
V
D
A
IS
C
A
h

 
 
 
 

Fu
 

In
p

1D

 
 
INT
 
Coc
fam
in t
 

*C
 
Au
Int

Vol. 14(3), pp. 
DOI: 10.5897/A
Article Numbe
SSN 1684-5315
Copyright © 20
Author(s) retain
http://www.ac

ull Length 

nducti
roteins

[L

Department of

Although P
response i
accessions
characteriz
determined
(control) pl
were extrac
(RO2063) a
polyacrylam
glucanase w
days after i
kDa) in the
inoculated 
immunolog
results sug
the produc
antifungal a
 
Key words:

TRODUCTION

coyam (Xant
mily Araceae, 
the humid tr

Corresponding a

uthor(s) agree t
ternational Lice

212-221, 21 Ja
AJB2013.13277
r: F254C5F497

5  
015 
n the copyrigh
cademicjourn

Research

on and
s in ro

L] Scho

f Biological an

22621 

Pythium myr
n this plant

s were inoc
ed. The indu

d by enzyma
ants, sample
cted from ro
ccessions a

mide gel ele
were consist
inoculation. 
e tolerant c

with Erys
gically related
ggest that to
ction of pat
activity (PR-3

 -1,3-glucan

N 

thosoma sag
is a staple fo

ropics and su

author. E-mail:

that this article
ense 

anuary, 2015  
7 
719 

ht of this article
als.org/AJB 

h Paper 

d chara
ots of 

ott) infe
Leopold M

nd Environme

Morgan Circle

Receiv

riotylum is 
t-pathogen i
culated with
uction and s
atic activity 
ed at 0, 2, 4,
oots of inoc
at 8 dpi, and 
ectrophoresi
tently produc
SDS-PAGE 
ocoyams we

siphe grami
d to osmotin
lerance in co
thogenesis-r
3).  

nase, chitinas

gittifolium (L) 
ood for million
ubtropics wh

 leopold.nyoch

 remains perm

e 

acteriz
cocoy
ected w
M. Nyoche

ental Science
Un

e, 125 Morga

ved 14 Septembe

a very dest
nteraction h
h P. myrio
spatio-tempo
assays of c
, 6 and 8 day

culated and 
characterize

is (SDS-PAG
ced in high a
and immuno
ere immuno
inis f. sp. 
ns purified f
ocoyam infe
elated (PR)

e, cocoyam, 

Schott), in t
ns of inhabita
ere tubers a

hembeng@aam

anently open a

zation 
yam (X
with P

 
mbeng1* a

 
s, Alabama A
nited States.

an Hall, Knoxv
 

er, 2013; Accepte
 

tructive roo
has not bee
otylum, and 
oral accumul
crude root ex
ys post inoc
control toler
ed by isoele
GE) and We
amounts in t
oblotting sho
ologically rel

hordei, an
from culture
ected with P.

proteins in

PR protein, P

the 
nts 

and 

leave
miner
produ

mu.edu. Tel: (25

access under th

Afric

of pat
Xanthos
Pythium

and Caula A

A&M Universit

ville, TN 3799

ed 12 January, 2

t pathogen 
en fully stud
 their indu
lation of chit
xtracts from

culation (dpi)
rant (RO105

ectric focusin
estern blot 
the roots of t
owed that in
lated to PR
nd induced
ed NaCl-adap
. myriotylum
ncluding one

Pythium myrio

es are consu
rals and vita
ucer where p

56) 372-4218. 

he terms of the

can Journ

hogen
soma s

m myri
A. Beyl2 

ty, P. O. Box 

96, United Sta

2015 

of cocoyam
died. Four c
uced defens
tinase and 

m inoculated
). Furthermo

54 and RO30
ng (IEF), sod
analyses. C

the tolerant a
nduced chitin
R-3a purified
d osmotins 
pted tobacco

m may be ass
e hydrolytic

otylum, osmot

umed as a 
amins. Niger
production in

Fax: (256) 372

e Creative Com

al of Biote

nesis-re
sagitti
iotylum

1208, Norma

ates. 

m, the host
cocoyam ge
se response
-1,3-glucana
 and non-in

ore, induced 
015) and sus
dium dodecy
Chitinase an
accession R
nases (37, 3
 from barle

(42-45 kD
o protoplast
sociated in 

c enzyme o

tin.  

source of c
ria is the w
creased from

2-5429. 

mmons Attributi

echnolog

elated 
ifolium
m 

al, AL 35762, 

defense 
ermplasm 
es were 
ase were 

noculated 
proteins 

sceptible 
yl sulfate 
nd -1,3-

RO1054, 8 
5 and 33 
y leaves 

Da) were 
ts. These 
part with 

of known 

carbohydrates
world’s larges
m 3.89 million

on License 4.0

 

y 

m 

s, 
st 
n 

0 



Nyochembeng and Beyl         213 
 
 
 

Table 1. Morphological characteristics and putative levels of resistance of cocoyam accessions used for the study 
 

Accessiona Color of petiole/petiole base Tuber flesh color Reaction to P. myriotylumb 

“Local White” Green/white White Susceptible 
RO1054 Green/green White Tolerant 
RO2063 Purple/pink Pink Susceptible 
RO3015 Purplish/white Yellowish/white Fairly resistant 

 
aAccessions RO1054, RO2063 and RO3015 were selections of the Cocoyam Breeding Program, Institute of Agricultural 
Research for Development (IRAD), Ekona, Cameroon. bData obtained from Jay P. Johnson Biotechnology Laboratory, 
ROTREP Cocoyam Breeding Program, Institute of Agricultural Research for Development (IRAD), Ekona, Cameroon. 

 
 
 
tons in 2000 to 5.068 tons in 2007 (Olagunju and Adesiji, 
2011). The cocoyam root rot disease caused by P. 
myriotylum Drechs is the most damaging disease of 
cocoyam. As part of an ongoing research effort to 
improve cocoyam, notably in the development of cultivars 
that are resistant/tolerant to the root rot disease, the 
causal pathogen has been well characterized 
(Pacumbaba et al., 1992; Pacumbaba, 1996; Tambong et 
al., 1999). Although resistance or tolerance to the coco-
yam root rot disease has been observed in some 
cocoyam types, however, the mechanism of tolerance/ 
resistance is not known. 

Plants possess various defense mechanisms that 
enable them to survive under biotic or abiotic stress. 
Among several defense tactics, induced defense mecha-
nisms against plant pathogens which involve the 
hypersen-sitive response, reactive oxygen species, and 
pathogenesis-related (PR) proteins have received 
considerable research attention in many crop species 
(Hammond-Kosack and Jones, 1996; Rahimi et al., 1996; 
Reiss and Bryngelsson, 1996; Van Loon, 1999). 
Pathogenesis-related (PR) proteins are a group of plant 
proteins some of which are normally present in low 
amounts in the non stressed plant, but whose production 
becomes massively increased and new ones induced, 
when plants are subjected to biotic or abiotic stresses. 
Many of these proteins associated with host defense 
have been characterized as chitinases, ß-1,3-
glucanases, peroxidases and thaumatin-like proteins 
(TLP). Among the PR proteins, chitinases, glucanases 
and osmotins expressed in plants attacked by fungi are 
thought to limit fungal growth. This antifungal biological 
function has been demonstrated in vitro against several 
fungi (Anfoka and Buchenauer, 1997; Ji and Kie, 1996; 
Lawrence et al., 1996; Yun et al., 1996; Zhang et al., 
1996). The hydrolases, chitinase and glucanase which 
degrade the ß-1,4-linkage between N-acetylglucosamine 
residues of chitin and glucans in fungal cell walls, and 
thaumatin-like proteins are also known to be induced in 
plants by adverse environmental factors (Bowles, 1990; 
Cruz-Ortega and Ownby, 1993; Hincha et al., 1997; 
Yalpani et al., 1994).  

 Another indirect role of ß-1,3-glucanases and 
chitinases is that they act as elicitors of defense 

reactions, that is they release oligosaccharides from cell 
walls of both fungi and plants that in turn activate the 
accumulation of phytoalexins, extensins, proteinase 
inhibitors and lignin in the attacked host plant (Ham et al., 
1991). PR proteins occur in many plants where they also 
play a developmental role (Leubner-Metzger and Meins, 
1999). 

Due to the involvement of PR proteins in host 
resistance, genes encoding such PR proteins could be 
exploited to engineer resistance in crops (Sharma et al., 
1993). The root rot problem in cocoyam could be solved if 
genes conditioning resistance against Pythium 
myriotylum were identified and either bred in or cloned 
and genetically engineered into cocoyam. A logical first 
step would be to understand the host resistance 
response that is deployed during pathogen infection or 
attempted infection. Also, identified genes may be 
targeted for over-expression to develop resistant 
cultivars. Broglie et al. (1991) found that transgenic plants 
over-expressing a basic bean chitinase exhibited 
increased resistance against Rhizoctonia solani.  

The objective of this study was to determine and 
characterize host-specific defense related proteins 
induced in cocoyam, their serological relationship to 
known PR proteins and if there is temporal accumulation 
of these PR proteins in response to P. myriotylum 
infection.  
 
 
MATERIALS AND METHODS 
 
Plant inoculation and protein extraction for enzymatic activity 
assays 
 
Five plants from each of the cocoyam breeding accessions 
RO3015, RO2063, RO1054 and “Local White” (Table 1) were 
inoculated at the roots with a suspension of 1 × 104 mycelial 
fragments/ml or zoospores of P. myriotylum or distilled water in a 
split root system. P. myriotylum used for inoculation was a gift from 
Dr. Tambong. A hyphal tip was grown on lima bean sucrose agar 
(LBSA, pH 7.0) at 31°C in the dark for 5 days prior to being used for 
inoculum preparation. The inoculum was derived by macerating 5-
day old flocculent mycelia cultures with distilled deionized water in a 
Waring blender. The final inoculum concentration was adjusted to 1 
× 104 mycelial fragments per ml. The split root system was set up 
such that about 8-10 cocoyam roots in the potted soilless medium 
were carefully extended through the holes at bottom of the pot into 
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carried out on 0.75 mm 18% (30:0.8 acrylamide/bis-acrylamide) 
slab gels to determine purity of the crude protein extracts, 
differences between samples, and resolve proteins for western 
blotting, according to the protocols of Bollag et al. (1996). The 
resolving gel was prepared by combining acrylamide (18.48%), 
0.375 M Tris-HCl, pH 8.8, 0.1% SDS, 50 l 10% ammonium 
persulfate and 5 l TEMED. The stacking gel (5%) contained 
5.159% total acrylamide, 0.125 M Tris-HCl, pH 6.8, 0.04% SDS, 30 
l of 10% ammonium persulfate and 5 l TEMED. Mini gels (6 cm x 
8 cm x 0.75 mm) were cast in slabs according to the BIO-RAD mini 
gel procedures (Bio-Rad, Hercules, CA). After gels were cast, 
protein samples were combined (4:1) with sample buffer (5x) 
containing 60 mM Tris-HCl, pH 6.8, 25% glycerol, 2% SDS, 14.4 
mM 2-mercaptoethanol and 0.1% bromophenol blue. The solution 
was mixed and heated at 95°C for 4 min, centrifuged briefly (1 s) 
and sample volumes corresponding to approximately 20 g was 
loaded in each well. Samples were resolved at 150 V constant 
voltage for 1.4 h. Proteins were fixed and stained for 8-10 min in 
Coomassie gel stain solution containing 0.1% Coomassie Blue R-
250, 45% methanol and 10% glacial acetic acid. Gels were 
destained overnight in a solution containing 10% each of methanol, 
and glacial acetic acid, photographed and image processed using 
the AlphaImager computer software. The molecular masses of 
resolved proteins were estimated by coelectrophoresis of marker 
proteins (Bio-Rad) of molecular masses ranging from 6.5 to 200 
kDa.  
 
 
Isoelectric focusing and detection of chitinase and glucanase 
in overlay gels 
 
Isoelectric focusing was carried out on 0.4 mm gels using the Bio-
Rad Mini IEF Cell (Bio-Rad, Hercules, CA). The gels were prepared 
by combining 2 ml 24.25% acrylamide+0.75% bis-acrylamide, 0.5 
ml water-free glycerol, 500 µl 3/10 ampholyte and 5.5 ml distilled 
water. After degassing the solution for 5 min, 15 µl ammonium 
persulfate, 50 µl 0.1 % riboflavin and 3 µl TEMED were added and 
gels cast according to the equipment manufacturer’s protocol. 
Protein samples were loaded (5 µl, approx. 4.5 µg/well) directly on 
the gel. Samples were focused for 15 min at 100 V, 15 min at 200 V 
and 1 h at 450 V. Overlay slab gels (7.5%) were cast according to 
the protocol of Bollag et al. (1996). They contained either 0.04% 
CM-Chitin RBV or CM-Curdlan RBB in 0.2 M sodium acetate buffer, 
pH 5.0.  
 
 
Detection of enzyme activity on overlay gels 
 
After IEF was complete, the focused gels were overlaid with the 
overlay gels and the gels sandwich incubated under moist 
conditions at 37C overnight (12 h). Chitinase was detected by 
incubating the overlay gel in freshly made 0.01% (w/v) fluorescent 
brightener 28 (Calcofluor white M2R) in 0.5 M Tris-HCl (pH 8.8) at 
26C for 10 min. The gels were rinsed in distilled deionized water at 
26C for 10-15 min. Chitinase isozymes were visualized as clear 
zones on a UV light source. Gel pieces representing different bands 
were cut and incubated in distilled deionized water overnight after 
which the pH of each piece was determined.    
 
 
Western blotting 
 
SDS-PAGE was carried out using 18% polyacrylamide gels as 
described earlier. After SDS-PAGE, proteins were transferred onto 
Immun-Blot® PVDF or nitrocellulose membranes using the Bio-Rad 
Mini Transblot® electrophoretic transfer cell (Bio-Rad, Hercules, 
CA) following the manufacturer’s instructions. Electroblotting was 
completed  in 1 h at 100 V, constant  voltage. After  electro-transfer, 
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the membrane was blocked for 1 h with 1% (w/v) BSA in Tris 
buffered saline (TBS; 20mM Tris, 500mM NaCl, pH 7.4) containing 
0.05% Tween 20 (TBS-T) and washed with TBS-T twice for 15 min 
each. The primary polyclonal antibodies for chitinase (PR-3) and 
glucanase (PR-2) were gifts from Dr. Tomas Bryngelsson; the 
antibodies were raised from barley leaves inoculated with the 
powdery mildew fungus, Erysiphe graminis f. sp hordei syn. 
Blumeria graminis f. sp hordei. Anti-osmotin antibody raised against 
osmotin purified from NaCl- adapted cultured tobacco cells, a gift 
from Dr. Meena Narsimhan, Purdue University, USA, was also 
used. Anti-PR-3 anti-chitinase and anti-PR-2 anti-glucanase 
antibodies were diluted 1:250, while anti-osmotin was diluted 
1:3000, in blocking buffer. The antibodies were incubated in this 
solution overnight (11 h) at room temperature. The next day, the 
membranes were washed in two changes of TBS-T each for 15 min 
and subsequently incubated for 2 h in the secondary antibody 
diluted 1:1000 (goat anti-rabbit IgG [H+L] alkaline phosphatase 
conjugate in 10mM Tris, 150mM NaCl, 1mM MgCl2, pH 8.0) (Bio-
Rad, Hercules, CA) for chitinase and glucanase, and 1:5000 (rabbit 
anti-chicken IgG [H+L] alkaline phosphatase conjugate in 10mM 
Tris-HCl, 250 mM NaCl, pH 8.0) (Jackson ImmunoResearch 
Laboratories Inc, West Grove, PA) for osmotin, with blocking buffer, 
followed by two washes with TBS-T as above. The protein bands 
were revealed by incubating the membranes with constant shaking 
in 25 ml of alkaline phosphatase substrate containing 250 µl 
nitroblue tetrazolium (NBT) in aqueous dimethyl formamide [DMF] 
containing MgCl2 and 250 µl BCIP (5-bromo-4-chloro-3-indoyl 
phosphate in DMF). Color development was stopped, by rinsing the 
membranes three times in distilled water. 
 
 
Statistical analysis of data 
 
Enzymatic activity measurements were subjected to the analysis of 
variance procedure. Treatment means were compared using Tukey 
HSD test (p≤0.05). The SAS statistical software was used in all data 
analyses.   
 
 

RESULTS 
 
Chitinase activity 
 
There was a significant increase in chitinase activity in 
roots of all inoculated plants, compared to the controls. 
Constitutive levels of chitinase activity ranged from 10-60 
units/µg of protein. Chitinase activity increased up to 4-
fold in roots of inoculated RO1054 (tolerant) plants at 8 
dpi (Figure 2A). In the susceptible “Local White”, 
chitinase activity also increased significantly (up to 6-fold) 
in roots of inoculated plants at 6 dpi (Figure 2B), and then 
sharply declined. The time course of chitinase activity in 
the tolerant RO3015 showed significant activity in roots of 
inoculated plants at 4, 6 and 8 dpi (Figure 2C), while in 
the susceptible RO2063, high and significant chitinase 
activity was observed at 6 and 8 dpi (6-fold increase) 
(Figure 2D). These results show there was a systemic 
increase in chitinase activity, in cocoyam roots resulting 
from inoculation with P. myriotylum. 
 
 
ß-1,3-glucanase 
 
ß-1,3-glucanase activity was only significantly induced in
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sion of induced systemic resistance to any subsequent 
nonspecific or specific pathogen of cocoyam capable of 
attacking an already pathogenically challenged cocoyam 
plant. Tolerance (partial resistance) in RO1054 could be 
contributed by the synergistic induction of these two 
hydrolases. In many host-pathogen interactions involving 
active defense or induced resistance, the pathogenesis-
related (PR) endohydrolases with chitinase or -1,3-
glucanase activity, including the thaumatin-like proteins, 
have been detected in the attacked plant (Anfoka and 
Buchenauer, 1997; Rahimi et al., 1996; Reiss and 
Bryngelsson, 1996; Van Loon, 1999). -1,3-glucanase 
and chitinase are produced in many active defense 
responses involving fungi. The substrates for these 
enzymes are present as structural components of several 
fungal pathogens. Evidence from in vitro studies shows 
that the action of these enzymes leads to inhibition of 
fungal growth or hyphal lysis (Mauch et al., 1988; 
Woloshuk et al., 1991). However, it is unclear why 
chitinase accumulates in plants attacked by oomycetes 
since the oomycetes lack chitin in their cell wall. It 
appears therefore, that the accumulation of chitinase in 
this host-pathogen interaction is either induced by 
nonspecific elicitors or part of the induced resistance 
repertoire, which mainly helps to strengthen the plant’s 
defense system in preparation for subsequent pathogen 
attack.  

In Western analysis, using anti-osmotin polyclonal 
antibodies from NaCl-adapted tobacco cells, we detected 
a single protein band (42 kDa) commonly expressed in 
the roots of the inoculated accessions. Proteins of the 
PR-5 family have been placed into two major groups 
based on their cellular localization. Among these 
proteins, the osmotin-like proteins, which are said to be 
basic and mainly vacuolar (Jacobs et al., 1999; Kombrink 
and Somssich, 1995), are known to exhibit antifungal 
activity (Velazhahan et al., 1999). 

This is the first time a study examining induced defense 
response in cocoyam has been undertaken. Apart from 
work done on a related aroid (Colocasia esculenta) in 
which cultivars were screened for induction of PR protein 
in response to infection by Phytophthora colocasiae (Ho 
and Ramsden, 1998), no attempts at understanding the 
mechanism of cocoyam resistance to the root rot disease 
have been undertaken at the molecular level.  

In this study, we observed a significant increase in 
chitinase activity in the roots of both tolerant and sus-
ceptible cocoyam infected with P. myriotylum, however, 
multiple chitinase bands were expressed only in roots of 
the tolerant cocoyam. Our results also show that the 
closely related thaumatin-like (TL) protein, osmotin (PR-
5), is induced in cocoyam in response to P. myriotylum 
attack. The increased chitinase and -1,3-glucanase 
activity in healthy roots of RO1054 infected with P. 
myriotylum compared to the control, shows that these 
PRs were systemically induced. Infected roots of 
inoculated   plants  were  generally  avoided  in  order  to  

 
 
 
 
exclude pathogen proteins in the analysis. It is apparent, 
however, that induction of these proteins including 
osmotins, does not afford complete protection from the 
invading pathogen. Although osmotins have been shown 
to be inhibitory to several fungi including the oomycete 
Phytophthora infestans (Woloshuk et al., 1991), it seems 
members of the PR5 group may be specialized in their 
functions, for example, possession of antifungal activity 
against only selective pathogens (Yun et al., 1996). 
Complete protection from infection would probably 
require high and rapid accumulation of hydrolytic 
enzymes and antifungal proteins or accumulation of yet 
other unidentified antimicrobial compounds in the coco-
yam roots. This work only sets the stage for one 
approach to understanding disease resistance/tolerance 
in cocoyam to P. myriotylum. Revealing the relatively 
weak defense capability of cocoyams attacked by a 
virulent isolate of P. myriotylum is of interest not only 
because it increases our understanding of the nature of 
cocoyam defenses but could offer researchers more 
rational and viable strategies for the effective control of 
this pathogen on cocoyam. For example, genetic studies 
in future research could identify genes in resistant plants 
expressing high levels of constitutive antifungal proteins 
that could be engineered into the susceptible consumer 
preferred cultivars to enhance disease resistance. 
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