












































REGIONAL APPROACHES TO SUSTAINABLE BIOENERGY SYSTEMS

William R. Goldner® and Jeffrey J. Steiner

'Division of Sustainable Bioenergy, Institute of Bioenergy, Climate, and Environment, National
Institute of Food and Agriculture (NIFA), USDA, Washington, DC

Region-based production systems are needed to produce the feedstocks that will be turned into
the biofuels required to meet Federal mandated targets. Executive and Legislative actions have
put into motion significant government responses designed to advance the development and
production of domestic biofuels and other biobased products. Thirty-six billion gallons of
biofuels must be blended with U.S. transportation fuels by 2022. With more than 12 of the 15
billion gallons of corn grain ethanol presently being produced, careful planning for the expansion
of a biomass sector must be done now because the land and financial resources required to
produce the next 21 billion gallons of advanced biofuels is significant — an estimated 24 million
acres of dedicated feedstock crops and $160 billion to build the needed biorefineries. Increased
USDA extramural support brings together robust industry, academic, and government
partnerships through the NIFA Agriculture and Food Research Initiative (AFRI) Sustainable
Bioenergy Challenge Coordinated Agricultural Projects (CAP) program and is coordinated with
expanded ARS and Forest Service (FS) intramural research through the regional USDA Biomass
Research Centers based on directions given by the President’s Interagency Working Group
report Growing America’s Fuels. This coordination builds on USDA’s research strengths nation-
wide to help ensure dependable supplies of feedstocks are available for the production of
advanced biofuels to meet legislated goals and market demands using an integrated regional
systems approach. Continued research and development for woody biomass crop genetic
improvement, as well as innovative sustainable production and logistics are key elements to the
potential of a number of sustainable regional biomass systems.






BIO-OIL’S FUTURE AS A CONSUMER OF MISSISSIPPI TIMBER
Philip H. Steele*
'Department of Forest Products, Mississippi State University, Mississippi State, MS

Bio-oil, also known as pyrolysis oil, is produced from fast pyrolysis of cellulosic biomass. Fast
pyrolysis is a process that heats bio-mass at a moderate temperature (450-550C) and high heating
rates in the absence of oxygen for a short time period of less than 2 seconds. The vapors that
would normally be combustible are driven off and are rapidly condensed. Water is a major
component of the vapors condensed during pyrolysis such that the resulting bio-oil is actually a
water emulsion, and not an oil, of chemical compounds composed of the exploded molecular
fragments that previously composed the biomass feedstock. The pyrolysis process produces
mainly oxygenated compounds and water that result in a high oxygen content that is highly
reactive. The oxygenated reactivity of the bio-oil water emulsion causes a number of negative
properties, such as high acidity, low energy value, slow ignition and polymerization over time.
For these reasons, raw bio-oil must be upgraded by some means to allow utilization as a liquid
fuel. The fast pyrolysis process can be performed by a number of reactor types such as
Dynamotive’s bubbling fluidized bed, Ensyn’s moving fluidized bed, KiOR’s Fluid Catalytic
Cracker (FCC) pyrolytic catalysis process and MSU’s auger reactor. Numerous industrial and
public research institutions are developing methods of upgrading bio-oil to a drop-in fuel or
heating fuel. None of these are commercially operational at this point but some industries are
building infrastructure. The properties that geneticists may be developing for producing trees
more suitable for cellulosic ethanol production may render the resulting biomass less suitable for
production of some bio-oil fuel types. Lignin is an important component in the production of
hydrocarbons by the hydroprocessing route for example. High cellulose content produces higher
water content in the bio-oil and lower hydrocarbon yields.






INTENSIFYING TREE BREEDING PROGRAMS AND THE IMPACT ON FOREST
PRODUCTIVITY AND PROFITABILITY FOR LANDOWNERS IN
THE SOUTHERN US

Steve McKeand,! J.B. Jett, Saul Garcia, Jim Grissom, Tori Batista-Brooks, Fikret Isik,
Josh Steiger, and Ross Whetten

Cooperative Tree Improvement Program, Department of Forestry and Environmental
Resources, North Carolina State University, Raleigh, NC

Maintaining progress in tree improvement has huge economic development implications for the
South. Unlike other silvicultural inputs into plantations, the benefits from planting genetically
improved seedlings are permanent and spread over millions of acres at minimal extra cost. The
economic incentive to increase efforts in tree breeding is impressive. If the genetic gain per year
is increased to any extent, the regional financial impacts are worth millions of dollars. For
example, the present value (6% interest rate) of a series of continuously improved plantations
(1% per year of genetic improvement) was estimated to be $12,255 per planted acre (e.g. a non-
ending series of genetically better plantations of one acre being planted each year). If these
same plantations were established with the seedlings of only slightly higher genetic quality each
year (i.e. genetic gain is increased from 1% per year to 1.1% per year), the present value would
be $240 per acre planted per year. For the South where about 1.2 million acres of loblolly pine
are planted each year, the increased value to all landowners from this slight increase in genetic
improvement would be $300 million.

The NCSU Cooperative Tree Improvement Program continuously works to discover innovative
ways to accelerate tree breeding, while reducing costs and increasing efficiency. For example,
our group has initiated tandem selection for fusiform rust resistance for elite breeding
populations followed by clonal testing to select for growth and quality traits. We are testing new
genomic tools for genome-wide estimated breeding values, and we are using markers to
construct realized genomic relationship matrices to increase accuracies of breeding values to
increase genetic gains. Our fourth cycle breeding strategy, now being developed, will incorporate
opportunities to utilize genomic data.









GEONOMIC APPROACHES FOR INCREASING SUSTAINABLE BIOMASS
HARVEST IN SOURTHERN FORESTS

Jeffrey F.D. Dean,® W. Walter Lorenz, and J. Michael Bordeaux
YWarnell School of Forestry and Natural Resources, University of Georgia, Athens, GA

A wealth of genomic sequence information and tools has become available in recent years for
loblolly pine (Pinus taeda) and an increasingly wider array of other conifer species. These
powerful technologies open a wide range of new opportunities to address both short-term and
long-term challenges to productivity in southeastern conifer forests. In this presentation we will
touch on three case studies in which various genomic tools are being used to address specific
problems in loblolly pine. In the first example, spotted DNA microarrays have been used to
follow gene expression patterns in different clones of loblolly pine responding to water stress.
The work identified networks of genes that responded to water stress in a coordinated fashion,
and also identified so-called hub genes that may be master regulators of these network responses.
Such hub genes have been recognized as important breeding targets for improvement programs.
In the second example, a truncated microarray experiment was used to identify biomarker genes
whose expression was induced when loblolly pine was exposed to venom injected into pine trees
by the invasive exotic woodwasp, Sirex noctilio. Quantitative PCR assays for these biomarker
genes were used to demonstrate that Monterey pine (Pinus radiata) is about 100-fold more
sensitive to the venom than is loblolly pine, and that sensitivity varies by genotype within these
two pine species. These findings set the stage for breeding resistance against S. noctilio into
loblolly pine, which may be important now that S. noctilio has become established in North
America. Finally, we will revisit an old study of differential gene expression in compression and
opposite wood, and use a new database of transcribed gene sequences for loblolly pine to
identify genes whose expression is most affected in these different reaction woods. The results
highlight genes that contribute to the undesirable qualities of compression wood, and may
provide additional targets for advanced breeding efforts.



GENETIC VARIATION IN LOBLOLLY PINE FOR EFFICIENY IN
HYDROLYTIC CONVERSION TO ETHANOL

David K. Barker,! Steve E. McKeand, Ross W. Whetten, Fikret Isik,
and Sunkyu Park

'Department of Forestry and Environmental Resources, North Carolina
State University, Raleigh, NC

In recent years interest in alternative and renewable fuels has increased considerably. These
fuels can help to alleviate environmental issues and serve as replacements for fossil fuels.
Ethanol is one alternative fuel already being developed and used that can be made from a
variety of feedstocks, including woody plant matter (i.e., lignocellulosic biomass). Woody
plant matter can be a good alternative energy source in the Southeastern U.S. due to its wide
availability and its ability to grow on marginal sites. As one of the most productive tree
species in the Southeastern U.S. as well as being the most planted, loblolly pine (Pinus taeda
L.) is a logical species of interest for the development of biomass production in the region.

The use of loblolly pine biomass for ethanol production presents some challenges; enzymatic
hydrolysis of polysaccharides from softwood pulp typically produces lower yields of fermentable
sugars than similar treatment of hardwood pulp. Many chemical and physical wood properties
are subject to genetic control, and variation in these properties may well affect the efficiency of
ethanol production. In this experiment, 17 clonal varieties of loblolly pine, chosen for a diverse
range of chemical and physical wood properties, were tested to characterize variation in yield of
fermentable sugars from enzymatic hydrolysis of pulps produced by two different pretreatments.
Wood samples from three pooled ramets of each clone were tested, using enzymatic hydrolysis
after dilute acid and alkaline pretreatments, to produce data on sugar yields for each clone.
Sugar yield is directly correlated with ethanol yield since the sugar is fermented to produce
ethanol. The dilute acid pretreatment and enzymatic hydrolysis using 20 filter paper units (FPU)
of enzyme produced an average of 210 mg sugar/g wood, with a standard deviation of 20 mg.
The alkaline pretreatment and enzymatic hydrolysis using a higher level of enzyme (40 FPU) as
well as mechanical beating produced 520 mg sugar/g wood with a standard deviation of 35 mg.
A cluster analysis based on near-infrared (NIR) spectra of ground wood samples from multiple
ramets of each of the clones was used to divide them into groups. NIR spectra reflect chemical
and physical wood properties, so the clustering should have produced groups of clones that are
similar for some combination of these traits. The NIR clustering was a significant predictor of
sugar yield for the alkaline pretreatment. Given the high heritabilities of most chemical and
physical wood properties, these results suggest that it should be possible to identify superior
genotypes for biofuel production using NIR analysis.



OPTIMIZATION OF FAST PYROLYSIS PROCESS TOWARDS MORE SUGARS AS
AN ALTERNATIVE ROUTE FOR CHEMICALS AND FUELS

El Barbary Hassan, Phillip Steele, Qi Li, and Brian Mitchell
'Department of Forest Products, Mississippi State University, Mississippi State, MS

Fast pyrolysis is the most effective and commercially feasible technology for production of bio-
oil from biomass. Upgrading of lignin fraction bio-oil into liquid hydrocarbon is the main route
for utilization of bio-oil. Increasing the amount of sugars in the aqueous fraction bio-oil will
critically increase the importance of this fraction through conversion of sugars into more
valuable liquid fuels and chemicals. In this study, a new pretreatment and pyrolysis techniques
were applied on green pinewood feedstock. After pyrolysis, both lignin and aqueous fractions
bio-oil were fractionated by addition of water. The concentration and average molecular weight
of sugars in the aqueous fraction bio-oil were determined by HPLC and GPC, respectively. The
yield of sugars in the aqueous fraction bio-oil was increased from 15-24% after the pretreatment.
Alfa Laval M20 membrane filtration system was used to separate sugars from the aqueous
fraction bio-oil. Factors affecting the separation process such as membrane molecular weight cut
off and trans-membrane pressures are still under study.
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HIGH THROUGHPUT SCREENING OF CELL WALL COMPOSITION FOR
BIOFUELS PRODUCTION

Robert Sykes,*? Kristen Gracom, Geoffery Turner, Evandro Novaes, Gary Peter,
Jerry Tuskan, Steve Decker, and Mark Davis

'National Renewable Energy Laboratory, Golden, CO *BioEnergy Science Center,
Oak Ridge, TN

Recent developments in elucidation of lignin biosynthetic pathway have led to the development
of new ways of modifying lignin structure, composition, and content. In conjunction with the
BioEnergy Science Center funded by DOE, we have developed a surrogate method for
estimating Klason lignin content from pyrolysis mass spectra peak intensities. Lignin content is
determined from the intensities of selected peaks that have been previously assigned to ions
arising from lignin fragmentation and calibrated to known standards. In addition to lignin, a high
throughput method was also developed to measure and Glucose and Xylose release after
pretreatment using an enzyme assay.

We have used pyrolysis Molecular Beam Mass Spectroscopy (pyMBMS) and in conjunction
with sugar release data to analyze large populations for changes in lignin, carbohydrates, and
recalcitrance of cell wall material. These two techniques can be combined to rapidly test large
numbers of individual clones as well as different feedstocks for biofuel production. In addition,
the data obtained from these two methods can be used to identify genes associated with lignin
and carbohydrate structure using Quantitative Trait Loci studies.
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COLD HARDINESS OF ATLANTIC COASTAL AND PIEDMONT SOURCES OF
LOBLOLLY PINE AND THEIR HYBRIDS

Jaime Zapata-Valenzuela,' Funda Ogut, Angelia Kegley, W. Patrick Cumbie, Fikret Isik,
Bailian Li, and Steven E. McKeand

'Department of Forestry and Environmental Resources, North Carolina
State University, Raleigh, NC

Planting loblolly pine (Pinus taeda L.) outside the natural range or at higher elevations than it
normally occurs negatively impacts its survival, growth rate, and wood quality. Cold acclimation
in loblolly pine appears to be more influenced by temperature compared to photoperiod. Also,
there is interest in examining if inter-provenance hybridization can combine both fast growth and
cold hardiness in commercial populations (Alizoti et al. 2006). Seedling growth differences of
first-year of Atlantic Coastal and Piedmont provenances of loblolly pine and their hybrids in an
outdoor environment in North Carolina were reported by Kegley et al. (2004). These results were
verified at four years, when height and volume were assessed in five Piedmont regions (Alizoti et
al. 2006). However, it was not confirmed that the hybrid populations would exhibit acceptable
cold hardiness. The objective of this study was to evaluate differences in cold hardiness between
one year-old seedlings of Atlantic Coastal sources, Piedmont sources, and their hybrids, after
artificial freezing.

Materials and Methods

Seedlings of 59 polycross families representing two within provenance hybrids (Coastal x
Coastal or CxC, Piedmont x Piedmont or PxP), and two inter-provenance hybrids (Coastal x
Piedmont or CxP, Piedmont x Coastal or PxC) were used in this study. The preconditioning
treatments consisted of three acclimation regimes designed to reflect climatic conditions in three
deployment regions for loblolly pine. After acclimation, the seedlings were subjected to a
standard freezing treatment. The plants were moved to a Delfield-Alco® 6000 series freezer to
expose them to a controlled drop in temperature. Temperature was reduced at a rate of 3-5°C per
hour until the target -15°C was reached. After thawing, the plants were removed to an outdoor
facility for symptoms to develop. Initial height (cm) was measured before the freezing treatment
as an indicator of plant vigor. Rating of injury occurred 10-14 days after freezing exposure, with
one person evaluating all trees. Freezing injury | (%) of the entire seedling was measured as
percent foliage dead. Final survival and vigor (%) of the trees was assessed in the spring when
the plants began flushing. Elongation of the actively growing portion of the stem was measured
as flush length (cm). Mortality percent of the trees and a secondary injury Il (%) evaluation were
assessed. Variance components for each trait were obtained by REML procedure using ASReml
(Gilmour et al. 2009). Individual narrow-sense heritabilities pooled across populations and
genetic correlations between pairs of traits were estimated as the ratio of the additive genetic
variance and total phenotypic variance for each trait. We also examined relationships among
response variables using family mean correlations obtained from Pearson product-moment
correlations.
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Results and Discussion

For injury and growth traits, acclimation treatment effects were not significant, and there were no
significant interaction with population. The implication is that a single preconditioning treatment
could be applied to different families regardless of origin. The relatively short time of the
acclimation and no difference in photoperiod may have also contributed to the lack of treatment
effect. In this experiment, differences in cold hardiness were important among and within
populations. The PxP seedlings had increased hardiness and survival relative to the other
populations. Most families with high injury had a Coastal maternal parent, whereas most families
with the least injury had a Piedmont maternal parent. For the hybrids, it appeared that maternal
influence was greater than the paternal influence for cold-hardiness, and the PxC population was
as cold hardy as PxP. Differences in injury between the populations probably resulted from
differences in timing of initiation of the acclimation process; PxC and PxP may have begun
acclimating sooner than the CxC as part of their adaptive strategy. Kegley et al. (2004) and
Alizoti et al. (2006) used the same families to determine populations effects on growth traits, and
differences between pure CxC and PxP material were found: family differences in one year-old
seedlings were observed, and some fast-growing PxP families could be used in controlled crosses
for hybrid selection. The CxC and CxP populations exceeded growth of both PxC and PxP
families at four years growing in different regions, although their advantage decreased as the
regions became more inland or with harsher environmental conditions. The PxP material
survived significantly better than coastal source provenances when planted in cold area regions,
probably because of natural cold adaptation.

Narrow-sense heritability pooled across all populations was higher for injury 11 than injury 1.
Estimates were variable for each population, ranging from 0.02 to 0.43 for injury I and II. In
general the CxC families exhibited higher heritability for the traits measured, followed by the
PxC for injury I and the PxP hybrid for injury Il. Previous experimental results suggest that cold
damage traits are under moderate genetic control. We found higher family mean heritability for
initial height in the PxC and PxP material, whose estimates had small standard errors. These
results suggested that families from Piedmont parents could be selected in a breeding program
for both growth and cold tolerance more efficiently than families from the CxC source. Kegley et
al. (2004) found similar trends at first year height in outdoor conditions, although their plants
were not exposed to cold.

The strong negative genetic correlation between flush length and injury 11 (-0.89) can be
considered favorable: trees with less freeze damage had longer flushes. The Figure 1 showed that
this trend was consistent for family means within populations with an overall phenotypic
correlation of -0.74; while CxC and CxP families seemed to be scattered ranging from 40% to
100% injury, PxC and PxP families clustered within 30% to 60% of damage with few
exceptions. Also, the growth recovery of elongated stem tissue was faster with reduced damage,
which was also reflected in the high flush length mean for PxC and PxP populations. Howe et al.
(2003) summarized several literature results where correlation between cold damage and flush
increment is more consistent across populations, but weaker and more variable within
populations. Our results within populations were more consistent than observed in previous
studies, which might be important to detect stable families for advanced selection strategies.
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Figure 1. Scatterplot of family means between injury Il and flush length for the Atlantic Coastal
(CxC), Coastal x Piedmont (CxP), Piedmont x Coastal (PxC) and Piedmont (PxP) populations.
The family mean correlation across all the populations was -0.74.

In summary, this freezing experiment showed that inter-provenance hybrids of loblolly pine have
potential as planting stock for Piedmont sites. The CxP hybrids were cold injured, but they could
grow as well as pure CxC families. On the other hand, PxC hybrids were as cold hardy as the
pure PxP families. Also, there were large differences among families within populations for cold
hardiness traits. The large variation suggested that cold hardiness could be improved by family
and within population selection in a breeding program to combine better growth of Coastal
sources with the superior cold tolerance of Piedmont sources into hybrids populations. However,
selection impact seems difficult to predict due to variability within populations and probably
because of genetic control of multiple genes with small effects. Additional studies are required to
identify cold tolerant hybrid families that would allow for both cold hardiness and superior
growth to be improved through breeding and selection.
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THE RATE OF HYBRIDIZATION AND INTROGRESSION BETWEEN LOBLOLLY
PINE (PINUS TAEDA L.) AND SHORTLEAF PINE (PINUS ECHINATA MILL.)
HAS INCREASED MARKEDLY SINCE THE 19508S.

John F. Stewart,l Charles G. Tauer, and C. Dana Nelson

'Department of Natural Resource Ecology & Management, Oklahoma State University,
Stillwater, OK

Loblolly pine (Pinus taeda L.) and shortleaf pine (Pinus echinata Mill.) are important forest
species that have large ranges across the southeastern United States that share a large sympatric
range in addition to their own allopatric ranges. The two species have been crossed artificially
(Schreiner 1937), and natural hybrids have been observed (Hare and Switzer 1969). It is thought
that hybridization is normally prevented by the different flowering time in the two species, but
when the climatic conditions are right, hybridization may occur. Earlier studies used morphology
and later isoenzymes to identify natural hybrids, but recent studies have used DNA markers to
identify hybrids. Xu et al. (2008a, b) reported hybrids in study samples from material grown
from seed collected in the 1950s from the Southwide Southern Pine Seed Source Study
(SSPSSS) using amplified fragment length polymorphism (AFLP) markers. Stewart et al. (2010)
followed up on that study using short sequence repeat (SSR) markers, also called microsatellite
markers, to identify hybrids in the same source material.

In this study, we used microsatellites to characterize the hybrid status of trees collected from
current stands from the same counties that were represented in Xu et al. (2008a, b) and Stewart et
al. (2010). The goal of this study is to compare the rates of hybridization and introgression in
modern stands to those from the 1950s. From the 1950s to present, the rates of hybridization and
introgression in both species have increased dramatically. Introgression can be a major threat to
species, even leading to extinction, and increased introgression in many species has been
connected to human activities (Wolf et al. 2001).

Materials and Methods

Green leaves from both species were collected by foresters in the same counties as those
collected for the studies by Xu et al. (2008a), Xu et al. (2008b), and Stewart et al. (2010) i.e., the
SSPSSS. Loblolly pine samples were collected from 9 counties east of the Mississippi River and
2 counties west of the river, and shortleaf pine samples were collected from 6 counties east of the
Mississippi River and 4 counties west of the river. DNA was extracted from the needles using
the Qiagen DNEasy Plant Minikit (Qiagen, Valencia, CA.)

Twenty-five microsatellite markers previously confirmed to be polymorphic in both speices were
used in this study. Three primers for these markers were used during PCR, two that flanked the
short sequence repeat region and one primer labeled with a fluorophore. All PCR products were
scored using a LI-COR 4300 DNA Analyzer (LI-COR Biosciences, Lincoln, NE).
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Structure version 2.3.2 was used to determine hybrid character of individuals. We set population
number k to 2, which represents the two species analyzed in this study. Hybrids were reported
when predicted genome proportion levels (Q) were between 0.9531 and 0.0469, about what is
expected for trees in an F1 cross or a first through third backcross generations.

Results and Discussion

The rates of hybridization and introgression increased markedly in both species: 27.3% hybrids
in loblolly pine populations and 45.7% hybrids in shortleaf pine populations compared to rates of
4.5% and 3.3%, respectively, in the 1950s populations. West of the Mississippi River, the
shortleaf pine hybridization rate increased from 7.5% to 54.0%, and the loblolly pine
hybridization rate increased from 9.1% to 20.0%. East of the Mississippi River, the hybridization
rate for shortleaf pine increased from 0% to 40.0%, and the hybridization rate of loblolly pine
increased from 2.2% to 29.2%.

Introgression is a known cause of extinction of species—or, to be more precise, genomes
(Allendorf et al. 2001). In general, hybridization can threaten a taxon in a wide variety of ways,
through the generation of poorly adapted hybrids, the generation of hybrids with greater vigor
than one or more of the contributing species, or the introgressive extinction of one or more
species (Simberloff 1996). Discovering whether introgression is a natural process or
anthropogenic is crucial to understanding how or whether to manage the issue (Allendorf 2001).
Given the timescale for change in introgression in this study (about 50 years), it is almost certain
that the cause is, at least in large part, human caused in this case.

Human causes for introgression include introduction of plants and animals, habitat
fragmentation, and habitat modification (Allendorf & Luikart 2007). All three could have an
impact on loblolly pine, shortleaf pine, and their hybrids. Loblolly pine is being planted outside
of its range, as well as being planted as a replacement for lost/harvested shortleaf pine stands,
and there is evidence that shortleaf pine genes have been introgressing into the allopatric loblolly
pine populations. Habitat fragmentation is common in the southeastern United States, a factor
that can lead to the mixing of previously distinct gene pools (Rhymer & Simberloff 1996). In the
case of loblolly pine and shortleaf pine, habitat fragmentation could lead to more opportunities
for cross-pollination. As both species are early successional pines, they will often invade the
disturbed sites generated by human development, a process that can create a corridor for the two
species to more often enter each other’s habitat (Rhymer & Simberloff 1996). These corridors
may change the frequency of contact and encourage introgression by becoming hybrid zones, or
regions where two species often intercross to create hybrids (Wolf et al. 2001). One other
important form of habitat modification for this case is the planting of loblolly pines in shortleaf
pine habitats, often as replacement trees for lost/harvested shortleaf pine stands.

The ecology of loblolly pine and shortleaf pine is rapidly changing, as human activity and forest
management make their marks on the distribution of these two species. It appears that
hybridization and introgression are phenomena with increasing effects on both pine species, and
the future of these two species is difficult to ascertain. Through habitat modification, global
warming, fire suppression, seed/seedling movement through artificial regeneration, mankind is
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RESULTS FROM A QUANTITATIVE GENETICS STUDY OF PHYSICAL WOOD
PROPERTIES OF PINUS PATULA

Andre Nel?, A. Fossey, and A. Kanzler
'Sappi Forests Research, South Africa, 2University of the Free State, South Africa

Tree improvement programmes for forestry species started in Southern Africa during the 1950s.
In the first two generations of breeding, volume improvements of between 10 and 30% have
been achieved, and the future focus of many programmes has moved to the improvement of
wood properties. This study utilized half-rotation age Pinus patula material grown in Zimbabwe
by the Zimbabwe Forest Commission from a full diallel mating design and additional factorial
crosses. The sampled progeny trials were planted on several sites with a range of altitudes. This
presentation provides some background to this wood and fibre properties project and present
results from the diallel mating design. Physical wood properties such as pith-to-bark wood
density, cell anatomy and fibre properties were studied and their genetic control was quantified.
Wood density was determined using x-ray densitometry and cell anatomy was studied with
image analysis, while fibre properties were determined using the MorFi®© fibre analyzer system.
Genetic parameters for density, cell anatomy and fibre properties are presented. This study forms
part of a bigger project which aims to identify the physical wood and fibre properties under
genetic control, and identifying an early screening method to include selection for these
properties at half-rotation age.
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Results and Discussion

Population Substructure

Population structure appears to be weak as indicated by STRUCTURE analysis. The log
probability of data suggests the number of clusters to be between 3 and 6, and AK suggests the
number of clusters to be no more than 6 (Figure 1). Given the uniformity of the environment
across the region and the limited area sampled, population structure appears to be mostly subtle
if not an artifact of sampling.
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Figure 1. AK Estimator of population structure (Evanno et al. 2005).

Signatures of Natural Selection

Fsr outlier analysis for all 4,264 marker genotypes in the first generation samples revealed
several markers that contributed to extremely high or extremely low Fsr estimates. Allelic

variation in these markers demonstrates signatures of possible balancing or diversifying
selection. Detailed functional annotation has been done for these markers.

Genome-Wide Linkage Disequilibrium

With approximately 100 SNPs per linkage group mapped using a relatively small segregating
population (Eckert et al. 2009), the map resolution was insufficient to observe the rate of LD
decay (Fig. 2). Most LDs were observed between closely linked SNPs, but there were a few

significant LDs observed between markers separated by considerable distances. We hypothesize

20



that this could be due to several reasons including unaccounted family structure, population
substructure, mapping errors and epistasis.
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Figure 2. Pairwise LDs for SNPs mapped in 12 loblolly pine linkage groups.

Association Mapping Analysis

Significant associations of SNPs with several phenotypic traits such as height, diameter, survival
on droughty sites, stem forking, wood specific gravity, etc. were detected. Sequences with SNPs
that resulted in such associations were further annotated using their homology with functional
genes in related and model species. Examples of associated genes based on BlastX functional
annotation include decarboxylases, reductases, RNA polymerases, stress proteins, beta tubulins,
chlorophyll binding proteins, metallothionein-like proteins, CDC2 protein kinases,
arabinofuranosidases, Acyl CoA synthetase, sodium symporter, serine-rich proteins,
phosphoglyceride transport proteins etc.

Conclusions

The SNP diversity is relatively high in the studied populations. Inbreeding is low, and many
populations have excess of heterozygotes, especially in second-generation selection populations.
Population differentiation is low in natural stands but higher among second- generation
populations and breeding groups, attributable to their relatedness imposed due to the breeding
strategy. Population substructure is relatively weak, but there could be up to 6 subpopulations.
SNPs contributing to extremely high or low Fst were detected and may exhibit signatures of
selection. Numerous associations were detected between SNPs and adaptive phenotypic traits,
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GENETIC VARIATION IN PINES INFLUENCING ECTOMYCORRHIZAL
SYMBIOSIS: POTENTIAL IMPLICATIONS FOR GENOTYPE
SELECTION AND SOIL CARBON SEQUESTRATION

Jason D. Hoeksema,* Bridget J. Piculell, and Aimee Classen
!Department of Biology, University of Mississippi, Oxford, MS

Ectomycorrhizal (ECM) fungi provide one of the main pathways for carbon (C) from pines into
soils, where these fungi make significant contributions to microbial biomass and soil respiration.
However, ECM fungal species vary significantly in traits that likely influence C sequestration,
such that forest C sequestration potential may be driven in part by the community composition of
ECM fungi. In three recent experiments we found evidence for genetic variation in Pinus
species controlling ECM fungal community composition, suggesting the potential to influence
ECM community composition through pine genotype selection. A bishop pine (P. muricata)
population in California was shown to harbor significant genetic variation for compatibility with
one common ECM fungal species exhibiting a high-biomass exploration strategy, Rhizopogon
occidentalis. Native populations of Monterey pine (P. radiata) were shown to exhibit significant
differences in compatibility with three different ECM fungal species in the family
Pyronemataceae. A loblolly pine (P. taeda) common garden pedigree population exhibited
substantial narrow-sense heritability for compatibility with several ECM fungal species, and
negative genetic correlations among fungal species differing in exploration biomass. Altogether,
these results suggest that selection of particular Pinus genotypes could alter the community
composition of symbiotic ECM fungi in managed southern pine forests, potentially influencing
soil C sequestration.
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ASSOCIATION GENETICS AND MARKER EFFECTS FOR GROWTH AND STEM
QUALITY IN LOBLOLLY PINE

Patrick Cumbie,* Andrew Eckert, Jill Wegrzyn, Fikret Isik, Ross Whetten,
David Neale, and Barry Goldfarb

'ArborGen, Summerville, SC

An association genetics approach was taken to identify single nucleotide polymorphisms (SNPs)
associated with variation in growth and stem form traits in loblolly pine (Pinus taeda L.).
Associations were tested between 4,200 SNPs and breeding values in a population of 200 largely
unrelated selections of loblolly pine. We report SNP-phenotype associations for sawtimber,
volume, and stem straightness. Significant SNPs will be used to estimate genetic values for an
independent population of clonally replicated trees. We will report correlations between marker-
based and phenotypic-based genetic values and potential applications.
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INTROGRESSION OF LOBLOLLY PINE ALLELES INTO SLASH PINE; QTL
ANALYSIS FOR CROWN, GROWTH, AND GROWTH EFFICIENCY IN A PSEUDO-
BACKCROSS ((SLASH X LOBLOLLY) X SLASH) FAMILY

Gary F. Peter,' Patricio R. Munoz, Dudley A. Huber, and Tim A. Martin
'School of Forest Resources & Conservation, University of Florida, Gainesville, FL

Although slash and loblolly pine are closely related species, they have distinct differences in site
preference, crown architecture and stem growth. The objectives of this research are to determine
the effect of introgressed loblolly pine alleles into slash pine and to identify quantitative trait loci
(QTLs) from the loblolly pine donor to select the best individuals for future introgression into
slash pine breeding populations. A single field test was planted with one pseudo-backcross
between an F1 hybrid of (Pinus elliottii x Pinus taeda) x Pinus elliottii (BC1) and families of the
species progenitors.

Phenotypic analyses of third-year size showed differences in growth efficiency in the BC1
compared with the pure species. The different growth strategies of the two pure species gave
BC1 progeny an advantage in crown architecture, yielding greater stem volume per unit crown
size with fewer primary and secondary branches and less taper than loblolly pine.

The BC1 population, 490 individuals, was genotyped for 4300 single nucleotide polymorphisms
identified in loblolly pine. Eight hundred and two informative markers were used to construct a
map containing the 12 linkage groups. QTLs were discovered for growth, crown architecture,
survival and growth efficiency, which explain a significant proportion of the variation.
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BIOTECHNOLOGY OF REPRODUCTIVE ONSET: A NEW ERA FOR
ACCELERATED TREE BREEDING?

1
Cetin Yuceer, Chuan-Yu Hsu, and Joshua P. Adams

1
Department of Forestry, Mississippi State University, Mississippi State, MS

When compared with many annual crop plants, tree domestication is in its infancy. One of the
main reasons for the slow progress towards tree domestication is that the lengthy juvenile period
prevents trees from early sexual reproduction that is needed to develop pedigreed offspring.
Thus, the control of reproductive onset is of great scientific and commercial importance. Recent
functional genomics studies have begun providing a framework for how first time and seasonal
reproduction are regulated in poplar (Populus spp.). In particular, FT and TFL genes and their
associated networks in signaling pathways are providing great insights into reproductive onset
and seasonal cycles of reproduction. Our objective in this presentation is to update the
community on how genetic, physiological, and environmental factors collectively regulate the
onset of reproduction in poplar. The discussion will include how this knowledge can be used by
breeders and biotechnologists to speed breeding to improve tree growth and development.
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CHALLENGES OF FLUORESCENT TECHNOLOGY USE IN PLANT SPECIES
Joshua P. Adams,* Chuan-Yu Hsu, and Cetin Yuceer
!Department of Forestry, Mississippi State University, Mississippi State, MS

Many new technologies are revolutionizing the study of genetics impacting both research and
practical application. Use of fluorescence to monitor various reactions is a recent technology
increasingly being used both in vitro and in vivo. We recently cloned a poplar metal-transport
protein and modified it by adding red and cyan fluorescing proteins to the N- and C- terminal
ends of the native protein. Subsequently, the protein was successfully expressed in two plant
species including the hybrid poplar clone INRA 717-1B4 (P. tremula x P. alba) and Arabidopsis
thaliana. The intent of this process was to create a bio-sensor to monitor heavy metals. After
gene expression and fluorescence was confirmed, several challenges were identified when using
fluorescence in plants. These include auto-fluorescence, differing cell physiology among tissues,
physical location of the fluorescence, and changes of three-dimensional tissue aspects. Practical
recommendations for use of this technology will be discussed.

36



COMPARATIVE GENOMICS OF ENVIRONMENTAL STRESS RESPONSES IN
NORTH AMERICAN HARDWOODS

Haiying Liang,* Jeanne Romero-Severson, Scott E. Schlarbaum, Mark V. Coggeshall, Oliver
Gailing, Ketia L. Shumaker, Meg Staton, Nicholas C. Wheeler, and John E. Carlson

Clemson University, Clemson, SC

The increasing incidence of introduced exotic pests, diseases and invasive plants, combined with
climate change and forest fragmentation, threaten the sustainability of our forest ecosystems. The
eastern hardwood forests are complex biological systems, covering over 400 million acres of
bottomland and riparian sites, major watersheds, mesic sites and upland xeric sites. These forests
provide habitat and food for wildlife, stabilization of riparian zones, long-term carbon
sequestration and other essential ecosystem services as well as wood and biomass products for
human use. Currently, few genomic resources are available for use in studying the consortium of
hardwood species that compose the eastern forests. An interdisciplinary team are working
together to develop new genomic resources for important species that represent the major
taxonomic groups of eastern hardwood trees, from the oldest to more recently evolved, including
yellow poplar (Liriodendron tulipifera), sweetgum (Liquidambar styraciflua), honey locust
(Gleditsia triacanthos), northern red oak (Quercus rubra), black walnut (Juglans nigra), sugar
maple (Acer saccharum), blackgum (Nyssa sylvatica), and green ash (Fraxinus pennsylvannica).
The project will produce sequence databases for expressed genes, genetic markers, genetic
linkage maps, and reference populations This will provide lasting genomic and biological
resources for the discovery and conservation of genes in hardwood trees for growth, adaptation
and responses to environmental stresses such as drought, heat, insect pests and disease.
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GENOME SEQUENCE-ENABLED IDENTIFICATION OF AVIRULENCE
GENES IN THE FUSIFORM RUST FUNGUS

John M. Davis, Katherine E. Smith, Thomas L. Kubisiak, Jason A. Smith, and
C. Dana Nelson

1School of Forest Resources and Conservation, University of Florida,
Gainesville, FL

Cronartium quercuum f.sp. fusiforme (Cqf), the causative agent of fusiform rust disease has been
damaging southern pine forests for decades. A complete Cqgf genome sequence is currently under
assembly at the Joint Genome Institute that will greatly facilitate identification of avirulence
genes. Amerson and colleagues (manuscript in prep) have mapped 9 resistance genes (R genes)
in loblolly pine suggesting that at least 9 corresponding avirulence genes (Avr genes) should
exist in the fungus. The resistant reaction (i.e., no gall condition) requires the match of at least
one R gene with its corresponding Avr gene for each spore that challenges the tree. Precise
identification of these avirulence genes will provide the most accurate markers for measurement
of allelic frequencies in various geographic locations. Frequency measurements can be used to
guide selection of the most appropriate resistant pine genotypes. These kinds of preventive
measures can now be realized more quickly with the aid of the Cqf genomic sequence. For
example, the avirulence gene, Avrl, is known to specifically interact with the Frl resistance
gene. This avirulence gene exists within an 8.62 cM interval (about 0.3% of the genome),
defined by 14 DNA markers: six Random Amplified Polymorphic DNA (RAPD) and eight
Amplified Fragment Length Polymorphism (AFLP). The DNA fragments amplified by these
markers have been sequenced and, for the AFLPs, the opposite parental allele has also been
sequenced. Genomic sequence scaffolds will be bioinformatically screened with these fragment
sequences to zero in on the target locus. Once identified, the locus can be fine mapped to
pinpoint the Avrl gene. As additional markers are found to be linked to the other avirulence
genes, their identification can proceed more easily using this method.
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THE CRONARTIUM QUERCUUM F. SP. FUSIFORME GENOME PROJECT
Katherine E. Smith,1 Thomas L. Kubisiak, C. Dana Nelson, and John M. Davis

1School of Forest Resources and Conservation, University of Florida,
Gainesville, FL

Cronartium quercuum f.sp. fusiforme (Cqf) is the causative agent of fusiform rust disease of
southern pines. A complete Cgf genome sequence is currently under assembly at the Joint
Genome Institute (JGI) that will identify all of the genes in this important forest pathogen. One
biological objective of the project is to gain new insights into the relative number and nature of
genes involved in Cqf host alternation, i.e., the requirement that particular spores produced on
oaks can only infect pines and vice versa. Another objective is to identify virulence/avirulence
genes so that managers can select appropriate genotypes for plantation establishment based upon
allele frequencies in the local rust population. Cqf genome size was estimated by flow cytometry
to be ~90 Mb (Anderson et al. 2010). For genome sequencing and to facilitate genome
annotation, materials were collected for DNA and RNA extraction. DNA from the reference
genotype was collected from pycnial droplets pooled from a single gall infected in the field near
Saucier, MS. The sample contained single alleles only (i.e., there was no evidence for a mixture
of genotypes) at six SSR loci. This suggests the sample is a haploid representation of the Cqf
genome, which should aid assembly because there is no allelic variation in the sample. RNA was
extracted from aeciospores (from pine), the hymenial layer from which pycnia were being
produced in the fall (from pine), the hymenial layer from which aecia were being produced in the
spring (from pine), basidiospores (from oak), teliospores (from oak) and diseased leaves
containing vegetative mycelium, teliospores and basidiospores (from oak). Transcript assembly
was performed to identify messenger RNAs encoded by Cqf genomic loci, and will be used to
complement ab initio gene identification in the genomic assembly. BLAST analysis provides an
estimate of host transcriptome representation in the transcript assembly, and generates an early
glimpse of the Cqf “parts list.”
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QUATITATIVE GENETICS OF RESIN DEFENSE IN LOBLOLLY PINE

Jared Westbrook,* Jianxing Zhang, Gary F. Peter, and John M. Davis
'School of Forest Resources & Conservation, University of Florida, Gainesville, FL

Oleoresin that flows from the stem of pine trees is the primary defense against bark beetles and a
potential source of bioenergy. We estimated the heritability of resin flow and chemical
composition with clonal trials. We sampled oleoresin from 7600 individuals representing ~1000
loblolly pine genotypes derived from a partial diallel of 43 parents and 70 full-sib families that
were clonally replicated at 3 sites in Georgia and Florida. We determined the dry mass of resin
that flowed from a 1cm? wound in the stem over 24 hours and used fourier transformed infrared
spectroscopy (FT-IR) as a high-throughput method to assess wet oleoresin chemical
composition. Oleoresin chemical composition was under stronger genetic control (o-pinene H? =
0.71) than resin mass (H?= 0.17). Genotype X site interaction was minimal for resin chemical
composition (rg>0.95) and modest for resin mass (rg=0.71). This work sets the stage for future
research on the genes that control resin-related traits and breeding for enhanced resistance to
bark beetles.
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INVASIVE PESTS OF TREES - EFFECTIVE SOLUTIONS
J.B. Toorish?
Arborjet, Inc., Woburn, MA

Arborjet® was developed by arborists for arborists in order to effectively manage and control the
many exotic and native insect pests and diseases threatening our natural and urban forest today.
Arborjet is the leader in tree injection technology and this presentation will cover effective
control of exotic invasive insect species including, pine beetles, cone worm and borers using
Arborplug™ and micro infusion technology. Arborjet methodology delivers insect/disease
control products and micro-nutrients directly into the trees vascular system (xylem). Arborjet
methodology, control products and trial data will all be covered in this presentation.
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ESTABLISHING RESTORATION SEED RESERVES IN NATIONAL FOREST
SYSTEM SEED ORCHARDS

Craig S. Echt,' Barbara S. Crane, and C. Dana Nelson

1Southern Institute of Forest Genetics, Southern Research Station, USDA Forest
Service, Saucier, MS

The role of the nine National Forest System seed orchards in the Southern Region is to support
reforestation and restoration programs on the region’s national forests. Traditionally, the
emphasis of the seed orchards has been with commercially important tree species. Recently,
emphasis is shifting to gene conservation aspects of restoration of ecologically important
imperilled tree species. The main threats facing these species are shrinking ranges and declining
populations that result, in part, from global climate change. Many factors influence the ability of
forest species to adapt to changing conditions, but our focus is on the genetic factors affecting
adaptive traits. The challenge is to ensure that imperilled species in national forests are managed
to maximize their genetic adaptability to changing environments. So how can National Forest
System seed orchards best support the response to this challenge?

Our basic concept is to establish seedling seed orchards that can produce seed with sufficient
genetic diversity to impart to restored populations an ability to adapt to rapidly changing
environments. When properly designed, the seed product from these “restoration seed reserves”
(RSRs) should improve the resiliency of restored populations enough to avert extinction or
extirpation of priority species in southern national forests. This model does not involve tradi-
tional genetic improvement, but rather involves enhancing adaptive potential of deployed
germplasm. Although traditional tree improvement has long sought to maintain genetic diversity
while improving marketable traits for a few commercial species, we are advising something
different by developing a program for the genetic management of broader range species that have
ecological value. Therefore, RSRs should rely not on artificial selection for specific traits or
genotypes, but on managing gene flow among populations to increase their adaptive genetic
diversity (Kramer and Havens 2009). A guiding principle in restoration plans that use seed from
these RSRs will be to let natural selection do the heavy lifting and produce well-adapted tree
populations. The supporting mission of RSRs, therefore, will be to supply “restoration ready”,
high quality, and genetically diverse seed for imperilled species management.

Twelve priority tree species and groups have been identified for RSR establishment: Atlantic
white cedar, red spruce, Table Mountain pine, American chestnut, Carolina and Eastern
hemlocks, seven threatened and endangered oaks, several ashes, butternut, longleaf pine, pitch
pine, Fraser fir, September elm, yellow buckeye, and Ozark chinquapin (Crane 2011). These
species were selected from a ranking of 140 southern species evaluated by the ForGRAS model
for various risk factors associated with changing environments in the Southern Appalachian
Mountains (Potter and Crane 2010).

We recommend harvesting at least 200 seed from each of 200 trees, i.e., half-sib families,
distributed across 20 to 40 separate populations. Mother trees should be spaced at least 100 m
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apart, as the collection area permits. The target of 200 trees is maintained regardless of the
number of populations sampled. Therefore, collect seed from 10 to 5 mother trees from 20 to 40
populations, respectively. As reproductive isolation increases among populations, then sample
more populations, with fewer trees each. Collections from immediately imperilled or rare species
could be extended to as many as 50 populations. However, that many distinct populations may
not be available for a species in decline. In such cases, we recommend collecting from all
available populations. This sampling design will capture virtually all alleles across the extent of
the sampled range (Lawrence et al. 1995; Gapare et al. 2008). While a more comprehensive
collection target might include 250 to 300 mother trees, our prescribed number of 200 will
suffice when resources are limited.

A general RSR design for a species is as follows: germinate enough seed to establish twelve
seedlings for each family, plant the seedlings in 4 x 3-tree family block plots, then at maturity
evaluate trees for seed production and rogue each plot to one tree. This plan requires no progeny
testing or family selection. Individual tree selection criteria are limited to flowering synchrony
and fecundity. Selection for disease and pest resistance should be incorporated into a traditional
tree improvement program, if warranted for a species. The result is 200 seed production trees in
an RSR. Allocation of family plots in the orchard is not randomized, but rather is optimized to
manage gene flow (cross-pollination) among families and groups. One type of optimized RSR
design could maximize genetic diversity in the seed product by maximizing pollen exchange
among populations. An alternate design could preserve ecotype traits by promoting pollination
among populations whose families are planted in proximity. Orchard design optimization
software is available that can weight or penalize family allocation by factors such as seed zone,
ecotype, population, or kinship. (Fernandez and Gonzalez-Martinez 2010). We recommend
establishing a species’ RSR under the same or similar climatic and soil conditions found at the
intended restoration sites or at least within the same seed zone, if known. To ensure a continuous
supply of seed, successional RSRs should be established from new seed collections in
anticipation of an eventual decline of RSR productivity or imbalance of family representation.

The RSR concept is similar to the tree breeding strategy of multiple origin polycrossing proposed
by Ledig and Kitzmiller (1992) as a means to increase population heterozygosity in gene
conservation programs. Broadhurst et al. (2008) proposed a related concept for seed transfer,
“composite provenancing”, to enhance genetic diversity in restoration populations. While rare,
such forms of genetic blending can result in outbreeding depression or loss of local adaptation
for some species, however, southern trees typically are generalists and not highly locally adapted
(Schmitdling 2001). We maintain that the conservation paradigm of local-seed-is-best is a
precautionary approach appropriate only when there is an abundant seed supply for direct seed
transfer and when local populations are genetically diverse enough to endure throughout current
and predicted ranges. However, if local seed is available from only small, isolated, inbred
populations, then there may not be sufficient genetic diversity available to sustain local
populations or maintain the species in the face of climate change. In such cases, augmenting the
species’ genotypic diversity with a variety of alleles and crosses from different populations could
provide the necessary adaptive potential for forest restoration and sustainability.
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Potter K, Crane BS. 2010. Forest Tree Genetic Risk Assessment System: A tool for Conservation
Decision-Making in Changing Times. http://www.forestthreats.org/current-
projects/project-summaries/genetic-risk-assessment-system-description-120610.pdf
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U.S. Department of Agriculture, Forest Service, Southern Research Station . 25 p.

49



CLIMATE CHANGE AND GEOGRAPHIC VARIATION IN THE SOUTHERN PINES
Ron Schmidtling®

1Southern Institute of Forest Genetics, Southern Research Station, USDA Forest
Service, Saucier, MS

Climate change has been occurring for eons, and plant species have always responded by
migrating to areas of more favorable climate or evolving in place. The rapid pace of climate
warming that is now occurring may not allow enough time for the changes to take place. For
species that are commonly planted, such as the southern pines, projected climate change can be
incorporated into planting efforts by utilizing known geographic variation to account for that
variation. Geographic variation in the southern pines is reviewed, and seed-movement strategies
discussed.
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GENETIC VARIATION IN A LONGLEAF PINE POPULATION:
A LONG-TERM FIELD STUDY OF A 13-PARENT DIALLEL

James E. Grissom®, James H. Roberds, C. Dana Nelson, Fikret T. Isik,
Steven E. McKeand, and Randall J. Rousseau

'Department of Forestry and Environmental Resources, North Carolina State University,
Raleigh, NC

Genetic and environmental effects on growth and survival were quantified in a population of
longleaf pine (Pinus palustris Mill.) using a 13-parent diallel cross growing over 40 years on two
sites in southern Mississippi. This long-term field experiment is unique for longleaf pine, a tree
species of renewed interest for ecosystem restoration and plantation forest management in the
southern United States.

Materials and Methods

The genetic foundation of this experiment consists of progenies produced by making all possible
crosses among 13 parent trees in a diallel mating scheme. The parent trees were randomly chosen
from a natural, open-grown longleaf pine stand located on the Harrison Experimental Forest
(HEF) near Saucier, Mississippi. Of the 169 possible crosses, 143 were planted in 1960 in two
replicated field trials, each located on the HEF about 2 miles apart. Of the 78 half-diallel, full-sib
crosses, 76 were established in field tests. Each site was established in a randomized complete
block design experiment composed of eight-tree family row plots arranged in four replications.
Growth and survival data were collected for all trees at various stages of stand development,
including ages 3, 7, 17, 30, and 40 years.

Quantitative genetic analyses were conducted and reported on for ages 1 through 7 years, by
Snyder and Namkoong (1978). Further analyses of genetic parameters, including age 17 year
results, were reported by Rousseau (1980). Later ages including age 40 years were analyzed and
reported by Stine et al. (2001). Measurements for ages 3, 7, 17, 30, and 40 years are analyzed for
this report. Only families that had greater than two replications per test site were included in this
analysis. Of the 76 full-sib crosses, 66 families met this criterion. In this analysis, ASReml
software was used to generate genetic variance components of a mixed model (Gilmour et al.
2002).

Results and Discussion

The strong genetic basis of the experiment, coupled with superb silvicultural management of the
sites, allowed us to successfully partition the genetic and environmental components of variation
in various growth and survival traits. We found substantial genetic variability in growth and
survival among these longleaf pine families. Family means for individual-tree volume ranged
from 12.7 to 24.9 cubic feet (0.36 to 0.70 cubic meters) at age 40 years.
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For later ages (=17 years) growth traits, non-additive genetic (specific combining ability, SCA)
variance was high, relative to additive genetic (general combining ability, GCA) variance (Table
1). Similarly, the ratio was high for tree survival trait at age 40 years (Table 1). The variance
component estimates along with their standard errors are reported in Table 2. The relatively large
proportion of non-additive genetic variance after age 7 years is noteworthy and is consistent with
previous reports (Rousseau 1980; Stine et al. 2001). However we are reporting larger non-
additive to additive genetic variance ratios for some traits. Our current analysis includes a larger
sample of families than used in the analyses of Stine et al. (2001), because of our less stringent
restriction on numbers of trees required per family, an additional earlier age (age 3 years), and
we have used different computational and analytical methods. It remains to be seen whether this
stronger non-additive effect holds up in further analyses, but clearly we are seeing a trend of
higher SCA variance versus GCA variance starting after stand closure and continuing to mature
stand ages.

Broad implications of these results for longleaf pine breeding and species conservation can be
stated as follows. First, breeding programs for longleaf pine should not ignore specific
combining ability (SCA) in developing production and breeding populations. Second, substantial
genetic variation in growth and survival were found among non-selected parent trees in a natural
stand within a small area (80 acres), indicating that much genetic variation for important traits
exists in natural populations of longleaf pine.

Table 1. Ratios of non-additive to additive genetic variances for the longleaf pine diallel
experiment for growth and survival across different ages. Data suggest that by age 17, non-
additive genetic variance is generally large compared to additive genetic variance.

Trait Age3 Age7 Agel7 Age30 Agedo
Height 0.0 0.22 2.1 - - 0.80
DBH -- 0.38 1.32 1.27 3.21
Volume -- -- 1.35 - - 2.23
Survival -- 0.08 0.45 0.27 2.76
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Table 2. Genetic variance components (w/ std. errors), and ratios of non-additive (SCA) to
additive (GCA) genetic variance at ages 17 and 40 in the longleaf diallel experiment.

Trait SCA GCA (o rano
Age 17

Height  78.25 (30.8) 36.5 (22.4) 2.1

DBH 5.39 (2.02) 4.08 (2.07) 1.32

Volume  18.07 (7.81) 13.40 (7.02) 1.35

Survival 0.035 (0.037) 0.076 (0.040) 0.45
Age 40

Height 95 (70.0) 118.5 (61.2) 0.80

DBH 16.13 (5.76) 5.03 (3.24) 3.21

Volume 215.25 96.5 (59.3) 2.23

Survival 0.140 (0.053) 0.051 (0.031) 2.76
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HYBRIDIZATION IN NATURALLY REGENERATED SHORTLEAF PINE NEAR
ARTIFICIALLY REGENERATED STANDS OF LOBLOLLY PINE

John F. Stewart,! Charles G. Tauer, James M. Guldin, C. Dana Nelson

'Department of Natural Resource Ecology & Management, Oklahoma State University,
Stillwater, OK

Shortleaf pine (Pinus echinata Mill.) is an important timber species found throughout the
southeastern United States. The species is known to hybridize with loblolly pine (Pinus taeda
L.), another very important timber species in the southeastern United States. While the two
species often occur together, loblolly pine generally occurs on more mesic sites, and shortleaf
pine is generally found on more xeric sites. In the Mid-South, the natural range of loblolly pine
ends at the northern edge of the upper west Gulf Coastal Plain; as a result, shortleaf pine is the
only naturally-occurring pine in the Ouachita and Ozark Mountains, where it often forms pure
pine-dominated stands especially on southern aspects. The transition from mixed loblolly pine
and shortleaf pine stands to shortleaf pine stands without loblolly pine is occasionally patchy.
Additionally, timber companies prefer to plant loblolly pine in their plantations, which may be
outside of the natural range of the species.

Factors leading to introgression in loblolly pine and shortleaf pine may include the distance
between stands, or the common condition in which both species are naturally found together in
stands in the upper west Gulf region. In the present study we used microsatellites to measure
levels of hybridization and introgression in naturally regenerating shortleaf pine stands in the
Caney Creek Wilderness Area located on the Ouachita National Forest in west-central Arkansas.
This area is allopatric by about 40 kilometers relative to loblolly pine. However, extensive
plantations of loblolly pine have been established in this area over the past four decades on
private lands managed intensively for timber and fiber productivity in support of local forest
industry.

Materials and Methods

Current-year leaves were collected from four locations in the Caney Creek Wilderness Area,
Polk County, Arkansas, which is part of the Ouachita National Forest. Each collection location
was on the corner of an approximate rectangle about 32 km from east to west and 24 km from
north to south. Collection sites were thus labeled northwest (NW), southwest (SW), northeast
(NE), and southeast (SE). Twenty-five possible parent trees—trees that were at least 30 years
old and labeled NWp, SWp, NEp, and SEp, depending on the source location—were sampled
from each location, and 100 naturally regenerated seedlings/saplings, which were labeled NW,
SW, NE, and SE, were also sampled from each location. The DNA was extracted from leaf
tissue through cutting the leaves into small pieces and then using the Qiagen DNeasy 96 Plant
Kit (Qiagen, Velencia, CA).

Twenty-five microsatellite markers previously confirmed to be polymorphic in both speices were
used in this study. Three primers for these markers were used during PCR, two that flanked the
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short sequence repeat region and one primer labeled with a fluorophore. All PCR products were
scored using a LI-COR 4300 DNA Analyzer (LI-COR Biosciences, Lincoln, NE).

General population genetic analyses were performed with the software GenAlEx 6.3, which
calculated ®pr, Nei’s genetic distance, the inbreeding coefficient (F;s), expected heterozygosity
(Hg), observed heterozygosity (Ho), and Hardy-Weinberg Equilibrium statistics. Structure
version 2.3.2 was used to determine hybrid character of individuals. We set population number k
to 2, which represents the two species analyzed in this study. Hybrids were reported when
predicted genome proportion levels (Q) were between 0.9531 and 0.0469, about what is expected
for trees in an F1 cross or a first through third backcross generations. In order to test whether the
proportion of hybrids in the sapling populations was different from the proportion of hybrids in
the parent populations, a X test was performed, using the proportions of individuals that were
assigned to each hybrid category: F1s and loblolly pine backcrosses, shortleaf pine backcrosses,
and shortleaf pines.

Results and Discussion

The estimate of population differentiation (®pt) was calculated across all 8 populations to be
0.064, which is normal for a wind-pollinated forest tree and is in agreement with previous
measures for the species (Stewart et al 2010). The correlation coefficient (R?) for geographic
distances and genetic distances of the populations was 0.103, which is insignificant (p= 0.057).
Average expected heterozygosity (Hg) for all populations was 0.514. For the parent populations,
average He was 0.497, and for the sapling populations, average He was 0.531. Average observed
heterozygosity (Ho) for all populations was 0.422, while average Ho for the parent populations
was 0.409, and average Ho for the sapling populations was 0.435. The mean inbreeding
coefficient (F,s) was 0.176, indicated little inbreeding. Fys for the saplings (0.169) was similar to
Fs for the parents (0.189). Of the 25 markers used in this study, 5 of them passed the Hardy-
Weinberg Equilibrium test, showing that the population as a whole is in transition.

In all sample sites, the measured number of hybrids decreased, but chi-square tests showed that
any differences were not statistically significant. Correlations for different measures for
relationship between the geographic distance to the nearest loblolly pine plantations and levels of
hybridization were all insignificant. However, all trend lines were negative, which would be
expected, as trees more distant from the plantations should have less hybridization than trees that
are closer to the plantations. The relationship between the distance from the nearest loblolly pine
plantation versus average Q value among the saplings was R? = 0.3060 (p = 0.447). That
relationship among the parents was R? = 0.4317 (p = 0.343). The relationship between the
nearest loblolly pine plantation versus the average Q value among the combined populations was
R?=0.3293 (p = 0.137). The relationships between distance from the nearest loblolly pine
plantation and the percent hybrids in each population was R? = 0.3851 (p = 0.379) among the
saplings, R* = 0.886 (p = 0.059) among the parents, and R? = 0.4768 (p = 0.058) among the
combined populations. The lack of correlation may be due to an insufficient number of sites
sampled and the sites being too close together.
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On average, the pines in this study had 2.50 leaves per fascicle with a standard deviation of
0.336, which is consistent with the common description of shortleaf pine having two or three
leaves per fascicle. The average leaves per fascicle for each individual did not correlate with
those individuals’ structure values, either when all individuals were included (R>=0.01) or when
only hybrid individuals were included (R?=0.06).
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GENETIC RESOURCE MANAGEMENT AND CLIMATE CHANGE:
GROWING HEALTHY FORESTS FOR THE FUTURE

Barbara S. Crane,* Paul Berrang, Tom Blush, Vicky Erickson, Mary Frances Mahalovich,
Richard Sniezko, and Monty Maldonado

YUSDA Forest Service National Forest System, Washington DC

Providing seed for operational reforestation and restoration has long been the principal focus of
the U.S. Forest Service’s Genetic Resource Management Program. Although this work will
continue into the future, climate change predictions will require changes in the ways these needs
are met.

The guiding principle for managing the genetic resources of National Forests has been through
the use of local seed sources in reforestation and restoration. The advent of a rapidly changing
climate, however, means that a new paradigm will be required to maintain healthy and
productive vegetation on National Forests and to preserve at-risk species and populations. At a
minimum, the current practice of relying on seed sources that were best suited to the past climate
will need to shift to allow consideration of the source, or sources, of seed that will be best suited
to predict future climates. In many cases, species and seed sources that may be optimal under
climate change scenarios have not received adequate research or management attention and thus
lack basic genetic information as well as sufficient representation in forest seedbanks. More
aggressive gene conservation programs, especially ex situ seed collection, will also be needed for
species and populations most vulnerable to climate change impacts.

At present, there is no generally applicable national guidance for incorporating climate change
impacts into the management of National Forest genetic resources. In the spring of 2010, Forest
Service and university geneticists convened to share background information and develop
consensus for revising National Forests System genetic resource management guidelines. The
goals of the meeting were to 1/ provide information on climate change scenarios and potential
effects on vegetation and forest genetic resources, 2/ facilitate the interaction and exchange
between climate scientists and geneticists to develop strategies for responding to climate change
in Forest Service genetic resource management programs, 3/ identify genetic options for
responding to climate change and its effects on vegetation and genetic resources, with an
emphasis on the next 5-10 years, 4/ identify gaps related to information, resources, research, and
tools needed to manage effectively within a changing climate. A whitepaper on key genetic
issues, guidelines, and program gaps/needs in light of climate change is currently under
development.
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SCALING-UP TRANSGENIC AMERICAN CHESTNUT SOMATIC SEEDLING
PRODUCTION FOR THE FOREST HEALTH INITIATIVE

Scott A. Merkle,* L. Kong, R. Tull, G. Andrade, P.M. Montello, C.T. Holtz, R. Sakowski, S.
Bryson, and C.J. Nairn

“Warnell School of Forestry and Natural Resources, University of Georgia, Athens, GA

American chestnut (Castanea dentata) was once one of the most important forest trees of eastern
North America, both ecologically and economically. With a range stretching from Maine to
Alabama, it reached its greatest size and density on the ridges and benches of the Southern
Appalachians, where it is estimated that one in four trees was an American chestnut. Huge
volumes of American chestnut were harvested annually in the region, and the durable wood was
used for construction of houses, barns, fences and furniture. The nutritious nuts were consumed
by wildlife and people. The central role of chestnut in Appalachian life changed dramatically
following the accidental introduction of the chestnut blight fungus (Cryphonectria parasitica) on
Asian chestnut planting stock late in the 19" Century. The fungus is a necrotroph, entering any
wound in the bark and producing a mycelia fan under the bark that kills the cambium and young
xylem and phloem with oxalic acid and then consumes the dead tissue. Eventually, the stem is
girdled, killing the tree. First documented in New York City, the blight spread southward at the
rate of 200 miles every ten years, killing almost every American chestnut tree in its path. Since
its appearance, multiple approaches to combat chestnut blight and restore the American chestnut
to the forest have been attempted. These approaches have included application of fungicides,
searches for naturally resistant American chestnut trees, mutation breeding via gamma irradiation
of nuts, hypovirulence and breeding with resistant Asian chestnut species. While the initial
attempt by the USDA to use this last approach ended in apparent failure, a more recent hybrid
backcross breeding program initiated by The American Chestnut Foundation in the 1980s has
made substantial progress toward producing hybrid trees with near-Chinese chestnut levels of
resistance.

Another recent approach to production of blight-resistant trees involves application of in vitro
propagation and genetic engineering. Laboratories at the University of Georgia (UGA) and The
State University of New York-Environmental Science and Forestry (SUNY-ESF) have been
conducting research on genetic engineering of chestnut for over 20 years. While these labs made
substantial progress developing protocols for producing transgenic chestnut trees, production of
trees with genes with potential anti-fungal activity lagged until recently, when significant new
support for the research was provided by the Forest Health Initiative (FHI). FHI chose American
chestnut as its first target for research in its mission to demonstrate the application of
biotechnological tools to address forest health threats in the U.S. The application of in vitro
clonal propagation and transgenics is part of a “braided” approach to bring the tools of
biotechnology to bear on the chestnut blight problem, which also includes efforts in the areas of
germplasm, breeding, genomics and gene discovery. In addition to biological sciences research,
the FHI also includes teams focusing on social and environmental issues and on regulatory and
legal affairs associated with biotechnology and forest health. As part of this effort, we are
collaborating with scientists from multiple universities (SUNY-ESF, Penn State, Clemson), The
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American Chestnut Foundation (TACF) and the USDA Forest Service to employ somatic
embryogenesis (SE) for several project objectives. SE will be used to propagate blight-resistant
hybrid backcross-derived material from TACF’s breeding program for clonal testing. SE will
also provide target material for testing candidate genes (CGs) from Chinese chestnut and
heterologous sources that may provide resistance to the blight fungus and/or Phytophthora,
which is a particular problem in the southern part of the range. With regard to transgenics,
screening of hundreds of embryogenic cultures has already been conducted to identify a handful
of “workhorse” culture lines that will be the main targets of transformation with all CGs.
However, in order to be selected as a “workhorse” line, a culture line not only has to be
“captured” and grow well in suspension culture, but has to successfully pass a number of other
bottlenecks, including unambiguous sensitivity to selection agents and ability to produce high-
quality somatic embryos and somatic seedlings following transformation.

New embryogenic cultures were initiated from several American chestnut full-sib and half-sib
families from different parts of the range hybrid backcross material in 2009 and 2010. In 2009,
over 9000 seeds were cultured, resulting in 64 new embryogenic cultures lines or an overall
capture rate of 0.7%, while in 2010, over 8500 seeds were cultured, producing 107 new
embryogenic cultures for an overall capture rate of 1.23%. A new germplasm agreement with
TACF enabled culture, for the first time, of TACF B3F3 hybrid backcross material, resulting in
capture of embryogenic cultures from 10 B3F3 families representing two lines of blight
resistance. Copies of all embryogenic chestnut cultures were cryostored following our published
protocol (Holliday and Merkle 2000). Once established, 2009 embryogenic cultures were
screened for potential to produce somatic embryos and somatic seedlings and displayed a range
of productivities. Some lines could produce over 100 well-formed somatic embryos per 0.5 g of
starting material, following our published protocol for somatic embryo production from
suspension cultures (Andrade and Merkle 2005), and some culture lines demonstrated conversion
frequencies over 50 percent. Lines initiated in 2010 are currently being screened for somatic
embryo and somatic seedling production potential. Culture lines capable of producing a
minimum of 10 somatic seedlings are needed to test the concept of clonal testing of genotypes
for blight resistance. In addition, information from these culture screens was used to choose three
of the most productive lines to uses as “workhorse lines” for transformation with CGs.

Transformation of workhorse lines with new, modular CG and reporter gene constructs began in
2010, using the transformation protocol detailed in Andrade and Merkle (2009). At the start of
the project, we projected that we could move only 2-3 CGs through the
transformation/regeneration “pipeline” per year, based on the shaken flask-based embryogenic
culture system we were using at that time. However, our recent adoption of airlift bioreactors for
growing embryogenic suspension cultures, rather than shaken flasks, greatly accelerated
production of embryogenic material for both somatic embryo production and Agrobacterium-
mediated genetic transformation. Currently, sufficient new target material for transformation
experiments can be produced every two weeks. This change allowed us to transform 12 CG
constructs and 3 reporter gene constructs into embryogenic American chestnut cells to in 8-9
months. Transformation frequencies for some target lines have been very high, producing almost
700 putative transformation events per 50 mg of inoculated tissue of one target line. Over 5000
transgenic events in 3-4 backgrounds (target lines) have been captured. Somatic seedlings
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carrying the first FHI CG, an anti-fungal peptide gene from the Gastrodia orchid, will be
transferred to the greenhouse soon and somatic embryos with four more CGs are in production.
Our goal is to generate 20 plant-producing transgenic events per CG, each capable of producing
at least 10 transgenic trees to be screened in the field for blight and/or Phytophthora resistance.
The first field planting of transgenic chestnuts produced at UGA was installed in May 2011.
Over 100 transgenic chestnuts carrying the ESF39 synthetic antimicrobial peptide gene (Powell
et al. 1995) were planted and some of these trees should be sufficiently large by summer 2011 to
inoculate with the blight fungus for resistance screening.
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SILVICULTURE OF VARIETAL LOBLOLLY PINE PLANTATIONS: EVALUATION
OF SPACING AND SILVICULTURAL TREATMENTS ON GROWTH AND
INTRACLONAL UNIFORMITY

Marco Yanez,' Thomas Fox, John Seiler, and Jose Stape

'Department of Forest Resources and Environmental Conservation, Virginia Polytechnic
Institute and State University, Blacksburg, VA

During the last decades, the efforts in genetic improvement have contributed to increase
productivity of loblolly pine in the South (McKeand et al. 2003). Recently, there has been
increased interest in developing varietal forestry. It has been reported that higher genetic gains
can be achieved by using varieties, resulting in higher yield and phenotypically more uniform
stands (Zobel and Talbert 1984). Also, it has been argued that the potential deployment of elite
genotypes will require intensive levels of silviculture including site preparation, weed control,
fertilization, and spacing.

Working at a variety level, the expected responses in growth may vary considerably due to site
or silvicultural treatment differences. Stoval et al. (2010) found contrasting results for different
loblolly pine varieties in response to fertilization, which were tested in the same site conditions.
Some varieties showed positive response to fertilization, others did not response, and a few of
them exhibited a negative response. On the other hand, increasing the genetic uniformity is not
necessarily associated with an increase in the uniformity of growth or physiological traits
(Aspinwall et al. 2011). In this report, we present some preliminary results of two-years trials
located in two contrasted sites in the southern United States (Virginia Piedmont and North
Carolina Coastal Plain), where the same genotypes were planted and managed using intensities
of silviculture.

Materials and Methods

A study of varietal silviculture of loblolly pine was established in 2009 at two sites in the
southern U.S. One site was located in the Virginia Piedmont at the Virginia Tech Reynolds
Homestead Research Center. Soils at this site were well-drained Fairview series. This site
previously supported a mixture of loblolly, Virginia and white pine stands that were harvested in
2007 and 2008. The second site was located in the North Carolina Coastal Plain at Bladen Lakes
State Forest. Soils at this site were poorly drained Rains series. This site previously supported a
loblolly pine stand. The study was a split-split plot design with two levels of silviculture
(operational and intensive) as the main plots, six genotypes entries (LOP, 1CMP, 4 clones) as
sub-plots, and three different planting densities (250, 500, and 750 trees per acre) as sub-sub-
plot. At the Reynolds site, the experimental unit consisted of block-plots of 81 trees (in an
arrangement of 9 by 9 trees) with 4 replicates. At the Bladen site the experimental unit was a
block-plot of 63 trees (in an arrangement of 9 by 7 trees) with 3 replicates.

The site preparation at both sites was a chemical application, followed by a broadcast burning at
Reynolds, and a VV-blade bedded using a Savannah bedder at Bladen. The operational silviculture
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consisted of a banded weed control during the first growing season, whereas the intensive
silviculture included broadcast herbaceous weed control during year 1 and 2 and an application
of fertilizer (150 Ibs/acre N + 25 Ibs/acre P) during the winter prior to the start of the second
growing season. The genetic entries consisted of 1 open pollinated family (OP), 1 mass control
pollinated family (CMP), and four varieties designated C1, C2, C3 and C4. The varieties C3 and
C4 were selected as having a wide crown ideotype, whereas C1 and C2 were selected having a
moderately broad crown.

Total height and crown width were measured during winter (January 2010 and January 2011).
Crown width was measures twice, parallel and perpendicular to the planting row, and the average
per tree was used for used in the analysis. The means and coefficient of variation was calculated
at each experimental unit, which were subjected to analysis of variance to determine the sources
of variability in growth and uniformity. The analyses of variance were done with the MIXED
procedure of the Statistical Analysis System (SAS), version 9.2 (SAS Institute, Cary, NC, USA).

Results and Discussion

At the end of the second growing season, tree height was a 39% higher at Reynolds (Virginia
Piedmont) than in Bladen (North Carolina coastal plain, Figure 1). The levels of the water table
in the poorly drained soils at the Bladen site, which probably affected tree development at this
stage. However, we anticipate that the growth will be greater at Bladen in the future when tree
development increases and higher evapotranspiration rates decrease water table level. Moreover,
a higher variability of growth was present in the plots at Bladen than Reynolds, with within-plot
coefficient of variation of 41% and 26% in the second year, respectively. Microtopographic
differences in soil drainage likely affect root growth and increase heterogeneity in growth across
the landscape in the second year. At the Reynolds site, where the soils are well drained, there
was not an increase in the plots variability across the years (Figure 1).

There was no significant effect of planting spacing and silvicultural treatments after 2 years.
However, plots having intensive silviculture performed better in growth at the two sites. The
averages for tree height at the second year were 23% and 7% higher with intensive silviculture
than operational at the Bladen and Reynolds sites, respectively. The high variability in growth
within the plots probably masked the differences in the silvicultural treatments at this age.

At the two sites, there were significant differences among genetic entries for all the variables.
Means tree height for the varieties were significantly different from the OP and CMP families at
both sites and years (Figure 1). Moreover, higher within-plot uniformity was found using
varieties, supporting the hypothesis of varietal forestry in which increasing the genetic
uniformity should increase the stand yield and uniformity. These results must be carefully
interpreted because of the narrow genetic diversity tested. Increasing the genetic uniformity is
expected a major genetic control of quantitative traits of interest such growth, and uniformity;
however, there is some evidence contradicting this fact (Aspinwall et al. 2011). Although
varieties had similar growth rates each site, variety 4 was more uniform (lower CV) at both sites,
which highlights the importance of selection from this point of view.
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There was a positive correlation between crown width and tree height, with values of 0.82 and
0.7 for Bladen and Reynolds site, respectively. Varieties had greater crown width values than
families, but there were not differences between the varieties with different crown ideotype at
this stage. Despite of the young age of the trees, our preliminary results showed that growth and
uniformity was higher in plots containing varieties than families, and that differences are
accentuated with intensive silviculture.
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Figure 1. (A) Means tree height obtained per site and genetic entries during the first two years.
Bars designate one standard deviation. (B) Coefficient of variation of each site and genetic
entries during the first two years.
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SUN GRANT POPULUS FEEDSTOCK PROGRAM
Randall J. Rousseau’
!Department of Forestry, Mississippi State University, Mississippi State, MS

The focus of the project is to develop clones of either Populus species or hybrids for the
Southeast, Pacific Northwest, Midwest, and North-Central United States. The initial step was to
establish a series of consolidated clone trials where each of the four cooperators, which included
ArborGen, GreenWood Resources, University of Minnesota, and Mississippi State University,
provided 20 clones. This test series were established in 2010 and 2011 at five locations. The
clones contributed by the University of Minnesota were primarily recently developed P.
deltoides x P. nigra (DN) hybrids. The hybrid clones provided by GreenWood Resources
incorporated a variety of species combinations including P. trichocarpa x P. deltoides (TD), P.
trichocarpa x P. nigra (TN), P. deltoides x P. maximowiczii (DM). The ArborGen clones were
primarily P. deltoides, but also included three TD hybrids. Mississippi State provided all P.
deltoides clones. Growth and disease ratings are the two traits that will be examined prior to
more intensive testing. Breeding began in 2011 and is aimed at producing both intra- and
interspecific hybrids for use on more marginal sites. The parents selected for the initial stages of
breeding include more recent P. deltoides and P. nigra selections. Other efforts in 2010 and 2011
include a P. nigra clone test, an open-pollinated P. deltoides progeny test and a series of
permanent growth and yield plots. Future plans call for additional clonal screening trials,
intensive clonal tests, and an increased emphasis on breeding efforts.
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GENETICS OF PURE AND MIXED FAMILY PLOT YIELDS IN LOBLOLLY PINE

C. Dana Nelson,* Kurt H. Johnsen, John Butnor, Larry H. Lott, G. Sam Foster,
and Warren L. Nance

1Southern Institute of Forest Genetics, Southern Research Station, USDA Forest
Service, Saucier, MS

Mixed and pure family plots of 10 half-sib families of loblolly pine (Pinus taeda L.) were
planted in replicated experiments at two spacings on two sites in south Mississippi and
Louisiana. Plots sizes were 70 trees (10 x 7 tree blocks) with three complete replications per
spacing per site. Tree spacings were 1 x 2 and 2 x 2 meters (~2000 and ~1000 TPA, respectively)
and individual tree measurements were made at ages 5, 10 and 15 years. Mixed plots consisted of
paired families randomized in 75/25 and 25/75 ratios of trees planted as well as all families in
randomized rows and all families in random mixes. By age 10 the wider spacing plots were
yielding at or near to the closer spacing plots. Stem volume yield differences among treatments
(family composition X plot type) appeared stronger at closer spacing (1 x 2 m) than wider
spacing (2 x 2 m), and family composition was the strongest factor, over mixed vs. pure plots
and ratios within mixed plots. Mixed family plots yielded higher than pure family plots, although
family x mixture ratio and family x spacing were significant sources of variation. Some binary
family mixes appeared promising for maximizing plot yield. From a genetic testing standpoint
family row plots were more highly correlated with family pure plot yields than were non-
contiguous plots.
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THE EFFECT OF THE BLUP BREEDING VALUES IN GENOMIC
SELECTION ACCURACY

Patricio R. Munoz,* Dudley A. Huber, Marcio Resende, Matias Kirst, Tania Quesada, and
Gary F. Peter

'School of Forest Resources and Conservation, University of Florida, Gainesville, FL

In tree and cattle breeding populations, pedigree errors have been estimated to be ~ 10%. Even
minimal errors in pedigree can cause an underestimate of the additive variance and a decrease in
the BLUP breeding value (BV) prediction accuracy. Traditionally, a relationship matrix (A)
derived from the pedigree is used in mixed model prediction of BV (Henderson 1972). The A
matrix has the expected relationship values between individuals (i.e. 0.5 for full-sib) but does not
account for variation caused by Mendelian segregation among individuals (Mrode 2006).
Simulations have demonstrated that the observed relationship matrix (ORM) derived from a
panel of SNPs can be used to correct pedigree relationships. In addition, use of the ORM rather
than the A matrix in the BLUP analysis of phenotypic data yields less biased estimates of the
true heritability and more accurate predictions of BV.

Predictions of BV with traditional BLUP analysis from phenotypic data are the input for
construction of prediction models based solely on genotypic information, genomic selection (GS)
(Meuwissen et al. 2001). Posteriorly, BVs are correlated with GS-predictions to assess the
accuracy of the GS models. Thus, bias in BVs and/or pedigree errors should decrease GS
accuracy.

The objectives of this study are to construct the ORM from SNP data available from a small pine
breeding population to first compare the accuracy on the BV prediction by using the original
pedigree in BLUP and by using a pedigree corrected using the ORM. Second to determine the
effect on the GS accuracy using these sets of BVs. Evaluate the effect of incorporating the ORM
directly in the BLUP BV prediction. And to evaluate the effect on GS accuracy when using BV
that have confounded non-additive effects.

The data correspond to a clonal population of loblolly pine phenotyped at six years for total
height (HT) and genotyped with SNPs markers. The ORM was constructed based on a recently
published method. BLUP analysis were performed in ASReml (Gilmour et al. 2006), and GS
was performed using the RR-BLUP method (Meuwissen et al. 2001). Accuracies for BV
predictions were obtained following Mrode (2006) and GS accuracy was calculated as the
correlation between the BLUP-BV and the GS-BV (Goddard et al. 2009).

When compared to traditional BLUP with the original pedigree, using the ORM corrected
pedigree increase heritability from 0.26 to 0.31, BLUP-BV accuracy from 0.80 to 0.85, and GS
accuracy from 0.64 to 0.77. An additional increase in GS accuracy (3%) could be reached if the
ORM is incorporated directly in the BV predictions by BLUP. Finally ignoring non-additive
effects on the BV prediction by BLUP and using those BV in GS generate a considerable
decrease in GS accuracy (33%).
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IMPACTS OF SPACING AND GENETIC HOMOGENEITY ON GROWTH PATTERNS
IN JUVENILLE LOBLOLLY PINE

Joshua Steiger,' Bronson Bullock, Ross Whetten, Bob Abt, and Steve McKeand

'Department of Forestry and Environmental Resources, North Carolina State University,
Raleigh, NC

There is a lack of information on the effects of genetic homogeneity on individual stem- and
stand-level characteristics for loblolly pine. With the increasing acreage that is planted from a
specific genetic family, research is needed to compare differences in growth patterns across
varying levels of genetic homogeneity. In this study, we wanted to compare stand uniformity and
productivity among loblolly pine genotypes of contrasting inherent genetic homogeneity while
incorporating two planting densities. To examine genetic effects on stand uniformity and
productivity, we grew ten different genotypes (three open-pollinated families, three full-sib
families, three clones, and one seed orchard mix variety) in a plantation setting for 5 years, at
two different planting densities (436 and 218 tree per acre). At age 5, average volume of the
most productive genotype at the low planting density was 147% greater than that of the least
productive genotype. Furthermore, the high density planting yielded similar results with a gain of
145% over the least productive genotype. Annual volume ranks among the genetic entries were
consistent at the high planting density. In contrast, the volume ranks changed for many of the
genetic entries at the low density planting. This suggests that there is genetic by spacing
interaction taking place within many of the genotypes. More genetically homogenous genotypes
did not show greater stand-level uniformity for height or diameter at breast height (dbh). Full-sib
and open-pollinated genotypes had significantly lower CV’s than the three clones, from age 1 to
5. However, the coefficient of variation for all genotypes decreased as age increased, suggesting
genetic homogeneity may be more evident in phenotypes as trees mature.
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AMERICAN SYCAMORE BREEDING STRATEGIES FOR GROWTH
MAXIMZATION AND DISEASE RESISTANCE

Joshua P. Adams,* Randall J. Rousseau, and Theodor D. Leininger
'Department of Forestry, Mississippi State University, Mississippi State, MS

An open-pollinated progeny test of Westvaco’s High Wood Density American Sycamore
(Platanus occidentalis L.) Seed Orchard, selections from their First-Generation Seed Orchard,
selections from the 1983-1984 Limited-Range Provenance/Progeny Test, and six control-
pollinated families was established in 2002 and 2003. All 55 open-pollinated families were
planted at two sites in western Kentucky and south-eastern Missouri. The control-pollinated
families were generated from selections that exhibited disease resistance and susceptibility to a
variety of diseases, where symptoms included bronzing of leaves and crown dieback. A mating
design using resistant and susceptible parents resulted in two families representing resistant by
resistant, resistant by susceptible, and susceptible by susceptible. These six full-sibling families
were also incorporated with the half-sibling plantings and were given to the US Forest Service
Center for Bottomland Hardwood Research for testing near Stoneville, MS. All Stoneville trees
were challenged by inoculation fall 2002 with the leaf-scorch-causing bacterium, Xylella
fastidiosa. Diameter and height data were recorded at ages three, five, seven, and nine. Bacterial
leaf scorch disease presence on all Stoneville families was recorded as symptomatic or
asymptomatic/mildly symptomatic. Among the half-sibling families at four ages of
measurements (i.e., three, five, seven, and nine) the average family heritability was 0.59 for both
height and diameter and 0.53 for volume. These strong heritability values indicate that superior
growth can be captured through family selection. Furthermore, age-age correlations indicate that
making selections based on age-five data results in the greatest precision for gains at age nine for
half-sibling families. Analysis of presence and absence of disease among control-pollinated
families also indicates that breeding of bacterial leaf scorch resistance can be achieved simply
through crossing two parents that show resistance. This results in slightly more than a 4.5 fold
decrease in the probability of infection by age nine. Overall, these results indicate that sycamore
has a large capacity for improvement through traditional breeding.
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THE GENOMES OF GIANTS: A COMPARATIVE WALK THROUGH
THE FOREST OF TREE GENOMES

Albert Abbott*
'Department of Genetics and Biochemistry, Clemson University, Clemson, SC

In the past decade, significant advances in the genetics and genomics of fruit and forest trees
have led to the development of the tree genome models. These models are currently being
exploited to uncover the genes and gene networks that control the myriad of important traits that
define our tree resources. To often however, the significant advances in one species are not
rapidly translated to other species due to the lack of our understanding of the structural and
functional genomics similarities and differences among species in different families.
Comparative genomics analyses provide the avenue to explore the evolution of tree genomes
often providing details of genes and gene networks that impact characters important to both the
forest and fruit tree sustainability. In this presentation the application of such comparative
strategies will be presented in the context of characters that significantly impact the fruit and
forest tree industries and examples of the cross species utility of the model genomes for
candidate gene discovery will be provided as a roadmap for advancing our understanding of tree
genetics.
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EVOLUTION, REGULATION AND MANIPULATION OF POPULUS TUBULINS: THE
USUAL SUSPECTS WITH UNUSUAL CONSEQUENCES

Prashant Swamy, Feng Long, Batbayar Nyamdari, Jeng-Der Chung, Shawn D. Mansfield, Scott
A. Harding, and C.-J. Tsai*?

"Warnell School of Forestry and Natural Resources, University of Georgia, Athens
GA; *Department of Genetics, University of Georgia, Athens GA

Cortical microtubules are cytoskeletal components that have important roles in morphogenesis.
Of particular relevance to the bioenergy and forest products industry is the postulated role of
microtubules in orchestrating cellulose microfibril deposition during cell wall formation. The
microtubule component proteins a- (TUA) and B-tubulins (TUB) are encoded by multi-gene
families with very high overall sequence homology across species. We have previously
characterized the spatiotemporal expression patterns of the Populus TUA and TUB families
(Oakley et al. 2007). In addition to identifying several xylem-abundant and bending-responsive
isoforms, we found unusual sequence heterogeneity at the C-termini, the post-translational
modification (PTM) hot-spot in animal tubulins. To investigate tubulin function during wood
formation, we developed a suite of transgenic Populus that exhibit perturbed TUA to TUB
transcript ratios, or that express tubulin PTM mimics. Most of the construct combinations
resulted in abnormal organogenesis and vascular development, and failed to produce viable
plants. Only three of the combinations led to whole-plant regeneration, and interestingly, all
three featured the C-terminal variants. The transgenic trees appeared morphologically normal,
but exhibited a range of epinasty and twisting in mature leaves. Bark color was noticeably lighter
in the transgenics. Lignin content and lignin structure were differentially altered in the
transgenics. The results are consistent with a function of microtubules and microtubule PTMs for
plant development and cell wall biogenesis in Populus, and offer novel strategies to manipulation
of wood properties.
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and expression of alpha- and beta-tubulin gene families in Populus. Plant Physiology
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HYPER-ACCELERATING BREEDING AND ADAPTATION OF LOBLOLLY PINE
USING GENOMIC SELECTION

Matias Kirst"?, Patricio R. Munoz, and Marcio F.R. Resende

'School of Forest Resources and Conservation, University of Florida, Gainesville, FL;
2Genetics Institute University of Florida, Gainesville, FL

Increasing in demand for wood products and growing evidence of climate change creates a
pressing need for the development of more productive germplasm that is adapted to existing and
novel sources of biotic and abiotic stress. Marker-assisted selection (MAS) was previously
proposed as an approach to accelerate genetic improvement of conifers. However, the very
limited proportion of the total genetic variation captured by the markers identified in association
studies hinders their practical application in breeding program. Alternatively, the combined
effect of all available markers may be estimated simultaneously, and used to predict the genomic
breeding value of progeny in future generations. This approach of Genomic Selection (GS) has
become widely adopted in animal breeding and is now of increasing interest to tree breeders. GS
greatest impact is expected in breeding of conifers, by significantly reducing the breeding cycle
and facilitating early selection of traits expressed late in the rotation, with low heritability. In this
presentation the implementation of GS in conifer tree breeding programs will be discussed in
light of our experience in developing prediction models for a breeding population of loblolly
pine. The results to be discussed demonstrate the feasibility and remarkable gain that can be
achieved by incorporating GS in breeding program of conifers, compared to traditional breeding.
However, there are clear limitations in the use of prediction models across breeding zones and
ages, and obstacles in model transferability across populations should not be underestimated.
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TOWARDS A POPLAR BIOMASS PROTEIN-PROTEIN INTERACTOME

Mingzhe Zhao, Chengsong Zhao, Xiaoyan Jia, Xiaoyan Sheng, Allan Dickerman, Eric Beers,
and Amy Brunner®

'Department of Forest Resources and Environmental Conservation, Virginia Polytechnic
Institute and State University, Blacksburg, VA

Interactions between proteins are central to nearly all biological functions. We are identifying
and mapping Populus protein-protein interactions relevant to woody biomass formation by
focusing on proteins that are coexpressed in developing secondary xylem. Through integration
with other ‘omics data, this high-confidence wood interactome will provide a solid framework
for identifying key regulators of wood formation and biomass accumulation and for designing
strategies to alter biomass traits. We cloned 374 members of the poplar biomass ORFeome for
use in indentifying biomass protein-protein interactions. These biomass ORFs encode a variety
of protein classes, such as proteins involved in cell-wall synthesis and signal transduction as well
as proteins of unknown function. Completion of yeast two-hybrid (Y2H) binary assays involving
over 300 biomass ORFeome members has identified 11 interaction pairs. 60 biomass ORFeome
members are being used as bait proteins for an Y2H screen with a poplar xylem cDNA prey
library. Nine bait proteins have be completely through the screening process with 43 unique
high-confidence protein-protein interactions identified. Methods and results from these Y2H
screens as well as diagrams of identified biomass protein interaction modules are available at our
project website (http://xylome.vbi.vt.edu/index.html). In addition, functional analyses in planta
of selected interacting proteins can provide valuable insight regarding new strategies for
regulating woody biomass production. Thus, we have begun to functionally characterize select
interacting pairs in both Arabidopsis and poplar by ectopically expressing or suppressing genes
singly and in combination. Co-overexpression of interacting proteins PB15 (ROP-GTPase) and
PB129 (DUF620) in Arabidopsis resulted in expanded interfascicular regions containing
enlarged fibers compared to fibers in normal interfascicular regions of the inflorescence stem.
Notably, this phenotype was not observed in transgenics overexpressing just one of these genes,
showing the potential of interactome data to be translated into alteration of wood phenotypes.
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CONIFER TRANSLATIONAL GENOMICS NETWORK: BRINGING GENOMICS-
BASED BREEDING TO APPLICATION

Tom D. Byram,* Steve McKeand, Ross Whetten, Fikret Isik, Dudley Huber, Glenn Howe, Nick
Wheeler, C. Dana Nelson, Brad St. Clair, Jill Wegrzyn, and David Neale

"Western Gulf Forest Tree Improvement Program, Texas Forest Service and Texas A&M
University, College Station, TX

The Conifer Translational Genomics Network (CTGN) consists of researchers from six
institutions representing tree improvement cooperatives, genomics laboratories, and USDA
Forest Service research projects responsible for developing most of the conifers planted in the
United States. The goal of the CTGN project is to provide tree breeders with the genomic based
tools to make tree breeding both more effective and efficient. The four-year project, funded by
the USDA National Institute for Food and Agriculture (formerly CSREES) and the USDA Forest
Service, seeks to leverage more than 50 years of population development conducted by the tree
improvement cooperatives with the genomic and population genetics skills provided by
researchers at those same institutions and UC Davis. Additional activities supported by the
project include comprehensive education and outreach programs and the development of a
genetic stock center for both southern pine and Douglas fir. While each institution has its own
research emphasis, all are based on the use of genotyping large numbers of single nucleotide
polymorphisms (SNPs) for substantial numbers of individuals. These data are being used to
characterize genetic variation in managed populations, seek signatures of natural and artificial
selection, and improve selection efficiency through marker-trait association and development of
better analytical tools. Just as the CTGN was built on previous research, one of its chief
accomplishments has been to provide impetus and tools for future projects, most notably the
recently announced Pine Reference Sequence Project and the Southern Pine Climate Change
Mitigation and Adaptation Project. A brief overview of significant progress emerging from the
CTGN will be presented.
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CHASING OPPORTUNITIES OR IS IT THE OTHER WAY AROUND?
Shibu Jose*
The Center for Agroforestry, University of Missouri, Columbia, MO

Tree improvement research in the South has transformed the production and processing of wood
for traditional and non-traditional applications. While it has solidified South’s role as the wood
basket of the United States, significant challenges still lie ahead in meeting the ever increasing
demand for wood and woody biomass. The emerging bio-based economy where woody biomass
could contribute significantly to produce advanced biofuels and bio-based products has opened
up new opportunities and challenges. Development of such bioenergy systems provide expanded
markets and ecosystem services such as carbon sequestration and biodiversity conservation.
However, concerns about their water and nutrient use patterns and impacts on water quality and
quantity have surfaced over the years. While acknowledging the advancements made, this talk
will challenge the tree improvement community to respond rapidly to emerging issues and
opportunities.
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INTRODUCTION AND PROVENANCE TRIALS OF EASTERN WHITE PINE
(PINUS STROBUS) IN KOREA

Hyung-Soon Choi,* Keun-Ok Ryu, Young-Je Kang, Kwang-Ok Byun, and In-Sik Kim

'Warm-Temperature Forest Research Center, Korea Forest Research Institute,
Seogwipo-city, South Korea

Introduction of eastern white pine (Pinus strobus) was started in early 1900’s with small scale in
Korea. The real provenance trial sets were established in 1964 with five provenances at one site.
Three experimental sets for provenance trials were analyzed in this study. P. strobus were used
to analyze the growth performance of provenances over sites, growth patterns, provenance by
site interaction and correlation between ages. The superior provenance of P. strobus, suitable
environmental conditions were proved.

Materials and Methods

Set 1: As a first provenance trial of P. strobus, five provenance seeds (four provenances from
north America and one from Canada) had been introduced and established at one site (Hwasong
city) in 1964. Growth performance was analyzed among provenances at age 20.

Set 2: Second provenance test set were established with two provenances and four seed sources
(USA, Italy, and New Zealand) over four sites in 1972. The growth and growth pattern over ages
were studied among provenances. The growth of P. strobus was used to analyze provenance by
site interaction, correlation between growth and environmental conditions and between ages.

Set 3 : Third set was established with six provenances (from USA) at one site (Hwasong city) in
1986. Growth performance and growth pattern over ages were analyzed.

Results and Discussion

Set 1: The growth performance of P. strobus by provenances was investigated over ages. The
height (5.0 m) and D.B.H. (9.4 cm) of New York provenance was best at age 20. The growth of
Pennsylvania (height 4.3 m, D.B.H. 7.2 cm) was worst. The volume of NY provenance was over
3 times than reference pine (P. koraiensis). The needle length of NY provenance was 10.3 cm,
and that of Ontario provenance was 7.1 cm.

Set 2: Growth and growth pattern of provenances varied over sites. The volume growth at age 39
was best at the Chuncheon site among the four sites, and that of North Carolina provenance was
proved to be superior in every site. Growth pattern of height and diameter were very different
between provenances and sites. Height and diameter growth were positively correlated with ages.
Height growth was positively correlated with annual precipitation, number of foggy days and
sand contents in the soil while diameter growth was positively correlated with longitude, altitude
and clay contents in the soil of the test sites. Variance component analysis revealed that there is a
provenance by site interaction in diameter growth but no interaction in height growth. The
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portion of interaction tern of total variation explained 2.0~2.5% in height and 18.9~24.6% in
diameter of the total variation according to the analysis of covariance and AMMI model,
respectively. North Carolina provenance was proved to be best provenance with good
adaptability (stability) and performance and New York provenance was worst.

Table 1. The mean individual volume growth of the P. strobus provenances and seed
sources at age 39 at the four test sites in Korea  (m®)

Chun- Cheong .

Gunpo . Imsil mean
cheon -ju

New York 0.832° 0.489% 0.451° 0.515°  0.599"
North Carolina 0.936° 0.495% 0.612% 0.827° 0.727°
Rotorua 0.666° 0.306° 0.586% 0.515° 0.605°
Induno Olona 0.855%  0.409%° 0.551% 0.717% 0.626°
Bagnolo 0.648°  0.381% 0.548" 0.502°  0.547°
Ternavasso 0.807° 0.441% 0535  0.676®  0.615°
P. koraiensis 0.390 0.110 0.482 0.262 0.324

Table 2. Comparison of the interaction portion of the total variance from the covariance
analysis and AMMI analysis for height and DBH of P. strobus provenances at

age 20 and 39
Age 20 39
Analysis of Analysis of
covariance AMMI covariance AMMI
Height 1.2 1.0 2.5 2.0
DBH 6.4 5.2 24.6 18.9

Set 3: The results of the 27-year-old P. strobus provenance test with six provenances indicated
that the growth of the southern provenances (Georgia, North Carolina) were superior to the
northern provenances (Minnesota, Wisconsin). At age 27, the annual height growth was still
increasing while diameter growth was gradually decreasing.
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Figure 1. DBH growth pattern of P. strobus provenances over ages at Hwasong test site in Korea

Table 3. The Pearson's correlation coefficient of DBH growth of the provenances of the '86
provenance test among ages in Hwaseong

4 6 9 11 16 24 27

4

6 0.872"

9 0.851" 0.975

11 0.783" 0.949™ 0.957"

16 0.934” 0.989™ 0.969™ 0.934"

24 0.747" 0.909™ 0.950" 0.957" 0.892™

27 0.740" 0.881" 0.9417 0.922" 0.869" 0.992"
Conclusions

In case of P. strobus, the growth of southern provenance was better than that of northern
provenance in general. The growth was positively correlated between ages, it means that early
selection of superior provenance would be possible. The result of provenance test, provenance by
site interaction and growth pattern revealed that North Carolina was the best provenance in
Korean environments.
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HYDROTHERMAL LIQUEFACTION OF PERENNIAL BIOMASS FEEDSTOCKS FOR
PRODUCTION OF TRANSPORTATION FUELS

Islam Hafez,' El Barbary Hassan, Moon Kim, and Phillip Steele
'Department of Forest Products, Mississippi State University, Mississippi State, MS

Biomass as renewable energy sources is receiving worldwide attention for several reasons. These
include the desire to develop sustainable energy sources, decreasing dependence on oil, and
decreasing the rate of depletion of the fossil fuel reserves. Perennial grasses had many
characteristics make them an ideal alternative energy sources. They can potentially be produced
in reliable quantities with greater inexpensive price stability, also, they can provide extensive
environmental benefits to soil, water and air through reduction of hazardous gas emissions. The
aim of this work is to utilize some perennial grasses greatly available at Southern United States
such as switchgrass and giant miscanthus for production of transportation fuels. The promising
hydrothermal liquefaction (HTL) conversion processes will be applied for this study. The most
important parameters that effect hydrothermal liquefaction as time, pressure, temperature and
catalyst will be studied. Full physical and chemical characterization for the properties of the
produced bio-oil will be performed. Finally, the bio-oil with the best physical and chemical
properties will be upgraded into liquid bio-fuels and some evaluation tests will be performed.
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REGULATION OF REPRODUCTIVE ONSET AND VEGETATIVE
GROWTH IN POPLAR

Chuan-Yu Hsu,* Cetin Yuceer, Joshua P. Adams, Kyoungok No,
Cathleen Ma, Steven H. Strauss, and Jenny Drnevich

!Department of Forestry, Mississippi State University, Mississippi State, MS

Unlike annual plants, trees show repeated cycles of transition between vegetative and
reproductive growth at sexual maturity. However, it is not clear how trees coordinate vegetative
and reproductive growth without a developmental conflict. Through manipulative physiological
and genetic experiments coupled with field studies, expression profiling, and network analysis,
we show that the whole genome duplication products FLOWERING LOCUS T1 (FT1) and
FLOWERING LOCUS T2 (FT2) coordinate these two important processes in poplar (Populus
spp.). We will present our experimental findings in detail and discuss how they could provide
new insights into tree improvement via breeding and biotechnology.
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GENETIC VARIATION AND STRUCTURE OF NATURAL POPULATIONS IN ABIES
HOLOPYLLA MAXIM. EPLOYING ISSR MARKERS

Jin-Taek Kang,' Byeong-Hoon Yang, Joon-Hyeok Kim,
Seong-Doo Hur, and Yong-Pyo Hong

Division of Forest Genetic Resources, Korea Forest Research Institute, Suwon, South Korea
Introduction

Fir (Abies) genus in Korea has Needle Fir (Abies holopylla Maxim.), Korea Fir(Abies koreana
E.H. Wilson) and East Siberian Fir [Abies nephrolepis (Trautv.) Maxim.]. Needle Fir widely
distributed in the mountains such as Mt. Seorak, Mt. Odae and Mt. Taebaek. Indigenous species
are distributed on altitude of 200 ~ 1,400 meters above sea level. The purpose of this study was
to provide the genetic data for in-situ and ex-situ conservation.

Materials and Methods

Young leaf samples were collected from 20 individual samples of six natural populations, Abies
holopylla, in South Korea. The selection of individual samples was made in such way that they
are apart at least 30 meters away from other individule sample in order not to select a related
tree. After screening for total 46 UBC primers, 6 primers were analyzed to estimate the genetic
variation, genetic structure and relationships based on observed allele by PCR analysis.

To estimate the distribution of I-SSR variants among the categories of presence or absence
within population, the Shannon’s index (Shannon 1948) was calculated using the POP-GENE
1.31 program (Yeh et al. 1999). Level of genetic differentiation among populations was
estimated by AMOVA on the basis of genetic distance using Arlequin 2.0 program (Scheider et
al. 2000). Genetic relationships among populations were reconstructed by UPGMA on the basis
of pair-wise Manhattan distance (Wright 1978) between populations, which was computed by
RAPDDIST v. 1.0. Statistical test for the topology of each node was performed with 100
bootstrapped samples prepared by RAPDDIST v. 1.0 (Wright 1978)

Results and Discussion

From these results, we found that relationship among populations by analyzing genetic variation
and genetic structure of six populations using ISSR (Inter Simple Sequence Repeat) primers.
Genetic diversity was the highest in population of Mt. Odae (S.I = 0.469), while population of
Mt. Heungjeong (S.I. = 0.403) was the lowest (Table 1). These degrees of genetic diversity were
higher than other deciduous trees such as Oplopanax elatus, its degree of genetic diversity was
0.187 (Lee et al., 2002) in Korea and Kirengeshoma palmate, its degree of genetic diversity was
0.259 (Zhang et. al. 2006) in China. This is because endangered plant species have low genetic
diversity due to the genetic drift and gene flow (Karron 1991).
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Table 1. Genetic diversity in 6 populations of of A. holopylla in South Korea.

Population N S.1.
Mt. Seorak 20 0.419
Mt. Odea 20 0.469
Mt. Heungjeong 20 0.403
Mt. Undal 20 0.405
Mt. Unmoon 20 0.433
Mt. Jiri 20 0.445
Mean 20 0.429

“S.1.: Shannon's information index

Genetic diversity of an average 0.429 of the species level showed similar level, when compared
with the studied species up to now and the others species similar to ecologic and life historic
characteristics. The results by AMOVA (Analysis of Molecular Variance) on six populations of
A. holopylla showed that 5.61% of total genetic variation was caused by the difference among
populations and 94.39% of the others were caused by between the individuals within
populations.

It is more effective and economical to conserve species by selecting many individuals within a
population rather than selecting many populations for ex-situ conservation. You also can
conserve species intensively by selecting a few populations rather than selecting many
populations for in-situ conservation.

Table 2. Analysis of molecular variance within/among populations.

Source of variation d.f. Percentage of variation (%)
Among 5 5.61
populations
Within 114 94.39
populations
Total 120 100

From the UPGMA cluster analysis results, geographically close groups tended to be grouped into
the same group (Figure 1), and showed positive correlation (r = 0.827, p <0.01) between
geographic distance and genetic distance for populations (Figure 2).
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Figure 2. The correlation between genetic distance and the geographic distance for A. holopylla.
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GROWTH PERFORMANCE AND ADAPTABILITY OF LIRIODENDRON
TULIPIFERA IN KOREA

Keun-Ok Ryu,' In-Sik Kim, Hyung-Soon Choi, and Do-Hyun Cho

!Department of Forest Resources Development, Korea Forest Research Institute, Suwon,
South Korea

Generally, exotic species are used when the local indigenous forests cannot or do not produce the
desire quantity and quality of forest products. Many regions such as Australia, New Zealand,
India, Indonesia and the Middle East, use exotics much of time (Zobel and Talbert 1984).
Breeding program for exotic tree species was started in 1924 in Korea. By 1945, total 370 tree
species were introduced from 30 countries and tested. However, the plantation and test data were
disappeared during Korean War. From 1958 to 1995, total 415 exotic tree species were re-
introduced from 38 countries such regions as North America, Europe, Oceania and Asia. Yellow
poplar (Liriodendron tulipifera) is one of them introduced into Korea at that period. Yellow
poplar is naturally distributed most of the eastern USA and is an extremely versatile wood with a
multitude of uses such as lumber for unexposed furniture parts and core stock, rotary-cut veneer
for use as cross bands in construction of furniture pars, in plywood for backs and interior parts,
and as pulpwood (Burns and Honkala 1990). Since 1970’s, the growth performance and
adaptability of yellow poplar has been tested in Korea. Here, we present the test results and
would like to discuss the use of yellow poplar as a reforestation tree species in Korea.

Materials and Methods

To examine the growth performance and adaptability, yellow poplar was introduced from eastern
USA in late 1960’s and planted at six locations in 1970~1973 (Table 1). Each test stand was
classified into three sites such as a good, moderate and poor depending on site index. At each
site, three plots (20m x 20m) were set up and the all individuals within the plot were
investigated. To compare the growth performance among test plantations, the volume growth of
each plantation was standardized to the 28-year old data. The formula is: Eyg = VG/Y x 28
where Eyg is estimated volume growth at age 28, VG is volume growth of each plantation and Y
is the age of plantation. The growth data of Larix kaempferi and Pinus strobus at Chuncheon (11)
and Wanju plantation was also investigated and standardized same method to compare the
growth performance among tree species.

Table 1. Details of six test plantations of L. tulipifera.

Location Planted year | Planting space (m) | Area(ha) | Aspect
Anyang, Gyeonggi 1971 4.0x4.0 0.5 W
Kwangneung, Gyeonggi 1973 1.8x1.8 1.0 E
Imsil, Cheongbuk 1970 1.8x1.8 1.0 NW
Wanju, Cheongbuk 1973 1.8x1.8 2.0 N
Chuncheon (1), Gangwon 1970 4.0x4.0 0.5 N
Chuncheon (I1), Gangwon 1973 1.8x1.8 2.0 NW
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GENETIC VARIATION OF JAPANASE ELM (ULMUS DAVIDIANA VAR. JAPONICA)
EMPLOYING ISSR MARKERS

Joon-Hyeok Kim,* Byeong-Hoon Yang, Jin-Taek Kang, and Yong-Pyo Hong
!Division of Forest Genetic Resources, Korea Forest Research Institute, Suwon, South Korea

We studied genetic variation of Japanese elm calling medicinal tree, Ulmus davidiana var.
japonica (Rehder) Nakai, to establish the strategy for the conservation of its genetic
resources. A total of 171 individual samples were collected from seven populations and their
DNAs were used for inter simple sequence repeat-PCR amplification with 47 ISSR primers.
Eight out of the 47 primers were selected and yielded 55 clear fragments to be scored. The
percentage of polymorphic loci (P) ranged from 87.27% to 98.18% with a mean of 93.25%.
The gene diversity (h) averaged over all was 0.33. The Shannon’s information index (S.1.)
ranged between 0.455 and 0.515 with an average of 0.494. The AMOVA showed that most
of the genetic variation (96.1%) was allocated among individuals within populations. The
dendrogram showed no clear association between the clustering of population and their
geographical origin.

Introduction

Japanese elm belongs to the family Ulmaceae and the genus Ulmus L. and distributes in
northeastern Asia including China, Japan and Korea. This tree is considered to be one of the
most useful medicinal tree species because the extracts from the bark enhance splenocyte
proliferation and cell viability. Furthermore, the extracts from the roots have an activity to
prevent reactive oxygen species in human cells. In spite of these useful effects, to our best
knowledge, only a few genetic studies using molecular markers have been performed for this
species. The objectives of this study are to investigate the genetic variation of Japanese elm and
to provide fundamental information for the conservation of its genetic resources.

Materials and Methods

Plant materials of the 171 individuals were collected from seven natural populations, Ulmus
davidiana var. japonica, in South Korea (Figure 1). The genomic DNA was extracted from 80
leaf using DNeasy plant mini kit. PCR amplification was performed with seven primers out of 47
UBC ISSR primers. For each primer, amplified fragments with the same molecular weight (bp)
were recovered as present (1) or absent (0), and the resulting binary matrix was used in the
statistical analysis. The computer program POPGENE version 1.31 was used to estimate genetic
diversity parameters (Yeh et al. 1999) and Shannon’s index (Table 2). The analysis of molecular
variance (AMOVA) was carried out to measure the degree of genetic differentiation. A
dendrogram was derived from the unweighted-pair group method with arithmetic mean
(UPGMA) clustering based on basis of pair-wise Manhattan distance (Wright 1978)
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Figure 1. Natural distributions of population of Ulmus

Results and Discussion

davidiana var. japonica.

The average number of the loci per primer was 6.9. Nevertheless the primer UBC #822 had only
2 bands to score, they were scored because of their clear patterns. Two markers such as UBC

#807 and UBC #811 had 10 scored bands. The marker

s usually had (AG) or (GA) motifs (Table

1). The results from analysis of genetic variability to seven populations, Japanese elm, the
Shannon’s information index (S.1.) indicating genetic diversity ranged from 0.455 to 0.519, with
an average of 0.494 at the population level (Table 2). These degrees of genetic diversity were
higher than other deciduous trees such as Oplopanax elatus, its degree of genetic diversity was
0.187 (Lee et al. 2002) in Korea and Kirengeshoma palmate, its degree of genetic diversity was

0.259 (Zhang et al. 2006) in China. This is because of

that endangered plant species have low

genetic diversity due to the genetic drift and gene flow (Karron 1991).
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Table 1. ISSR markers used for genetic variation analysis.

Primer name Repeat region 5” - 3’ Scored bands
UBC807 (AG)sT 10
UBC810 (GA)sT 6
UBC811 (GA)sC 10
UBC812 (GA) sA 7
UBC813 (CT)sT 7
uUBC822 (TC)sA 2
UBC855 (AC)sYT 6
UBC873 (GACA), 7

Total 8 55
Y=CorT

Therefore, Japanese elm’s genetic variation is higher than that species. However, other tree
species showed similar or slightly lower genetic diversity such as Smile rosebay was 0.395
(Hong et al., 2003), Taxus cuspidata was 0.478 (Kwon et al., 2002), Japanese red pine was 0.453
(Hong et. al., 2007), Camellia sinensis had 0.343 (Yang et al., 2010), and Torreya nucifera was
0.353 of biodiversity (Hong et al., 2000). This result means that Japanese elm has been adapting
similar environment changes with these tree species. Sancheong was the highest at 0.492 in
Shannon’s index (S.1.), while Wanju was the lowest at 0.455. But there was no significant
difference among populations.

Table 2. Genetic variability of U. davidiana var. japonica from ISSR analysis.

Population N Ao Ae h P (%) S.I.

Bonghwa 23 1.946 (0.229) 1.571(0.336) 0.330(0.161) 9455 0.492(0.210)
Cheongdo 18 1.909 (0.290) 1587 (0.321) 0.340(0.155) 90.91  0.503(0.207)
Danyang 26 1.982(0.135) 1.573(0.2830) 0.342(0.128) 98.18  0.515(0.160)
Jeongseon 25  1.964(0.189) 1.535(0.310) 0.320(0.146) 96.36  0.485(0.186)
Sancheong 25  1.946 (0.229) 1.622(0.331) 0.353(0.158) 94.55  0.519(0.206)
Wanju 24 1.873(0.336) 1.522(0.346) 0.305(0.174) 87.27  0.455(0.236)
Yeongyang 30  1.910(0.290) 1558 (0.332) 0.326(0.158) 90.91  0.486(0.210)

Average 24.43 1.933 1.567 0.331 93.25 0.494

N, sample sizes; A,, observed number of alleles per locus; A, Effective number of alleles per
locus; h, Nei’s (1973) gene diversity; P, percentage of polymorphic loci; S.1., Shannon’s
information index (1948). Standard deviations are given in parentheses.
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The results of the AMOVA analysis to find out genetic structure in seven populations, Japanese
elm, showed, 96.16% of total genetic variation that exists in individual variations within groups
and among difference of populations was 13.3% (Table 3). This genetic variation of Japanese
elm was lower than Oplopanax elatus (®sr=0.109, Gs1=0.155; Lee et al. 2002), Camellia
sinensis L. (Ps7=0.132, Yang et al., 2010), and Alnus hirsute (Gsr=0.087; Huh and Huh, 1999)
in Korea. Furthermore, White elm showed ®s7=0.290 with 20 allozyme loci analysis in Finland
(Vakkari et al. 2009).

Table 3. Analysis of molecular variance (AMOVA) within/among populations.

Source of variation  d.f.  Sum of squares  Variance component  Percentage of variance

Among populations 6 119.42 0.40 3.84

Within populations 164 1654.61 10.09 96.16

In the results of AMOVA, 3.84% of total genetic variation was caused by the difference among
populations and 96.16% of the others were caused by between the individuals within
populations. According to this the results, for effective conservation of this genetic resources to
increasing genetic diversity, it is proper that conservation by select many individuals within a
population rather than select many populations for ex-situ conservation and conservation by
select a few populations rather than select many populations for in-situ conservation. In order to
identify relationship among populations, as the results of UPGMA cluster analysis (Figure 2) in
seven populations, were grouped in three parts according to the genetic distance. The first group
includes Danyang, Bonghwa, and Yeongyang population. The second group is Wanju,
Jeongseon, and Sancheong population. The last group is only Cheongdo population. Based on
the genetic diversity and UPGMA cluster, Danyang and Sancheong represent their group,
respectively because Danyang and Sancheong population showed more genetic diversity in their
groups.
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Figure 2. A dendrogram based on the Manhattan distance among seven populations of U.
davidiana var. japonica generated by UPGMA clustering.
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According to the above results and geographic distribution of these populations, Japanese elm
(Figure 1), we found that the second group was not related to geographic distance. Because three
populations within the second group were geographically distant from each other. Especially,
Jeogseon and Sancheong populations are the farthest away among total populations (Figure 1)
We should be more study to the origin of the species and biological evolutionary process for
explain of this grouping.

Conclusions

In conclusion, in order to conserve effectively, after searching and investigating natural
populations of target species, we should be decide to the optimal number and size of target
species for conservation by analyzing the genetic structure and genetic variation using the
appropriate genetic markers for effective conservation. Genetic studies of population on target
species of conservation. In addition, these materials can be used to develop new varieties.
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LONGER BLACK WILLOW CUTTINGS RESULT IN BETTER INITITAL HEIGHT
AND DIAMETER GROWTH IN BIOMASS PLANTATIONS

Jake C. Camp,* Randall J. Rousseau, and Emile S. Gardiner
'Department of Forestry, Mississippi State University, Mississippi State, MS 39762

Black willow (Salix nigra Marsh.) has the potential to be a viable biomass crop for heavy clay
soils throughout the southern United States. The most favorable planting stock for woody
biomass plantations is dormant unrooted cuttings, because they are easy to plant and use of
clonal material allows for advancing genetic improvement. The objectives of this study were to
determine the optimal cutting size and planting depths, characterize rooting ability, and study
genetic variation that would enhance survival and growth of black willow. We examined four
cutting diameters, three cutting lengths, and three planting depths. There were no significant age-
one survival differences among the various factors. Significant age-one total height differences
were shown for cutting length, depth of planting, and cutting diameter. Height was greater for
those cuttings that were the longest but planted at a shallower depth. While cutting diameter was
a significant factor for age-one height it followed no cutting size trend. The high survival of
black willow is strongly correlated to its prolific rooting ability. There is genetic variation among
region specific stands and clones.
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