Forest Ecology and Management XXX (XXXX) XXX—XXX

379
Contents lists available at ScienceDirect =
FOREST
ECOLOGY AND
ettt
Forest Ecology and Management
« e
Q' . N
journal homepage: www.elsevier.com/locate/foreco ;

Association of Caliciopsis pinea Peck and Matsucoccus macrocicatrices
Richards with eastern white pine (Pinus strobus L.) seedling dieback™

Ashley N. Schulz™*, Angela M. Mech™', Michelle M. Cram", Christopher Asaro®, David R. Coyle”,
Rima D. Lucardi’, Sunny Lucas®, Kamal J.K. Gandhi®

2 University of Georgia, D.B. Warnell School of Forestry and Natural Resources, 180 E. Green Street, Athens, GA 30602, USA
P USDA Forest Service, Forest Health Protection, 320 Green Street, Athens, GA 30602, USA

© USDA Forest Service, Forest Health Protection, 1720 Peachtree Road, NW, Atlanta, GA 30309, USA

94 USDA Forest Service, Southern Research Station, 320 Green Street, Athens, GA 30602, USA

© USDA Forest Service, Resistance Screening Center, 1579 Brevard Road, Asheville, NC 28806, USA

ARTICLE INFO

Keywords:
Canker
Fungal identification

Insect-pathogen complex

Pathogenicity test
Scale insect

ABSTRACT

Matsucoccus macrocicatrices Richards (Hemiptera: Matsucoccidae) is the only species within this genus that feeds
and reproduces on eastern white pine (Pinus strobus L.), and at the time of its description, was not observed or known
to cause serious damage. With eastern white pine dieback occurring extensively throughout the Appalachian
Mountains, researchers are now in search of the contributors to this dieback phenomenon. Since its recent discovery
(2007) far outside its historical range, M. macrocicatrices, and cankers associated with Caliciopsis pinea Peck, are
regularly present on symptomatic trees throughout the range of eastern white pine. Little is known about the re-
lationship between M. macrocicatrices and the fungal cankers commonly found on eastern white pines expressing
dieback symptoms. For this study, we evaluated the relationships between both focal organisms and the extent of
dieback symptoms on tree seedlings to identify contributing factors affecting symptomatic trees. We assessed the
insect-pathogen complex on 270 eastern white pine seedlings from nine states that include the Appalachian
Mountain range. There were positive correlations between M. macrocicatrices and seedling dieback, cankers and
seedling dieback, and M. macrocicatrices and cankers in both the southern and northern portions of the Appalachians.
About 95% of the observed M. macrocicatrices cysts and shells were associated with cankers, especially C. pinea-
dominated cankers, which were exceptionally abundant on severely affected seedlings. The most prevalent fungi
isolated from cankers without apparent fruiting bodies of C. pinea were in the genus Phaeomoniella. Trials were
conducted to test the pathogenicity of C. pinea and other fungal isolates. Of the 15 fungal species tested, C. pinea was
the only pathogenic species that formed girdling cankers on eastern white pine seedlings. We postulate that there is a
facultative relationship between M. macrocicatrices and C. pinea, forming an insect-pathogen complex that is con-
tributing to eastern white pine dieback and significantly impacting its regeneration dynamics in North America.

1. Introduction

et al., 1960). Richards (1960) described the different stages of the M.
macrocicatrices life-cycle, including the egg, crawler (first instar and

The genus Matsucoccus (Hemiptera: Matsucoccidae), also known as
the pine bast scales, has some of the most serious sap-sucking pests of
pine forests and plantations in Asia, Europe, and North America (Foldi,
2004; Liu et al., 2014). There are 19 species of Matsucoccus in North
America, all of which feed exclusively on trees in the family Pinaceae
(Foldi, 2004; Liu et al., 2014). Among these is Matsucoccus macro-
cicatrices Richards that feeds and reproduces on eastern white pine
(Pinus strobus L.) (Foldi, 2004; Kosztarab, 1996; Richards, 1960; Watson

mobile nymphs), cyst (heavily sclerotized and legless stage between
legged crawler and adult), shell (shed exoskeleton from adult emer-
gence), and adult (winged male and wingless female) stages, but did not
document the duration that M. macrocicatrices remains in each life
stage. Watson et al. (1960) documented the life history of M. macro-
cicatrices in association with a potentially symbiotic fungus, Septobasi-
dium pinicola Snell, suggesting that the scale insect may have a two-year
life-cycle in Canada, and it may be parthenogenetic due to a lack of
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males. Like all hemipterans, M. macrocicatrices possesses modified
mandibles and maxillae which form a stylet that they pierce into the
tissues of eastern white pine to feed. It is unknown whether they feed on
xylem or phloem cells, but are placed within the bast scale group that
feeds on bast cells in the phloem. Since these foundational studies
conducted in the early- to mid-20th century, little biological or phe-
nological research has been conducted on M. macrocicatrices. Until its
discovery in the southern Appalachians in 2007, M. macrocicatrices was
only known to exist on eastern white pine trees in Canada (New
Brunswick, Nova Scotia, Ontario, and Quebec) and the northeastern
United States (Massachusetts, New Hampshire, and Vermont)
(Kosztarab, 1996; Martineau, 1964; Mech et al., 2013; Richards, 1960).
However, in the last decade, foresters and researchers have observed M.
macrocicatrices on eastern white pine in the southern Appalachian
Mountains, specifically in Georgia, North Carolina, South Carolina,
Tennessee, Virginia, and West Virginia (Asaro, 2011; Asaro et al., 2018;
Mech et al., 2013).

With eastern white pine dieback being reported extensively
throughout the Appalachian Mountains (Asaro, 2011; Rose, 2011;
Rosenholm, 2012), it is essential to evaluate the influential abiotic and
biotic factors that may be contributing to this phenomenon. Symptoms
observed on eastern white pine include cankerous growths, significant
resinosis, crown thinning, branch flagging, and decreases in crown
density (Asaro, 2011; Rose, 2011; Rosenholm, 2012). A common
characteristic observed among the dying pines includes the presence of
M. macrocicatrices (Fig. 1), usually embedded under lichen or in branch
crotches or cankers, especially those developed by the fungus, Cali-
ciopsis pinea Peck (Fig. 2A and B) (Mech et al., 2013; Whitney et al.,
2018). Damage to eastern white pine by M. macrocicatrices was his-
torically considered to be negligible (Watson et al., 1960), but recent
observations have led researchers to consider the contribution of the
insect to eastern white pine dieback.

Another common and potentially contributing biotic agent is C.
pinea. This canker-forming, ascomycetous fungus is native to the
eastern United States (Funk, 1963). Caliciopsis pinea is primarily found
on eastern white pine, but has been documented on other Pinus species
east of the Mississippi River, including pitch pine (P. rigida Mill.),
shortleaf pine (P. echinata Mill.), table mountain pine (P. pungens
Lamb.), and Virginia pine (P. virginiana Mill.) (Funk, 1963). These
cankers have been described as “reddish brown depressions in the bark
that have small, globose, clustered, black pycnidia and stalked peri-
thecia that arise from a stromatic cushion” (Overholts, 1930; Ray,
1936) (Fig. 2A, B, and C). Development of fruiting structures begins
with the aggregation of fungal hyphae under the bark of an infected
tree. This aggregation creates a flattened stroma, which continually
grows, and eventually erupts from the bark of the tree. Once the stroma
erupts, it provides a foundation for the production of ascocarps (hair-
like structures), which enlarge and elongate, and go on to bear ascos-
pores (main disseminating agents). Any conical lobes that do not
elongate and form ascocarps are referred to as spermagonia. These
spermagonia produce spermatia, which can also disperse, germinate,
and grow new colonies of C. pinea on the already infected tree, as well
as spread to other adjacent trees (Funk, 1963). Once established, the
perennial C. pinea cankers are capable of producing annual crops of
ascocarps with ascospores, and spermagonia with spermatia (Funk,
1963; McCormack, 1936; Ray, 1936). It is unknown whether C. pinea
spores require existing tree wounds to colonize the tissues of eastern
white pine trees, though it has been noted that other species in the
genus Caliciopsis take advantage of old lenticels and wounds from me-
chanical damage, insect feeding, oviposition, or boring (Funk, 1963).
Past studies suggest that C. pinea can create sharply delimited cankers
on the trunks and branches of eastern white pine (Cram et al., 2009;
Ray, 1936). In recent years, reports from the field have indicated that C.
pinea cankers cause damage that potentially leads to mortality in
thousands of hectares of eastern white pine in both the northern
(Maine, Massachusetts, New Hampshire, New York, and Vermont) and
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southern (Georgia, Virginia, and West Virginia) regions of the Appa-
lachian Mountains (Asaro, 2011; Munck et al., 2015; Rose, 2011;
Rosenholm, 2012). Some suggest the disease is most serious on sup-
pressed seedlings and saplings (Overholts, 1930), but C. pinea has been
found on mature trees as well (Rose, 2011).

Eastern white pine remains one of the most economically and eco-
logically important species in eastern North America, so there is a need
to better assess the relationships among eastern white pine dieback, M.
macrocicatrices, and canker-forming fungi for the purpose of identifying
the contributing factors associated with the now extensive eastern
white pine dieback observed throughout the range of the tree. Using
eastern white pine seedlings, we aimed to: (1) determine the prevalence
and distribution of M. macrocicatrices with C. pinea, other cankers, and
the absence of cankers; (2) assess associations (via correlations) among
seedling dieback, canker surface area, and M. macrocicatrices; (3) map
the individual tree-level spatial patterns of C. pinea and M. macro-
cicatrices; (4) isolate and identify other fungi associated with cankers;
and (5) conduct pathogenicity tests using C. pinea and other fungal
species isolated from cankers.

For our first objective, we hypothesized that M. macrocicatrices and
C. pinea would be present in most sites in the southern and northern
regions of the Appalachian Mountains, since these organisms have been
observed and documented by other studies in these regions (e.g. Asaro,
2011; Asaro et al., 2018; Mech et al., 2013; Munck et al., 2015; Rose,
2011; Rosenholm, 2012). For our second objective, we hypothesized
that seedling dieback would be positively correlated with cankers and
M. macrocicatrices, and M. macrocicatrices and cankers would be posi-
tively correlated. This prediction was based on the idea that M. mac-
rocicatrices was creating feeding wounds that were then colonized by
canker-forming fungi, similar to other Matsucoccus insect-fungus sys-
tems (e.g. Furniss and Carolin, 1977). These fungi then create cankers
that slowly amalgamate, cut off the flow of water and nutrients, and
ultimately lead to stress and mortality of the tree (Houston, 1994). For
our third objective, we hypothesized that cankers and M. macro-
cicatrices would be more prevalent on the older tissue located at the
base of the stem of the eastern white pine seedlings. For our fourth
objective, we hypothesized that many of the isolates from the cankers
without obvious fruiting structures of C. pinea would be ubiquitous,
non-pathogenic fungi or weakly pathogenic fungi. For our final objec-
tive, we hypothesized that fungi of unknown pathogenicity on eastern
white pine were unlikely to cause a significant canker, while the pa-
thogen, C. pinea, would cause a significant canker (Munck et al., 2015).

2. Materials and methods
2.1. Study sites

We established 40 sites in the major range of eastern white pine
(Little, 1971) in the southern region of the Appalachian Mountains,
specifically in Georgia, North Carolina, South Carolina, Tennessee,
Virginia, and West Virginia (Schulz et al., 2018) (Fig. 3; Appendix A).
One additional site, not used in Schulz et al., 2018, was established in
South Carolina. Eight sites were also established in the northern portion
of the Appalachian range, including the Atlantic Maritime Highlands of
New Hampshire, Massachusetts and Maine (Fig. 3; Appendix A). These
sites encompass the eastern temperate (Appalachian) and northern
(mixed wood plain and Atlantic highland) forests of the eastern United
States (CEC, 1997; Omernik and Griffith, 2014). The general soil orders
(and dominant suborders) found at these sites include Inceptisols
(Udepts), Ultisols (Udults), Spodosols (Orthods), and, to a lesser extent,
Entisols (Orthents) (USDA NRCS, 1998; Wendel and Smith, 1990).
Average annual precipitation was variable across the sites, with sites in
the southern extent of the Appalachians (with a range of
1,095-1,316 mm) generally having higher annual precipitation than
sites in the northern part of the Appalachian range (1,083-1,152 mm)
(NOAA, 2014). Similar to annual precipitation, average annual
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Fig. 1. Immature cyst stage of Matsucoccus macrocicatrices (A) in a leaf scar with apparent yellowing around their feeding site, (B) under a lichen, (C) wedged in a branch node, (D) settled
and feeding on the edge of a canker, (E) in a canker, and (F) in a Septobasidium pinicola mat. Photos by A.N. Schulz.

temperature was higher in the southern Appalachians (10.9-17.4 °C)
than the northern Appalachians (4.6-8.4 °C) (NOAA, 2014).

All sites were within one of five major Society of American Foresters
(SAF) forest cover types for this region: red pine (Type 15), eastern
white pine-northern red oak-red maple (Type 20), eastern white pine
(Type 21), eastern white pine-eastern hemlock (Type 22), or eastern
white pine-chestnut oak (Type 51). In the southern Appalachian region,
eastern white pine occupied all crown classes, whereas, in the northern
Appalachian region, eastern white pine was often a dominant or co-
dominant tree. Other overstory vegetation within the southern and
northern Appalachian sites included American beech (Fagus grandifolia
Ehrh.), birch (Betula spp.), hemlock (Tsuga canadensis (L.) Carriére),
maple (Acer spp.), pitch pine, red oak (Quercus rubra L.), red pine (Pinus
resinosa Aiton), table mountain pine, tulip poplar (Liriodendron tulipifera
L.), Virginia pine, and white oak (Q. alba L.) (Wendel and Smith 1990).
Bracken fern (Pteridium aquilinum (L.) Kuhn), buckberry (Vaccinium
stamineum L), dogwood (Cornus spp.), mountain laurel (Kalmia latifolia
L.), and rhododendron (Rhododendron maximum L.) were all common
understory species (Wendel and Smith 1990).

2.2. Collection of eastern white pine

Within each of the 41 sites in the southern Appalachian Mountains,
we collected six eastern white pine seedlings (< 2.54 cm; n = 246)
randomly and adjacent to permanent plots as established by Schulz
et al. (2018). Three seedlings were collected from the eight sites in New
Hampshire, Massachusetts, and Maine (n = 24), for a total of 270
seedlings. Seedlings in the southern region of the Appalachian Moun-
tains were collected from January-August 2014, and seedlings in the
northern region were collected in July and September 2014. Each of the
270 seedlings were assessed and given an overall dieback rating based
on the proportion of live to dead nodes on the tree. Seedling length (cm)
and small and large end diameters (mm) of the main stem were taken.
These measurements were used to calculate the surface area (mm?) of
each seedling. Seedlings were stored in a refrigerator at 4.4 °C to pre-
vent mold and temporarily preserve the material. Clippings from the
seedling specimens from each site were vouchered by dry-pressing and
deposited at The University of Georgia Herbarium [GA] in Athens,
Georgia.



A.N. Schulz et al.

Forest Ecology and Management xxx (Xxxx) XXX—XXX

Fig. 2. Sexual (A) and asexual (B and C) structures of Caliciopsis pinea and cankers, and an example of other cankers (D) on the eastern white pine seedlings. Photos by A.N. Schulz.

2.3. Sampling of Matsucoccus macrocicatrices

We visually examined each seedling using a dissecting microscope
and searched for all life stages of M. macrocicatrices, including eggs,
crawlers, cysts, shells, and adults. Due to the time of sampling
(January-September 2014) and the hypothesized phenology of the in-
sect (i.e., they were not hatching or emerging at the time when we cut
the seedlings), we only found cysts and shells on the seedlings (see
Costanza et al., 2018 for the hypothesized life-cycle of the insect). A
subset of cysts were preserved in ethanol and deposited at The Uni-
versity of Georgia, Museum of Natural History in Athens, Georgia.

2.4. Sampling of fungal species

For each seedling, we assessed the size (using a mm? grid) and lo-
cation (B1: first branch whorl and below, B2: second branch whorl to
just above first branch whorl, etc.) of cankers, and the presence/ab-
sence of S. pinicola, which is identifiable by the presence of dark brown
hyphae surrounded by light brown to cream colored hyphae (Fig. 1F)
(Snell, 1922). Cankers were identified as having either C. pinea or other
unknown fungi. Caliciopsis pinea cankers were identifiable by their
characteristic asexual spermagonia and sexual ascocarp fruiting struc-
tures (Fig. 2A and B). For the southern Appalachian region, any can-
kers > 10 mm? that were not identified as C. pinea and any tissue that
did not have visible canker, but had at least one settled M. macro-
cicatrices were extracted and preserved for further analyses (Fig. 2D).
All fungi samples were stored in individual sterile sampling bags in a
4.4 °C refrigerator until they were delivered to the USDA Forest Service
in Athens, Georgia for isolation. Samples were maintained at 4.4 °C at
the USDA facility during the one to two days of processing for fungal
isolation.

Cankers processed for fungal isolation were categorized as either:
(1) M. macrocicatrices with no canker; (2) M. macrocicatrices absent but
canker present; or (3) both canker and M. macrocicatrices present. The
outer bark surface of each canker was shaved off, and cankers that

were > 3 mm were divided into three parts and sliced off the branch at
a depth of 2-5mm. Pieces of canker were surface sterilized in 95%
ethanol for 10 seconds, then soaked in 1.05% NaOCI solution for four
minutes, washed in sterile water for one minute, and blotted dry with
sterile paper towels (Blodgett and Stanosz, 1997). Three pieces from
each canker were placed on three types of media: modified Nash-Snyder
media (Nelson et al., 1983), pine needle agar (PNA) (Blodgett et al.,
2003), and potato dextrose agar (PDA) with streptomycin and tergitol
(PDA+S+T) (Steiner and Watson, 1965). Stem tissue that was asso-
ciated with M. macrocicatrices and could not be divided was placed on
PNA media. Plated samples were incubated at 20 °C for 4-8 weeks, with
weekly observation for identification or transfer of isolates to other
media. Sporulating cultures were single-spored and placed on PDA.
Samples with unidentifiable mycelium isolates were transferred to
carnation-leaf water agar (Nelson et al., 1983) or PNA in an attempt to
induce the isolate to produce spores for identification. Secondary
transfers were observed weekly for another four weeks. Fungi were
identified morphologically to genus or labeled unknown if a morpho-
logical identification was not possible. Two C. pinea isolates were also
obtained by collecting single ascospores from asci collected in Unicoi
State Park, Georgia (34°43’20.14”N, 83°43’15.77”W) and Lone Moun-
tain State Park, Tennessee (36°4’14.91”N, 84°32’44.80”W). These C.
pinea isolates were used for comparison purposes during pathogenicity
testing. Isolates from branches collected in Georgia, Tennessee, and
South Carolina were initially placed in 10% glycerin at 20 °C for tem-
porary storage, and all isolates were subsequently placed on or moved
to PDA slants for up to six months prior to inoculation studies.

2.5. Identification of unknown canker samples

Several representative isolates of each genus or unknown morpho-
logical types were sent to Iowa State University for DNA sequencing
either as living cultures on PDA or, in some cases, as dead frozen cul-
tures. DNA was extracted from hyphae and spores using PrepMan™
Ultra (Applied Biosystems, Foster City, California). Amplification of the
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Fig. 3. Distribution of eastern white pine seedling collection sites in the eastern United States. Black dots indicate site locations, and the green area indicates the native distribution of

eastern white pine. Map created using ArcGIS 10.2 (ESRI 2013).

ITS rDNA region utilized primers ITS1F (5-CTTGGTCATTTAGAGGAA
GTAA-3") and ITS4 (5-TCCTCCGCTTATTGATATGC-3) (Schoch et al.,
2012), as well as the following cycling conditions: 85 °C for 2 min, 95 °C
for 95, and then 36 cycles of 58 °C for 1 min, 72 °C for 80s, and 95 °C
for 70, followed by 52 °C for 1 min, and 72 °C for 15 min. The frag-
ments were purified using Ilustra™ GFX™ PCR DNA and Gel Band
Purification Kit (GE Healthcare Life Sciences, Buckinghamshire, United
Kingdom) and sequenced at the Iowa State University DNA Facility. In
most cases, quality sequences were obtained with the ITS1F primer
only. If a better sequence was needed, then the PCR product was also
sequenced with ITS4, and a consensus sequence between the forward
and reverse-complement sequence was developed. The sequences were

compared to GenBank and other accessions using BLAST searches
(NCBI). If a clear ITS sequence could not be obtained or there was no
close match, then the D1/D2 region of the large subunit (LSU, 28S
rDNA) was amplified using primers LROR and LR5, the region was
sequenced with the primer LR3, and a BLAST search was performed as
for the ITS sequences (Xu et al., 2010). Taxa that had the most similar
ITS sequences, at =99%, were considered the most closely related
species (Gazis et al., 2011). In cases where an isolate did not have a
close match, the isolate morphology and percent similarity of sequences
to other referenced fungi were used to determine the likely genus, fa-
mily, or order. Canker samples that yielded mold contaminants, such as
Penicillium spp., or lichenized fungi, such as Sarea spp., were removed
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from the data analysis. A total of 278 cankers were analyzed for this
study.

2.6. Pathogenicity testing of fungal isolates

Containerized eastern white pine seedlings used for the pathogeni-
city testing were obtained from Linville River Nursery (Crossnore,
North Carolina) from one seed source (seedlot WP-USFS-PU-0O-03-6-M-
N: USDA Forest Service, Cleveland, Tennessee). We transplanted 250
dormant, two-year old seedlings on 23 February 2015 into D40 cells
(656 mL) and placed them in the greenhouse of the USDA Forest Service
Resistance Screening Center, Asheville, North Carolina. Seedlings were
maintained at a temperature range of 17 °C to 26 °C and watered by
hand three days a week until saturated. Seedlings were fertilized during
the 2015 and 2016 growing seasons with a water-soluble fertilizer at
15-30-15 (Plantex®) at a concentrated rate of 1.25 lbs per gallon of
water, dispensed at a rate of 1:100 with a Dosatron chemical injector.
The first pathogenicity trial of fungi isolates was established in the
greenhouse on 19 October 2015, and the second trial was established 1
March 2016. The first trial consisted of 24 treatments with five re-
plications each for a total of 120 seedlings, and the second trial con-
sisted of 20 treatments with five replications each for a total of 100
seedlings. The containerized seedlings were slightly larger in diameter
in the second trial. The average diameter of seedlings just below the
inoculation site was 7.1 mm for the first trial and 8.1 mm for the second
trial. Fungal isolates for pathogenicity testing were selected based on
their frequency of isolation and high similarity to the nearest ITS match
(Appendix B). Fungal isolates used in each trial were transferred to PDA
plates four weeks prior to inoculation (Table 1).

Containerized seedlings were inoculated by removing the epidermis
and phloem on the stem at approximately 12 cm above the soil line with
a 2mm cork borer. Mycelium from isolates and blank PDA media were
cut with a 3mm cork borer to form plugs, which were placed into the

Table 1
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wound. Cork borers and probes were flame-sterilized in between sam-
ples to reduce any potential cross contamination. Plugs were secured
with Parafilm® M film wrapped around the stem. Inoculation treat-
ments were replicated five times, and completely randomized on the
greenhouse bench. Inoculated stems were collected after 19 weeks for
both trials. Cankers were measured by affected surface area of the stem
using a mm? grid. Affected surface area was defined as having dis-
colored tissue (brown to yellow brown), and measurements included
the inoculation area where the epidermis was removed. Healthy stem
tissue of seedlings was green in color.

All inoculated stems were processed for reisolation for fungi. The
stem was cut above and below the inoculation area and then cut in half
length-wise. The inoculated stem sections were surface sterilized with
95% ethanol for 10s, then soaked in 1.05% NaOCI solution for four
minutes, washed in sterile water for one minute, and blotted dry with
sterile paper towels (Blodgett and Stanosz, 1997). The stem pieces were
then placed on PNA with a sterilized section of an eastern white pine
branch, or on PDA + S+ T media. Identification of fungi from inoculated
stems was performed after four to six weeks. Identification was based
on spore production and morphology matching inoculant cultures
(Table 1).

2.7. Statistical analyses

For each of the 270 eastern white pine seedlings, we counted the
total number of M. macrocicatrices (cysts and shells) and assessed
seedling dieback based on the proportion of dead nodes. Since surface
area of each seedling varied, we standardized both the M. macro-
cicatrices and canker data by dividing the total number of M. macro-
cicatrices and the total canker coverage (mm?) by the respective surface
area of each seedling, thus creating proportions. After standardization,
all data were analyzed using R v. 3.4.0 (R Core Team, 2017). The data
were first checked for normality using a Shapiro-Wilk normality test.

Lesion area (mm?) development and re-isolation success (%) of fungi from three-year-old eastern white pine seedlings 19 weeks after inoculation in trials one (October - March) and two

(March - July).

Trial 1 Trial 2
Code Taxon Nearest ITS Lesion area mm? ( + SE) Re-isolation Lesion area mm? ( + SE) Re- isolation
G3 Caliciopsis pinea Peck KP881691 157.8 ( = 31) 80 640.4 ( = 60.9) 100
CPtn Caliciopsis pinea Peck KP881691 292.6 (+77.1) 60 712.2 ( + 42.8) 100
CPga Caliciopsis pinea Peck KP881691 - - 612.2 ( £ 155.1) 100
M10 Cytospora sp. KC464341 37.0 (= 3.1) 100 58.2 (+5.9) 60
N6 Cytospora sp. AB470827 39.2(*£42) 60 105.6 ( +£9.1) 40
N7 Coniochaeta velutina (Fuckel) Cooke JQ346221 374 (+1.1) 60 94 (£ 17.6) 80
N8 Coniochaeta velutina (Fuckel) Cooke JQ346221 53.8(*3.3) 40 57.8 (= 10.5) 60
C12 Diaporthe phaseolorum (Cooke & Ellis) Sacc. AF001018 61.0 (£ 2.8) 100 - -
L10 Diaporthe eres Nitschke KJ210516 61.2(*+1.7) 60 - -
L15 Diaporthe eres Nitschke KJ210520 33.6 (= 3.6) 80 59.2 (+5.8) 100
L7 Diplodia scrobiculata J. de Wet, Slippers & M.J. Wingf. KF766160 37.8 (£ 0.6) 80 151 (= 19.9) 80
M1l6 Diplodia scrobiculata J. de Wet, Slippers & M.J. Wingf. KF766160 48.2 (£ 3.7) 100 215.8 ( +120.1) 60
G7 Paraconiothyrium brasiliense Verkley KP050565 60.4 (£ 1.7) 60 109 (= 9.5) 100
L1 Pestalotiopsis sp. KP900734 40.4 (= 4.3) 80 - -
L8 Pestalotiopsis sp. KP900734 68.8 (£ 5.5) 80 91.8 (%= 5.6) 100
L9 Pestalotiopsis uvicola (Speg.) Bissett KF374685 48.6 (= 4.8) 80 102.8 ( = 8.2) 100
L12 Pezicula cinnamomea (DC.) Sacc. KF376148 43.2(%3.7) 100 102.8 ( = 8.0) 80
F9 Pezicula cinnamomea (DC.) Sacc. KF376148 66.2 (+11.1) 100 56.8 (= 3.2) 100
B6 Phaeomoniella sp. JX421733 57.2 (% 3.4) 100 63 (£5.2) 100
D6 Phaeomoniella sp. JF440607 39.6 ( = 2.6) 80 - -
G2 Phaeomoniella sp. JX421733 - - 118.4 (= 6.1) 100
A8 Phomopsis quercella (Sacc. & Roum.) Died. AY853216 37.8 (£ 2.6) 100 128.6 ( £ 5.3) 100
C13 Phomopsis quercella (Sacc. & Roum.) Died. AY853216 58.8 (= 5.3) 100 67.6 (= 6.9) 100
D4 Xylaria sp. HQ608148 34.6 (= 3.5) 60 - -
F10 Xylaria acuta Peck DQ491493 49.0 (£ 4.3) 0 - -
Blank Blank PDA 39.4 (£ 2.6) 84.8 (= 6.8)

-Isolate not used in trial.

* Lesion area ( + SE) was significantly different than the control (Blank PDA). Data were analyzed with Welch’s ANOVA and Dunnett’s test for comparisons of lesion area vs. the

control.
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Since data were not normal, we used a non-parametric Spearman’s
Rank Correlation Coefficient (function: cor.test, method = “spearman”)
to analyze the associations among M. macrocicatrices, cankers, and
eastern white pine seedling dieback within the southern and northern
regions of the Appalachian Mountains. For each region, we used these
correlations to specifically assess the associations between: (1) the
proportion of M. macrocicatrices and eastern white pine seedling die-
back; (2) the proportion of total canker and dieback; and (3) the pro-
portions of M. macrocicatrices and total canker area. Since many types of
cankers were present on the seedlings, we calculated the percent of M.
macrocicatrices per seedling found either: (1) in cankers with fruiting
bodies of C. pinea; (2) in other cankers with no obvious fruiting bodies
of C. pinea; and (3) without a canker (usually under lichen, moss, or in a
node). Kruskal-Wallis Rank Sum tests (function: kruskal.test) were used
to compare these three groups within each of the two regions.

To assess the qualitative spatial distribution of the total canker
surface area (cm?) within eastern white pine seedlings, we summed the
total canker area for each portion (e.g., B1, B2, B3, B4, etc.) of the 270
seedlings. For instance, Bl includes all of the cankers from the first
eastern white pine branch whorl to the base; B2 includes all of the
cankers from the second branch whorl to just above the first branch
whorl, etc. Similarly, we assessed the distribution of M. macrocicatrices
on the seedlings, where we summed the total number of M. macro-
cicatrices for each portion of the seedlings.

Data from the pathogenicity trials were analyzed using SAS software
(SAS 9.4, SAS Institute, Inc., Cary, North Carolina). All data were
evaluated for normality using a Shapiro-Wilk normality test, and re-
siduals were used to test homogeneity of variances. Some treatments
were not normally distributed, and a comparison of residuals indicated
non-homogeneity of variance. As a result, data were analyzed with
Welch’s ANOVA (P < 0.05) and Dunnett’s test (o = 0.05) for com-
parisons of canker area of fungi versus the blank PDA control in-
oculations.

3. Results

Matsucoccus macrocicatrices scale insects were found on 116 of the
246 eastern wh