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Abstr~ct
Using in vitro techniques, we determined pathogenicity and virulence of 179
isolates of Fusarium oxysporum on young Douglas-fir seedlings. Our isolates
were from soil or from healthy or diseased conifer seedling roots at two bareroot
nurseries in the Inland Northwest of the United States. Isolates from diseased
seedling roots were more virulent than those from healthy seedling roots; all
isolates from diseased seedling roots were virulent. Virulence of isolates was
different between nurseries; soil-derived isolates were more virulent at one
nursery, while the other nursery had more virulent root-derived isolates. At one
nursery, soil-derived isolates were more virulent than those found on conifer
roots. Nearly half of the soil isolates were highly or moderately virulent on
Douglas-fir genninants. We concluded that both virulent and non-pathogenic F.
oxysporum isolates are common in forest nurserysoil. Further, conifer seedling
root infection is common but most isolates from healthy seedlings are either non-
pathogenic or exhibit low virulence.
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1 Introduction
Fusarium oxysporum Schlecht. is one of the most important soil-borne
pathogens of forest nurseries in western North America. The fungus causes
several types of diseases including pre- and post-emergence damping-off,
cotyledon blight, and root disease (Bloomberg 1971). Although common in both
container and bareroot nurseries, F. oxysporum most often causes greater impact
in bareroot nurseries (Bloomberg 1976, James et al. 1991). This fungus is
commonly isolated from nursery soil as well as roots of apparently healthy and
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diseased seedlings (Chi et al. 1964, Smith 1967, Vaartaja 1967, Vaartaja and
Bumbieris 1967). In agricultural soils, a relatively large proportion of the
F. oxysporum population is usually comprised of non-pathogenic isolates,
although most of these readily colonize plant organic matter and cortical cells of
crop plant roots (Elias et al. 1991, Fiely et al. 1995, Gordon and Martyn 1997,
Gordon and Okamoto 1992, Gordon et al. 1989, Katan et al 1994, Kistler 1997,
Park 1959). Pathogenic and non-pathogenic isolates of F. oxysporum are
morphologically indistinguishable (Bloomberg 1966, Bosland and Williams
1987, Correll et al. 1986a, Elmer and Stephens 1989, Katan et al. 1994).
Pathogenic isolates of F. oxysporum are classified into formae speciales (f.sp.)
on the basis of plant host range (Correll et al. 1986b, DiPietro et al. 1994,
Gerlagh and Blok 1988, Gordon and Martyn 1997, Kistler 1997, Kuninaga and
Tokosawa 1989). Pathogenic isolates on seedlings of all conifer seedlings are
designated within f.sp. pini (Lock 1973, McCain 1978, Wright et al. 1963).
However, there is apparently little evidence of host specialization within
F. oxysporum associated with forest nurseries (Bloomberg 1981).

Evaluation of soil populations of Fusarium spp. in general and F. oxysporum in
particular are often necessary to determine efficacy of different soil treatments in
disease control experiments. Recently, much work has centered on developing
alternatives to chemical pre-plant soil fumigation for production of high quality
forest seedlings (James et al. 1993, Stone et al. 1997). Soil dilution techniques
are implemented to evaluate how different treatments influence populations of
F. oxysporum. Unfortunately, current techniques only give estimates of total
population densities rather than elucidating pathogenic populations (Gordon et
al. 1989). However, high overall populations of F. oxysporum in soil often
correlate well with high disease levels on susceptible plants (Timmer 1982).
New molecular techniques have sometimes been successful in separating
pathogens from non-pathogens (Edel et al. 1995, Gordon and Martyn 1997,
Kelly et al. 1994). However, such procedures are not always effective (Gordon
and Martyn 1997) and require highly-trained personnel and expensive laboratory
equipment.

Traditionally, laboratory or greenhouse pathogenicity tests have been used to
separate pathogenic and non-pathogenic Fusarium isolates (Baayen et al. 1988,
Manicom et al. 1990). Such tests are also used to evaluate relative susceptibility
of certain plant cultivars to specific pathogenic races (Assigbetse et al. 1994,
Baayen et al. 1988, Gordon and Martyn 1997, Gordon and Okamoto I992a,
Kistler et al. 1987). As a result, investigators are able to better characterize
Fusarium populations and make more accurate predictions of disease potential.
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Our objective was to screen a relatively large sample of F. oxysporum isolates
obtained from soil and conifer seedling roots to determine proportion of
pathogenic strains and elucidate relative virulence of isolates on an important
conifer species. We hoped to obtain greater understanding of the ecological
interactions among F. oxysporum 'strains commonly encountered in forest
nurseries.

2 Materials and methods
A total of 179 F. oxysporum isolates were evaluated for pathogenicity on
Douglas-fir germinants in laboratory tests. Isolates were from two bareroot forest
nurseries in the Inland Pacific Northwest of the United States. Isolates were
collected from nursery soil and the roots of either healthy (non-symptomatic) or
diseased conifer seedlings during a 5 year period (Table I). Selected isolates
were incubated on a selective agar medium for Fusarium (Komada 1975) and
single-spored and transferred to carnation leaf agar (Fisher et al. 1982). Isolates
were stored for extended periods on colonized carnation leaves within sterile
water (Fisher et al. 1982).

Table 1. Number of Fusarium oxysporum isolates tested for pathogenicity on
Douglas-fir germinants.

Isolate Source Nursery 1 Nursery 2 Total

Soil 90 39 129

Healthy Seedlings 8 25 33

Diseased Seedlings 13 4 17

Totals 111 68 179

We conducted pathogenicity tests using a technique for rapid laboratory
assessment of virulence (James 1996). The basic approach of our pathogenicity
tests was to expose Douglas-fir germinants to fungal isolates and record
production of disease symptoms. Cornmeal-perlite inoculum was prepared for
each tested isolate using the techniques of Miles and Wilcoxin (1984). Perlite,
an inert, inorganic, siliceous rock of volcanic origin commonly used in potting
mixtures was the matrix for fungal growth. Yellow cornmeal (150 g) was
moistened with 300 ml warm 1% potato dextrose agar (PDA), to which 75 g of
perlite was added. The mixture was placed into 25 ml glass vials to about 2/3
capacity which were then autoclaved for 60 min at 121°C. After cooling, vials
were inoculated with about 10 ml of a spore suspension of each test fungus. The
spore suspension was produced by adding sterile, distilled water to 14-day-old
cultures grown on PDA. Vial caps were left loose to allow aeration and
incubated in the dark for at least 21 days, after which the fungus had thoroughly
colonized the cornmeal-perlite mixture. After incubation, inoculum was removed
from vials and dried 5-7 days in open petri plates within a cabinet. Inoculum did
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not become contaminated with other organisms during drying because the food
base was completely colonized by the test fungus (Miles and Wilcoxin 1984).
Once dry, inoculum was stored in plastic vials and refrigerated until needed.
This type of inoculum remained viable in previous tests for at least two years
(James 1996).

We used 24 vials (25 ml capacity) to test each fungal isolate. Each vial was filled
to about 2/3 capacity with dried I: 1 (v/v) coir pith medium (Grace/Sierra
Horticultural Products, Milpitas, CA). This medium has periodically been used
by some growers to produce many different container-grown plants including
conifer seedlings. Vials with media were autoclaved at 121°C for 60 min and
cooled before being used in tests.

We used Douglas-fir seedlots with high germination capacity and energy. Seeds
were initially soaked in an aqueous solution of sodium hypochlorite (2 parts
bleach with 3 parts water) for 10 min (Wenny and Dumroese 1987), rinsed 48 h
in running tap water, and stratified 21 days at 2-3°C. After stratification, seeds
were placed in sterile petri plates on filter paper moistened with sterile water.
Seeds were incubated under 12-h diurnal fluorescent light cycles at about 24°C
and monitored daily for germination. Seeds were considered germinated when
their primary root was at least 3 mm long.

Cornmeal-perlite inoculum for each test isolate was ground to a fine powder
with mortar and pestle and 0.05 g of the powder was added to each vial
containing dried media. This resulted in an approximately 1:50 w/w mixture of
inoculum to media. Inoculum was distributed throughout the media by shaking.
One recently-germinated seed (germinant) was carefully placed into each vial
with its primary root placed downward into the medium. Sterile water (4 rnl) was
added to each vial with caps replaced loosely to allow aeration. Adding water
activated the inoculum (Miles and WiIcoxin 1984). Controls consisted of 24.
vials with non-inoculated perlite added instead of inoculum.

Vials containing germinants were incubated at about 20-24°C on a lab bench
with 8-12 h daily fluorescent light. Each isolate was evaluated for its ability to
cause germinant disease within 14 days. After 3 days, germinants were first
checked for disease and checked daily thereafter. Standard post-emergence
damping-off was the most common disease encountered. A wet-rot type of
disease sometimes occurred where the root was decayed but the above-ground
portion of the germinant was not affected. Diseased seedlings were removed,
their roots washed thoroughly and placed directly on Kornadas medium for re-
isolation of inoculated isolates. After 14 days, surviving germinants were
examined to determine if their roots grew to the bottom of the vial. Roots of
surviving seedlings were also ana lysed for infection by inoculated isolates as
described above.
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A numerical rating system for isolate comparisons was used which awards points
based on duration of germinant survival, occurrence and type of disease, re-
isolation of the inoculated test isolate, and primary root growth within vials
(James 1996). The range of possible points was 3-23, with higher point values
reflecting less virulence by the tested isolate. To convert points to a score in
which higher numbers represented greater virulence, a reciprocal rating system
was used (James 1996). In this system, the maximum score was 100 and the
minimum score was zero.

Average virulence ratings of isolates on germinants were used to compare
isolates. Based on previous experience (James and Perez 1999, James et al.
1995, 1997), highly virulent isolates exhibited scores of 80-100, moderately
virulent isolates from 60-80, isolates with low virulence from 40-60, and isolates
with average scores below 40 were considered non-pathogenic. Average
virulence scores were compared using one-way analysis of variance;
comparisons were made between nurseries and between isolate sources (soil vs.
root tissue, healthy vs. diseased seedlings). Significant means (P=0.05) were
separate using Tukey's HSD test.

3 Results
Virulence on Douglas-fir germinants varied widely among the F. oxysporum
isolates tested. Some soil isolates were quite virulent, whereas many others were
non-pathogenic. At one. nursery, overall average virulence of soil isolates was
similar to virulence of seedling root isolates (Table 2). However, at the other

Table 2. Comparisons of average virulence scores of Fusarium oxysporum isolates
obtained from nursery soil and conifer seedling roots at two nurseries in the inland
Pacific Northwest 1.

Isolate Source Number Tested Nursery 1 Nursery 2 Both Nurseries

Soil 129 57.6 A 63.6 A 59.5 A

Root Tissue2 50 58.4 A 51.8 B 54.8 B

1 Within each column, means followed by the same capital letter are not significantly different
(P=O.05) using Tukey's HSD.
2 Included healthy and'diseased seedlings.
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nursery, soil isolates were significantly more virulent than isolates obtained from "'1
seedling roots. At both nurseries, F. oxysporum isolates obtained from diseased
seedlings were more virulent than those from non-diseased seedling roots
(Table 3).

Table 3. Comparisons of average virulence scores of Fusarium oxysporum isolates
obtained from roots of healthy and diseased conifer seedlings at two nurseries in the
inland Pacific Northwest 1.

Nursery 1
------------------------------- -------------------------------

45.6 B

66.5A

Isolate Source Number Tested

Healthy Roots 33

Diseased Roots 17

Nursery 2

51.7 B

56.2 A

Both Nurseries

50.2 B

64.1 A

1 Within each column, means followed by the same capital letter are not significantly different
(P=O.05) using Tukey's HSD.

About 45% of the tested soil isolates were either highly or moderately virulent
on germinants (Table 4). Almost 18% of these isolates were non-pathogenic in
our tests. A higher percentage of isolates from roots of healthy seedlings were
non-pathogenic when compared to soil isolates. None of the isolates from roots
of diseased seedlings were non-pathogenic (Table 4).

Table 4. Virulence of tested Fusarium oxysporum isolates from two inland Pacific
Northwest nurseries.

------

Percent of isolates within virulence category

Isolate Source No. tested High Medium Low Non-Pathogen

Soil 129 19.4 28.7 349 17.0

Healthy Roots 33 6.1 27.3 36.4 30.2

Diseased Root 17 23.5 23.5 53.0 0

All Isolates 179 17.3 27.9 36.9 17.9
--_._---

4 Discussion
Our results indicated that populations of F. oxysporum in forest nurseries vary
widely in their ability to incite disease on young Douglas-fir germinants. Isolates
classified as virulent were capable of eliciting typical post-emergence damping-
off. It is possible that these isolates may not be capable of causing root disease
on older seedlings. Most Fusarium-associated disease losses occur during the
first growing season of bare root production (Bloomberg 1971, 1976, 1981,
James et al. 1991, Lock 1973). Shortly after emergence, seedlings are
particularly susceptible to attack and mortality from damping-off fungi,
including F. oxysporum. Once their stems become lignified and less succulent,
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seedlings are not as susceptible and losses decrease (Bloomberg 1971, 1973,
1985, Brownell and Schneider 1983, Hartley and/ Merrill 1918, Spaulding
1914). Therefore, it is important to reduce populations of potentially-pathogenic
Fusarium to levels where disease is less impacting. Also, seedlings should not be
stressed, thus reducing their susceptibility. Restricting fertilization,especially
nitrogen, is important when seedlings are particularly susceptible to damping-off
(Salisbury 1954, Sinclair et al. 1975, Stoddard 1947, Walker and Foster 1946,
Wensley and McKeen 1964). Also, seedlings should not be water-stressed;
reduction of excessively high temperatures by shading may reduce seedling
susceptibility to damping-off (Lock 1973, Park 1963, Reyes 1970, Salisbury
1952, Shea and Rediske 1961).

Reducing soil populations of potentially pathogenic F. oxysporum may be
difficult, especially without soil fumigation. Because soil fumigation is
expensive and methyl bromide will not be available for use in the near future
(Evans and Greczy 1995, Shaheen (996), nurseries are seeking alternatives to
chemical fumigation for production of conifer seedlings (James et al. 1993,
Stone et al. 1997). Possible alternatives include fallowing with periodic soil
cultivation, amending with organic materials (particularly composts), alternative
cover-green manure crop management, implementing biological control, and
growing more seedlings in containers (Hansen et al. 1990, Stone et al. 1997).
Some alternatives may be more successful than others at particular nurseries.
Much additional work is needed to develop site-specific fumigation alternatives
at particular nurseries.

Populations of F. oxysporum have been characterized using molecular analyses
of nucleic acids (Appel and Gordon 1995, DiPietro et al. 1994, Edel et al. 1995,
Kelley et al. 1994, Kistler et al. 1991), vegetative compatibility groups (Bentley
et al. 1998, Correll et al. 1986b, Elias et al. 1991, Elmer et al. 1994, Gordon and
Okamoto 1992a, 1992b, Jacobson and Gordon I990a), isozymes (Ho et al.
1985), serology (Iannelli et al. 1962, Rataj-Guranowska and Wolko 1991), and
production of volatile odors (Moore et al. 1991). F. oxysporum reproduces only
asexually so populations consist of distinct clonal lineages (Kistler 1997, Kistler
et al. 1991). In some cases, genetic characterization has shown direct
relationships with pathogenicity (Bosland and Williams 1987, Coddington et al.
1987, Correll et al. 1986a, Gordon and Okamoto 1992a, Katan et al. 1989,
Larkin et al. 1990). However, in other cases, genetic diversity was not related to
pathogenic differences (Ho et al. 1985, Jacobson and Gordon 1990b, Salgado
and Schwartz 1993, Venter et al. 1992). An important research goal is to identify
the proportion of F. oxysporum isolates within a population that are pathogens
on particular hosts without reverting to labor and time-intensive pathogenicity
testing. If genetic markers directly related to pathogenicity can be identified,
then large numbers of isolates can be quickly screened for these markers, giving
investigators important information regarding pathogenic potential of
populations. However, thus far such genetic markers have been difficult to
obtain (Jacobson and Gordon 1988). Therefore, currently the proportion of the
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population comprIsmg pathogens can only be accurately determined usmg
standard pathogenicity tests.

Isolates of F. oxysporum that commonly cause diseases of particular hosts are
designated as "formae speciales" (f.sp.) (Correll et al. 1986a, Gerlagh and Block
1988, Gordon and Martyn 1997, Kistler 1997). Some conifer species appear
more susceptible to F. oxysporum-associated diseases than others (James et al.
1991). Therefore, important questions include: (l) are all these species infected
with the same f.sp.? (2) are there separate f.sp. that cause diseases of different
conifer species? (3) do specific races of pathogenic F. oxysporupt cause disease
on different conifer species as they do on some agricultural crops (Gordon and
Martyn 1997, Kistler 1997). Different strains of F. oxysporum have been
identified based on their relative virulence on specific tree crops (Bloomberg and
Lock 1972, Brownell and Schneider 1983, Matuo and Chiba 1966). However,
they have not generally been assigned acceptable sub-specific taxons.

Our work only identified isolates that were pathogenic on Douglas-fir, it is
possible that some isolates within the sampled population were more virulent on
other conifer species. Perhaps some of the isolates we classified as "non-
pathogenic" on Douglas-fir were pathogenic on other conifer species. This
becomes important when putative non-pathogenic F. oxysporum isolates are
selected for potential biological control (Elmer and Stephens 1989, Fuchs et al.
1997, Hervas et al. 1995, Larkin et al. 1996, Nagao et al. 1990). Non-pathogenic
isolates of F. oxysporum may be excellent biological control agents against
pathogenic isolates, particularly because they are well adapted to niches that
might be occupied by pathogens (Alabouvette et al. 1993, Elias et al. 1991,
Guillino et al. 1995, Mandeel and Baker 1991) and successfully compete with
pathogens for nutrients (Appel and Gordon 1994, Damicone and Manning 1982,
Edel et al. 1995, Lemanceau et al. 1993). However, if isolates selected for
biological control are only non-pathogenic on one or a few conifer species, their
applicability will be greatly limited. Pathogenic characters of F. oxsporum are
controlled by a small number of gene sets (Kuninaga and Yokosawa 1989).
Pathogenic isolates have been shown to be derived from populations of non-
pathogens in the field (Gordon and Martyn 1997, Gordon and Okamoto 1992c).
However, genetic exchange between pathogens and non-pathogens has not been
detected in vitro (Guillino et al. 1995).

In vitro techniques we used to assess virulence of F. oxysporum isolates were
ideal for infection and disease initiation by test fungi (Duchesne et al. 1989,
Farquhar and Peterson 1990, James 1996). Under such conditions, differences in
susceptibility was best related to length of seedling survival (Bloomberg and
Lock 1972, James 1996). Under more normal field or greenhouse conditions, it
is possible some of the tested isolates could behave differently. We suspect that
at least a proportion of the isolates we called "virulent" would probably not
cause disease under normal nursery conditions where competing
micoroorganisms might ameliorate disease development. Although we know that
some portion of the soil population is probably pathogenic, we still cannot easily
quantitatively determine pathogens. Further work involving molecular genetic



analyses coupled with pathogenicity testing under normal nursery conditions,
may help us accurately predict disease severity from soil population densities.
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