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ABSTRACT

Huang, H. C., and Erickson, R. S. 2004. Effect of soil treatment of fungal agents on control of apothecia of
Sclerotinia sclerotiorum in canola and safflower fields. Plant Pathol. Bull. 13: 1-6.

A two-year field study was conducted to determine the effects of fungal agents on control of apothecia
of Sclerotinia sclerotiorum when applied as soil treatment in canola and safflower fields. Among the five
fungal species tested, Coniothyrium minitans was the most effective biocontrol agent for reducing
carpogenic germination of sclerotia and production of apothecia of S. sclerotiorum under the canopies of
canola and safflower, whereas Talaromyces flavus was only effective under the canopy of safflower. Soil
treatment with Trichothecium roseum, Trichoderma virens or Epicoccum purpurascens did not cause a
significant reduction on apothecial production under the canopy of either canola or safflower. The study
suggests that soil treatment with fungal biocontrol agents such as C. minitans is an effective method for
reducing the production of ascospores of S. sclerotiorum in canola and safflower fields, and thereby reducing
incidence of sclerotinia stem rot of canola and sclerotinia head rot of safflower on the western Canadian
prairies.
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INTRODUCTION

Sclerotinia sclerotiorum (Lib.) de Bary is an important
fungal pathogen with cosmopolitan distribution that has a
wide host range ** including oilseed crops such as canola
(Brassica napus L. and Brassica rapa L.) *¥, safflower
(Carthamus tinctorius L.) @ and sunflower (Helianthus
annuus L.) ©. Oilseed crop losses due to sclerotinia diseases
can often reach economic proportions. For example, an
outbreak of sclerotinia blight in western Canada in 1982
resulted in an estimated loss of 15 million Canadian dollars to
the canola crop 7.

Sclerotia of S. sclerotiorum in the soil can germinate
carpogenically to produce airborne ascospores which are the
primary source of inoculum for causing sclerotinia stem rot
and pod rot of canola " and head rot of safflower *". High
soil moisture conditions created by frequent rains or
irrigation, and thick crop canopy are conducive to the
carpogenic germination of sclerotia and consequently, the
development of sclerotinia diseases in the field (2:13),

Producers in Canada currently use crop rotation and chemical
fungicides for control of sclerotinia stem blight of canola and
crop rotation for control of sclerotinia head rot of safflower.
Recent studies on biocontrol of sclerotinia diseases have
identified several mycoparasitic or antagonistic fungi with
potential for use as biocontrol agents, including Coniothyrium
minitans Campbell 6825 Epicoccum purpurascens Ehrenb.
ex Schlecht. *”, Talaromyces flavus Klocker A.C.Stock &
R.A. Sansom (18), Trichoderma viride Pers. ex Fr. (9),
Trichoderma virens (Miller, Giddens and Foster) Arx., and
Trichothecium roseum Pers. ex Fr.'®. Soil treatment with C.
minitans was effective in reducing incidence of diseases
caused by S. sclerotiorum including sclerotinia wilt of
sunflower ®*', wilt or drop of lettuce (Lactuca sativa L.) @
and white mold of dry bean (Phaseolus vulgaris L.) "*'?.
Several reports "' indicated that destruction of sclerotial
inoculum in the soil by the mycoparasites is one of the
mechanisms contributing to the reduction of sclerotinia
diseases. The objective of this study was to determine the
effect of five fungal agents on production of apothecia by S.
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sclerotiorum when applied as soil treatment under the canopy
of canola and safflower.

MATERIALS AND METHODS

The five biocontrol agents used in this study were one
antagonist, E. purpurascens isolate LRC 2114, and four
mycoparasites, C. minitans isolate LRC 2137, T. flavus isolate
LRC 2152, T. virens isolate LRC 2425, and T. roseum isolate
LRC 2424. These fungi were originated from the southern
Canadian prairies '”. The inoculum of each biocontrol agent
was prepared by growing the organism on wheat bran that
was moistened with distilled water, and sterilised by
autoclaving it twice at 121°C for 30 min with a 48-h interval.
The sterilised bran was measured into sterile 250 mL clear
plastic containers (Twinpak; Regina, Saskatchewan, Canada),
at a rate of 25 g per container. An aqueous spore suspension
of each biocontrol agent was prepared from 14- to 28-day-old
cultures grown on potato dextrose agar (PDA) (Difco; Detroit,
MI) at 20°C. The spore suspensions were diluted to a
concentration of 5.0 X 10° spores per mL, and 4 mL of the
suspension was added to the wheat bran in each container.
The plastic containers were sealed and incubated for 28 days
under continuous fluorescent light at 20°C, and the resulting
cultures were air-dried, crushed manually, and weighed into
lots of either 15 or 30 g.

Sclerotinia sclerotiorum isolate LRC 2148 was grown on
a cooked bean substrate to produce sclerotia for use in this
study by the following process. Canned red kidney beans
(Fraser Valley Foods; Fraser Valley, British Columbia,
Canada) were transferred into a sterilised food processor,
pureed, and dispensed into sterile 250 mL clear plastic
containers (Twinpak, Regina, Saskatchewan, Canada), 25 mL
per container. Four PDA plugs (5 mm diameter) containing 5-
day-old mycelial mats of S. sclerotiorum were added to each
container and the containers were incubated at 10°C in the
dark for 8 weeks. Sclerotia produced on the colony in each
container were harvested by washing them in distilled water
and air-drying on paper towel. Sclerotia in the size range of 5
to 10 mm diameter were selected for the study, counted into
lots of 100, and stored at 10°C for approximately two weeks
prior to use in the field.

The experiments were conducted in an irrigated field at
the Lethbridge Research Centre during 1993 and 1994, using
canola cv. Westar and safflower cv. Saffire. Prior to planting,
the herbicide trifluralin (2,6-dinitro-N,N-dipropyl-4-
(trifluoromethyl) benzenamine) (DowElanco, Calgary,
Alberta, Canada) was incorporated into soil at a rate of 960 g
a.i. per ha. For both crops, fertilizer was not applied in 1993,
but nitrogen fertilizer (34-0-0; N-P-K) was applied to the
fields prior to seeding in 1994 at a rate of 200 kg/ha. Crops
were seeded at the rate of 17 kg/ha for canola and 35 kg/ha
for safflower, with seeding for both crops taking place on 25
May 1993 and 17 May 1994. Plots of both canola and

safflower were seeded in continuous blocks with a four row
seeder, to a depth of 2.5 cm and a row spacing of 22.5 cm.
The experiment in both years was established on a section of
the field that had been fallowed in the previous year.

After seedling emergence, individual plots were
established within the seeded block of each crop. Each plot
consisted of five rows of crop with 2.5-m row length and 23-
cm row spacing. Two sclerotia burial areas were established
in each plot by scraping 2-cm deep trenches, 1 m long by 0.12
m wide each, in the second and third inter-row spaces. For
each trench, 1 kg of soil was removed and mixed with
inoculum of biocontrol agent grown on bran, at the rate of 15
g per trench for the low rate and 30 g per trench for the high
rate. Half of the biocontrol agent - amended soil was put back
in the trench, 100 sclerotia were spread evenly over the
surface, and the sclerotia were covered with the remaining
amended soil. A thin layer of natural field soil was spread
over the amended soil and the trenches were tamped down to
prevent movement of the soil by wind. Controls were
established by burying 100 sclerotia per trench without
biocontrol agent. Treatments were established each year after
seedling emergence (approximately 3 weeks after seeding),
and were arranged in a randomized block design with four
replicates. Irrigation was provided frequently to create
conducive conditions for carpogenic germination of sclerotia
and development of apothecia, from the late vegetative
growth stage (mid-June) to the late pod-filling stage (late
August).

The number of carpogenically germinated sclerotia and
number of apothecia produced was counted weekly for each
plot, from late bloom (mid-August) to maturity (mid-
September). Color-coded sticks representing the number of
apothecia previously counted were used to allow cumulative
counting of apothecia from each sclerotium. The percent of
sclerotia germinated carpogenically and number of apothecia
produced per plot were statistically analysed for each crop
and year separately, using analysis of variance. A combined
analysis over years was also performed for each crop. For
percent germination of sclerotia, the data were converted by a
log transformation for statistical analyses. All statistical
analyses were conducted using SAS/STAT™ software ),

RESULTS

As the canopy of canola and safflower developed and
covered the inter-row spaces in late July, sclerotia of S.
sclerotiorum buried in each plot began to germinate
carpogenically, resulting in the production of clusters of
small, tan-colored apothecia on the ground surface. The
production of apothecia continued until the end of the
growing season (early September). The release of airborne
ascospores from clusters of apothecia in the form of spore-
cloud was often visible when the canopy was gently parted in
plots.



Among the five fungal agents tested in canola fields,
only the soil treatment with C. minitans significantly (P<0.05)
reduced carpogenic germination of sclerotia and production of
apothecia compared to the untreated control (Table 1). The
efficacy of C. minitans was consistent for both years. The
frequency of carpogenic germination under the canopy of
canola was 7.4% in 1993 and 1.1% in 1994 for the treatment
of C. minitans compared to 27.4% in 1993 and 16.0% in 1994
for the untreated control. The number of apothecia produced
per plot for the treatment of C. minitans was 28 in 1993 and 3
in 1994, compared to 183 in 1993 and 86 in 1994 for the
untreated control (Table 1).

Under the canopy of safflower, soil treatment with C.
minitans resulted in significant (P<0.05) reductions in
carpogenic germination of sclerotia and production of
apothecia in both 1993 and 1994 compared to the untreated
control (Table 2). For the treatment of C. minitans, the
frequency of carpogenic germination under the canopy of
safflower was 10.2% in 1993 and 2.7% in 1994, compared to
39.2% in 1993 and 51.8% in 1994 for the untreated control.
The number of apothecia produced per plot for the treatment
of C. minitans under the canopy of safflower was 36 in 1993
and 13 in 1994, compared to 268 in 1993 and 443 in 1994 for
the untreated control. Soil treatment with 7. flavus
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significantly (P<0.05) reduced carpogenic germination of
sclerotia and production of apothecia under the canopy of
safflower in 1994, but not in 1993 (Table 2). The frequency of
carpogenic germination under the canopy of safflower for
treatment of 7. flavus was 40.9% in 1993 and 15.5% in 1994,
compared to 39.2% in 1993 and 51.8% in 1994 for the
untreated control. The number of apothecia produced per plot
under the canopy of safflower for the treatment of 7. flavus
was 219 in 1993 and 86 in 1994, compared to 268 in 1993
and 443 in 1994 for the untreated control.

Results of the two-year tests showed a significant
difference (P<0.05) in carpogenic germination and apothecial
production of S. sclerotiorum between the canopies of canola
and safflower. The frequency of carpogenic germination of
sclerotia and number of apothecia produced in safflower plots
were higher than in canola plots. Results also showed that no
effect of rate of amendment (high versus low rate) was
observed on carpogenic germination of sclerotia or apothecial
production, for any of the biocontrol agents in any year or
under either crop canopy.

DISCUSSION

This study demonstrates that of the five microbial agents

Table 1. Effect of soil treatment with fungal biocontrol agents on carpogenic germination of sclerotia of S. sclerotiorum under the

canopy of canola (Field experiments, 1993 and 1994)

Carpogenic No. apothecia
germination (%) per plot
Treatment' 1993 1994 1993 1994
Control 27.41b° 16.0 b 183 b 86 b
Coniothyrium minitans 7.4 a l.1a 28 a 3a
Epicoccum purpurascens 30.6 b 21.8b 181b 115b
Talaromyces flavus 195b 21.2b 145b 108 b
Trichothecium roseum 339b 21.2b 138 b 107 b
Trichoderma virens 17.5b 18.2b 92b 94 b

"'Soil in inter-row spaces was amended with powdered biocontrol agents (on wheat bran substrate), at the rate of 15 or 30 g/kg soil, after

seedling emergence. Soil in the control was not amended.

2Means within each column followed by the same letter are not different significantly (P>0.05) (LSD test).

Table 2. Effect of soil treatment with fungal biocontrol agents on carpogenic germination of sclerotia of S. sclerotiorum under the

canopy of safflower (Field experiments, 1993 and1994)

Carpogenic No. apothecia
germination (%) per plot
Treatment' 1993 1994 1993 1994
Control 39.2b° 51.8b 268 b 443 b
Coniothyrium minitans 102 a 27a 36a 13a
Epicoccum purpurascens 34.1b 51.7b 230b 382b
Talaromyces flavus 40.9b 155a 219b 86 a
Trichothecium roseum 33.6b 41.6b 183 b 276 b
Trichoderma virens 333D 47.6b 184 b 388 b

' Soil in inter-row spaces was amended with powdered biocontrol agents (on wheat bran substrate), at the rate of 15 or 30 g/kg soil, after

seedling emergence. Soil in the control was not amended.

2Means within each column followed by the same letter are not different significantly (P>0.05) (LSD test).
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applied as soil treatment, C. minitans is the most effective
agent for control of carpogenic germination of sclerotia of S.
sclerotiorum under the canopies of canola and safflower. The
consistency of C. minitans in this study is similar to previous
findings on sunflower ®'? and in soil "'*. The high level of
effectiveness of C. minitans is likely due to its destructive
mycoparasitic activity against sclerotia of S. sclerotiorum ®,
combined with its adaptation to soil conditions in temperate
climates. The ineffective control of carpogenic germination of
sclerotia of S. sclerotiorum by E. purpurascens may be
because it is an antagonistic fungus and not a mycoparasite
@D and therefore is incapable of destroying sclerotia of S.
sclerotiorum. Although T. flavus (18), T. roseum "? and T,
virens are all mycoparasites capable of infecting sclerotia of
S. sclerotiorum, they are less effective than C. minitans
because they are not well adapted to prairie conditions (H. C.
Huang and R. S. Erickson, unpublished) ®”. A comprehensive
assessment of the interactions between various biocontrol
agents and S. sclerotiorum under a range of environmental
conditions would provide valuable information to guide future
efforts in biological control of S. sclerotiorum.

This study also shows that oilseed crop canopy affects
carpogenic germination of sclerotia of S. sclerotiorum and
subsequent production of apothecia. The higher carpogenic
germination and apothecial production observed under the
canopy of safflower were likely due to the dense foliage,
which provided a moist, cool microenvironment suitable for
proliferation of ascospores of S. sclerotiorum. In contrast, the
canola canopy was sparser and more open, resulting in a drier
microenvironment that was less favorable for carpogenic
germination of sclerotia. This finding is similar to that of
Huang and Erickson '”, which demonstrated higher
carpogenic germination and apothecial production under the
dense canopy of dry bean, compared to the sparser canopy of
dry pea.

Coniothyrium minitans is an effective biocontrol agent
for control of diseases caused by S. sclerotiorum in a wide
range of crops including canola "'® and vegetable crops '*.
Results of two years of field testing in this study suggest that
C. minitans is the most promising biocontrol agent for
control of sclerotinia diseases of canola and safflower in
western Canada. This is not only because of its effectiveness
in suppressing apothecial production of S. sclerotiorum, but
also because of its ability to survive Canadian prairie winters
U1 and to induce soil suppression of S. sclerotiorum

Control of apothecial production by mycoparasites is
only one of the strategies currently being investigated for
suppression of diseases caused by S. sclerotiorum in pulse and
oilseed crops. In vitro studies by Huang et al. 'Y demonstrated
that soil amendment with crop residues can also suppress
production of apothecia of S. sclerotiorum, and further proved
that the technique is compatible with soil application of
mycoparasites such as C. minitans. Soil treatment is an
important method for reducing sclerotial populations in soil,

and thereby reducing the primary inoculum for development
of sclerotinia diseases. For diseases such as blossom blight,
pod rot and head rot caused by airborne ascospores of S.
sclerotiorum, an approach combining soil treatment and foliar
spray of C. minitans may offer improved protection of plants.
Further investigation in this area of study is warranted.

ACKNOWLEDGMENTS

The financial support of the Alberta Agriculture
Research Institute - Farming for the Future Program (Project
No. 92-0148) is gratefully acknowledged. We thank J. H.
Kramer for technical assistance and G. C. Kozub for
assistance with statistical analyses. This is LRC Contribution
No. 387-03091.

LITERATURE CITED

1. Bioved Ltd. 1997. "Koni" biofungicide. www.bioved.hu.

2. Blad, B. L., Steadman, J. R. and Weiss, A. 1978. Canopy
structure and irrigation influence white mold disease and
microclimate of dry edible beans. Phytopathology 68:
1431-1437.

3. Bogdanova, V. N., Karadzhova, L. V. and Klimenko, T. F.
1986. Use of Coniothyrium minitans Campbell as a
hyperparasite in controlling the pathogen of white rot of
sunflower. Sel'skokhozyaistvennaya Biologiya (Agr.
Biol.) 5: 80-84.

4. Budge, S. P. and Whipps, J. M. 1991. Glasshouse trials of
Coniothyrium minitans and Trichoderma species for the
biological control of Sclerotinia sclerotiorum in celery
and lettuce. Plant Pathol. 40: 59-66.

5. Campbell, W. A. 1947. A new species of Coniothyrium
parasitic on sclerotia. Mycologia 39: 190-195.

6. Dorrell, D. G. and Huang, H. C. 1978. Influence of
Sclerotinia wilt on seed yield and quality of sunflower
wilted at different stages of development. Crop Sci. 18:
974-976.

7. Gugel, R. K. and Morrall, R. A. A. 1986. Inoculum-
disease relationships in sclerotinia stem rot of rapeseed in
Saskatchewan. Can. J. Plant Pathol. 8: 89-96.

8. Huang, H. C. 1977. Importance of Coniothyrium minitans
in survival of sclerotia of Sclerotinia sclerotiorum in
wilted sunflower. Can. J. Bot. 55: 289-295.

9. Huang, H. C. 1980. Control of sclerotinia wilt of
sunflower by hyperparasites. Can. J. Plant Pathol. 2: 26-
32.

10. Huang, H. C. and Erickson, R. S. 2000. Soil treatment
with fungal agents for control of apothecia of Sclerotinia
sclerotiorum in bean and pea crops. Plant Pathol. Bull. 9:
53-58.

11. Huang, H. C. and Erickson, R. S. 2002. Overwintering of
Coniothyrium minitans, a mycoparasite of Sclerotinia



12.

13.

14.

15.

16.

17.

18.

19.

sclerotiorum, on the Canadian Prairies. Australasian Plant
Pathol. 31: 291-293.

Huang, H. C. and Kokko, E. G. 1993. Trichothecium
roseum, a mycoparasite of Sclerotinia sclerotiorum. Can.
J. Bot. 71: 1631-1638.

Huang, H. C. and Kozub, G. C. 1991. Monocropping to
sunflower and decline of Sclerotinia wilt. Bot. Bull. Acad.
Sinica 32: 163-170.

Huang, H. C., Erickson, R. S., Chang, C., Moyer, J. R.,
Larney, F. J. and Huang, J. W. 2002. Organic soil
amendments for control of apothecial production of
Sclerotinia sclerotiorum. Plant Pathol. Bull. 11: 207-214.
Hunter, J. E., Pearson, R. C., Seem, R. C., Smith, C. A.
and Palumbo, D. R. 1984. Relationship between soil
moisture and occurrence of Sclerotinia sclerotiorum and
white mold disease on snap beans. Prot. Ecol. 7: 269-280.
Lith, P. 2001. The control of Sclerotinia spp. and
Sclerotium cepivorum with the biological fungicide
Contans®WG — experiences from field trials and
commercial use. Pp. 37-38 in: Proceedings of the 11™
International Sclerotinia Workshop, York, UK, July 8-12,
2001.

Martens, J. W., Seaman, W. L. and Atkinson, T. G. (eds.).
1984. Plant diseases and the Canadian economy. Pp. 1-2
in: Diseases of Field Crops in Canada. Can. Phytopathol.
Soc., Ottawa, Canada.

McLaren, D. L., Huang, H. C., Rimmer, S. R. and Kokko,
E. G. 1989. Ultrastructural studies on infection of
sclerotia of Sclerotinia sclerotiorum by Talaromyces
flavus. Can. J. Bot. 67: 2199-2205.

McLaren, D. L., Huang, H. C., Kozub, G. C. and Rimmer,
S. R. 1994. Biological control of Sclerotinia wilt of

20.

21

22.

23.

24.

25.

26.

27.

Control of Sclerotinia sclerotiorum 5

sunflower with Talaromyces flavus and Coniothyrium
minitans. Plant Dis. 78: 231-235.
McLaren, D. L., Huang, H. C. and Rimmer, S. R. 1996.
Control of apothecial production of Sclerotinia
sclerotiorum by Coniothyrium minitans and Talaromyces
flavus. Plant Dis. 80: 1373-1378.

. Miindel, H. H., Huang, H. C. and Kozub, G. C. 1985.

Sclerotinia head rot in safflower: Assessment of
resistance and effects on yield and oil content. Can. J.
Plant Sci. 65: 259-265.

Purdy, L. H. 1979. Sclerotinia sclerotiorum: History,
diseases and symptomatology, host range, geographic
distribution and impact. Phytopathology 69: 875-880.
SAS Insitute Inc. 1989. SAS/STAT™ User's Guide,
Version 6, 4th Ed. SAS Institute Inc., Cary, North
Carolina. 1686 pp.

Stelfox, D., Williams, J. R., Soehngen, U. and Topping,
R. C. 1978. Transport of Sclerotinia sclerotiorum
ascospores by rapeseed pollen in Alberta. Plant Dis. Rep.
62: 576-579.

Trutmann, P., Keane, P. J. and Merriman, P. R. 1980.
Reduction of sclerotial inoculum of Sclerotinia
sclerotiorum with Coniothyrium minitans. Soil Biol.
Biochem. 12: 461-465.

Whipps, J. M., McQuilken, M. P. and Budge, S. P. 1993.
Use of fungal antagonists for biocontrol of damping-off
and Sclerotinia diseases. Pestic. Sci. 37: 309-313.

Zhou, T. and Reeleder, R. D. 1989. Application of
Epicoccum purpurascens spores to control white mold of
snap bean. Plant Dis. 73: 639-642.



6

Plant Pathology Bulletin Vol.13 (1) 2004

T

HPEEE"? R, S. Erickson'. 2004. 58 5 I I /7 14 25 B R LA 6 FH -2 141 R0 I 7 A 7 B s L. DG
& 130 1-6.(" 52K B S ki B3 A 5 R Lethbridge ffF 98O > A& & » & FE ¢ -
huangh@agr.gc.ca » {#E : +1-403-382-3156)

TEIHZR S AL AL RRER A B R PR /550 » LL# M B (BL4E Coniothyrium minitans, Talaromyces
flavus, Trichothecium roseum, Trichoderma virens J2 Epicoccum purpurascens ) BB IR E (Sclerotinia
sclerotiorum ) ZFI%HEHF Bl A T- B (apothecia) FIRHR » #EVEIT 1993 K 1994 FAERIEAERAS SR H
T AEIHZE SALAE BRI ZT AL C. minitans » Y2 0] BEGERRARER A0 58 2F 24 8 kD7 A (19 T2 1k
BH - M Talaromyces flavus TE> 1994 AL U & RY BEA% 58 528 Je T- BT B H REZH T R% 5 B0
HoAth =FE AR APTARICR o EHARREEY] > (EHREGIALEYEE BT » F C. minitans Ji&
PHIH R A3 - o] LIS D B s e 2k T B S T2 {8 T (ascospores) © FfT LATE MIE K PEESHYER
5N HASEEREE C. minitans 17 Z00] DUE R ETHZR AL S LA LIRBETR

bW #8855 © YHZE ~ Brassica napus ~ Brassica rapa ~ $14t ~ Carthamus tinctorius ~ Tkt ~ MHEE ~
Sclerotinia sclerotiorum ~ [#t% ~ apothecia ~ ZE¥IB515 ~ #8EF4 B ~ mycoparasites



