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Abstract. Okra production in eastern India at present is severely threatened by whiteﬂy-mediated okra enation leaf curl disease
(OELCuD). Identiﬁcation of resistant genotype and understanding the genetic control and biochemical relationship of OELCuD resistance
are prerequisite for developing an effective breeding strategy. This study was conducted employing six populations (P1, P2, F1, F2, BC1 and
BC2) of two selected (resistant 9 susceptible (R9S)) crosses. Associationship between severity of OELCuD and biochemical parameters
of parents and hybrids at preﬂowering and ﬂowering stages was studied. Segregation pattern of the genotypes in F2 generation showing
OELCuD reaction of two crosses suggested that two duplicate recessive genes was operative for resistance to OELCuD. Generation mean
analysis revealed involvement of both additive and nonadditive effects in the inheritance of disease resistance. Hence, postponement of
selection in later generations or intermating among the selected segregates followed by one or two generations of selﬁng to break the
undesirable linkage and allow the accumulation of favourable alleles could be suggested for the development of stable resistant genotype
against this disease. Higher peroxidase activity and total phenol content in leaf emerged as reliable biochemical markers for early selection
of genotype resistant to OELCuD.
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Introduction
India is the largest producer of okra (Abelmoschus esculentus L. Moench) in the world (Anonymous 2017). The most
important constraint in okra production is susceptibility of
the crop to various insect pests (Acharya et al. 2018) and
viral diseases (Das et al. 2013; Seth et al. 2017). The
gangetic plains of eastern India share a coveted position in
okra production. Over the years, this particular region serves
as one of the hot spots of okra yellow vein mosaic disease
(OYVMD) which occurs at all growth stages in okra (Das
et al. 2013). At present, okra enation leaf curl disease
(OELCuD) is an emerging viral disease of Indian subcontinent as a whole and in eastern parts of India in particular
(Yadav et al. 2018; Jamir et al. 2020). It was ﬁrst reported in
Karnataka, India (Singh and Dutta 1986; Singh 1996). Later,
report on incidence of this disease came from different parts

of the world, namely Nigeria (Atiri 1984), Pakistan (Nadeem
et al. 1997), Saudi Arabia (Ghanem 2003), China (Lubin
et al. 2005) and Iran (Bananej et al. 2016). This disease is
caused by viruses which belong to the group begomovirus,
family Geminiviridae and characterized by the formation of
small pin-head enations on the under surface of leaves followed by a warty and rough texture of the leaves which later
curl upwards, showing a twisting of the stem and petioles
with leaves becoming thick and leathery. This disease results
stunted growth of okra plants with small and deformed
fruits, which are unﬁt for marketing and consumption (Singh
1996; Sanwal et al. 2014). It is not seed transmitted disease
but it is reported to be transmitted by whiteﬂy (Venkataravanappa et al. 2015).
The wide diversity among begomoviruses associated with
mixed infections results in recombination and pseudorecombination events leading to evolution of geminiviruses
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(Seal et al. 2006) including the origin of OELCuD as the
sequences making up OELCuD have originated from other
malvaceous begomoviruses; cotton leaf curl Bangaluru virus
(CLCuBaV), mesta yellow vein mosaic virus (MeYVMV),
and OYVMD (Venkataravanappa et al. 2015). They also
reported that OELCuD may be produced in association with
at least two distinct betasatellites: bhendi yellow vein
betasatellite (BYVB) and okra leaf curl betasatellite
(OLCuB). An alpha satellite DNA associated with OELCuD
has also been characterized (Chandran et al. 2013).
From southern parts of India, it has also been reported that
okra plant showed either OYVMD or OELCuD symptoms
(Sohrab et al. 2013). However, under northern Indian conditions, both OYVMD and OELCuD symptoms together on
the same plants have been noticed which could be due to
lack of genetic purity of a particular genotype or due to the
emergence of new viral strains or due to the recombination
or pseudorecombination (Mishra et al. 2017). In the
Gangetic plains of eastern India, the infection of YVMV and
OELCV did not occur simultaneously in the same plant
(Devi et al. 2018; Yadav et al. 2018).
Lack of resistance source to this disease has forced
breeders to look into the wild species (A. crinitus, A. ﬁculneus, A. angulosus and A. manihot) in okra which have
stable and reliable sources of resistance to OELCuD (Singh
et al. 2007, 2009). However, the transfer of resistance from
wild relatives is hampered by sterility problems and it is
difﬁcult to produce subsequent generations or even carryout
backcrosses (Sanwal et al. 2014). Hence, continuous search
for new sources of resistance from indigenous germplasm or
prebreeding lines, and development of varieties/hybrids with
higher level of resistance against OELCuD should be the
prime objective.
The role of proximate compositions and enzyme activities
for imparting resistance against OELCuD has not yet been
documented, although several reports are available on biochemical basis of resistance to OYVMD (Prakasha 2009;
Prabu and Warade 2009; Seth et al. 2017). Plant phenolics
are secondary metabolites involved in the defense mechanisms of plants against pathogens and insect herbivores
(Saini et al. 1988; Lattanzio et al. 2006). Plants respond to
wide array of environmental enemies with a varying degree
of responses, which use constitutive and induced phenolic
substances affecting the susceptibility/resistance reactions of
the host plant (Lattanzio et al. 2006). Phenolic substances
provide mechanical strength to the host cell wall and also
check the entry of invading pathogens (Saini et al. 1988).
The ﬁrst step of the defense mechanism in plants responding
to infection is the rapid accumulation of phenols at the
infection site, which restricts or slows down the pathogen
growth (Matern and Kneusel 1988). The enzymes, phenylalanine ammonia lyase (PAL), polyphenoloxidase (PPO),
and peroxidase (POD) are involved in phenol oxidation and
exert their increased activities during hypersensitive reactions to infection (Barberan and Espin 2001). Our previous
study revealed that higher activities of POD, PPO, phenol

and contents of ascorbic acid in okra leaves exhibited negative relationships with severity of OYVMD over the crop
growth stages (Seth et al. 2017). Activities of defense related
factors varied with genotypes and crop growth stages (Jabeen et al. 2009). The main drawback of the conventional
resistant breeding is the time required for the identiﬁcation
of resistant or tolerant lines which cannot be identiﬁed at
early plant growth stage. Selection at early growth stage can
reduce the time required for population screening. Different
marker systems are available which can help to select disease resistant genotypes at early growth stages. The synthesis of different biochemical compositions including
enzyme activities at various growth stages can be used as
biochemical markers that could help for early identiﬁcation
of resistant genotype during population screening.
Under greenhouse condition, agro-inoculation is an useful
and efﬁcient technique to screen okra germplasm against
OELCuD (Venkataravanappa et al. 2014). However, evaluation under ﬁeld condition in hotspot can be equally an
effective method for screening large number of germplasm
lines for OELCuD resistance and susceptibility (Devi et al.
2019; Jamir et al. 2020). A single report is available on the
inheritance pattern of the disease till date (Devi et al. 2019).
For developing the high-yielding OELCuD resistant varieties of okra, it is worthwhile to identify resistant source
among cultivated species of okra for the study of the
inheritance of host resistance. The present investigation was
carried out to understand the genetic basis of the host
resistance to OELCuD with emphasis on biochemical
parameters related to resistance with a view to frame the
breeding strategy for development of OELCuD resistant
variety.

Material and methods
Field evaluation of okra germplasm

The ﬁeld screening of 35 okra genotypes were obtained from
ICAR-IIVR, Varanasi and ICAR-IIHR, Bengaluru, India,
which was carried out for the identiﬁcation of OYVMD/
OELCuD resistant genotypes under climatic conditions (humidity (65 to 95%) and mean day temperature 24°C to 39°C)
during June–September 2015. During this time the activity of
whiteﬂy and incidence of viral diseases reaches its peak as
observed in our previous studies (Das et al. 2012; Acharya
et al. 2018). Each line was sown in augmented block design
keeping spacing at 60 cm930 cm between rows and plants in
raised plots that were 3.0-m long and 1.8-m wide, accommodating 30 plants per plot. To allow the growth of vector
population throughout the growing season, no protection
measures were taken against whiteﬂy infestation. Every plant
in the population was observed visually at 20 days interval for
susceptibility against both YVMD and OELCuD starting from
20 days after sowing (DAS) till 80 DAS. The evaluated lines
either expressed OYVMD or OELCuD symptom in a
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population at a time which supported the previous observations (Sohrab et al. 2013; Yadav et al. 2018; Devi et al. 2018).
For the purpose of disease reaction classiﬁcation, a genotype
found resistant to any of the disease at any stage was considered resistant and vice versa.
Development of F1 generations

Based on the severity of symptoms development of OELCuD,
two most resistant genotypes 285-1-3A-1-17-1 and
VRO-178, and one susceptible genotype BCO-1 were
selected by conﬁrming artiﬁcial feeding with viruliferous
whiteﬂy (Yadav et al. 2018) for the hybridization programme during February–May of 2016.
Development of F2 and backcross generations

Hybrids of two selected contrasting crosses involving most
resistant genotypes (285-1-3A-1-17-1 and VRO-178) and
susceptible genotype (BCO-1) were sown during June–
September 2016 (humidity (60 to 92%) and mean day
temperature 27°C to 38.5°C) in the Gangetic plains of West
Bengal at the research ﬁeld of All India Coordinated
Research Project on Vegetable Crops, Bidhan Chandra
Krishi Viswavidyalaya, Nadia, India, situated at 23.5°N
latitude and 89°E longitude at an elevation of 9.75 m above
the mean sea level. Hybrids were selfed to obtain F2 progenies as well as backcrossed to their respective parents (P1
and P2) in the following fashion to obtain backcross progenies of BC1 (cross with resistant parent) and BC2 (cross
with susceptible parent). (i) Cross I: resistant 9 susceptible
[285-1-3A-1-17-1 9 BCO-1]; (ii) cross II: resistant 9 susceptible [VRO-178 9 BCO-1].
Experimental layout

Seeds of parents (P1 and P2) and their generations (F1, F2,
BC1, and BC2) of two contrasting crosses were sown following compact family block design replicated thrice during
June–September 2017. A total of 25 plants, each for P1, P2
and F1; 250 plants for F2; and 35 plants each for BC1 and
BC2 keeping ﬁve plants in a row were kept per replication
for evaluation. Standard agronomic practices for raising
good crop were followed (Chattopadhyay et al. 2007). No
spraying of systemic insecticide against whiteﬂy infestation
was taken to allow the growth of vector population
throughout the growing season.
Data recording

Different biochemical parameters of total chlorophyll and
phenol contents, enzyme activities of POD, PPO, and PAL
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were estimated from the top third leaf of two resistant (2851-3A-1-17-1, VRO-178) and one susceptible (BCO-1) parents, and their cross combinations (285-1-3A-1-171 9 BCO-1 and VRO-178 9 BCO-1) at preﬂowering (30
DAS) and ﬂowering (45 DAS) stages. Measurement of total
chlorophyll content (mg/100 g tissue) and estimation of total
phenol content (mg/100 g tissue) in leaf was performed
(Sadasivam and Manickam 1996). The changes in the
activities of PPO (Malik and Singh 1980), POD and PAL
were done spectrophotometrically (Sadasivam and Manickam 1996).
Days to ﬁrst appearance of OELCuD was noted in each
generation. The total number of plants infected with OELCuD was counted starting from 20 to 80 DAS in the population and per cent disease index (PDI) was calculated
(McKinney and Davis 1925) by using disease severity scale
(0, no disease; 1, top leaves curled; 3, top leaves curled and
slight stunting of plant; 5, all leaves curled, twisting of
petiole and slight stunting of plant; 7, severe curling of
leaves, twisting of petiole, stunting of plant and proliferation
of auxiliary branches) as per Alegbejo (1997). Relative
spread of OELCuD was also computed among different
generations of two contrasting crosses using the area under
the disease progress-curve (AUDPC) following the standard
method (Campbell and Madden 1990).

Statistical analysis

The means and variances of means for two disease related
traits (days to ﬁrst appearance of OELCuD and PDI of
OELCuD) were computed for each generation (Gomez and
Gomez 1984). Observations recorded in the segregating
generations were subjected to v2 test for goodness of ﬁt. The
three quantities of scaling tests, namely A, B and C were
calculated (Mather 1949) to detect the presence or absence
of epistasis. The generation means were analysed (Hayman
1958) to provide information on the inheritance of various
traits. The generation means were used to estimate the six
genetic parameters, namely (m), (d), (h), (i), (j) and (l) of
digenic interaction model representing F2 mean, additive
gene action, dominance genetic effect, additive 9 additive
gene interaction effect, additive 9 dominance interaction
effect and dominance 9 dominance gene effects, respectively assuming that no linkage and no higher order gene
interaction exists. The signiﬁcance of each estimate was
judged by t-test against its standard error of estimate. Pearson’s correlation coefﬁcients were worked out among two
tolerant and one susceptible parents, and their cross combinations by taking PDI of OELCuD as dependent variable,
and different biochemical parameters as independent variables, at preﬂowering (30 DAS) and ﬂowering (45 DAS)
stages. All the analyses were computed using computer
software programme INDOSTAT (ver. 8.1, Indostat,
Hyderabad, India).

-16.02**
-23.50**
45.71**
33.79**
-18.80**
-27.20**
36.33**
25.20**
31.33
30.67
36.91
37.85
35.67
36.67
30.26
29.31
29.67
27.67
43.67
44.06
28.67
26.33
40.86
41.23
25.33
25.67
48.93
51.63
**Signiﬁcant at 0.01 level of probability.

45.33
46.67
11.01
14.23
285-1-3A-1-17-1 9 BCO-1 (R 9 S)
VRO-178 9 BCO-1 (R 9 S)
285-1-3A-1-17-1 9 BCO-1 (R 9 S)
VRO-178 9 BCO-1 (R 9 S)

MP heterosis in F1
BC2
BC1
F2
F1
P2
P1
Table 1. Mean values for OELCuD related traits in six generations.

The expressions of parents (P1 and P2) of two contrasting
crosses differed signiﬁcantly for two OELCuD related traits,
namely days to ﬁrst appearance of OELCuD and PDI of
OELCuD (table 1). The degree of disease severity varied
greatly among different generations of two contrasting cross
combinations. Comparatively, a high disease severity
(44.06%) was observed in F2 population of VRO178 9 BCO-1 cross. Signiﬁcant heterosis in negative
direction for days to 1st appearance of OELCuD and positive direction for PDI of OELCuD over mid-parent in F1
generations of two crosses was observed (table 1). Signiﬁcant heterosis was noted in both negative and positive
directions over mid-parent in F2 generation for both the
traits.
The appearance of OELCuD in the Gangetic plains of
West Bengal, India commences within 15–20 days after
sowing, which resulted in high infection rate of disease
(Jamir et al. 2020). The crop could produce signiﬁcant
number of marketable fruits if infected at post ﬂowering
stage as compared to the plant infected before the ﬂowering
stage. Therefore, days to ﬁrst appearance of OELCuD
would be a useful indicator governing susceptibility/resistance of okra germplasm for breeders to develop resistant
varieties. The spread of OELCuD depends on several factors, such as presence of virulent strains of the viruses,
population of viruliferous cryptic whitely-species complex,
environmental conditions and inoculum load (Sanwal et al.
2014; Vyskocilová et al. 2018). In the present study, signiﬁcant heterosis in negative and positive directions over
mid-parent in F1 generation indicates bidirectional dominance of two disease related traits. Transgressions in segregating generation in the present study may be due to
wide genetic distance of parents and recombination of
additive alleles. This recombination results in new pairs of
alleles at two or more loci. Both bidirectional dominance
and transgressive segregates were also noticed in two
YVMD related traits (Seth et al. 2017). Moreover, the data
of two disease related traits in backcross generations (BC1
and BC2) were superior to their matching generations (F1
and F2) which might also indicate an accumulation of some
favourable alleles. The data in F2 generation for PDI of
OELCuD was inferior to its matching progeny generations
(F1, BC1 and BC2), which might be due to the maximum
segregation of desirable alleles that may result in higher
frequency of inferior segregates in two crosses. The superiority of F1 could be due to an accumulation of favourable
dominant alleles, while the superiority in performance of
segregating generations (F2, BC1 and BC2) might suggest a
higher frequency of their transgressive segregates (Marame
et al. 2009). The least difference in days to 1st appearance
of OELCuD and PDI of OELCuD between backcross
generations might be due to dispersion of increasing and

MP heterosis in F2

Mean performances of two OELCuD related traits

Days to ﬁrst appearance
of OELCuD
PDI of OELCuD (%)

P1–P2

Results and discussion

20.00**
21.00**
-37.92**
-37.40**
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VRO-178 × BCO-1 (R × S)

Figure 1. Comparative study on OELCuD progression in six generations of two different cross combinations.

decreasing alleles among the parents (Mather and Jinks
1982).
The range of AUDPC of different generations in two cross
combinations varied widely between resistant and susceptible populations (ﬁgure 1). The disease severity of OELCuD
among populations of two contrasting crosses progressed
slowly at the initial stage but accelerated as the plants were
maturing. In the present study, the AUDPC values were
found to be the minimum (less than 400) within resistant
group and the maximum (904 to 1916) within the susceptible
group under naturally infected ﬁeld conditions. Okra generations among two crosses showed that susceptible and
highly susceptible reactions had extremely high AUDPCs.

It is difﬁcult to judge OELCuD severity of the same line at
later growth stages on the basis of single observation. Plantdisease epidemiologists rely on temporal increase of disease
data for the calculation of the OELCuD (Madden et al.
2000) which uses multiple evaluations and do not rely on
transformations, thus lead to more accurate phenotypic
evaluation (Campbell and Madden 1990) and represents
disease progress throughout the entire growth period (Roy
et al. 2009). In this investigation, the AUDPC values varied
greatly between resistant and susceptible groups, indicating
low cumulative disease progress in resistant genotype and
vice versa.

Table 2. Chi-square test for different genetic ratios in crosses involving OELCuD resistant and susceptible parents of okra.

Cross combinations

Generation

Number of resistant
plant

Number of susceptible
plant

Total

Genetic ratio
T:S

v2

P

285-1-3A-1-17-1 9 BCO-1
(R 9 S)

P1
P2
F1
F2
BC*1
BC**
2

63
9
12
294
90
57

12
66
63
456
15
48

75
75
75
750
105
105

–
–
–
7:9
1:0
1:1

–
–
–
2.10
?
0.26

–
–
–
0.1–0.2
?
0.5–0.7

VRO-178 9 BCO-1 (R 9 S)

P1
P2
F1
F2
BC***
1
BC****
2

57
12
15
282
84
60

18
63
60
468
21
45

75
75
75
750
105
105

–
–
–
7:9
1:0
1:1

–
–
–
3.83
?
0.72

–
–
–
0.05–0.10
?
0.3–0.5

R, tolerant; S, susceptible; *BC1, backcross with 285-1-3A-1-17-1; **BC2, backcross with BCO-1; ***BC1, backcross with VRO-178;
****BC2, backcross with BCO-1.
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Two parental lines (P1, P2) and their generations (F1, F2,
BC1, and BC2) of two contrasting cross combinations of
resistant 9 susceptible type were taken to carry out this
experiment during June–September 2015. The number of
resistant and susceptible genotypes against OELCuD were
recorded from parental lines and their generations. The
qualitative analysis interpreted in terms of ratios and frequencies was carried out by using v2 test on the segregation
of resistant and susceptible plants in F2 and backcross generations of two crosses, presented in table 2. In cross I (2851-3A-1-17-1 9 BCO-1), of the total population of 75 in
each P1, P2 and F1 in three replications, 12, 66, and 63 plants
showed OELCuD symptoms, respectively suggesting resistance to OELCuD in the parent 285-1-3A-1-17-1 and susceptibility in other parent BCO-1. In case of cross II (VRO178 9 BCO-1), of the 75 plants in three replications, 18, 63,
and 60 plants showed OELCuD symptoms in P1, P2 and F1,
respectively revealing resistance to OELCuD in the parent
VRO-178 and susceptibility in BCO-1. Appearance of a few
resistant plants in F1 population in two crosses suggested the
possibility of more than single gene controlling the resistance to OELCuD in 285-1-3A-1-17-1 and VRO-178.
Segregation pattern for OELCuD in F2 generation of these
two crosses showed a good ﬁt for seven (resistant): nine
(susceptible) and their acceptable homogeneity chi-square
(v2) conﬁrmed existence of two genes with duplicate
recessive epistasis (table 2). The nonsigniﬁcant values of v2
suggested that the observed ratio did not deviate signiﬁcantly from the expected 7:9 ratio. The dominant allele of
one gene was epistatic to the recessive allele of the other. Of
the 105 plants in three replications, 15 and 48 plants in cross
I, and 21 and 45 plants in cross II in each BC1 and BC2
generations, respectively produced OELCuD symptoms
which supported the expected ratio of almost 1:0 in BC1
(backcross with resistant parent) and 1:1 in BC2 (backcross
with susceptible parent).
The inheritance study of OELCuD through v2 test amply
suggested that resistance to OELCuD was controlled by two
duplicate recessive genes in resistant 9 susceptible (R 9 S)

crosses. In our previous study with different genetic background of parental lines, the inheritance pattern of ELCuD of
okra also revealed that two duplicate recessive genes were
operative in tolerant 9 susceptible cross (Devi et al. 2019).
The joint actions of two or multiple loci conferring disease
resistance in plant systems have been reported (Kang et al.
2005). When two loci, pvr2 and pvr6 in pepper, are in a
recessive-homozygous condition, they can confer resistance
to pepper veinal mottle virus (PVMV) (Ruffel et al. 2006). In
the present study, appearance of few numbers of susceptible
plants in BC1 generations (backcross with tolerant parent) of
two crosses may be due to presence of additional factors in the
resistance system of 285-1-3A-1-17-1 and VRO-178 or minor
resistance factor contributed by the susceptible parent BCO-1.
Hence, the inheritance of resistance to OELCuD appears to be
more complicated, quantitative in nature, and dependent on
gene-dosage resistance mechanism. Fraser (1990) stated that
such mechanism allows virus to infect the plant, but simultaneously inhibit virus multiplication within the plant or
showing no phenotypic symptom, which support the ﬁndings
of Nariani and Seth (1958) who stated the situation as symptomless carriers. Therefore, one could transfer major resistant
genes to other varieties, but the resistant breaking virus strains
might obstruct to get resistant plants in stable condition. Thus,
accumulation of more resistant genes may be required for
getting a stable OELCuD resistant phenotype in okra. In such
cases some breeding lines 2014/OKYV RES-5, 2014/OKYV
RES-10, 2014/OKYV RES-11, IC433532 and IC411692
which were identiﬁed as promising donors could be utilized in
OELCuD resistant breeding programme (Devi et al. 2018).
Gene action based on generation mean analysis

Mean data for six generations along with the estimates on
the scales ‘A’, ‘B’, ‘C’ and ‘D’ from the crosses are summarized (table 3). The scaling tests were applied in the
present study to test the presence of nonallelic gene interactions (Mather and Jinks 1982). The estimates of the gene
effects by using a six-parameter model (Kearsey and Pooni
1996) are presented in table 4.

Table 3. Estimates of gene effects based on scaling test for OELCuD related traits in okra.
Scale
Cross combination
Days to ﬁrst appearance of OELCuD
285-1-3A-1-17-1 9 BCO-1 (R9S)
VRO-178 9 BCO-1 (R9S)
PDI of OELCuD (%)
285-1-3A-1-17-1 9 BCO-1 (R9S)
VRO-178 9 BCO-1 (R9S)
**Signiﬁcant at 0.01 level of probability.

A

B

C

D

-2.66** ± 1.50
0.34 ± 2.60

8.66** ± 1.57
9.34** ± 2.27

-9.32** ± 3.17
-6.32** ± 4.46

-7.66** ± 1.47
-8.00** ± 2.15

5.88** ± 1.90
0.33 ± 2.10

-18.74** ± 1.59
-19.99** ± 2.05

24.24** ± 2.99
10.94** ± 3.52

18.55** ± 1.67
15.30** ± 2.06
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0.79
0.98
4.27
4.11
2.22
6.31
Duplicate

±
±
±
±
±
±
41.23**
-8.74**
-19.47**
-30.60**
20.32**
50.26**
6.33
0.73
3.43
3.34
2.01
5.29
Duplicate
56.27

±
±
±
±
±
±
42.86**
-6.65**
-23.44**
-37.10**
24.67**
49.96**

VRO-178 9 BCO-1
(R 9 S)
285-1-3A-1-17-1 9 BCO-1
(R 9 S)

PDI of OELCuD (%)

17-1 9 BCO-1), all the four scales and gene effects
were found signiﬁcant revealing dominance, additive,
additive 9 additive, additive 9 dominance and dominance 9 dominance type gene interactions controlled days to
ﬁrst appearance of OELCuD. The opposite sign of [h] and
[l] was the indicative of duplicate type (gene effect) of
epistasis.
For the second cross (VRO-178 9 BCO-1), the signiﬁcant estimates of four scales indicated the presence of
additive 9 additive [i], additive 9 dominance [j], and
dominance 9 dominance [l] types of non-allelic gene
interactions. The values of [d] and [h] gene effects were
signiﬁcant which revealed the presence of additive and
dominance types of gene interactions, respectively. The
values of [h] and [l] attained different signs which suggested
duplicate type of epistasis.

0.87
4.53
4.45
4.31
2.41
6.75
Duplicate

±
±
±
±
±
±
29.67**
6.00*
6.16*
16.00**
-9.00**
-25.68**
0.62
0.64
3.06
2.94
1.27
4.43

*,**Signiﬁcant at 0.05 and 0.01 level of probability, respectively.

Duplicate
48.72

±
±
±
±
±
±
29.67**
4.34**
8.66**
15.32**
-11.32**
-21.32**

M (mean)
d (additive effect)
h (dominance effect)
i (additive 9 additive type gene interaction)
j (additive 9 dominance type gene interaction)
l (dominance 9 dominance type gene
interaction)
Epistatic gene action
Narrow sense heritability (%)

Genetic components/traits

285-1-3A-1-17-1 9 BCO-1
(R 9 S)

VRO-178 9 BCO-1
(R 9 S)

Percent disease index (PDI) of OELCuD

Days to ﬁrst appearance of OELCuD

Table 4. Estimates of gene effects and narrow sense heritability based on joint scaling test for a six-parameter model in intervarietal crosses of OELCuD related traits.

Days to ﬁrst appearance of OELCuD: In cross I (285-1-3A-1-

For cross I, the signiﬁcant estimates of four scales indicated
the presence of all three types of nonallelic gene interactions.
Additive, dominance, additive 9 additive and dominance 9 dominance type of gene interactions controlled
percent disease index of OELCuD. The values of [h] and
[l] were of the opposite sign which indicated the presence of
duplicate type of epistasis.
In second cross, presence of all types of non-allelic gene
interactions were also found due to signiﬁcant estimates of
scales ‘B’,‘C’ and ‘D’ except ‘A’. In this cross, percent
disease index of OELCuD was controlled by additive,
dominance, additive 9 additive and dominance 9 dominance gene actions. The values of [h] and [l] had opposite
signs which suggested duplicate type of epistasis for this
trait.
From the study, it revealed that days to ﬁrst appearance of
OELCuD and PDI of OELCuD were governed by both
additive and nonadditive gene actions. Medium range of
narrow sense heritability (48.72% to 56.27%) for both the
disease related traits was recorded (table 4).
An additive–dominance model was inadequate to express
the gene effects due to signiﬁcance of all four scales in two
crosses. Both additive and dominance components of genetic
variations were signiﬁcant in two crosses. However, positive
additive 9 additive (i) type gene action and duplicate epistasis found in days to 1st appearance of OELCuD suggested
the possibility of obtaining transgressive segregates in later
generation from two crosses. A number of researchers
reported the gene action of different quantitative traits of
okra but information regarding gene effects of OELCuD
related traits is lacking. All the three types of gene action, i.e.
additive, dominance and interaction components were found
to play a profound role in the inheritance of days to ﬁrst
appearance of OELCuD and PDI of OELCuD. However,
their degree differed with crosses. The presence of
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Figure 2. Relationship between PDI of OELCuD and phenol (PHL) content at different growth stages of okra.

nonadditive gene effects for days to 1st appearance of
OELCuD and PDI of OELCuD was also reported (Devi
et al. 2019). This could be due to differences in magnitude of
the gene effects and genetic background of the parents
(Murthy and Deshpande 1997). Presence of dominance and
additive components suggested that the selection for OELCuD related traits would be delayed till dominance and
epistatic components are reduced through selﬁngs.
Presence of duplicate type epistasis for days to 1st
appearance of OELCuD and PDI of OELCuD in two crosses
would like to obstruct the selection procedure in early generations. Additive 9 additive type interaction was found
signiﬁcant for PDI of OELCuD but with negative sign which
indicated little scope of improvement through simple selection. Selection in later generations (F4 or F5) or crossing
among the selected segregates followed by one or two
generation(s) of selﬁng to break the undesirable linkage and
allow the accumulation of favourable alleles for improvement of this trait.

Relationship between OELCuD severity and biochemical
parameters

The biochemical substances responsible for the expression
of different traits related to OELCuD resistance at different
growth stages varied signiﬁcantly among parents and their
crosses. Two resistant parents (285-1-3A-1-17-1, VRO-178)
and resistant 9 susceptible crosses (285-1-3A-1-171 9 BCO-1, VRO-178 9 BCO-1) had the maximum contents/activities of total chlorophyll, phenol, POD, PPO and
PAL, while susceptible parent (BCO-1) had minimum of
these contents/activities at 30 DAS (ﬁgures 2–6). All the

biochemical traits increased signiﬁcantly irrespective of
genotypes both in parental lines as well as in the crosses but
the tolerant parents had higher contents/activities of total
chlorophyll, phenol, POD, PPO and PAL than susceptible
parent at 45 DAS.
The OELCuD resistance in okra is complex, and a number
of biochemical parameters and defense related enzymes
might be associated with OELCuD resistance responses. The
knowledge of relationship between OELCuD severity and
biochemical traits is crucial through which selection program could be sensibly formulated in disease resistance
breeding programme. Hence, a straightforward correlation
between PDI of OELCuD and ﬁve biochemical parameters
was computed at different growth stages, i.e. preﬂowering
(30 DAS) and ﬂowering (45 DAS) involving two tolerant
and one susceptible parents, including their cross combinations (resistant 9 susceptible), depicted in table 5. Negative
signiﬁcant relationship between PDI of OELCuD and biochemical traits is desirable to have better understanding of
correlated response. Two biochemical parameters POD
activity and phenol content were found negatively and signiﬁcantly correlated with PDI of OELCuD at 30 and 45
DAS, whereas, other traits (PPO, PAL and total chlorophyll)
expressed nonsigniﬁcant negative correlations with ELCuD
severity.
To screen desirable OELCuD resistant genotypes in okra
breeding programme, it is necessary to understand the role of
biochemical parameters conferring resistance to this disease
by limiting the multiplication of the viral infection. Hence,
quantiﬁcation of biochemical parameters and their variation
at progressive crop growth stages become imperative in
recognizing response of the host plant against OELCuD. No
reports indicate a correlation between the biochemical

Inheritance of OELCuD
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Figure 3. Relationship between PDI of OELCuD and peroxidase (POD) activity at different growth stages of okra.

50

40

30

2.5

a

2.0

a

(PDI%)

b
20

1.5

b

c

c

1.0

d

10

0.5

e

e

d

0
285-1-3A-1-17-1 (R)

BCO-1 (S)

VRO-178 (R)

285-1-3A-1-17-1 ×
BCO-1 (R × S)

VRO-178 × BCO-1
(R × S)

PPO activity (Changes in absorbance/min/g)

3.0

0.0

-0.5

-10
PDI % at 30DAS

PDI % at 45DAS

PPO at 30DAS

PPO at 45DAS

Figure 4. Relationship between PDI of OELCuD and PPO activity at different growth stages of okra.

parameters and resistant or susceptibility to OELCuD. The
leaves of okra exhibited a progressive increase in content/
activities of chlorophyll, total phenol, POD, PPO and PAL
over the growth stages. Activities/contents of chlorophyll,
total phenol, POD, PPO and PAL over the growth stages
differ varyingly among the susceptible and tolerant okra
genotypes. Genotypes showing OELCuD resistance activity
contained more biochemical substances than those showing
susceptibility. This phenomenon has tremendous prospect in

selecting resistant genotype at early growth stages through
quantifying the biochemical molecules. More accumulation
of phenolic compounds and defense related enzymes following viral infection convert them to more toxic forms that
inhibit the multiplication of virus inside the resistant host
plant up to 45 DAS. Plants with acquired resistance having
high levels of peroxidase catalyze the polymerization of
monolignols during ligniﬁcation of cells, which is an early
response to hypersensitive cell death, and also oxidizes
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Figure 5. Relationship between PDI of OELCuD and PAL activity at different growth stages of okra.
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Figure 6. Relationship between PDI of OELCuD and total chlorophyll content at different growth stages of okra.

phenols to quinones which are toxic to the pathogen (Brisson
et al. 1994). Previous studies also suggested that plants
resistant to virus diseases show more accumulation of phenols (Dasgupta 1988; Seth et al. 2017) and increased activity
of oxidative enzyme like peroxidase (Seth et al. 2017) during hypersensitive reactions to infection. Therefore, more
number of marketable fruits would be produced by okra
plant showing tolerance against OELCuD up to 45 days as
compared to the plant infected before ﬂowering stage.
In the present study, the higher content of phenols and
POD activity with decreased spread of OELCuD in the host

plant over the growth stages might be due to the fact that
phenolic compounds or after conversion to their oxidation
products responsible for the resistance mechanism in tolerant
host plant either by inhibiting the virus activity or by
reducing the virus multiplication rate inside the host plant
(Seth et al. 2017). POD has a speciﬁc role in ligniﬁcations
strengthening the plant cell wall that is resistant to
biodegradation (Jaiti et al. 2009). POD together with PPO
consumes oxygen and producing quinones, which may
reduce plant digestibility for the insect vector (whiteﬂy)
(Ranger et al. 2009). Negative and signiﬁcant correlated
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Table 5. Correlation coefﬁcients between biochemical parameters and PDI of OELCuD at different growth stages of okra.
PDI of OELCuD (%)
Biochemical parameter

30 DAS

POD activity (changes in absorbance/min/g leaf tissue)
PPO activity (changes in absorbance/min/g leaf tissue)
PAL activity (mg transcinnamic acid/g leaf tissue/min)
Phenol content (mg/100 g tissue)
Total chlorophyll content (mg/100 g tissue)

-0.904**
-0.370
-0.379
-0.731*
-0.540

45 DAS
-0.793*
-0.339
-0.347
-0.913**
-0.662

*,**Signiﬁcant at 0.05 and 0.01 level of probability, respectively.

response of POD activity and phenol content with PDI of
OELCuD at 30 and 45 DAS revealed that increase activity/content of these biochemical parameters leading to disease resistance in okra. Hence, on the basis of this study, it
can be suggested that phenol content and POD activity in
plant body have the potential to be used as biochemical
marker to identify OELCuD resistant okra genotype, both
early as well at later plant growth stage. To the best our
knowledge, no previous studies have been documented for
associate between OELC uD severity and biochemical traits
to support our ﬁndings.
In conclusion, the study concluded that resistance to
OELCuD was controlled predominantly by two duplicate
recessive genes in resistant 9 susceptible crosses with the
involvement of duplicate epistasis suggesting somewhat
complicated inheritance pattern. Peroxidase activity and total
phenol content in okra leaf exhibited consistent and significant negative correlation with the severity of OELCuD over
the growth stages suggesting their implication as biochemical ‘markers’ for identiﬁcation of okra genotype resistant to
this disease. Two OELCuD related traits examined exhibit
complex genetic behaviour. Simple selection in early segregating generations may not be effective for improvement
of these traits. Selection for improvement of OELCuD
related traits should be delayed to later segregating generations in okra. Medium range narrow sense heritability for
OELCuD related traits also recommend modiﬁed bulk
method of selection for improvement of such traits.
Acknowledgements
This work was supported by the ICAR-IIVR, Varanasi, India and
ICAR-IIHR, Bengaluru, India for providing genetic materials to
conduct this study.

References
Acharya J., Chatterjee S., Konar A., Chattopadhyay A., Mandal A.
K. and Dutta S. 2018 Host plant resistance through physicochemical characters against major insect pests of okra occurring
in the Gangetic plains of eastern India. Int. J. Pest Manag. 65,
137–146.
Alegbejo M. D. 1997 Evaluation of okra genotype for resistance to
okra mosaic virus. Proceedings of the 15th Annual conference of

the Horticultural Society of Nigeria, held at the National
Horticultural Research Institute, Ibadan. P. 60.
Anonymous 2017 Indian Horticulture Database. National Horticulture Board. Ministry of Agriculture and Farmers Welfare,
Government of India, Gurugram.
Atiri G. I. 1984 The occurrence of okra mosaic virus in Nigerian
weeds. Ann. Appl. Biol. 104, 261–265.
Bananej K., Kraberger S. and Varsani A. 2016 Okra enation leaf
curl virus in papaya from Iran displaying severe leaf curl
symptoms. J. Plant Pathol. 98, 637–639.
Barberan T. F. and Espin J. C. 2001 Phenolic compounds and
related enzymes as determinants of quality in fruits and
vegetables. J. Sci. Food Agric. 81, 853–876.
Brisson L. F., Tenhaken R. and Lamb C. 1994 Function of
oxidative cross-linking of cell wall structural proteins in plant
disease resistance. Plant Cell 6, 1703–1712.
Campbell C. L. and Madden L. V. 1990 Introduction to plant
disease epidemiology, pp. 532. John Wiley, New York.
Chandran S. A., Packialakshmi R. M., Subhalakshmi K., Prakash
C. and Poovannan K. 2013 First report of an alpha satellite
associated with okra enation leaf curl virus. Virus Genes 46,
585–587.
Chattopadhyay A., Dutta S., Bhattacharya I., Karmakar K. and
Hazra P. 2007 Okra. In Technology for vegetable crop production. All India Coordinated Research Project on Vegetable Crops,
Nadia, India.
Das S., Chattopadhyay A., Chattopadhyay S. B., Dutta S. and
Hazra P. 2012 Characterization of okra germplasms and their
genetic divergence in the Gangetic alluvium of eastern India.
Vegetos 25, 86–94.
Das S., Chattopadhyay A., Dutta S., Chattopadhyay S. B. and
Hazra P. 2013 Breeding okra for higher productivity and yellow
vein mosaic tolerance. Intl. J. Veg. Sci. 19, 58–77.
Dasgupta M. K. 1988 Principles of plant pathology, pp. 500. Allied
Publishers, Ahemedabad.
Devi A. P., Banerjee S., Maurya P. K., Bhattacharjee T. and
Chattopadhyay A. 2018 Assessment of breeding potential of
cultivated okra (Abelmoschus esculentus L. Moench) for selecting
donor parent aiming at enation leaf curl virus disease tolerance in
eastern India. Agric. Res. Tech.: Open Access J. 18, 556072.
Devi A. P., Banerjee S., Bhattacharjee T., Maurya P. K., Mandal A.
K., Dutta S. et al. 2019 Genetic control of enation leaf curl virus
disease tolerance in cultivated species of okra. Intl. J. Veg. Sci.
26, 150–162.
Fraser R. S. S. 1990 Disease resistance mechanisms. In Plant
viruses (ed. C. L. Mandahar), pp. 321-345. CRC Press, Florida.
Ghanem G. A. M. 2003 Okra leaf curl virus: a monopartite
begomovirus infecting okra crop in Saudi Arabia. Arab J.
Biotechnol. 6, 139–152.
Gomez K.A. and Gomez A.A. 1984 Statistical procedures for
agricultural research, 2nd edition, pp. 680. John Wiley, New
York.

84

Page 12 of 12

Yogendra Yadav et al.

Hayman B. I. 1958 Separation of epistatic from additive and
dominance variation in generation means. Heredity 12, 371–390.
Jabeen N., Ahmed N., Ghani M. Y. and Soﬁ P. A. 2009 Role of
phenolic compounds in resistance to chilli wilt. Commun. Biom.
Crop Sci. 4, 52–61.
Jaiti F., Verdeil J. L. and El-hadrami I. 2009 Effect of jasmonic acid
on the induction of polyphenoloxidase and peroxidase activities
in relation to date palm resistance against Fusarium oxysporum f.
sp. albedinis. Physiol. Mol. Plant Pathol. 24, 84–90.
Jamir I., Mandal A. K., Devi P., Bhattacharjee T., Maurya P. K.,
Dutta S. et al. 2020 Screening of genotypes against viral
diseases and assessment of yield loss due to yellow vein mosaic
virus in okra grown in the eastern part of India. Indian Phytopathol. (https://doi.org/10.1007/s42360-019-00183-0).
Kang B. C., Yeam I. and Jahn M. M. 2005 Genetic of plant virus
resistance. Ann. Rev. Phytopathol. 43, 581–621.
Kearsey M. J. and Pooni H. S. 1996 The genetic analysis of quantitative
traits. In Plant genetic group school of biological science. The
University of Birmingham, Chapman and Hall, London.
Lattanzio V., Lattanzio M. T. and Veronica C. A. 2006 Role of
phenolics in the resistance mechanisms of plants against fungal
pathogens and insects. In Phytochemistry: advances in research
(ed. F. Imperato), pp. 23–67. Research Signpost, Trivandrum,
Kerala, India.
Lubin Z., Gouhui Z. and Huaping L. 2005 Molecular characterization of papaya leaf curl virus infecting Carica papaya in
Guangzhou and its biological test. Sci. Agric. Sinica. 38,
1805–1810.
Madden L. V., Hughes G. and Irwin M. E. 2000 Coupling disease
progress-curve and time-of-infection functions for predicting
yield loss of crops. Phytopathology 90, 788–800.
Malik C. P. and Singh M. B. 1980 Plant enzymology and
histoenzymology, pp. 434. Kalyani Publishers, New Delhi.
Marame F., Desalegne L., Fininsa C. and Sigvald R. 2009 Genetic
analysis for some plant and fruit traits, and its implication for a
breeding program of hot pepper (Capsicum annuum var. annuum
L.). Hereditas 146, 131–140.
Matern U. and Kneusel R. E. 1988 Phenolic compounds in plant
disease resistance. Phytoparasitica 16, 153–170.
Mather K. 1949 Biometrical genetics. Mathuen, London.
Mather K. and Jinks J. L. 1982 Biometrical genetics, 3rd edition.
Chapman and Hall, London.
McKinney H. H. and Davis R. J. 1925 Inﬂuence of soil temperature
and moisture on infection of wheat seedling by Helminthosporium sativum. J. Agric. Res. 26, 195–217.
Mishra G. P., Singh B., Seth T., Singh A. K., Halder J. and
Krishnan N. et al. 2017 Biotechnological Advancements and
Begomovirus Management in Okra (Abelmoschus esculentus L.):
Status and Perspectives. Front. Plant Sci. 8, 360.
Murthy H. M. K. and Deshpande A. A. 1997 Genetics of yield
attributes in chilli (Capsicum annuum L.). Veg. Sci. 24, 118–122.
Nadeem A., Mehmood T., Tahir M., Khalid S. and Xing Z. 1997
First report of papaya leaf curl disease in Pakistan. Plant Dis. 81,
1333.
Nariani T. K. and Seth M. L. 1958 Reaction of Abelmoschus and
Hibiscus species to yellow vein mosaic virus. Indian Phytopath.
11, 137–140.
Prabu T. and Warade S. D. 2009 Biochemical basis of resistance to
yellow vein mosaic virus in okra. Veg. Sci. 36, 283–287.
Prakasha T.L. 2009 Serodiagnosis and molecular characterization
of bhendi yellow vein mosaic virus, M.Sc. thesis, University of
Agricultural Sciences, Dharwad, India.

Corresponding editor: MANOJ PRASAD

Ranger C., Singh A., Frantz J., Canas L., Locke J. and Reding M.
et al. 2009 Inﬂuence of silicon on resistance of Zinnia elegans to
Myzus persicae (Hemiptera: Aphididae). Environ. Entomol. 38,
129–136.
Roy A., Acharyya S., Das S., Ghosh R., Paul S. and Srivastava R.
K. et al. 2009 Distribution, epidemiology and molecular
variability of the begomovirus complexes associated with
yellow vein mosaic disease of mesta in India. Virus Res. 141,
237–246.
Ruffel S., Gallois J. L., Moury B., Rabaglia C., Palloix A. and
Caranta C. 2006 Silutaneous mutations in translation initiation
factors elF4E and elF(iso)4E are required to prevent Pepper
Veinal mottle Virous infection of popper. J. Gen. Virol. 87,
2089–2098.
Sadasivam S. and Manickam A. 1996 Biochemical methods, 2nd
edition. New Age International Publisher, New Delhi.
Saini R. S., Arora Y. K., Chawla H. K. L. and Wagle D. S. 1988
Total phenols and sugar content in wheat cultivars resistant and
susceptible to Ustilago nuda (Jens) Rostrup. Biochem. Physiol.
Pglanzon. 183, 89–93.
Sanwal S. K., Singh M., Singh B. and Naik P. S. 2014 Resistance to
yellow vein mosaic virus and okra enation leaf curl virus:
challenges and future strategies. Curr. Sci. 106, 470–471.
Seal S. E., Bosch F. V. D. and Jeger M. J. 2006 Factors inﬂuencing
begomovirus evolution and their increasing global signiﬁcance:
implications for sustainable control. Cr. Rev. Plant Sci. 25,
23–46.
Seth T., Chattopadhyay A., Dutta S., Hazra P. and Singh B. 2017
Genetic control of yellow vein mosaic virus disease in okra and
its relationship with biochemical parameters. Euphytica 2,
13–30.
Singh B., Rai M., Kalloo G., Satpathy S. and Pandey K. K. 2007
Wild taxa of okra (Abelmoschus species): reservoir of genes for
resistance to biotic stresses. Acta Hort. 752, 323–328.
Singh D. R., Singh P. K., Syamal M. M. and Gautam S. S. 2009
Studies on combining ability in okra. Indian J. Hort. 66,
277–280.
Singh S. J. 1996 Assessment of losses in okra due to enation leaf
curl virus. Indian J. Virol. 12, 51–53.
Singh S. J. and Dutta O. P. 1986 Enation leaf curl of okra - a new
virus disease. Indian J. Virol. 2, 114–117.
Sohrab S. S., Mirza Z., Karim S., Rana D., Abuzenadah A. M. and
Chaudhary A. G. et al. 2013. Detection of begomovirus
associated with okra leaf curl disease. Arch. Phytopath. Plant
Prot. 46, 1047–1053.
Venkataravanappa V., Reddy C. N. L., Jalali S., Briddon R. W.
and Reddy M. K. 2014 Molecular identiﬁcation and biological
characterisation of a begomovirus associated with okra
enation leaf curl disease in India. Eur. J. Plant Pathol. 141,
217–235.
Venkataravanappa V., Reddy C. N. L., Jalali S., Briddon R. W. and
Reddy M. K. 2015 Molecular identiﬁcation and biological
characterisation of a begomovirus associated with okra enation
leaf curl disease in India. Eur. J. Plant Pathol. 141, 217–235.
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