friried applied
b sciences

Article

Alternaria Black Spot (Alternaria brassicae) Infection Severity
on Cruciferous Oilseed Crops

1

Eve Runno-Paurson 1'>*, Peeter Liiniste 1, Helina Nassar 1, Merili Hansen 2, Viacheslav Eremeev 10,
Luule Metspalu 2(, Liina Edesi 3(2, Astrid Kinnaste ! and Ulo Niinemets 14

check for

updates
Citation: Runno-Paurson, E.;
Léaaniste, P.; Nassar, H.; Hansen, M.;
Eremeev, V.; Metspalu, L.; Edesi, L.;
Kinnaste, A.; Niinemets, U.
Alternaria Black Spot (Alternaria
brassicae) Infection Severity on
Cruciferous Oilseed Crops. Appl. Sci.
2021, 11, 8507. https://doi.org/
10.3390/app11188507

Academic Editor: Alessandra

Durazzo

Received: 27 July 2021
Accepted: 9 September 2021
Published: 13 September 2021

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

Chair of Crop Science and Plant Biology, Institute of Agricultural and Environmental Sciences,

Estonian University of Life Sciences, Kreutzwaldi 1, 51006 Tartu, Estonia; peeter.laaniste@emu.ee (P.L.);
helina.nassar@emu.ee (H.N.); vyacheslav.eremeev@emu.ee (V.E.); astrid kannaste@emu.ee (A.K.);
ylo.niinemets@emu.ee (U.N.)

Chair of Plant Health, Institute of Agricultural and Environmental Sciences, Estonian University of Life
Sciences, Kreutzwaldi 1, 51006 Tartu, Estonia; Merili_H@hotmail.com (M.H.); luule.metspalu@emu.ee (L.M.)
Department of Agrotechnology, Estonian Crop Research Institute, ]. Aamisepa 1, 48309 Jogeva, Estonia;
liina.edesi@etki.ee

Estonian Academy of Sciences, Kohtu 6, 10130 Tallinn, Estonia

*  Correspondence: eve.runno-paurson@emu.ee; Tel.: +372-5558-1322

Abstract: The increase in the cultivation area of cruciferous oilseed crops and the use of short crop
rotation has resulted in the enhanced spread of several major pests in Northern latitudes. There is
currently limited information about incidence and severity of Alternaria black spot disease (Alternaria
brassicae) on the main oilseed crop, spring oilseed rape (Brassica napus), in the Northern Baltics.
Thus, spring oilseed rape and five alternative cruciferous oilseed crops were selected and their
resistance to black spot disease was evaluated in field conditions during two growing seasons. We
hypothesized that spring oilseed rape is more susceptible to Alternaria black spot disease than other
alternative cruciferous oilseed crops. Both growing seasons were warmer and drier compared to the
long-term average, and were thus suitable for A. brassicae development and assessments. In both
years, incidence of Alternaria black spot infection was recorded on all cruciferous species, yet the
disease development differed considerably among the crops. During both growing seasons, black
mustard (B. nigra) plants were the most infected. Based on our observations during warm growing
seasons we conclude that alternative oilseed crops such as Sinapis alba, Eruca sativa and Raphanus
sativus are more resistant to the Alternaria black spot infection than the traditional oilseed crops
and thus, possess a great potential to grow with limited chemical disease control in Northern Baltic
conditions.

Keywords: agriculture in northern latitudes; Brassica juncea; B. napus; B. nigra; disease resistance;
emerging diseases; Eruca sativa; Raphanus sativus; Sinapis alba; year-to-year variability

1. Introduction

The area of cultivation of cruciferous oilseed crops has been increasing and oilseed
rape (Brassica napus var. oleifera) has become one of the most important oilseed crops
worldwide [1]. In Estonia, oilseed rape (B. napus) and turnip rape (B. rapa) have been
important cash crops for farmers since the middle of 1990s. In 2010, the cultivation area
of cruciferous oilseed crops culminated in 100,000 ha, comprising approximately 26% of
the total cultivation area of cereal-dominated crop rotations [2]. However, by now, the
area of these two cruciferous crops has stabilized at 75,000 ha [2]. Similar trends have
been observed in the two other Baltic countries Latvia and Lithuania in the early 1990s to
2005 [3,4]. In recent years, the reduction in growth area is due to serious pest problems,
especially for spring oilseed rape and turnip rape [5,6]. The major cruciferous pests with
enhanced dispersal include several insects such as pollen beetle (Brassicogethes aeneus) [7],

Appl. Sci. 2021, 11, 8507. https:/ /doi.org/10.3390/app11188507

https:/ /www.mdpi.com/journal/applsci


https://www.mdpi.com/journal/applsci
https://www.mdpi.com
https://orcid.org/0000-0003-3409-8918
https://orcid.org/0000-0002-3024-2057
https://orcid.org/0000-0002-8871-1071
https://doi.org/10.3390/app11188507
https://doi.org/10.3390/app11188507
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3390/app11188507
https://www.mdpi.com/journal/applsci
https://www.mdpi.com/article/10.3390/app11188507?type=check_update&version=2

Appl. Sci. 2021, 11, 8507

20f12

flea beetles (Phyllotreta spp.) [8], etc., and difficult-to control soilborne diseases Sclerotinia
stem rot (Sclerotinia sclerotiorum) [5], Phoma stem canker (Leptosphaeria spp.) and clubroot
(Plasmodiophora brassicae) [9]. Heavy input of various synthetic pesticides for disease and
insect control puts considerable economic pressure on farmers as it causes plant disease
resistance to pesticides [10] and reduces soil biodiversity [11].

Temperature and humidity are the main environmental factors that favor the spread
of plant diseases, while mild and wet winters affect the survival of debris-borne fungi such
as Alternaria disease [12]. Alternaria black spot (Alternaria brassicae) is a major pathogen
that has worldwide distribution on oilseed rape, mustard and other cruciferous crops and
can cause significant yield losses [13,14]. In addition to A. brassicae, Alternaria black spot
can also be caused by other related species, including A. japonica, whichhas been found on
oilseed rape in Australian field surveys [15,16]. In Australia, Alternaria spp. have caused
field yield losses of over 58% on oilseed rape [15]. In the Baltic region, Alternaria black spot
disease is one of the main destructive oilseed rape diseases after Sclerotinia stem rot and
Phoma stem canker [5,17,18]. In the southern Baltics, in Lithuania, Alternaria black spot
occurrence and severity have been studied in winter and spring oilseed rape and spring
turnip rape [4,19], and the susceptibility of winter oilseed rape cultivars to the disease has
been determined [20]. In Lithuania, a considerable loss of seed yield in spring oilseed rape
due to Alternaria black spot has been recorded, whereas the yield loss varied between
11-30% among growing seasons [17]. In Latvia, a winter oilseed rape disease monitoring
during 2005-2008 showed that the incidence of Alternaria black spot disease increased in
time, but its severity remained insignificant [5]. In Estonia, Alternaria black spot infection
score was studied in fertilization trials at the Estonian Crop Research Institute in Jogeva in
2008-2009; the studied winter oilseed rape cultivar ‘Silva” had 20-75% damage depending
on treatment variant and year [21].

Crop yields also depend on the use of land management practices. Cruciferous crops
like winter oilseed rape (B. napus), white mustard (S. alba) and oilseed radish (R. sativus)
grown as green manure and cover crops efficiently suppress soil-born potato pathogens that
could otherwise reduce potato tuber quality and yield [22]. A recent study demonstrated
that the mustard blend of S. alba and R. sativus used as green manure and other Brassica
rotations as an autumn cover crop significantly reduced common scab, silver scurf and black
scurf on potato tubers [23]. Some reduction of potato late blight (Phytophthora infestans)
infestation at early stages of disease development has been achieved using cruciferous
winter oilseed crops [24]. Thus, usage of cover crops in agriculture could be a promising
alternative disease control strategy for environmentally friendly agriculture. In Estonia,
several cruciferous crops have been tested as trap crops that can reduce insect pressure on
the main cash crops. Oilseed radish, rucola (Eruca sativa), white mustard and mustard green
(brown mustard) (B. juncea) have been previously shown to be effective trap plants for
flea beetles, pollen beetles and cabbage seedpod weevil (Ceutorhynchus obstrictus) [6,8,25].
Infected B. nigra and R. sativus can also serve as a source for insect pest parasitoids; both
species supported the parasitoids of cabbage seedpod weevils [6]. Furthermore, oilseed
radish has the features of a dead-end trap crop because 35% of the larvae of pollen beetles
failed to survive [26].

The pathogen A. brassicae overwinters inside and outside of the seeds and on the
crop residues of cruciferous agricultural crops and weeds [27]. Given the short rotation
time of cruciferous crops, it is very important that the plants selected for cover crop, trap
cropping, lodging culture, etc., are not susceptible to Alternaria black spot, and therefore,
their disease sensitivity should be studied elaborately before harnessing.

In the Baltics, some information about Alternaria black spot occurrence and severity
on winter and spring oilseed rape and on spring turnip rape, and the resistance of some
winter oilseed rape cultivars to disease, is available [4,5,19,20]. Until now, there is a lack of
information about the incidence and severity of Alternaria black spot disease on spring
oilseed rape in Estonia. In regard to oilseed radish, rucola, black mustard, white mustard
and mustard green, no relevant studies have been conducted in the Baltic countries, but
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given the climatic modifications due to global change, the Alternaria black spot disease is
expected to become more severe in the near future. Thus, it is important to gain insight into
interspecific variability in Alternaria black spot disease resistance among cruciferous crops
grown as green manure, intercrop, oilseed or trap crop. In this pilot study, we assessed
the variation in infection severity of Alternaria black spot disease in spring oilseed rape
and five alternative cruciferous crops under organic farming conditions and hypothesized
that spring oilseed rape is more susceptible to the plant disease than other alternative
cruciferous crops in Northern Baltics.

2. Materials and Methods
2.1. Experimental Site and Design

Alternaria black spot (Alternaria brassicae) infection was evaluated in 2010 and 2011 on
six different cruciferous plant species in an experimental field of the Estonian University
of Life Sciences, Tartu County, Estonia (58°21' N, 26°39’ E). The plants were grown in a
randomized complete block design with three replicates of each of the following species:
spring oilseed rape (Brassica napus (L.) cv. ‘Maskot’), mustard green (brown mustard)
(B. juncea cv. ‘Jadrjonaja’), black mustard (B. nigra (L.) W. D. J. Koch), rucola (also called
arugula, garden rocket, etc.) (Eruca sativa subsp. sativa (E. sativa) cv. ‘Poker’), oilseed radish
(Raphanus sativus var. oleiformis (R. sativus) cv. ‘Bille’) and white mustard (Sinapis alba cv.
‘Branco’) (Scheme 1). In both years, the seeds were obtained from the seed collection of
the Estonian University of Life Sciences. The size of each plot (1 m x 5 m) was similar
to that used earlier for cruciferous crops in biotic stress studies at the site. To minimize
inter-plot interactions, there was a 1 m wide buffer zone of bare soil around each plot. The
whole experimental field was surrounded by a hay meadow. Plots were sown on 12 May
in 2010 and 9 May in 2011, at 250 seeds per m?. Seed germination was similar for different
species in different years and no differences were noticed in plant density (on average
200 plants per m?) between the plots. In both years, the same standard crop management
practices were used in all trial plots. The fertilizers and pesticides were not used and the
trials were undertaken in a system certified for organic agriculture. The plant growth
stage (BBCH-scale is used to identify the phenological development stages of plants) was
assessed using the decimal code system [28].

Brasscica juncea
Black mustard

Eruca safiva
Ruccola

\Raphanus sativus

Sinapis alba
White mustard

Brassica napus
Oilseed rape

Brassica nigra
Black mustard

Oilseed radish
Brassica nigra Sinapis alba Brassica napus Eruca sativa Brasscica juncea Raphanus sativis
Black mustard White mustard Oilseed rape Ruccola Black mustard Oilseed radish
Raphanus sativy Eruca sativa Brasscica junced Brassica migra Brassica napus Sinapis alba
Oilseed radish Rucola Black mustard Black mustard Oilseed rape White mustard

Scheme 1. Field experimental layout with six different cruciferous oilseed crops in both study years (2010 and 2011). The
individual plot size was 1 m X 5 m and the distance between the trial plots from each other, as well the width of field edges
was 1 m.



Appl. Sci. 2021, 11, 8507

40f12

2.2. Disease Assessment

Alternaria black spot disease (A. brassicae) infection on test plants was assessed accord-
ing to the 0-100% scale, where 0% corresponds to no disease, and in the case of 100%, the
leaf area was totally covered with lesions [29]. The disease assessments were made visually
under natural infection conditions from 7 July to 2 August in 2010 (five observations) and
from 8 July to 5 August in 2011 (five observations), from the growth stage of BBCH 55-63
(inflorescence to flowering) to BBCH 86-89 (ripening) (Tables 1 and 2). The degree of
infection was characterized as a percentage of total foliage once a week until the disease
peaked. In the case of all species and replications, ten randomly selected plants per plot
were assessed for Alternaria black spot disease infection.

Table 1. Growth stages (GS) of studied cruciferous species at each observation date in 2010.

Date of Disease Evaluation

Species

7 July 12 July 20 July 26 July 2 August
Brassica napus 65-68 1 68-71 72-75 77-79 79-81
Oilseed rape "‘Maskot’
Brassica nigra 68-70 71-72 75-77 78-80 81-83
Black mustard
Brassica juncea 69-70 71-72 70-79 80-85 86-88
Mustard green ‘Jadrjonaja’
Eruca sativa 57-63 63-66 59-66 68-71 71-73
Rucola ‘Poker’
Raphanus sativus 55-63 58-65 64-69 69-70 70-73
Oilseed radish “Bille’
Sinapis alba 72-74 72-74 75-79 79-81 83-86

White mustard ‘Branco’

1 Growth stages using the BBCH scale according to Lancashire et al. (1991) [29]: 55-59 (inflorescence emergence), 60—69 (flowering), 70-79
(development of pods), 80-89 (ripening).

Table 2. Growth stages (GS) of studied cruciferous species at each observation date in 2011.

Date of Disease Evaluation

Species

8 July 15 July 22 July 29 July 5 August
Brassica napus 68-70 1 71-72 72-74 75-77 78-81
Oilseed rape ‘Maskot’
Brassica nigra 71-72 72-74 75-77 78-81 82-85
Black mustard
Brassica juncea 71-72 73-74 75-77 78-84 86-89
Mustard green ‘Jadrjonaja’
Eruca sativa 65-67 68-69 71-72 72-73 73-74
Rucola ‘Poker’
Raphanus sativus 67-68 71-73 73-75 77-80 80-83
Oilseed radish “Bille’
Sinapis alba 73-74 73-74 75-77 77-82 83-87

White mustard ‘Branco’

I Growth stages using the BBCH scale according to Lancashire et al. (1991) [29]: 55-59 (inflorescence emergence), 6069 (flowering), 70-79
(development of pods), 80-89 (ripening).

The area under the disease progress curve (AUDPC) was calculated from the date
of the first occurrence of Alternaria black spot until the last observation of the disease
in the trial according to Shaner and Finney (1977) [30] by using the following formula:
2R =n[(Rj+1 + R;i)/2)] (ti1 — t;), where R; is the disease severity (percentage of leaf surface
blighted) for the previous assessment (i-th observation), Ry, is the severity for the current
observation, t; and ti,1 are the corresponding times of measurements (day of year), and n
is the total number of observations.



Appl. Sci. 2021, 11, 8507

50f12

2.3. Data Analysis

Statistical analysis of collected data was performed with Statistica 13 (Quest Software
Inc., Aliso Viejo, CA, USA). Differences in the severity of Alternaria black spot infection in
dependence on year, cruciferous crop species and their interaction were tested by ANOVA.
Both factors ‘year” and ‘species” were treated as fixed categorical variables. Tukey HSD
post-hoc tests (p = 0.05) were applied to separate the differences among the means between
years and cruciferous crop species. The level of statistical significance for all effects was
p = 0.05 except when noted.

3. Results
3.1. Weather Conditions

Weather data were collected from R6hu weather station situated 0.5 km from the trial
site. In May and June 2010, the air temperature was similar to the long-term (48-year)
average, but in July, the temperature was 4.7 °C higher than the long-term average (Table 3).
In June of the same year, the precipitation was similar to the long-term average, while
in July (36.0 mm) and in the beginning of August (13.4 mm for the first two weeks of
August), the rainfall was significantly lower than the long-term average (48-year averages
of 70.6 mm for July and 33.3 mm for the first ten-day period of August). In May 2011, the
temperature was similar to the long-term average, but June was hotter by 1.9 °C and July
by 2.4 °C (Table 3). In May, the rainfall was similar to the long-term average, but it was
much lower in June, July and the beginning of August (Table 3). In the third ten-day period
of July, the warm and humid climate (temperatures over 30 °C for more than 10 days,
relative air humidity >72%) was the most favorable period for black spot disease infection
and spread.

Table 3. Average monthly temperature (°C), precipitation (mm) and relative humidity (%) in Eerika experimental field

during the vegetation period and the corresponding long-term averages (1964-2011).

Month Ten-Day Temperature (°C) Rainfall (mm) Relative Humidity (%)
Period 2010 2011 1964-2011 2010 2011 1964-2011 2010 2011 1964-2011

It 7.8 8.0 9.7 36.2 0.2 12.9 76.0 56.1 65.5

May 1I 17.3 11.8 114 10.4 46.6 20.9 70.5 73.3 66.3

III 12.8 13.0 12.8 14.8 11.6 22.8 71.1 67.8 66.9

I 13.6 19.7 14.9 25.8 0.0 20.9 722 544 67.5

June 1I 14.0 15.9 15.1 8.6 24.8 26.9 71.5 69.7 70.9

III 16.1 16.2 16.2 38.2 10.4 28.0 71.9 70.1 72.9

I 20.2 20.0 17.3 10.6 9.2 19.3 69.5 72.6 729

July 1I 23.3 18.6 17.4 8.0 30.4 24.8 65.7 70.2 74.7

III 23.0 21.0 17.8 17.4 8.6 26.5 69.5 72.4 75.8

August I 214 16.1 17.6 13.4 16.2 33.3 754 66.2 76.3

May-August I-III 16.9 16.0 14.6 183.4 158.0 236.3 71.3 67.3 71.0

1 Period of 10 days.

3.2. Development of Alternaria Black Spot Disease

The weather conditions were very favorable for Alternaria black spot development
and assessments on both observation years. In 2010, the first occurrence of Alternaria black
spot infection was found on 7 July on B. juncea and B. napus plants, but the infection level
was very low (Figure 1a). Five days later, on 12 July, the degree of infection was 7.6 & 0.3%
(average + SE) on B. napus and 10.9 = 4.5% on B. juncea, whereas the degree of infection
was already 33.0 & 2.3% on B. nigra plants (Figure 1a). S. alba plants were also infected
(4.9 & 4.2%). After 26 July, Alternaria black spot development progressed on B. nigra,
B. juncea, S. alba and B. napus, being the most severe on plants of B. nigra (49.2 £ 3.8%) and
B. juncea (27.2 £ 5.4%) plots (F512 = 16.38, p < 0.001 for comparison between species). On
26 July, the infection was also observed on E. sativa plants with 0.5 & 0.3% and on R. sativus
with 8.2 & 1.5% (Figure 1a). By the end of the observation period, 83.2 4= 2.9% of foliage
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of B. nigra plants (BBCH 81-83) and 60.2 =+ 6.8% of foliage of S. alba plants (BBCH 83-86)
were infected. These percentages are significantly higher compared to other cruciferous
species (F5 12 = 23.84, p < 0.001) (Figure 1a). At the end of the observation period, the lowest
Alternaria black spot infection severities were observed on E. sativa plants with 17.2 & 8.7%
and on R. sativus plants with 20.8 £ 4.1% (Figure 1a).

LR

(a) 2010

7 July 12 July 20 July 26 July 2 August

Date

(b) 2011 i

|

T g 1 T * 1
8 July 15 July 22 July 29 July 5 August
Date
—+—S. alba —8— B. juncea  —&— B. napus
—— B. nigra —— E. sativa —— R sativus

Figure 1. Development and Alternaria black spot (A. brassicae) severity (mean =+ SE, %) on six different cruciferous oilseed
crops in 2010 (a) and 2011 (b). The growing season of 2010 during the disease observations was hotter (22.2 °C for the period
1 July-10 August) than the growing season of 2011 (18.9 °C for the period 1 July—10 August). The asterisks demonstrate the
significance of the species effect at p < 0.05 (*); p < 0.01 (**); and p < 0.001 (***).

In 2011, the first Alternaria black spot symptoms were recorded on 8 July on B. napus
and B. nigra plants (Figure 1b). A week later, on 15 July, low-level infection was observed
on E. sativa and B. juncea plants (Figure 1b). At that date, the disease infection on B. napus
had increased to 15.7 &= 4.5% and on B. nigra plants to 12.7 £ 4.4% (Figure 1b). From 29 July,
the disease infection rapidly progressed on B. napus, B. nigra and E. sativa and culminated
on B. napus (BBCH 78-81) with 79.8 & 4.1%, on B. nigra (BBCH 82-85) with 72.5 £+ 4.0%
and on E. sativa (BBCH 74-74) with 46.5 £ 14.9% (F51 = 6.91, p < 0.01). At the end of
the observation period, low infection severity was recorded only on S. alba plants with
5.2 & 1.9% and on R. sativus plants with 14.7 £ 2.4% (Figure 1b).

In both study years, Alternaria black spot infection and development differed con-
siderably in all six cruciferous crops. In both growing seasons, a severe infection was
recorded on B. nigra and by the end of the observation period, the disease was so advanced
that infection exceeded 70% (Figure 1a). In 2011, too, by the end of the growing season,
the disease severity on B. napus reached up to 79%, which was the highest value among
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the tested species. However, in 2010, the development rate of Alternaria black spot on
B. napus remained moderate compared to B. nigra and S. alba (Figure 1). The lowest degree
of infection was recorded in both growing seasons on R. sativus, and very low Alternaria
black spot infection rate was also found on E. sativa in 2010 and on S. alba in 2011 (Figure 1).

3.3. Evaluation of AUDPC

Based on AUDPC values, Alternaria black spot disease pressure did not differ signif-
icantly between the two observation years. Across the species, it averaged 424.1 &= 51.3
in 2010 and 403.5 & 92.1 in 2011 (Figure 2), but AUDPC values differed significantly be-
tween the six species studied (Table 4) in both years (F5 1, = 23.48, p < 0.001 for 2010 and
F512 =9.08, p < 0.001 for 2011; Figure 2). In 2010, the highest mean + SE AUDPC value of
953.5 + 11.5 was observed on B. nigra followed by B. juncea with a value of 561.8 £ 64.9 and
B. napus with a value of 516.1 £ 70.2. The lowest AUDPC values were observed on E. sativa
with 54.4 £ 27.9 and R. sativus with 111.9 &+ 19.8 (Figure 2). In 2011, the highest AUDPC
values were 943.0 £ 52.3 on B. napus and 734.0 & 187.9 on B. nigra (Figure 2), showing
high susceptibility to Alternaria black spot. Brassica juncea plants with the AUDPC value
of 354.2 £ 208.0 and E. sativa plants with AUDPC value 253.1 £ 59.6 were classified as
moderately susceptible to A. brassicae. The lowest AUDPC values were found on S. alba
with 60.1 & 27.7 and on R. sativus with 76.4 £ 16.7 (Figure 2).

Cb  Cage, 012010
" = ( 02011
Ba
ABa Ba l
Bb | T
» ] .
1
T
Aa l Aa[ L Al Aa
N == il

S. alba B. juncea  B. napus  B.nmigra  E.sativa R sativus

Culture

Figure 2. Mean area under the disease progress curve (AUDPC) values of Alternaria black spot (A. brassicae) infection in
different cruciferous oilseed crops in the two study years. Error bars denote the standard error of the means. Means followed
by different capital letters above each bar indicate a significant influence (p < 0.05) of cruciferous oilseed crop species
in different years (Tukey HSD test). Means followed by different lowercase letters above each bar indicate a significant
influence (p < 0.05) of year (Tukey HSD test).

Table 4. Impact of study year and species and their interaction on Alternaria black spot (A. brassicae)
AUDPC values according to a two-way ANOVA.

Factor Black Spot Disease
Year (Y) F124=0.16;p =0.70

Crop species (C) F504 =24.29; p <0.001 *
Y xC F504 =4.77;p <0.01 *

"5 <0.05.

Combining the two-year AUDPC values, the most susceptible crops to Alternaria black
spot were B. nigra (843.7 & 97.5) and B. napus (729.7 £ 103.1), and both were considerably
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different from other tested crops (Fs3p = 15.18, p < 0.001). Significantly lower AUDPC
values were observed on E. sativa (154.0 4+ 53.2) and S. alba (203.1 + 69.0). Based on two
years data, the most resistant cruciferous species was R. sativus with a very low average
AUDPC value of 94.2 £ 14.1 (Figure 3).

D
|
|

|
BC | 02010-2011

CD

—t—

T A

|+|

S. alba B. juncea  B. napus  B. nigra  E.sativa R. sativus

Culture

Figure 3. Mean area under the disease progress curve (AUDPC) of Alternaria black spot (A. brassicae) infection in different

cruciferous oilseed crops (averages for the two study years). Error bars denote the standard error of the means. Means

followed by different capital letters (A-D) above each bar indicate a significant influence (p < 0.05) of cruciferous oilseed
crop species (Tukey HSD test).

4. Discussion

Weather conditions strongly influence the Alternaria black spot development [31], and
previous studies have demonstrated that under suitable weather conditions mass spread
of this pathogen can occur [14,16]. In this research, development of Alternaria black spot
disease was assessed on spring oilseed rape and on five alternative cruciferous oilseed
crop species. Both growing seasons, 2010 and 2011, were hotter and dryer compared to
long-term (48 years) average and thus, were suitable for pathogen A. brassicae development
and disease assessments.

Our research findings clearly showed that Alternaria spp. is an important pathogen on
spring oilseed rape and on some alternative oilseed crops (B. nigra, B. juncea) in Northern
Baltic conditions. The optimum temperature for sporulation of A. brassicae is 18-24 °C [32].
In our results, the main triggers for higher disease damage on some cruciferous species were
warm weather conditions. Similarly, Al-lami et al. (2020) have found in lab experiments that
the infection of B. napus and B. juncea by A. brassicae was less, 42%, under low temperatures
of 14/10 °C (day/night) compared with higher temperatures of 22/17 °C (day/night),
where 88.2% leaf area was infected [33]. Wet periods during the growing season are another
factor promoting Alternaria black spot pathogen sporulation and disease development [32].
According to Brazauskiene et al. (2011), Alternaria black spot disease incidence and severity
on winter and spring oilseed rape are greater in years with a wet growing season than
in years with dry or very dry growing seasons [4]. In our research, the combination of
two-year weather data showed a negative relationship between temperature and relative
humidity, with lower temperatures and higher humidity in both years in May and drier
and warmer weather in August. Thus, the high degree of infection of B. napus and B. juncea
by A. brassicae in our study in 2010 and 2011 is consistent with the main role of growing
season weather conditions as highlighted by Brazauskiene et al. (2011) [4].
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Alternaria brassicae is a well-known seed-borne pathogen, causing also pod infection
and thereby early maturation by pod splitting and seed fall-off. In Estonia, A. brassicae has
been found on several species belonging to the Brassicaceae family: Brassica oleracea var.
botrytis L., B. napus subsp. napus, B. rapa subsp. oleifera, indicating that the pathogen is able
to infect a wide spectrum of cruciferous crops and weeds from the Brassicaceae family and
other families [27]. Plant pathogen resistance is considered the most promising control
method in sustainable agriculture. Common cultivated Brassica crops have very low genetic
variability and are therefore highly susceptible to several diseases that can cause major
yield losses [34]. In our field trial, AUDPC values were the lowest in R. sativus, E. sativa and
S. alba compared to the other species. In both seasons, the infection severity was very low
before the last observation week in all these three species. Sinapis alba is a wild member
of the Brassicaceae family and is considered to possess high resistance against Alternaria
black spot [35]. On the other hand, the information on E. sativa vulnerability to Alternaria
black spot has been limited. According to a recent report by da Silva et al. (2020) [36]
from Brazil, A. brassicae infects older plants of E. sativa, and it is likely that the association
between A. brassicae and E. sativa is widespread there, though the degree of disease damage
in cultivated plants is unknown. A higher tolerance of 35-day old cruciferous plants to
A. brassicola compared to the 45- or 55-day-old plants is another possible reason why
R. sativus and E. sativa, both in an earlier growth phase, were more resistant to the Alternaria
black spot disease than B. napus, B. nigra and B. juncea, which were in a more advanced
growth phase (Figure 1, Tables 1 and 2) [37]. In 2020, Macioszek et al. [38] showed that
due to lower foliar contents of protective and antifungal polyphenolic compounds and
glucosinolates, the older B. juncea leaves had a considerably greater A. brassicola damage
than the younger leaves. A similar result was obtained by Mathpal et al. (2011) [39], who
compared different plant genotypes with varying susceptibility against Alternaria black
spot disease and found that, compared to B. juncea as the most susceptible species, the
resistance of B. alba was related to higher content of phenolic compounds in the leaves.
Nevertheless, there is evidence that during the infection, the contents of antifungal phenolic
compounds increase [38], but the capacity for accumulation of protective compounds might
decrease with increasing leaf age and onset of leaf senescence.

As discussed above, higher temperatures promote the Alternaria black spot disease
development. Thus, climate warming could directly enhance the risk for Alternaria black
spot pressure on cruciferous species, including oilseed crops [33], and might increase
the yield gap. Similarly, in the Northern Baltics, recent unusually warm summers have
increased the spread of Alternaria spp. on potato fields and led to severe infections [24,40].
In addition, the predicted increase in the frequency of warmer and drier summers with
temporary heat waves [41] could increase problems due to Alternaria spp. pathogen
spread, damage and Alternaria black spot disease control in Northern regions. Recent
research has shown that in the Baltic Sea region, the climate has warmed particularly
fast compared to the global average [42]. In the current study, Alternaria black spot
disease infection was high on half of the tested cruciferous species, and we consider that
this pathogen constitutes a direct threat to oilseed crops. Altered climatic conditions for
plant growth due to global change and the growing population of the world reinforce
the development of strategies for a sustainable agriculture and food system that ensure
the efficient land use and high nutritional value of plants [43]. Thus, the knowledge of
Alternaria black spot spread and plant vulnerability allows selection of more resistant
species and cultivars, and this information is highly relevant for oilseed, intercrop, cover
crop and green manure production, especially in sustainable farming systems. Currently,
there is a limited assortment of alternative cruciferous and non-cruciferous oilseed crops for
cultivation in upper latitudes, and there is a strong demand for new oilseed crops by local
producers [44]. Alternative cruciferous species should be recommended for cultivations as
green manure, intercrop, oilseed or for trap crop only if their susceptibility to Alternaria
black spot is examined /known in a certain region. In the case of use of susceptible cultivars,
one should carefully assess whether the losses do not exceed profits.
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Until this work, information about the Alternaria black spot disease climatic sensitivity
and cruciferous crop resistance was not available for Northern Baltic region conditions.
Based on our observations in two extremely warm growing seasons in the Northern Baltics,
we suggest that under favorable conditions for Alternaria black spot infection, alternative
oilseed crops such as S. alba, E. sativa and R. sativus possess a great potential to grow with
limited chemical inputs even in the case of conventional farming. The results of this work
can be harnessed by local organic and sustainable farmers, who have already started to
cultivate alternative cruciferous crops such as B. juncea, S. alba and R. sativus as intercrop
and green manure. Furthermore, in the Northern Baltics, white mustard has growing
importance in organic farming as an alternative lodging culture due to increasing the
lodging resistance of field peas [45]. Based on our findings, in cultivating B. juncea plants,
farmers should consider some need of chemical input for Alternaria black spot control;
however, the pesticide requirements depend strongly on the weather conditions in the
particular growing season.

5. Conclusions

This is the first report about infection rate of black spot disease (A. brassicae) on alter-
native cruciferous oilseed crop plants (Brassica juncea, Brassica nigra, Sinapis alba, Raphanus
sativus, Eruca sativa) and evaluation of host species resistance in organic field conditions in
the Northern Baltics. All tested cruciferous oilseed crops were infected by Alternaria black
spot disease, but the infection severity varied strongly between the species and growing
seasons. Two species, B. napus and B. nigra, were the most heavily infected by Alternaria
black spot and thus, cannot be recommended for cultivations without chemical input for
conventional growers. Based on our observations under extremely warm growing seasons
that were favorable for Alternaria black spot infection, alternative oilseed crops S. alba, E.
sativa and R. sativus are promising cultures for cultivation in organic farming or in the case
of conventional farming with limited chemical input in Northern Baltic conditions.

Author Contributions: Conceptualization, E.R.-P.,, PL. and L.M.; methodology, E.R.-P.,, L.M., PL.
and H.N.; formal analysis, E.R.-P,, M.H., V.E. and P.L.; data curation, E.R.-P., VE., M.H. and H.N.;
writing—original draft preparation, E.R.-P. and A .K.; writing—review and editing, P.L., ER.-P,, UN,,
AK., LM, HN. and L.E; visualization, V.E. and E.R.-P; funding acquisition, E.R.-P.,, A K. and UN.
All authors have read and agreed to the published version of the manuscript.

Funding: The study was supported by the European Regional Development Fund (Center of Ex-
cellence EcolChange: Ecology of global change: natural and managed ecosystems), the Estonian
University of Life Sciences project (base funding P190259PKTT) and Institutional Research Funding
(project no. IUT36-2 of Estonian Research Council).

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

1.  Williams, I.H. Biocontrol-Based Integrated Management of Oilseed Rape Pests; Springer: Berlin/Heidelberg, Germany, 2010; p. 461.

2. Statistics Estonia 2019. Sown Area of Field Crops, Data Base. Available online: http:/ /andmebaas.stat.ee/Index.aspx?lang=ené&
SubSessionld=98b16850-36fb-4113-8f45-1bc7fa42b930&themetreeid=3 (accessed on 1 June 2020).

3. Gaile, Z.; Balodis, O.; Bankina, B. Advances of Fungicide Application for Winter Oilseed Rape; Fungicides, O.C., Ed.; InTech: Rijeka,
Croatia, 2010; pp. 157-176, ISBN 978-953-307-266-1. Available online: http://www.intechopen.com/books/fungicides/advances-
of-fungicide-application-for-winter-oilseed-rape (accessed on 1 June 2020).

4.  Brazauskiene, I; Petraitiene, E.; Brazauskas, G.; Semaskiene, R. Medium-term trends in dark leaf and pod spot epidemics in
Brassica rapa in Lithuania. J. Plant Dis. Prot. 2011, 118, 197-207. [CrossRef]

5. Balodis, O.; Bankina, B.; Gaile, Z. Fungicide use efficiency for disease control in winter rape. Zemdirbyste 2008, 95, 13-18.

6. Kovdcs, G,; Kaasik, R.; Kaart, T.; Metspalu, L.; Luik, A.; Veromann, E. In search of secondary plants to enhance the efficiency of
cabbage seed weevil management. BioControl 2017, 62, 29-38. [CrossRef]


http://andmebaas.stat.ee/Index.aspx?lang=en&SubSessionId=98b16850-36fb-4113-8f45-1bc7fa42b930&themetreeid=3
http://andmebaas.stat.ee/Index.aspx?lang=en&SubSessionId=98b16850-36fb-4113-8f45-1bc7fa42b930&themetreeid=3
http://www.intechopen.com/books/fungicides/advances-of-fungicide-application-for-winter-oilseed-rape
http://www.intechopen.com/books/fungicides/advances-of-fungicide-application-for-winter-oilseed-rape
http://doi.org/10.1007/BF03356404
http://doi.org/10.1007/s10526-016-9765-9

Appl. Sci. 2021, 11, 8507 11 of 12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Metspalu, L.; Veromann, E.; Kaasik, R.; Kovacs, G.; Williams, .H.; Mand, M. Comparison of sampling methods for estimating the
abundance of Meligethes aeneus on oilseed crops. Int. ]. Pest Manag. 2015, 61, 312-319. [CrossRef]

Metspalu, L.; Kruus, E.; Ploomi, A.; Williams, I.H.; Hiiesaar, K.; Jogar, K.; Veromann, E.; Médnd, M. Flea beetle (Chrysomelidae:
Alticinae) species composition and abundance in different cruciferous oilseed crops and the potential for a trap crop system. Acta
Agric. Scand. B Soil Plant Sci. 2014, 64, 572-582. [CrossRef]

Jarvan, M. Kas nuutrihaigus vo6ib rapsikasvatust ohustada? Pollumajanduslikud infopdevad 2016, (Does clubroot limits oilseed
rape cultivation?). Oilseeds 2016, 2, 4-5. (In Estonian)

Brandes, M.; Heimbach, U. Pyrethroid resistance of insect pests of oilseed rape in Germany. IOBC-WPRS. Bull. 2018, 136, 69-72.
Harkes, P.; Suleiman, A.K.A.; van den Elsen, S.].].; De Haan, ].].; Holterman, M.; Kuramae, E.E.; Helder, J. Conventional and
organic soil management as divergent drivers of resident and active fractions of major soil food web constituents. Sci. Rep. 2019,
9, 13521. [CrossRef]

Siebold, M.; Von Tiedemann, A. Potential effects of global warming on oilseed rape pathogens in Northern Germany. Fungal Ecol.
2012, 5, 62-72. [CrossRef]

Prasad, R.; Saxena, D.; Chandra, S. Yield losses by Alternaria blight in promising genotypes of Indian mustard. Indian Phytopathol.
2003, 56, 205-206.

Kumar, D.; Maurya, N.; Bharati, Y.K.; Kumar, A.; Kumar, K,; Srivastava, K.; Chand, G.; Kushwaha, C.; Singh, S.K.; Mishra, RK,;
et al. Alternaria blight of oilseed brassicas: A comprehensive review. Afr. |. Microbiol. Res. 2014, 8, 2816-2829.

Al-lami, HED.; You, M.P,; Barbetti, M.]. Role of foliage component and host age on Alternaria leaf spot (caused by Alternaria
japonica and A. brassicae) in canola (Brassica napus) and mustard (B. juncea) and yield loss in canola. Crop Pasture Sci. 2019, 70,
969-980. [CrossRef]

Al-Lami, HED.; You, M.P,; Barbetti, M.]. Incidence, pathogenicity and diversity of Alternaria spp. associated with alternaria leaf
spot of canola (Brassica napus) in Australia. Plant Pathol. 2019, 68, 492-503. [CrossRef]

Brazauskiene, I.; Petraitiene, E. Effects of fungicide application timing on the incidence and severity of Alternaria blight (Alternaria
brassicae) and on the productivity of spring oilseed rape (Brassica napus L. ssp. oleifera annua Metzg.). Agron. Res. 2004, 2, 121-133.
Piliponyté-Dzikiené, A.; Andritnaité, E.; Petraitiené, E.; Brazauskieng, I.; Statkevicitité, G.; Brazauskas, G. Genetic diversity and
occurrence of Leptosphaeria spp. on Brassica oleracea and B. napus in Lithuania. J. Plant Pathol. 2015, 97, 265-271.

Brazauskiene, I; Petraitiene, E. Dark leaf and pod spot (Alternaria brassicae) on oilseeds (Brassica napus) in Lithuania. Plant Prot.
Sci. 2002, 38, 384-387. [CrossRef]

Brazauskieng, I; Petraitiené, E.; Brazauskas, G.; Ronis, A. Susceptibility of winter rape cultivars to fungal diseases and their
response to fungicide application. Turk. J. Agric. For. 2013, 37, 699-710. [CrossRef]

Veromann, E.; Toome, M.; Kénnaste, A.; Kaasik, R.; Copolovici, L.; Flink, J.; Kovécs, G.; Narits, L.; Luik, A.; Niinemets, U. Effects
of nitrogen fertilization on insect pests, their parasitoids, plant diseases and volatile organic compounds in Brassica napus. Crop
Prot. 2013, 43, 79-88. [CrossRef]

Larkin, R.P,; Halloran, ]. M. Management Effects of Disease-Suppressive Rotation Crops on Potato Yield and Soilborne Disease
and Their Economic Implications in Potato Production. Am. |. Potato Res. 2014, 91, 429-439. [CrossRef]

Larkin, R.P; Lynch, R.P. Use and Effects of Different Brassica and Other Rotation Crops on Soilborne Diseases and Yield of Potato.
Horticulturae 2018, 4, 37. [CrossRef]

Runno-Paurson, E.; Laéniste, P.; Eremeev, V.; Téhtjarv, T.; Kaurilind, E.; Tosens, T.; Niinemets, U.; Williams, I.H. Does winter
oilseed rape as a winter cover crop influence potato late blight development in an organic crop rotation? Biol. Agric. Hortic. 2020,
36, 71-83. [CrossRef]

Veromann, E.; Metspalu, L.; Williams, I.H.; Hiiesaar, K.; Mand, M.; Kaasik, R.; Kovacs, G.; Jogar, K.; Svilponis, E.; Kivimagi, I.;
et al. Relative attractiveness of Brassica napus, Brassica nigra, Eruca sativa and Raphanus sativus for pollen beetle (Meligethes aeneus)
and their potential for use in trap cropping. Arthropod Plant Interact. 2012, 6, 385-394. [CrossRef]

Veromann, E.; Kaasik, R.; Kovacs, G.; Metspalu, L.; Williams, I.H.; Ménd, M. Fatal attraction: Search for a dead-end trap crop for
the pollen beetle (Meligethes aeneus). Arthropod Plant Interact. 2014, 8, 373-381. [CrossRef]

Koike, S.T.; Gladders, P; Paulus, A.O. Vegetable Diseases: A Colour Handbook; Academic Press is An Imprint of Elsevier: Boston,
MA, USA, 2007; p. 448.

Lancashire, P.D.; Bleiholder, H.; Boom, T.V.D.; Langeliiddeke, P; Stauss, R.; Weber, E.; Witzenberger, A. A uniform decimal code
for growth stages of crops and weeds. Ann. Appl. Biol. 1991, 119, 561-601. [CrossRef]

EPPO Bulletin. Efficacy Evaluation of Fungicides: Root, Stem, Foliar and Pod Diseases of Rape; EPPO Bulletin: Hoboken, NJ, USA, 2003;
Volume 33, pp. 25-32.

Shaner, G.; Finney, R.E. The effect of nitrogen fertilization on the expression of slow-mildewing resistance in Knox wheat.
Phytopathology 1977, 67, 1051-1056. [CrossRef]

Shrestha, S.K.; Munk, L.; Mathur, S.B. Role of weather on Alternaria Leaf Blight Disease and its effect on Yield and Yield
Components of Mustard. Nepal Agric. Res. ]. 2005, 6, 62-72. [CrossRef]

Humpherson-Jones, EM.; Phelps, K. Climatic factors influencing spore production in Alternaria brassicae and Alternaria brassicola.
Ann. Appl. Biol. 1989, 114, 449-458. [CrossRef]

Al-Lami, H.F; You, M.P,; Barbetti, M.]. Temperature drives contrasting Alternaria leaf spot epidemic development in canola and
mustard rape from Altenaria japonica and A. brassicae. Plant Dis. 2020, 104, 1668-1674. [CrossRef]


http://doi.org/10.1080/09670874.2015.1058992
http://doi.org/10.1080/09064710.2014.933871
http://doi.org/10.1038/s41598-019-49854-y
http://doi.org/10.1016/j.funeco.2011.04.003
http://doi.org/10.1071/CP19262
http://doi.org/10.1111/ppa.12955
http://doi.org/10.17221/10498-PPS
http://doi.org/10.3906/tar-1210-26
http://doi.org/10.1016/j.cropro.2012.09.001
http://doi.org/10.1007/s12230-014-9366-z
http://doi.org/10.3390/horticulturae4040037
http://doi.org/10.1080/01448765.2019.1680432
http://doi.org/10.1007/s11829-012-9191-6
http://doi.org/10.1007/s11829-014-9325-0
http://doi.org/10.1111/j.1744-7348.1991.tb04895.x
http://doi.org/10.1094/Phyto-67-1051
http://doi.org/10.3126/narj.v6i0.3366
http://doi.org/10.1111/j.1744-7348.1989.tb03360.x
http://doi.org/10.1094/PDIS-10-19-2251-RE

Appl. Sci. 2021, 11, 8507 12 of 12

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Kumari, P; Singh, K.P; Bisht, D.; Kumar, S. Somatic hybrids of Sinapis alba + Brassica juncea: Study of backcross progenies for
morphological variations, chromosome constitution and reaction to Alternaria brassicae. Euphytica 2020, 216, 4-14. [CrossRef]
Kumari, P; Bisht, D.S.; Bhat, S.R. Stable, fertile somatic hybrids between Sinapis alba and Brassica juncea- show resistance to
Alternaria brassicae and heat stress. Plant Cell Tissue Organ Cult. 2017, 133, 77-86. [CrossRef]

Da Silva, N.M.P,; Aucique-Perez, C.E.; Silva, A.L.; Barreto, R.W. Alternaria brassicae causes leaf spots on Eruca sativa in Brazil.
Australas. Plant Dis. Notes 2020, 15, 23. [CrossRef]

Nowakowska, M.; Wrzesiriska, M.; Kaminiski, P.; Szczechura, W.; Lichocka, M.; Tartanus, M.; Kozik, E.U.; Nowicki, M. Alternaria
brassicicola—Brassicaceae pathosystem: Insights into the infection process and resistance mechanisms under optimized artificial
bio-assay. Eur. |. Plant Pathol. 2019, 153, 131-151. [CrossRef]

Macioszek, VK.; Wielanek, M.; Morkunas, L.; Ciereszko, I.; Kononowicz, A.K. Leaf position-dependent effect of Alternaria
brassicicola development on host cell death, photosynthesis and secondary metabolites in Brassica juncea. Physiol. Plant. 2020, 168,
601-616. [CrossRef] [PubMed]

Mathpal, P; Punetha, H.; Tewari, A.K.; Agrawal, S. Biochemical defense mechanism in rapeseed-mustard genotypes against
Alternaria blight disease. J. Oilseed Brassica 2011, 2, 87-94.

Runno-Paurson, E.; Loit, K.; Hansen, M.; Tein, B.; Williams, I.H.; Médnd, M. Early blight destroys potato foliage in the northern
Baltic region. Acta Agric. Scand. B Soil Plant Sci. 2015, 65, 422-432. [CrossRef]

Kim, S.; Sinclair, V.A.; Rédisdnen, J.; Ruuhela, R. Heat waves in Finland: Present and projected summertime extreme temperatures
and their associated circulation patterns. Int. J. Clim. 2018, 38, 1393-1408. [CrossRef]

Lakson, M.; Post, P; Sepp, M. The Impact of Atmospheric Circulation on Air Temperature Rise in Estonia. Front. Earth Sci. 2019, 7,
131. [CrossRef]

Kumari, P; Singh, K.P; Rai, PK. Draft genome of multiple resistance donor plant Sinapis alba: An insight into SSRs, annotations
and phylogenetics. PLoS ONE 2020, 15, e0231002. [CrossRef]

Runno-Paurson, E.; Eremeev, V.; Térra, T.; Niinemets, U.; Laéniste, P. Optimization of Cultivation Technologies for Industrial Hemp
(Cannabis sativa cv. Finola); Tupits, 1., Tamm, S., Tamm, U., Toe, A., Eds,; Agronomy: Tartu, Estonia, 2019; pp. 96-103. (In Estonian)
Waterer, ].G.; Vessey, ].; Stobbe, E.H.; Soper, R.]. Yield and symbiotic nitrogen fixation in a pea-mustard intercrop as influenced by
N fertilizer addition. Soil Biol. Biochem. 1994, 26, 447-453. [CrossRef]


http://doi.org/10.1007/s10681-020-02629-3
http://doi.org/10.1007/s11240-017-1362-9
http://doi.org/10.1007/s13314-020-00392-x
http://doi.org/10.1007/s10658-018-1548-y
http://doi.org/10.1111/ppl.12998
http://www.ncbi.nlm.nih.gov/pubmed/31145472
http://doi.org/10.1080/09064710.2015.1017003
http://doi.org/10.1002/joc.5253
http://doi.org/10.3389/feart.2019.00131
http://doi.org/10.1371/journal.pone.0231002
http://doi.org/10.1016/0038-0717(94)90176-7

	Introduction 
	Materials and Methods 
	Experimental Site and Design 
	Disease Assessment 
	Data Analysis 

	Results 
	Weather Conditions 
	Development of Alternaria Black Spot Disease 
	Evaluation of AUDPC 

	Discussion 
	Conclusions 
	References

