were used per extract. Fifteen inoculated
fruits that had not been previously treated constituted the
controls. The fruits treated with the different extracts were
distributed separately in plastic pots and closed, in order to
maintain a high relative humidity. Pots were then placed in
bins and incubated in the dark at ambient temperature of the
laboratory (27 = 2 ° C). Rots were evaluated 7 days after
inoculation. The experiment was repeated three times.

Parameters evaluated

Myecelial growth of fungal genera
The cultural characteristics such as the appearance and the
evolution of the mycelial colonies of the strains subcultured
on the PDA amended media of plant extract have been
described according to the type of extract and the
concentration. Daily growth of each fungal genus was
determined by measuring the diameter of the mycelium
along the two axes previously plotted at the back of each
Petri dish using a graduated ruler. The rate of inhibition of
mycelial growth of the isolates by seed extracts was
calculated after 10 days of incubation according to the
formula of [23] :

C-T
I(%)= T x 100

I: Rate of inhibition of mycelial growth.
C: Radial growth (mm) of the control
T: Radial growth (mm) of the treatment

In vivo efficacy of the plant extracts

The measurement of the lesion diameters was made along
two perpendicular axes on the fruits, considering that the
lesions are circular. The rate of inhibition of the lesion
caused by the seed extracts was calculated according to the
formula of [22].

(Do-I}
Do
I: Inhibition rate of the lesion

Do: control lesion diameter
D: lesion diameter of the fruit treated with the extract

I(%)= X100

Statistical analyzes

The data obtained were subjected to a one-way classification
criterion of the variance analysis (ANOVA 1). The non-
parametric Kruskal-Wallis rank test was performed for the
evaluation of the isolation frequency of fungal genera;
fungal decay volume after inoculation in the pathogenicity
test and inhibition rates of mycelial growth, spore germ tube
elongation and rot of treated papayas for each fungal genus.
These analyzes were carried out thanks to the software
Statistica version 7.1. The Mann Whitney U test was used to
classify the means for the determination of homogeneous
groups, in case of difference at the threshold a = 0.05.

3. Results

Inhibition of mycelial growth of fungal genera by seed
extracts

Azadirachta indica extract

Inhibition of mycelial growth of Fusarium, Phytophthora,
and Colletotrichum varied with different concentrations. It
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was higher with increasing concentrations of the extract
(Table 1). For fungal genera, inhibition percentages were
statistically higher at 125 and 250 mg / ml. Total inhibition
of mycelial growth of Phytophthora was observed at the
concentration of 250 mg / ml.

Ricinus communis extract

The sensitivity of the fungal genera of Fusarium,
Phytophthora and Colletotrichum varied according to the
different concentrations. The fungal genera were more
sensitive according to increasing concentrations of the
extract (Table 2). For the fungal genera, inhibition
percentages were statistically higher at 125 and 250 mg / ml.
Total inhibition of mycelial growth of the genus
Phytophthora was observed at the concentration of 250 mg /
ml.

Jatropha curcas extract

The inhibition of mycelial growth of different fungal genera
was variable in the presence of different concentrations of
the extract. It was higher in increasing concentrations (Table
3). For the three fungal genera, inhibition percentages were
statistically higher at 125 and 250 mg / ml. Total inhibition
of mycelial growth was observed at the concentration of 125
mg / ml for Colletotrichum and for all three fungal genera
(Fusarium, Phytophthora and Colletotrichum) at 250 mg /
ml.

4. Discussion

The antifungal activity of the three extracts of Azadirachta
indica, Ricinus communis and Jatropha curcas were
evaluated on three fungal genera : Fusarium, Phytophthora
and Colletotrichum. The aqueous extracts of the seeds of
these three plants showed their ability to inhibit in vitro
mycelial growth of the three fungal genera used. These
extracts also inhibited rots of papayas in the presence of
these fungal genera. These results obtained are due to the
photochemical composition of the various extracts. In the
presence of the neem extract, the three fungal genera were
inhibited at the three concentrations used on PDA medium
supplemented with extracts. Similar results were obtained by
[24] with a range of concentrations of ethanolic, hexane and
methanolic extracts of Azadirachta indica seeds varying
from 10 to 40 g / ml. Indeed, these authors evaluated in vitro
the inhibition of the growth of Alternaria solani, Fusarium
oxysporium, Rhizoctonia solani and Sclerotinia sclerotiorum
by the extract of neem seeds.

This inhibition of mycelial growth of fungal genera could be
due to the simultaneous action of neem chemical
compounds. Azadirachtin, an active substance with
nimbidine, solanine, melantriol and triterpenoids, are found
in these aqueous extracts by [25] and [26]. The inhibition of
rots by the aqueous extract of neem was evaluated at more
than 87.20%. These results are in agreement with those of
[12] who have highlighted the effectiveness of the oil extract
of neem seeds. This substance applied at the rate of 10 |/ ha
was able to significantly reduce the incidence of brown rot
of cocoa pods.

Aqueous extracts of castor and jatropha inhibited different
fungi with in vitro and in vivo tests. Indeed, the mycelial

growth of these fungal genera was reduced with the three
concentrations used. These results are in agreement with
those obtained by [27] which showed the antifungal activity
of methanol extracts of pericarp and leaf of Jatropha curcas
on Trametes versicolor, Gleophyllum trabeum and
Chaetomium globosum. Indeed, these authors used a series
of concentrations ranging from 50, 100, 250, 500 and 1000
pg / ml. The browning of papayas during the in vivo test is
due to the toxicity of ricin with a high amount contained in
castor seeds. In this study, inhibition rates on the highest
fungal genera were observed at high extract concentrations
in the medium for the different extracts. This indicates that
the extracts develop a good antifungal activity when the
active substances are more concentrated in the culture
medium.

The aqueous extract of Jatropha curcas had a higher
antifungal activity than the aqueous castor extract which also
had a higher antifungal activity than that of Azadirachta
indica.

This variation could be attributed on the one hand to the
drying conditions of the seeds and on the other hand to the
extrinsic factors of each plant.

5. Conclusion

The results of this study indicate that the aqueous extracts of
Azadirachta indica, Rcinus communis and Jatropha curas on
mycelial growth and the elongation of the spore germ tube
caused up to 100 % inhibition. This inhibition was high for
all fungal genera tested at the concentration of 250 mg / ml.
The three extracts are fungitoxic for all fungal strains. These
extracts were effective at a concentration of 250 mg / ml for
papaya tests. Aqueous extracts could therefore be an
alternative to chemical fungicides in the fight against rot of
papaya fruits.

References

[1] Stracieri J., Pereira F. D., Da-Silveira A. L., Magalhdes
H. M., De-Goes A. (2016). Morphocultural and
molecular ~ characterization  of  papaya  tree
Colletotrichum spp. African journal of agricultural
research, 11 (19) : 1755-1764.

[2] Fabert C-M. (2011). Le papayer, Carica papaya L., de
la medecine traditonnelle a la medecine actuelle. Etudes
botaniques et pharmacognosiques. Université de
limoges, France, 128 p.

[3] Anonyme (2014). Food and Agriculture Organization of
the United Organizations. http://faostat.fao.org/.consulté
le 27/11/2016.

[4] N’Da A. A., N’Guessan A., Djaha A., Hala N., Kouassi
K. N., Coulibaly F., Edo K., Zongo E. (2008). Bien
cultiver le papayer en Cote d’Ivoire. CNRA. Fiche
technique sur le papayer, 1: 1- 4.

[5] Nigro F., Ippolito A., Lattanzio V., Di-Venere D.,
Salerno M. (2002). Effect of ultraviolet light on
postharvest decay of strawberry. Journal Plant
Pathology, 82 : 29-37.

[6] Ippolito A., Nigro F. (2003). Natural antimicrobials in
postharvest storage of fresh fruit and vegetables. Roller
S (ed.), Natural Antimicrobials for the Minimal

Volume 6 Issue 11, November 2017

WWW.ijsr.net
Licensed Under Creative Commons Attribution CC BY

Paper ID: ART20177780

DOI: 10.21275/ART20177780 477


www.ijsr.net
http://creativecommons.org/licenses/by/4.0/
http://faostat.fao.org/.consult�

International Journal of Science and Research (1JSR)
ISSN (Online): 2319-7064
Index Copernicus Value (2015): 78.96 | Impact Factor (2015): 6.391

Processing of Foods. CRC Press, Boca Raton, DC,
USA, pp : 201-234.

[7] Palou L., Usall J., Munoz J. A., Smilanick J. L., Vinas I.
(2002). Hot water, sodium carbonate, and sodium
bicarbonate for control of postharvest green and blue
mold of Clementine mandarins. Postharvest biology and
technology journal, 24 : 93-96.

[8] Janisiewicz W. J., Korsten L. (2002). Biological control
of postharvest diseases of fruits. Annual review of
phytopathology journal, 40 : 411-441.

[9] Djeugap J. F., Fontem D. A., Tapondjou A. L. (2011).
Efficacité in vitro et in vivo des extraits de plantes
contre le mildiou (Phytophthora infestans) de la morelle
noire. International. Journal of Biological and
Chemical sciences, 5 (6) : 2205-2213.

[10]Conway W. S., Leverentz B., Janisiewicz W. J., Blodett
A. B., Saftner R. A, Camp M. J. (2004). Integrating
heat treatment, biocontrol and sodium bicarbonate to
reduce postharvest decay of apple caused by
Colletotrichum acutatum and Penicillium expansum.
Postharvest Biology Technology, 34 : 11-20.

[11] Okigbo R. N., Omodamiro O. D. (2006). Antimicrobial
effect of leaf extract of pigeon pea Cajanus cajan (L)
Mill sp. on some human pathogen. Journal of Herbs,
Spices and Medicinal Plants, 12 (1/2) : 117-12.

[12]Pohe J., Agneroh T. A. (2013). L’huile des grains de
neem, un fungicide alternative a ’oxyde de cuivre dans
la lutte contre la pourriture brune des cabosses de
cacaoyer en Cote d’Ivoire. Journal of applied
Biosciences, 62 : 2464-4652.

[13]Hé&seli A., Weibel F. (2004). Disease control in organic
cherry production with new products and early plastic
cover of the trees. In Boos Markus (ed.) Ecofruit 11th
international conference on cultivation technique and
problems in organic fruit-growing. 3" February. - 5th
February 2004, Weinsbererg/ Germany, pp : 122-130.

[14] Bélanger A., Musabyimana T. (2010). Le Neem contre
les insectes et les maladies. Centre de Recherche et de
Développement en Horticulture. ASPRO Canada, 13 p.

[15]Hadian S. (2012). Antifungal Activity of Some plant
extracts against some plant pathogenic fungi in Iran.
Asian journal of experimental biological sciences, 3
(4) : 714-718.

[16]Bayaso I., Nahunnaro H., Gwary D. M. (2013).
Effects of aqueous extract of Ricinus communis on
radial growth of Alternaria solani. African Journal of
Agricultural Research, 8 (36) : 4541-4545.

[17]Sundari J., Selvaraj R. (2011). Antibacterial and
antifungal activity of seed extract from Jatropha curcas
L. International Journal of Current Research, 33 (6) :
84-87.

[18] Makun H. A., Anjorin S. T., Adeniran L. A., Onakpa M.
M., Muhammad H. L., Obu O. R., Agbofode Y. V.
(2011). Antifungal activities of Jatropha curcas and
Ricinus cumunis seeds on Fusarium verticilliodes and
Aspergillus flavus in yam, Journal of Agricultural and
biological Science, 6 : 22-26.

[19] Zohra M. (2006). Etude du pouvoir antimicrobien et
antioxydant des huiles essentielles et flavonoides de
quelques plantes de la région de Tlemcen. These de
Magister, a [IInstitut de Biologie, Faculté des
Sciences, Université Abou Bekr Belkaid de
Tlemcen, Algérie, 155 p.

[20] Ackah J. A. A. B., Kra A. K. M., Zirihi G. N., Guede-
Guina F. (2008). Evaluation et essais d’optimisations
de l’activité anticandidosique de Terminalia catappa
linn, un extrait de Combretaceae de la pharmacopée
ivoirienne. Bulletin de la Société Royale des Sciences
de Liege, Belgique, 77 : 120-136.

[21] Botton B., Breton A., Fevre M., Gauthier S., Guy P.
H., Larpent J-P., Reymond P., Sanglier J-J., Vayssier
Y., Veau P. (1990). Moisissures utiles et nuisibles,
importance industrielle. Collection Biotechnologies(2¢
ed.), Masson, Paris, France, 498 p.

[22] Attrassi K., Selmaoui K., Touhami A. O., Badoc A.
Douira A. (2005). Biologie et physiologie des
principaux agents fongiques de la pourriture des
pommes en conservation et lutte chimique par
l’azoxystrobine. Bulletin  Société de Pharmacie.
Bordeaux, 144 : 47-62

[23] Kumar A. S., Reddy N. P. E., Reddy K. H., Devi M. C.
(2007). Evaluation of fungicidal resistance among
Colletotrichum gloeosporioides isolates causing mango
anthracnose in Agri Export Zone of Andhra Pradesh,
India. Plant Pathology Bulletin, 16 : 157-160.

[24]Moslem M. A., EL-Kholie E. M. (2009). Effect of
Neem (Azadirachta indica A. Juss) seeds and leaves
extract on some plant pathogenic fungi. Pakistan
Journal of Biological Science, 12 (14) : 1045-1048.

[25] Vallet C. (2006). Le neem insecticide naturel, petit
guide pratique (livret présentant 1’origine et les

différentes  utilisations liées au neem); site
France.com/images/Neem2.pdf consulté le 08/11/20186,
14 p.

[26]Larbi M. B. (2006). Effet de quelques essences
végétales sur la croissance des moisissures de
détérioration des céréales. Thése de Magister a
I’institut de Biologie, Faculté des Sciences, Université
Abou Bekr Belkaid de Tlemcen, Algérie, 110 p.

[27]Ishak N. D., Ismail J., Assim Z. (2011). Antifungal
activity of Jatropha curcas pericarps and leaves
extracts. International congress of the Malaysian
society for microbiology, consulté le 08/04/2016 20 p.

Appendices

Table 1: Rate of inhibition of mycelial growth of fungal
genera as a function of the concentration of the extract of
Azadirachtha indica ten days after incubation

Concentration | Average rate of inhibition (%)
(mg/ml) Fusarium Phytophthora |Colletotrichum
50 33.00+4.88° [18.50+3.31° [57.75+2.92°
125 57.25+2.15% |75.12+3.43% |79.62 +8.50°
250 66.12 +5.25° |100.0 + 0.00° |94.12 + 2.44°
H 10.22 12.96 9.17
P 0.006 0.001 0.01

The assigned numbers of the different

letters are

significantly different according to the Mann-Whitney U test
at the threshold of 5 %
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Table 2: Rate of inhibition of mycelial growth of fungal
genera as a function of the concentration of the extract of
Ricinus communis ten days after incubation

Concentration | Average rate of inhibition (%)
(mg/mL) Fusarium | Phytophthora |Colletotrichum
50 5225 +4.64" | 76.62 +5.70" [ 57.75 + 2.92°
125 69.50 + 1.86" | 99.12 +1.14* | 79.62 + 8.50°
250 73.87 £1.88° | 100.0 +0.00* | 94.12 +2.44°
H 9.62 10.55 10.47
P 0.008 0.005 0.005

The assigned numbers of the different

letters are

significantly different according to the Mann-Whitney U test
at the threshold of 5 %

Table 3: Rate of inhibition of mycelial growth of fungal
genera as a function of the concentration of the extract of
Jatropha curcas ten days after incubation

Figure 1 : Effect of aqueous extracts of plants on r

Concentration| Average rate of inhibition (%)

(mg/mL) Fusarium | Phytophthora |Colletotrichum
50 51.00 + 1.40° | 77.37 +3.36° | 89.87 + 0.30°
125 69.25 + 6.00° | 88.62 + 4.86° | 100.0 + 0.00°
250 100.0 + 0.00* | 100.0 +0.00% | 100.0 + 0.00%

H 12.96 8.43 13.42

P 0.001 0.01 0.001

Conrrol Azadirachta indica

b

The assigned numbers of the different
significantly different according to the Mann-Whitney U test
at the threshold of 5 %

letters are

Table 4: Rate of inhibition of rots of each fungal genus

according to the type of extract

Extracts Average rate of inhibition (%)

Fusarium |Phytophthora |Colletotrichum
Azadirachtha indica[87.20 +5.27°[100.0 +0.00°93.60 + 3.70°
Ricinus communis |100.0 + 0.00%[100.0 +0.00*|100.0 +0.00°
Jatropha curcas |100.0 +0.00%(100.0 +0.00%(100.0 *0.00%

H 6.92 - 2.98

P 0.03 - 0.08

The assigned numbers of the different letters are

significantly different according to the Mann-Whitney U test
at the threshold of 5 %

Jatropha cureas

Ricinns communis

A : Colletotrichum; B : Fusarium; C : Phytophthora; Control : untreated with extracts
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Contral Azadirachsa indica Ricinus commuois Jatropha ewreas

Figure 2 : Effect of aqueous extracts of plants on mycelial growth of fungal genera ten days after incubation on modified

PDA medium of different extracts at a concentration 250 mg / mi
A : Fusarium; B : Phytophthora; C : Colletotrichum; Control : untreated with extracts
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