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GENE PYRAMIDING IMPROVED RESISTANCE TO
ANGULAR LEAF SPOT IN COMMON BEAN

ABSTRACT
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ABSTRACT:

Aims: The study was conducted to determine the effectiveness of pyramided genes in
improving angular leaf spot (ALS) resistance in susceptible common bean cultivars.

Study design: The experiment was set in randomized block design with three replications
Place and Duration of Study: The experiment was conducted at International Centre for
Tropical Agriculture CIAT at Kawanda, Uganda in 2010-2014.

Methodology: Crosses among three Pseudocercospora griseola resistant lines of common
bean (Phaseolus vulgaris) were developed. The crosses involved five inbred lines, AND277,
Mexico 54, G5686 and two susceptible cultivars, K132 and Kanyebwa. The resistant lines
were crossed in cascading pyramiding scheme to develop triple crosses (TC). The TC F,
and each of the resistant parents were crossed with each of the two susceptible cultivars to
generate four parent crosses (FPC) and single crosses (SC), respectively. All the population
developed was inoculated with 61:63 P. griseola isolate under screenhouse conditions and
their reaction was elucidated.

Results: The SC exhibited resistance segregation ratios of 15:1 and 61:3 while TC best
fitted for 249:7 and 247:9 ratios. This suggested that two or three genes were present in SC
and four genes in the TC. The resistance present in the three sources to ALS race 61:63 is
complex; with epistatic mode of inheritance. The four genes in FPC provided more effective
resistance against isolate 61:63 than two or three genes in SC.

Conclusion: The FPC lines with combined resistance were more effective than the
individual sources for transferring resistance to susceptible cultivars of major importance in
Uganda.
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14 1. INTRODUCTION

15

16  Angular leaf spot (ALS) caused by Pseudocercospora griseola is a major fungal disease limiting common
17 bean (Phaseolus vulgaris L.) production [1]. The disease often occurs under mild temperature (16-28 0C)
18  and high relative humidity (75-100%). Such conditions, coupled with the use of susceptible cultivars,
19 predispose beans to ALS attack, leading to yield losses of up to 50% among released varieties and
20 popular landraces in Uganda and elsewhere [2];[3]. Despite the high prevalence of ALS, the current
21 disease control measures, such as crop rotation, cultivar mixtures and use of fungicides [4] have little or
22 no impact on the disease. Moreover, these control measures cannot be fully practiced due to land
23  shortage and the high cost of fungicides [5]. Use of genetic resistance is so far the most effective control
24 measure; and least expensive and easiest for farmers to adopt and use, because resistance is already
25  embedded in the seed that farmers plant [6].
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A few ALS resistant sources such as AND277, Mexico 54, and G5686 have been identified [7]. Genetic
studies on these sources revealed that AND277 is resistant to eight races of ALS: 31:17, 31:39, 61:31,
63:19, 63:23, 63:31, 63:35, and 61:41 [7]. Whereas, Mexico 54 and G5686 are resistant to races 63:39
and 31:0 [8]; [9]; [5]. These sources of resistance can be useful in facilitating the process of transferring
ALS resistance into susceptible farmer preferred Ugandan cultivars. But despite the existence of such
ALS-resistant sources, use is limited because many are of Middle-American origin with low adaptability
and undesirable traits. The resistant sources are more adapted to conditions in areas where they were
developed [10]. For instance, Mexico 54 is a climber and medium-seeded; such a trait is not easily
accepted by farmers in Africa [11]; [12]. Although AND277 and G5686 are medium to large-seeded
cultivars, their low yields compared to popular landraces and commercial varieties, limit their use. All
these factors limit the direct release of resistant cultivars from available ALS resistance sources in
Uganda.

Furthermore, durable resistance within the existing resistance sources is challenged by pathogen
variability. Due to P. griseola variability, resistance often breaks down as new and more virulent strains of
the pathogen evolve and/or the existing strains adapt to the host [13]. Over time resistant cultivars
gradually become ineffective. In addition, no single resistant gene is effective against all races of ALS;
hence protection conferred by a single gene against a hypervariable pathogen is often short lived [14].
Considering that Uganda has other P.griseola races [15] a breeding technique such as gene pyramiding
that can address several constraints or diseases races could probably be the right direction in managing
ALS in Uganda.

Pyramiding resistance genes into a single genotype is one of the practical approaches through which
durable resistance can be achieved [16]. Gene pyramiding has been applied successfully in
concentrating multiple genes into single cultivars to control diseases such as bacterial blight [17] and
blast [18] in rice. The same strategy has successfully been employed to provide durable resistance
against soybean mosaic virus in soybean [19]. Nevertheless, gene pyramiding has not been explored in
developing durable resistance against ALS in common bean. In other crops, through gene pyramiding,
synergistic interactions between genes may occur such that resistance gene combinations are higher
than the sum of resistance conditioned by individual genes [20]. Presently, it is not known whether
resistance genes from the different ALS resistance sources, once pyramided into a single bean cultivar,
would increase the level of resistance in susceptible cultivars. Therefore, the study aim was to determine
the effectiveness of pyramided resistance genes in improving levels of ALS resistance in susceptible
common bean cultivars and how they interact with each other.

2. MATERIAL AND METHODS

The study was conducted at the International Centre for Tropical Agriculture (CIAT), Kawanda, in Uganda
from 2010-2014. Three bean genotypes (Mexico 54, AND277, and G5686) that were previously
characterized for ALS resistance and two susceptible parents (K132 and Kanyebwa) were used in this
study. Genotype Mexico 54 carries gene Phg-2, which is responsible for resistance against race 63:39 [9]
and is linked to SCAR marker OPE04 [21]. AND227carries gene Phg-1, which is responsible for
resistance against eight P. griseola races; 31:17, 31:39, 61:31, 63:19, 63:23, 63:31, 63:35, and 61:41[7]
and is linked to SSR marker TGA1.1 on chromosome Pv01 [22]. G5686 is an Andean large-seeded
landrace whose origin is Ecuador [5]. The three resistance genes ( Phggsessa, Phgcsssss and Phggssssc)
found in G5686, confer resistance to race 31:0; these genes are linked to SSR markers Pv-ag004 and
Pv-cct001 on chromosome Pv04 (opposite ends) and Pv-at007 on chromosome Pv09 [5]. The two genes
Phg-1 and Phggsesea associated with resistance in AND277 and G5686, respectively, have been mapped
on chromosomes Pv01 and Pv04 by markers TGA1.1 at 1.3 cM and Pv-ag004 at 0.0 cM [22], [23],
respectively. The resistance in AND277 and Mexico 54 [24], [9] is dominant while for G5686 resistance is
conditioned by dominant or recessive with complementary or epistatic effects that act alone or in
combination genes [25]. The three parents (AND277, Mexico 54 and G5686) used in the pyramiding are
also resistant to Uganda P. griseola isolates 61:63 and 17:39 [26]. K132 is a large-seeded variety of
Andean genepool developed by CIAT and Kanyebwa is a popular Mesoamerican small-seeded landrace
in Uganda but both K132 and Kanyebwa are susceptible to ALS [9].
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In the process of pyramiding resistance from different sources, Mexico 54 was crossed with AND277 and
the F4 plants were crossed with G5686 to generate triple cross (TC) populations (Figure 1). The F plants
from the TC were grown in screenhouse, harvested and seed bulked. Two sets of one hundred fifty F,
seeds each were planted in five-litre buckets in the screen house and inoculated with two P. griseola
isolates (17:39 and 61:63) independently. These two isolates were used because they are the most
prevalent and virulent P. griseola isolates in Uganda, respectively [15]. The inoculums was applied at a
concentration of 2 x 10* conidia mI” at leaf stage V3 (first trifoliate leaf open and the second trifoliate leaf
appears) as described by [27]. Disease symptoms on the inoculated plants were evaluated from six to
twenty one days after inoculation at three days interval. The disease response was assessed based on
1-9 rating scale, where 1 is immune and 9 is highly susceptible. Ratings of 1-3 are considered resistant,
3-6 intermediate and 6 as susceptible [28]. Fifty plants that were resistant to both 17:39 and 61:63 were
further screened with molecular markers (OPEO4, TGA1.1, Pv-ctt001, Pv-ag004 and Pv-at007) to confirm
the presence of four genes.

V'Y
v
H, _
v Generation 2
T R Rt iI LTI T e TR TR EIT TP TP NPT e _
Root genotype v .
He Generation 3
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l®
Fixation step F,
l®
! d

Figure 1: Cascading pedigree gene pyramiding scheme. H refers to hybrid created by the cross

2.1 Molecular analysis

In order to confirm the presence of five genes (Phg-2, Phg-1, Phggsesss Ph9csessa, Phgssessc), molecular
markers SCAR OPEO04 (for Phg-2), SSR-TGA1.1 (for Phg-1) and SSR-Pv-ctt001 (for Phggsesss), pv-ag004
(for Phggsegsa ) and Pv-at007 (for Phggssssc) Were used to tag the pyramided genes in the F, progenies.
DNA was extracted from young leaves of 50 TC plants following procedures described by [27]. The
extracted DNA was quantified using a NanoDrop 2000c¢ spectrophotometer (Thermo Scientific, Waltham,
USA). DNA concentration was adjusted to a standard concentration of 10 ng/ ul before used in the PCR
reaction. PCR reactions were carried out in 20ul volumes containing 1 x DNA polymerase buffer (100
mMTris-HCI, 400 mMKCI, 15 mM MgCl,, pH 9.0), 3mM MgCl,, 0.4mM dNTPs, 1uM of each primer, 0.3U
Taq DNA polymerase (Bioneer Inc. Korea) and 50ng of genomic DNA. DNA amplification was performed
in a my cycler thermal cycler (Bioneerinc, Korea) under a program of one cycle at 94 °C for 5 min,
followed by 35 cycles at 94 °C for 20s, 50 °C for 40 s and 65°C for 8 min, and a final 16 min extension at
65 °C. The DNA amplicons were electrophoresed in 1.5% agarose gel for 1 h at 90V in 1XTris—borate—
EDTA buffer (89mM Tris base, 89mM boric acid—borate and 2mM EDTA pH 8.0) and later stained for 20
min in 0.5ug/ml ethidium bromide. Gel images were captured using the GeneSnap gel documentation
system (SynGene, Frederick, MD, USA).
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Table 1: Parents and F, population with and without angular leaf spot resistant genes

No. entries Pedigree Molecular makers
OPE04 TGA1.1 Pv-ctt001  Pv-ag004 Pv-at007

3 F,TC + + + + -
37 F,TC + - + - -
10 F,TC - + + + -
15 Mexico 54 + - - - -
15 (5686 - - + + +
15 AND277 - + - - -
15 K132 - - - - +
15 Kanyebwa - - - - -

(+) prescence, (-) absence of the gene, TC triple cross

Through combined phenotypic and molecular screening, three plants were found to have four genes
(Phg-2, Phg-1, Phggssses, Phgasessa ), all detected by races 17:39 and 61:63 and genes linked with
markers OPEO4, TGA 1:1, Pv-ctt001 and Pv-ag004. Nonetheless gene Phggsegsc Was not detected
because marker Pv-at007 linked to it was polymorphic when evaluated on G5686 and K132 but when it
was used to amplify DNA from F, individuals of TC the results were not conclusive. The three selected
plants with four genes were advanced to F3 by single seed descend and then crossed with susceptible
parents; K132 and KAN to form four-parent cross (FPC) populations: KAN x [(Mexico 54 x AND277 x
G5686)] and K132 x [(Mexico 54 x AND277 x G5686)]. In all crosses, the susceptible cultivars were used
as female parents. Part of FPC F; seeds was retained and the other portion was advanced to the F,
through selfing.

Besides, in generating single crosses (SC), each resistant parent; AND277, G5686, Mexico 54 used in
gene pyramiding were crossed between themselves (AND277 x Mexico 54, AND277 x G5686 and
Mexico 54 x G5686) to generate R x R crosses, while each resistant was crossed with each of the two
susceptible parents to generate S x R crosses: (K132 x AND277, K132 x Mexico 54, K132 x G5686,
Kanyebwa x AND277, Kanyebwa x Mexico 54 and Kanyebwa x G5686. In all crosses involving resistant
and susceptible parents, K132 and Kanyebwa were used as female parents. Part of the F, from SC was
retained and the rest was advanced to F, generation for phenotypic evaluation.

2.2 Phenotypic screening for angular leaf spot resistance

The parents (Kanyebwa, K132, AND277, G5686 and Mexico 54) involved in all the populations, SC, TC,
FPC, F; and F, progeny seeds were planted in five-litre buckets in the screenhouse. A randomized
complete block design with two replications was adopted for parents and SC F4. The plants were divided
into two equal sets; one set was inoculated with isolate 17:39 and the other with 61:63. The isolates were
inoculated at a concentration of 2 x 10* conidia mI™ as described by [27]. Disease symptoms on plants
inoculated with 61:63 were evaluated from six to twenty one days after inoculation at three days interval.
A 1-9 scale described by [28] was used to score disease symptoms. However, disease symptoms score
data on plants inoculated with isolate 17:39 was not reported because no symptoms were observed on
plants inoculated with this isolate. Even the susceptible parents (Kanyebwa and K132) inoculated with
17:39 did not express disease symptoms an indication that over time 17:39 isolate could have lost its
viability.

2.3 Data analysis

To estimate the number of pyramided genes among the progeny lines a Mendelian analysis of
segregating populations of plants was carried out. The F; and F, progenies in R x R crosses were
categorized into resistant (score of 1-3) and susceptible (score of 4-9). Two, three and four-gene models
were developed by taking into consideration the differences in the segregation patterns of the SC F; and
F»,, as well as TC F; and F, generations (Table 1).
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Before conducting the )(2 goodness-of-fit tests, homogeneity of ratios test was performed to assess the
difference in segregation between the two replications. The )(2 test of homogeneity was based on the
Mather (1957) model [29]. Where the homogeneity of ratios test indicated no difference in the segregation
pattern of a cross between the two replications, then data from the replications were pooled prior to )(2
goodness of-fit test. The X value for goodness-of-fit test was calculated using the Mather (1957) model.
Means of parents and progenies were compared to provide insight on the types of gene action
conditioning ALS resistance in both the R x R and S x R populations. Comparisons between means of
FPC and SC (S x R) populations were used to determine the effect of pyramided resistance genes.
Means were computed using the restricted (residual) maximum likelihood (ReML) analysis in GenStat
[30]. Where the mean squares from ReML analysis indicated significant genotype effects, means were
compared using a Student t-test for each pairwise comparison of interest, based on the standard error of
the difference (SED) for that specific pair of entries. The Student t-test was used due to unequal number
of individuals among genotypes tested [31].

3. RESULTS AND DISCUSSION

3.1 Estimate of resistance genes in R x R crosses

In single (SC) and triple (TC) crosses the distribution was normal, though skewed towards resistance (Fig
2). In all the crosses the distribution of plant resistance against isolate 61:63 grouped the tested plants in
two distinct phenotypic classes.
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Figure 2: Frequency distribution of angular leaf spot scores in populations of TC and SC cross mating of
common bean genotypes resistant to angular leaf spot.

Table 2: Observed vs. hypothesized phenotypic class frequencies for resistant and susceptible
reaction to P. griseola race 61: 63 in F; and F, single and triple R x R cross populations

Cross Number of plants Observed Expected Number of R genes Goodness of fit
Total R S ratio ratio X P-value
R:S R:S
F,SC, 220 190 15 13.6:1 15:1 2 genes with duplicate 1.40 0.24
dominant epistasis
61:3 2 dominant genes and  4.00 0.05
1 recessive gene
F,SC, 240 220 10 23.0:1 15:1 2 genes with duplicate 1.80 0.18
dominant epistasis
61:3 2 dominant and one 0.50 0.49
recessive gene
F,SC; 97 97 0 12.0:1 15:1 2 genes with duplicate 6.46 0.01
dominant epistasis
61:3 2 dominant and one 5.66 0.02

recessive gene
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F,TC 150 140 10 14.0:1 15:1 2 genes with duplicate 0.00 0.83
dominant epistasis
61:3 2 dominant and one 1.30 0.25
recessive gene
247:9 2 dominant and 2 4.4 0.04
recessive genes
249:7 2 dominant and 2 8.7 0.03
complementary genes
F,TC 485 460 25 18.4:1 15:1 2 genes with duplicate 9.9 0.02
dominant epistasis
61:3 2 dominant and one 4.2 0.04
recessive gene
247:9 2 dominant and 2 1.1 0.29
recessive genes
249:7 2 dominant and 2 0.3 0.59

complementary genes

SC4= (AND277 x G5686), SC,= (Mexico 54 x G5686), SC; = (Mexico 54 x AND277), TC = [(Mexico 54 x
AND 277) x G5686)]; R= resistance and S = Susceptible. Chi-square P-values greater than .05 indicate
that the observed values were not significantly different from the expected.

Bean plants were categorized into resistant (R) and susceptible (S) classes (Table 2). The F, populations
of AND277 x G5686 and Mexico 54 x G5686 single crosses fitted 15:1 and 61:3 segregation ratios;
accept Mexico 54 x AND277 population which did not fit either ratios (Table 2). On the other hand, F,
population of [(Mexico 54 x AND277) x G5686)] fitted 247:9 and 249:7 segregation ratios but not did not
fit 15:1 and 63:1 ratios (Table 2).

3.2 Interaction of pyramided resistance genes

It was observed that all the R x R crosses showed non-significant deviations (P 2.05) of the F; mean from
MP, the F, mean from MP, and the F, mean from the average of MP and F, (Table 3). But S x R crosses
exhibited both insignificant (P =.05) and significant (P=.05) deviations from the means (Table 4). The F,
populations of KAN x Mexico 54, KAN x AND277 and KAN x G5686 exhibited non significant deviation (P
>.05) of F; mean from MP and F, mean from the average of MP and F, while F, populations of K132 x
Mexico 54, K132 x AND277 and K132 x G5686 - exhibited a significant (P =.05) deviations of the F,
mean from MP and F, mean from the average of MP and F, (Table 4). In the same way, the four-parent
crosses- FPC exhibited a significant negative deviation (P <.001) of F; mean from MP and F, mean from
the averages of MP and F, (Table 4).

Table 3. Angular leaf spot symptom severity means scores of parental, F; and F, genotypes and their
comparisons in R x R crosses

Crosses P, P, P, MP F, F, Fi-MP  F,MP F,-(MP
+F1)12)
SC; 160 179 - 170 220 255 -0.50" 0.85™ 0.60™
SC, - 179 246 213 240 310 027 097" 0.83™
SCs 160 - 246 203 199 212 -0.04™ 0.09" 0.11"
TC, 160 179 246 195 179 200 -0.16™ 0.05" 0.13™

P, =Mexico 54, P, =G5686, P; =AND277, SC, = G5686 x Mexico 54, SC, = (AND 277 x G5686), SC;
=Mexico 54 x AND277, TC, = [(Mexico 54 x AND 277) x G5686]

3.3 Effect of pyramided resistance genes in S x R crosses
In both KAN (Kanyebwa) and K132 populations the F, mean of both FPC had significant negative
deviation from the SC means, indicating lower ALS symptom severity in the FPC than in the SC (Table 4).
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215 The F, frequency distributions also showed that FPC in both KAN and K132 populations had higher
216 proportions of resistant plants than any of the SC in the respective populations (Figs. 3 and 4).

217

218 Table 4. Angular leaf spot symptom severity mean scores of parental and four-parent cross F; F, and
219 their comparisons after inoculation with P. griseola race 61:63

Crosses Ps PR MP F1 F2 F1'MP F2' FPCF1' FPCFz'
(MP  SCr, SCk
+F1)12

KAN x Mexico 54 7.97 238 518 562 476 -045™ -064™ -229 -2.04
KAN x AND277 797 246 518 6.12 6.10 -091™ 045" -1.03" -3.38
KAN x G5686 797 266 578 498 449 -0.34" -0.89" -238 177
FPCxan 797 141 437 261 272 -1.76 077

K132 x Mexico54 7.33 238 4585 352 481 -253 063 -0.06" -2.15
K132 x AND277 7.33 246 489 353 500 -136 079  -351" -234
K132 x G5686 733 266 498 355 493 -143 -067 0.04™ -227
FPC k132 733 141 469 249 266 -220 -0.93

220 FPC = Four -parent cross; FPCkan = Kan x [(AND 277 x G5686) x Mexico 54]; FPCk132= K132 x [(AND 277 x G5686)
221 x Mexico 54)]; Kan =Kanyebwa; Pr and Ps = means of resistant and susceptible parents, respectively; Ps for the FPC
222 was the mean for the triple-cross F1; F1 and F2 = means of F1 and F, generations, respectively; MP = mid-parent
223 value; F1-MP = F4 deviation from MP; Fo>-(MP+F4)/2 = mean deviation of F, from the average of MP, ns = not
224 significant at P 2.05; * and ** = significant at P = .05 and P < .001, respectively

225

226
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Figure 3: Frequency distribution of F, Kanyebwa population inoculated with P. griseola isolate 61:63, MP-
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Figure 4: Frequency distribution of F, K132 population inoculated with P. griseola isolate 61:63 Pr-
resistant parents, Ps —susceptible parent, MP- mid parent

4. DISCUSSION

In this study, three different angular leaf spot resistant bean genotypes were used to improve the level of
resistance against isolate 61:63 in two common bean cultivars; K132 and Kanyebwa through gene
pyramiding. The study revealed that combining resistance genes from different sources increased the
level of resistance against P. griseola isolate 61:63. This supports earlier observation made by [32] and
[20] that combining resistance gene from different resistance sources provide better resistance against
common bean diseases. Thus pyramiding resistance through hybridization of different ALS resistance
sources possibly is one of the strategies that can enhance resistance against ALS and also increase the
genetic base of ALS resistance in common bean.

In developing disease resistance, it is important to ascertain the number of genes responsible for
resistance for a particularly kind of disease you are dealing with. In this study, segregation for ALS
resistance in single cross (SC) showed that F, population of AND277 x G5686 cross best fitted a 15:1
ratio. This indicated that the SC segregated for two genes with duplicate dominant epitasis gene action
and one dominant gene present in each parent [33]. On the other hand, the F, population of Mexico 54 x
(G5686 best fitted 63:1 suggesting that most likely the F, population segregated for atleast two dominant
genes and one recessive gene for resistance. However, the F, population of Mexico 54 x AND277 did not
fit for both segregation ratios, indicating that either genes in AND77 and Mexico 54 are possibly found on
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the same locus or closely linked to each other. This concurred with earlier studies by [7] which indicated
that genes in Mexico 54 and AND277 co-segregate upon inoculation with P. griseola races 63:23 and
63:19. On the other hand, F, population of [(Mexico 54 x AND 277) x G5686)] best fitted to ratio 249:7.
This suggested that the F, population segregated for four genes, two dominant and two complementary
genes.

In all R x R crosses, results indicated insignificant deviations of F, means from the mid-parent means and
Fi. This implied that ALS resistance in such crosses was primarily additive in nature. The results
concurred with earlier findings by [34], who showed that genetic control of angular leaf spot reaction in
common bean leaves and pods of cross Carioca MG x ESAL 686, was dominated by additive gene
effects. Furthermore, populations of KAN x Mexico 54, KAN x AND277 and KAN x G5686 also exhibited
additive gene action. Similar results were reported from Tanzania in crosses between resistant genotypes
(Mexico 54 and G5686) and susceptible local genotypes Kablanketi and Spenjeli [35].

In several previous studies it has been reported that alleles that interact at a single locus in an additive
manner are responsible for resistance in most of the ALS resistance sources [36]. However, in this study
significant deviations of the F; means from MP, and F, means from the average of MP and F for K132 x
Mexico 54, K132 x AND277 and K132 x G5686 and FPC populations, reflected that epistatic interaction
was responsible for resistance in the single crosses involving K132 as a susceptible parent and in the
complex crosses. The inheritance for the three sources was different in the Kanyebwa and K132 parents
which indicated that inheritance was sensitive to genetic background. This concurred with earlier work by
[9] which showed that inheritance of ALS resistance depends on the genetic background of the parents
used in a cross. This phenomena is further explained by [21] who reported that, resistance to pathotype
63-19 was due to a dominant allele at a single locus when Mexico 54 was crossed with the Ruda cultivar
(Mesoamerican), but when the same parent was crossed with a snap bean cultivar, [37] observed that
resistance was due to a recessive allele at a different single locus.

In terms of effectiveness of pyramided genes, FPC plant population had low ALS symptom severity
compared to SC populations. The low disease severity in FPC was attributed to epistatic interaction
because in Kanyebwa population, FPC was the only cross with significant (P =.05) negative F, deviation
from the average of MP and F4. Similarly though all crosses in K132 population had significant (P =.05)
F, deviations, it was only FPC that showed a significant negative deviation (P < .001) of the F, mean from
the average of the MP and F;. Most times the effectiveness of epistatic interactions depends on whether
the F, deviation from the average of MP and F, is positive or negative [20]. The negative deviation of F,
from the average of MP and F,, in FPC implied that epistatic interaction had beneficial effects, which
contributed to effective resistance in FPC crosses while the positive deviations of F, mean from the
average of MP and F; observed for most of the SC indicated that epistatic interaction had detrimental
effect to ALS resistance through favouring susceptibility [38]. From these observations it's seen that
epistatic effects contributed to better resistance of FPC population against isolate 61:63 than SC. This
was likely to be due to more beneficially interacting loci in FPC than SC. The result also further confirms,
and is consistent with, the additive nature of resistance indicated in the R x R crosses. The better
performance of the FPC over the SC demonstrates that combining resistance genes from different ALS
resistance sources can improve resistance susceptible cultivars than using single sources of resistance.

4. CONCLUSION

Resistance present in the three sources to ALS race 61:63 is complex; the sources of resistance did not
exhibit dominant inheritance against this race but rather epistatic inheritance. The inheritance or
resistance for the three sources was different in the Kanyebwa and K132 parents which indicated that
inheritance was sensitive to genetic background. Susceptible F, individual plants observed from the F,
crosses between resistance sources confirmed independence of the resistance genes from among the
different sources. The combined resistance genes in SC and TC crosses exhibited additive effects within
the cross and slightly increased level of resistance to an individual ALS race when all three sources were
combined. Markers and resistance to isolate 61:63 was used to identify F, plants with all four putative
genes (Phg-2, Phg-1, Phgessses, Phgcsessa)- The F3 lines from these F, plants exhibited the highest level of
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resistance to an individual race compared to the original resistance sources. The F3 lines with combined
resistance were more effective than the individual sources for transferring resistance to susceptible
cultivars of major importance in Uganda. Future studies needs to be conducted to determine how broad
and effective combined resistances in these newly developed lines have against the variability of the ALS
pathogen sampled in Uganda.

REFERENCES

1.

2.

10.

11.

12.

13.

14.

15.

16.

Jarvie, A., 2002: The status of dry bean disease as influenced by cultivar change; retrieved 25th
February 2012 from http://www.pannar.com/download/Artl.html.

Opio, F., M.A Ugen, S. Kyamanywa, S. David, and M. Mugisa-Mutetikka, 2001: Beans. p. 162-
191. In J.K. Mukiibi (ed.) Agriculture in Uganda: Crops Il, Fountain Publishers Kampala, Uganda.
Sanglard, D.A., Carlos Alexandre Gomes Ribeiro C.A.G., Bruno Pereira Balbi, B.P., Klever, M.A,
E.G, Barros1, 2 & M.A Moreira. 2013. Characterization of the Angular Leaf Spot Resistance Gene
Present in Common Bean Cultivar Ouro Negro. Journal of Agricultural Science; 2: 1916-9752
Deeksha, J., K.S, Hooda, J.C, Bhatt, B.L Mina, and H.S.Gupta, 2009: Suppressive effects of
composts on soil-borne and foliar diseases of French beans in the field in the western Indian
Himalayas. Crop Protection. pp. 608-615.

Burkett-Cadena, M., N.Kokalis-Burelle, K.S, Lawrence, E.Van Santen, and J.W, Kloepper, 2008:
Suppressiveness of root-knot nematodes mediated by rhizobacteria. Biological Control 47, 55-59
Mahuku, G.S., A.M, Iglesias, and C. Jara, 2009: Genetics of angular leaf spot resistance in the
Andean common bean accession G5686 and identification of markers linked to the resistance
genes. Euphytica 167, 381-396

Caixeta, E.T., M. Bore'm, AL, Alzate-Marin, S. Fagundes, S.M.G, Morais, E.G, Barros, M.A, and
Moreira, 2005: Allelic relationships for genes that confer resistance to angular leaf spot in
common bean. Euphytica 145, 237-245

Caixeta, E. T., Borém, A., Fagundes, S. D. A., Niestche, S., Barros, E. G., & Moreira, M. A.
(2003). Inheritance of angular leaf spot resistance in common bean line BAT 332 and
identification of RAPD markers linked to the resistance gene. Euphytica.134. 297-303.

Namayanja, A., R. Buruchara, G. Mahuku, P. Rubaihayo, P. Kimani, S. Mayanja, S., and H.
Eyedu. 2006: Inheritance of resistance to angular leaf spot in common bean and validation of the
utility of resistance linked markers for marker assisted selection outside the mapping population.
Euphytica 151, 361-369

Abawi, G.S., and M.A, Pastor-Corrales 1990: Root rots of beans in Latin America and Africa:
Diagnosis, research methodologies, and management strategies. Centro Internacional de
Agricultura Tropical, Cali, Colombia.

Beebe, S.E., F.A Bliss, H.F., and Schwartz, 1981: Root rot resistance in common bean
germplasm of Latin American origin. Plant Disease 65, 485-489.

Mukankusi, C. 2008: Improving resistance to Fusarium root rot [Fusarium solani (Mart.) Sacc. f.
sp. phaseoli (Burkholder) W.C. Snyder & H.N. Hans.] in Common bean (Phaseolus vulgaris L.).
PhD thesis, University of KwaZulu-Natal, Pietermaritzburg, South Africa 191 p.

Chen, X., R.F, Line, and H, Leung1993: Relationship between virulence variation and DNA
polymorphism in Puccinia striiformis. Phytopathology 83, 1489-1497

Mahuku, G.S., Jara, C., Cuasquer, J.B. and Castellanos, G. 2002: Genetic variability within
Phaeoisariopsis griseola from Central America and its implications for resistance breeding of
common bean. Plant Pathology 51:594—-604

Ddamulira, G. Mukankusi, C. Ochwo-Ssemakula, M Edema, R. Sseruwagi P and Gepts P. 2014:
Distribution and Variability of Pseudocercospora griseola in Uganda. Journal of Agricultural
Science 6, 1916-9752
Castro, A.J., X, Chen, P.M, Hayes, M, Johnston, 2003: Pyramiding quantitative trait locus (QTL)
alleles determining resistance to barley stripe rust: effects on resistance at the seedling stage.
Crop Sci 43, 651-659



UNDER PEER REVI EW

376
377
378
379
380
381
382
383
384
385
386
387
388
389
390
391
392
393
394
395
396
397
398
399

400
401
402

403
404
405
406
407
408
409

410
411
412

413
414
415
416
417
418
419
420
421
422
423
424
425

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

20.

30.

31.

32.

33.

34.

35.

36.

Huang, N., E.R, Angeles, J. Domingo, G. Magpantay, S. Singh, and G, Zhang G et al. 2004:
Pyramiding of bacterial blight resistance genes in rice: marker-assisted selection using RFLP and
PCR. Theor Appl Genet 95, 313-320.

Hittalmani. S., A. Parco T.V, Mew, R.S, Zeigler N, Huang 2000: Fine mapping and DNA marker-
assisted pyramiding of the three major genes for blast resistance in rice. Theor Appl Genet 100,
1121-1128.

Shi, A., P. Chen, D. Li, C. Zheng, B. Zhang, A. Hou., 2008: Pyramiding multiple genes for
resistance to soybean mosaic virus in soybean using molecular markers. Mol breeding

Obala, J., C. Mukankusi, P.R Rubaihayo, P. Gibson, and R. Edema 2012: Improvement of
resistance to fusarium root rot through gene pyramiding in common bean. African Crop Science
20,1-13

Sartorato. A., S. Nietsche, E.G. Barros, M.A. Moreira 1999: Scar marker linked to angular leaf
spot resistance gene in common bean. Annual report of the bean improvement cooperative 42,
23-24.

Gongalves-Vidigal M, Cruz A, Garcia A, Kami J, Vidigal Filho P, Sousa L, McClean P, Gepts P,
Pastor-Corrales M. 2011: Linkage mapping of the Phg-1 and Co-1* genes for resistance to
angular leaf spot and anthracnose in the common bean cultivar AND 277. Theor.Appl Genet 122,
893-903

Blair, M.\W., A. Soler, and A.J. Cortés. 2012: Diversification and population structure in common
beans (Phaseolus vulgaris L.). PLoS ONE 7: e49488.d0i:10.1371/journal.pone.0049488.

Maria, C.G., Anelise, S., Cruz , A.G., Kami,J. , Pedro, S., Vidigal Filho, L. L. Sousa ,P., Mc Clean
,P., Gepts, P., Pastor-Corrales, M.A.(2011). Linkage mapping of the Phg-1 and Co-14 genes for
resistance to angular leaf spot and anthracnose in the common bean cultivar AND 277. Theor
Appl Genet. 122:893-903

Mahuku GS, Jara C, Cajiao C, Beebe S (2003) Sources of resistance to angular leaf spot in
(Phaeoisariopsis griseola) common bean core collection, wild Phaseolus vulgaris and secondary
gene pool. Euphytica 130:303— 313

Ddamulira, G., Mukankusi, C., Ochwo-Ssemakula, M., Edema, R., Sseruwagi, P. 2014.
Identification of new sources of resistance to angular leaf spot among Uganda common bean
landraces. Canadian Journal of plant Breeding. 2:55-65.

Mahuku, S. 2004: A simple extraction method suitable for PCR-based analysis of plant fungi and
bacterial DNA. Plant Molecular Biology Reporter 22, 71-81.

Schoonhoven, A., Van and M.A, Pastor-Corrales, M.A. 1987: Sistema estandar para la
evaluacién de germoplasma de frijol. Cali. CIAT.

Mather, K. 1957: The Measurement of Linkage in Heredity. Bartler and Turner, London, UK
Payne, R. W., Murray, D. A., Harding, S. A., Baird, D. B., & Soutar, D. M. 2011: GenStat for
windows (14th edn) introduction. VSN International, Hemel

Gomez, K. A., & Gomez, A. A. 1984: Statistical Procedures for Agricultural Research (2nOI ed.).
Singapore: John Wiley and sons

Morales, F.J., and S.P Singh.1993: Breeding for resistance to bean golden mosaic virus in an
interracial population of Phaseolus vulgaris L. Euphytica 67, 59-63

Estakhr, A., and M.T, Assad, 2002: The allelic relationships among aphid resistance genes in two
Iranian wheat lines and known genes. Journal of Agricultural Science 138, 281-284

Borel, J.C., M.A.P. Ramalho, A.F.B. Abreu, and L.G.S. Maia. 2011: Genetic control of angular
leaf spot reaction in common bean leaves and pods. Scientia Agricola 68, 661-664.

Fivawo, N.C., S.Nchimbi-Msolla, and V.Rajeev, 2013: Heritability of angular leaf spot resistance
in populations of common bean developed using G5686, Mexico54, Amendoim and BAT332, as
donor parents. International Journal of Science Innovations and Discoveries 3, 38-42.

Mendonga, H.A., J.B, Santos, M.A.P, Ramalho, 2003: Genetic control of common bean reaction
to angular leaf spot. Crop Breeding and Applied Biotechnology 3, 209-226.



UNDER PEER REVI EW

426 37. Mahuku, G.S., M.A. Henriquez, J. Mufioz, and R.A. Buruchara. 2000. Molecular markers dispute
427 the existence of the Afro-Andean group of the angular leaf spot pathogen, Phaeoisariopsis
428 griseola. Phytopathology 6, 580- 589.

429 38. Fenster, C.B. and Galloway, L.F. 2000: Population differentiation in an annual legume: Genetic

430 architecture. Evolution 54, 1157-1172



