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Abstract: Wheat blast (WB) disease, since its first identification in Bangladesh in 2016, is now an
established serious threat to wheat production in South Asia. There is a need for sound knowledge
about resistance sources and associated genomic regions to assist breeding programs. Hence, a panel
of genotypes from India and Bangladesh was evaluated for wheat blast resistance and a genome-
wide association study (GWAS) was performed. Disease evaluation was done during five crop
seasons—at precision phenotyping platform (PPPs) for wheat blast disease at Jashore (2018-19),
Quirusillas (2018-19 and 2019-20) and Okinawa (2019 and 2020). Single nucleotide polymorphisms
(SNP) across the genome were obtained using DArTseq genotyping-by-sequencing platform, and in
total 5713 filtered markers were used. GWAS revealed 40 significant markers associated with WB
resistance, of which 33 (82.5%) were in the 2NS/2AS chromosome segment and one each on seven
chromosomes (3B, 3D, 4A, 5A, 5D, 6A and 6B). The 2NS markers contributed significantly in most of
the environments, explaining an average of 33.4% of the phenotypic variation. Overall, 22.4% of the
germplasm carried 2NS/2AS segment. So far, 2NS translocation is the only effective WB resistance
source being used in the breeding programs of South Asia. Nevertheless, the identification of non-
2NS/2AS genomic regions for WB resistance provides a hope to broaden and diversify resistance for
this disease in years to come.

Keywords: GWAS; SNPs; genotyping-by-sequencing; wheat blast

1. Introduction

Wheat blast (WB) caused by Magnaporthe oryzae pathotype Triticum (MoT) is a devas-
tating disease found in warm and humid regions [1]. This pathogen is a highly variable
ascomycetes fungus with several pathotypes known to infect almost all cereals including
wheat [2]. Wheat infected by MoT was for the first time identified in the Parana state of
Brazil in 1985, and the disease subsequently spread to its adjoining countries including
Bolivia, Paraguay and Argentina [2—4]. Recently, WB has been reported in Bangladesh and
Zambia [5,6], becoming a threat to wheat production in South Asia, Africa and beyond.
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A study revealed that MoT in Bangladesh belongs to South American lineage [7]. Nearly
6.9 mha of wheat growing areas in India, Pakistan and Bangladesh are vulnerable to WB,
and an estimated loss of 886 thousand metric tons of wheat worth 132 million USD has
been projected with a conservative estimate of 5% WB severity [8].

MoT infects all above-ground parts of wheat, but the most distinguishable symptom
is complete or partially bleached spikes, and sometimes elliptical lesions appear on the
leaf or culms [9]. Depending on the severity, WB can cause yield loss up to 100% [10-12]
in susceptible cultivars and in South America yield loss of 40-100% is often reported [13].
Blast severity varied greatly depending on weather conditions, cultivar, and the plant
organ which is infected [14,15]. Disease infection is mostly favored by temperatures of
25-30 °C, humidity > 80% and leaf wetness period > 25—40 h during the anthesis and grain
filling stage [16,17].

Chemical control is expensive and detrimental to the environment and has low effi-
ciency under high disease pressure [18]. Besides, resistance against some of the fungicides
has been reported in MoT isolates from Brazil [19]. Therefore, the use of resistant varieties
is considered the most effective strategy to manage this disease [20]. Despite extensive
efforts in identifying WB resistance genes, only ten resistance genes have been identified
to date that includes Rmg1 through to Rmg8, RmgTd(t) and RmgGR119 [1,20]. Among the
resistance genes, Rmg1, Rmg4 and Rmgb are not effective against MoT isolates, while the
genes Rmg2, Rmg3 and Rmg7 are rendered ineffective by recent MoT isolates [21,22]. Only
Rmg8 and RmgGR119 remain to be further tested for their effectiveness in commercial
cultivars [23,24] across different environments. A translocated segment from the 2NS
chromosome of Aegilops ventricosa has conferred resistance against MoT isolates [25]. This
2NS segment was first introduced to the winter wheat cultivar VPM1 in the process of
transferring an eyespot resistance gene from Ae. ventricose, which eventually also carried a
translocated segment at the telomeric end of chromosome 2AS [26]. The 2NS segment is
reported to explain phenotypic variation up to 71.8% in CIMMYT germplasm [27], but the
resistance is dependent on genetic background [28]. However, there are reports of the
breakdown of 2NS WB resistance by the new MoT isolates [1]; hence identification of the
alternative genes of resistance is of paramount importance for the development of durable
WB resistant varieties.

WB resistance is quantitative in nature that involves varying degrees of resistance
expression depending upon the genotype and genotype x environment interaction [29].
Studies reporting quantitative trait loci (QTLs) mapping for WB are limited. QTL mapping
in the Caninde#1/Alondra biparental population identified 2NS as the main source of
resistance, explaining phenotypic variation ranging from 22.4 to 50.1%, along with minor
QTLs on chromosome 2BL, 3AL, 4BS, 4DL and 7BS [30]. GWAS using 1106 CIMMYT
breeding lines identified 36 marker-trait associations (MTAs) on chromosomes 2AS, 3BL,
4AL and 7BS [27]. Another study using 384 spring wheat lines from different countries
identified significant WB MTAs on chromosomes 2AS, 1A and 1D [31]. Characterization of
South Asian wheat germplasms for WB resistance is largely unexplored. Recently, GWAS
using genotypes from CIMMYT, India, Bangladesh and Nepal identified significant MTAs
on chromosomes 2AS (2NS/2AS translocation region), 1BS, 6BS and 7BS [29].

With the growing importance of WB in South Asia, the Indian Council of Agricultural
Research (ICAR) has started a flagship program with CIMMYT, Mexico in the year 2017 to
screen Indian wheat germplasm for WB under precision phenotyping platforms (PPP) in
Bolivia and Bangladesh. Since then, each year, a set of Indian germplasm has been routinely
screened for WB resistance at the PPPs. In the present study, a set of wheat germplasms from
India and Bangladesh were characterized at the PPPs to identify the resistant genotypes
and map WB-associated genomic regions to develop and deploy resistant genotypes to
restrict WB spread.
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2. Results
2.1. Phenotypic Variation and Heritability of WB and Its Association with Other Traits

Analysis of variance revealed significant genetic variation (p < 0.0001) for WB among
the tested genotypes in all the locations (Table S1). Effect of years in Okinawa (p < 0.0001)
and Quirusillas (p < 0.0001); sowing within year (p < 0.0001) and genotype x year interac-
tion (p < 0.0001) in Okinawa were highly significant. Heritability was highest at Okinawa
(0.79), while lowest at Jashore (0.41). Population distribution for the WB index was typically
bimodal except for Jash19a, Oki20a and Quir20a where disease pressure was relatively
lower (Figure S1).

Mean WB index ranged from 30.3 £ 2.3 (Quir20a) to 63.3 £ 2.6 (Okil9a), with a
grand mean index across experiments being 46.9 + 1.8 (Table S2). In Quirusillas and
Jashore, the disease pressure was higher in the second sowing, but in Okinawa, it did
not differ much between sowings (Table S3). Urubo and Bari Gom 33 were resistant to
WB, while checks, Altax and Bari Gom 26 were highly susceptible. Overall, 24.7% of
the lines were resistant (mean WB index < 10%), and the proportion of resistant lines in
the Indian population (38.3%) was higher than in Bangladesh (9.7%) wheat germplasm
(Table S4).WB was often positively associated with days to heading (DH) (r = 0.46 in
Quir19a), while its association with plant height (PH) was mostly non-significant (Table S5).
We observed a significant association of WB index across experiments, with only a few
exceptions (Table S6). Within the same location, the correlation between two sowing dates
and between two years of the evaluation was also significant (p < 0.001).

2.2. Population Structure and GWAS Analysis

Principal component analysis using the WB index revealed most of the genotypes
from Bangladesh were grouped together while those from India were more scattered.
The percentage of phenotypic variation explained (PVE) by the PC1 and PC2 was 56.99%
and 13.17% respectively (Figure 1). Genotypes with and without the 2NS segment were
clearly separated in the dimension of PC2. Among the 2NS positive genotypes, 38% carried
Milan or its derivative line Kachu in their pedigree, indicating a similar genetic background
for WB resistance.

GWAS was carried out for individual environments and the combined dataset. Alto-
gether, 40 significant markers (p < 0.001) trait association (MTAs) were detected (Table S7).
Among them 33 MTAs were from the 2A chromosome, and one MTA each on the other
seven chromosomes (3B, 3D, 4A, 5A, 5D, 6A and 6B) (Table 1).

Table 1. Significant SNPs associated with WB resistance.

SNP Chromosome Physical Position p-Value Additive Effect PVE (%)
Multiple SNPs 2A 261922-29121496 2.37 x 10~15-8.30 x 1010 (—)22.23-22.13 4.87-40.19
1003077 3B 711240574 5.45 x 10™* —2.87 1.443
990037 3D 38060848 1.80 x 10~* —-7.02 7.387
2259170 4A 263484695 430 x 107* 1.48938 8.622
1714015 5A 582828314 6.82 x 1074 —3.02 2.976
5324898 5D 451911605 3.66 x 10~% —3.70 1.745
1213518 6A 433695606 8.61 x 107* —2.4756 1.098
3024082 6B 721501177 531 x 107> —2.57015 9.13
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Figure 1. Principle component analysis of 187 wheat lines for blast index in all the environments. The genotypes of Indian
and Bangladesh origin are depicted in triangle and diamond shapes, respectively. Genotypes with blue colored unfilled
triangle and grey colored filled diamond are 2NS positive from India and Bangladesh, respectively.

All the significant SNPs on 2AS including the four STS markers specific to the
2NS/2AS translocation were significant in more than one environment (Figure 2);
2A_16818363 in Okil9a, Oki20a Oki20b and 2A_17869734 in Okil9b; cslVrgal3 in Quir19a;
2A_18347445 in Quirl9b; 2A_18347445 in Quir20a; 2A_ 11695202, 2A_16818363 and
2A_28537410 in Quir20b, and 2A_1284505 in Jash19b were the most significant mark-
ers. Considering all the experiments and the combined data set, 2A_1751716 and Ventriup
were among the highly significant markers obtained. No significant MTA was detected in
Jash19a. MTAs other than those on chromosome 2A were expressed only in one environ-
ment or in the grand mean. Two MTAs on 4A (4A_263484695) and 6B (6B_721501177) were
significant only in the grand mean.

It is noteworthy that none of the markers other than on the 2A chromosome were
significant in Jash19b, Oki20b and Quir20b. Marker additive effects on blast index ranged
from 1.2 for 5A_582828314 and 5D_451911605 to 22.2 for 2A_18665467. The higher additive
effect ranging from 4.4-22.2 was recorded for the MTAs on the 2AS chromosome with the
average additive effect of 19.0 & 4.3. Marker R? was higher for the MTAs on 2A, ranging
from 0.04 for 2A_2797789 to 0.4 for 2A_19743082 with average R? value of 0.33 4 0.08.
Among the non-2A markers, 6B_721501177 had the highest R? value of 0.09 (Table S7).

Linkage disequilibrium analysis revealed that markers on the same chromosome,
particularly 2A showed higher R? values (Figure S2). One of the markers, 3D_38060848
showed high LD with the markers on the 2A chromosome; however, no result was obtained

related to 2A when the marker sequence was BLAST with the reference genome sequence
(IWGSC RefSeq v1.0).
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2.3. Effect of the 2NS/2AS Translocation on WB

Among the significant resistant loci, the 2NS/2AS chromosomal region was consis-
tently significant across the environments. Overall, 22.4% of the panel carried the 2NS
segment, including 35.1% of the Indian population and 9.6% of Bangladesh. The presence of
2NS in the genotypes significantly reduced the WB index (Figure 3). The average WB index
in the 2NS positive lines was 6.8% while in the non-2NS lines, it was 58.3%. Markers located
on the 2NS/2AS translocation region were significant in most of the tested environments.

H2AS EH2NS

Figure 3. Effects of the 2AS and 2NS segments on grand mean blast index.
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3. Discussion

In the present study, 187 wheat genotypes were screened for WB in Bolivia and
Bangladesh. Significant association of WB score in Bangladesh (Jashore), with those from
Bolivia (Quirusillas and Okinawa) indicates the effectiveness of WB screening at Jashore.
However, the lack of a strong correlation between Bolivia and Bangladesh may be attributed
to the influence of climatic factors and the difference in virulence of MoT isolates on WB
as revealed from a significant genotype x environment interaction. Significant genetic
variation among the tested lines and moderate heritability indicated the possibility of
selection of resistant genotypes.

GWAS revealed 40 significant MTAs associated with WB; but apart from those on
2NS/2AS, none was significant in more than one environment, indicating that 2NS is
the primary stable source of WB resistance in the germplasm used. The 2NS segment
is characterized as rich in genes with nucleotide binding leucine rich repeats (NLR) that
confers resistance against multiple diseases along with nematode resistance [32], lodging
resistance [33] and yield advantage [34]. Comparing the position of the significant markers
through BLAST to the IWGSC RefSeq v1.0 genome sequence of Chinese Spring revealed
a range from 0.26Mb to 29.12Mb delimited by 2A_261922 and 2A_29121496, respectively,
mostly falling into the 2NS segment. An average phenotypic variation (PV) explained by
the 2NS markers across the environments was 33.4%, which is similar to those reported
in previous studies, e.g., 37.2% [27] and 26 to 50% [29]. Most of the lines carrying the
2NS segment were either derived from Milan or its derivative Kachu. Milan has shown a
high level of resistance against WB and is extensively used for cultivars development [35].
Several Milan-based cultivars like Sausal CIAT, CD 116 and Caninde 1 were released in
South America and are popular among the farmers [25,35]. It is noteworthy that eight
lines in the Indian and one in the Bangladesh population were 2NS positive but scored
higher (>10) WB index. Among the 2NS positive lines, K1315 from India scored the highest
WB index of 33.7% (Table S8), implying that the resistance of 2NS could be dependent on
the genetic background, in accordance with previous observations [25]. The possibility of
recombination occurring in these lines could result in a false positive for the presence of
2NS translocation.

Identification of the gene(s) or QTLs other than 2NS is of utmost importance to diver-
sify resistance sources. Presently, 2NS is the only reliable source of resistance against WB,
which increases the vulnerability for the disease outbreak if there is a breakdown of this
resistance. Already, the 2NS-virulent isolates are emerging rapidly in South America [1,2]
and may spread further. Besides, 2NS-based genotypes have shown large phenotypic vari-
ation and often confer insufficient resistance under high disease pressure [25,30]. Therefore,
pyramiding 2NS with QTLs of minor effects would increase the resistance and durabil-
ity [29,30]. This appears feasible since non-2NS lines with moderate WB resistance (DBW 39
and BAW-1272) were identified in this study. These two lines do not possess a 2NS segment
but exhibited a mean WB index of 11.3 and 13.3%, respectively. Similarly, other researchers
have reported resistance to moderately resistant genotypes without 2NS translocation
under field and greenhouse conditions [21,29,36]. Although, the performance of these
genotypes was not consistent over the environments, varying from highly resistant to
moderately susceptible, in accordance with previous studies [1,37]. Nevertheless, these
genotypes can be used as alternative WB resistant sources in wheat breeding to broaden
and diversify the genetic basis of WB resistance.

With the first report of WB in Bangladesh, one of the most important questions was
whether the disease could spread to its neighboring countries or not. After the initial
occurrence in eight districts of Bangladesh, the disease spread further to its adjoining
districts in the subsequent years even under unfavorable conditions [1,38,39]. This raised
a serious concern for the vulnerable areas in India and other countries in the vicinity.
The Indian Council of Agricultural Research (ICAR) adopted several preventive measures,
including wheat holiday and strict quarantine, to avoid the introduction of contaminated
seeds and also encouraged fast track release and promotion of WB resistant cultivars for
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commercial cultivation in vulnerable areas [40]. Within a short period of five years, fourteen
WB resistant genotypes were released for commercial cultivation in India, among which
WB 02, HD 3171, DBW 173, DBW 187 also contain high grain iron and zinc concentration
and DBW 88 has high grain protein content (Table 2).

Table 2. List of 2NS positive varieties of wheat from India recommended for commercial cultivation.

S.N. Specific Name Mean WB Index Remarks

1 DBW 252 29 Resistance to foliar diseases and tolerance to drought, potential yield of
55.6 q/ha

9 HD 3171 8 Tolerance tlo drought, potential yield of 46.33 q/ha, higher iron content
(471 ppm ")

3 DBW 88 20 ngher protein content (13.8%) and perfect 10/10 Glu-1 score with with
yield potential up to 69.9 q/ha

4. DBW 168 9.3 Potential yield 70.1 q/ha with very good for chapati

5 DBW 173 0.0 Heat tolerant suitable for late sown with potential yield 57.0 q/ha, iron
40.7 ppm

6. DBW 187 0.2 Potential yield 95.9 q/ha with higher iron content (43.1 ppm)

7. DBW 222 8.1 Potential yield 82.1 q/ha

8. HD 2967 3.2 Average yield 44 q/ha

9. HD 3043 0.6 Potential yield 66.0 q/ha

10. HD 3249 9.8 Potential yield 67.5 q/ha; higher grain zinc (37 ppm) and iron content
(42.5 ppm)

11. WH 1105 3.0 Potential yield 71.6 q/ha

12. PBW 677 0.7 Average yield 57.7 q/ha

13. PBW 752 24.6 Potential yield 65.4q/ha, protein (12.4%)

14. WB2 53 Potential yield-58.9q/ha, rich in zinc (42.0 ppm) and iron (40.0 ppm)

! parts per million.

DBW 187 has become a pan Indian wheat variety due to its release in the three major
zones of India that grow around 25 m ha of wheat. Bangladesh has released blast resistant
varieties BARI Gom 33 and WMRI Gom 3 for commercial cultivation [1,36,41]. In India,
so far there is no report of MoT occurring on wheat or any other host. Magnaporthe oryzae
pathotype Oryzae (MoO) infecting rice is prevalent in India, and although MoO is generally
regarded as avirulent to wheat under field conditions, a recent report from China showed
its infection in wheat under laboratory conditions [42]. Therefore, continuous monitoring
of WB-like symptoms in wheat fields, especially those in the regions of India and Nepal
that border with Bangladesh, is important to prevent the WB epidemic in South Asia. In the
present study, 2NS is the only resistance source observed in the assayed genotypes from
India and Bangladesh, imparting an urgent need for further studies to identify new genes
and to diversify resistant sources.

4. Materials and Methods
4.1. Plant Materials
A panel of 187 genotypes comprising 94 from India and 93 from Bangladesh were

used in this study. The majority of these genotypes are the most recent advanced lines in
the ongoing breeding programs in the two countries.

4.2. Experimental Design and Field Phenotyping

The experiments were conducted at three locations, including Quirusillas and Ok-
inawa in the Department of Santa Cruz, Bolivia and Jashore in the Khulna division of
Bangladesh. In Quirusillas and Okinawa, wheat seasons are warm and humid with fre-
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quent rainfall, while Jashore is warm and dry with occasional rainfall. At each location,
wheat was sown twice at an interval of around 14 days. At Quirusillas and Jashore, sow-
ing was done in December, while at Okinawa it was done in May. Overall ten different
experiments were planted, two at Bangladesh (Jashore) and eight at Bolivia (four each at
Quirsusillas and Okinawa). These ten experiments were set up as Jashore (year 2018-19;
denoted as Jas19a for the first sowing and Jash19b for the second); Quirusillas—2018-19
(Quirl9a and Quirl9b), and 2019-20 (Quir20a and Quir20b); Okinawa—2019 (Okil9a and
Oki19b) and 2020 (Oki20a and Oki20b). In each environment wheat was sown in double
row plots of 1-m length with 20-cm spacing. The wheat varieties BARI Gom 33 and BARI
Gom 26 at Jashore; Urubo and Atlax at Quirusillas and Okinawa were sown as resistant
and susceptible checks, respectively. Resistance sources of BARI Gom 33 and Urubo were
Kachu and Milan, respectively. Wheat was inoculated twice, at anthesis and two days
after anthesis, at each location with highly aggressive MoT isolates using a backpack
sprayer. Inoculum suspension was prepared using an isolate mixture of QUI1505, QUI1601,
QUI1612, OKI1503, and OKI1704 for spraying at Quirusillas and Okinawa, and isolates
BHO17001, MEH17003, GOP17001.2, RAJ17001, CHU16001.3, and JES16001 at Jashore,
at a concentration of approximately 80,000 conidia mL~' of water [30]. An automatic
misting system was set up for spraying water for 15 min every hour from 9 am to 5 pm
at Jashore and from 8 am to 5 pm at Quirusillas and Okinawa after the first inoculation
throughout the period (4-5 weeks) of disease establishment, to maintain high humidity
favoring WB development.

Evaluation for WB was carried out 18-21 days after the first inoculation, for which ten
spikes were tagged randomly in each plot. WB incidence was recorded as a proportion
of infected spikes and severity as the proportion of infected spikelets. Blast index was
calculated as incidence x severity for each genotype and mean of WB index across all the
environment was also calculated. In addition, plant height and days to heading were also
recorded. Statistical analysis was carried out using the statistical software PROC GLM
Module of SAS ver 9.2. Heritability was estimated using the formula H2= ng / (02g +02%./5)
for Jashore and H? = ng / (ng + ng*y/ v+ O'Zg*s /s + O'Ze /sy) for Quirusillas and Okinawa
in which ¢?¢ stands for genetic variance, O'zg*y for genotype-by-year interaction, o2, for
error variance, y for the number of years, and s for the number of plantings. Population
structure was assessed through principal component analysis (PCA) using blast index,
calculated in the software PAST version 3.01 [43].

4.3. Genotyping

Genomic DNA was isolated from leaves of two weeks old seedlings using the CTAB
method. Single nucleotide polymorphism (SNP) genotyping of the panel was carried out
using DArTSeq genotyping-by-sequencing platform [44]. Markers were filtered with minor
allele frequency (MAF) of more than 10%, missing data less than 60% and heterozygosity
less than 10% for further analysis. Initially, 58,037 SNP markers were generated, and
after filtering 5713 markers were used for GWAS. Four STS markers Ventriup-LN2 [45],
cslVrgal3 [30], WGGB156 and WGGB159 [46] were used to confirm the presence of 2NS seg-
ment in the genotypes. The linkage disequilibrium k-nearest neighbor genotype imputation
method was used for the imputation of genotypic data [47].

4.4. GWAS Analysis

Marker trait associations were obtained in the software TASSEL version 5 [48] using
the mixed linear model with the optimum level of compression and default parameters.
Population structure was calculated using PCA, where the first two principal components
were used as fixed effects. In addition, kinship relationships among the individuals were
computed using the centered identity-by-state method which was used as a random effect
in the mixed linear model. The p values, additive effects and marker R? values were
estimated and Manhattan plots with —-log;op-values were then plotted using the R package
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CMplot [49]. Significant markers were identified using the Bonferroni method for multiple
testing corrections at an « level of 0.20.

5. Conclusions

WB is emerging as a potential threat to wheat production in South Asia. The present
study revealed 2NS is the only effective resistance source in the South Asian wheat
germplasm evaluated in the current study. Deployment of 2NS-carrying resistance lines
can be effective in managing the WB disease. Identification and utilization of new sources
of resistance will further diversify the resistance gene pool and prevent the disease spread.
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effect, and R2 value for significant markers for WB resistant over the environments and grand mean,
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index obtained in different environments, Figure S2: Linkage disequilibrium (LD) plot showing
relationship among the significant markers with 2A based on their R? and p-value.
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