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ABSTRACT

Phyto-recurrent selection is an established method for selecting tree genotypes for phytoremedia-
tion. To identify promising Populus (poplar) and Salix (willow) genotypes for phytotechnologies,
our objectives were to (1) evaluate the genotypic variability in survival, height, and diameter of
poplar and willow clones established on soils heavily contaminated with nitrates; and (2) assess
the genotypic stability in survival and diameter of selected poplar clones after one and eleven
growing seasons. We tested 27 poplar and 10 willow clones planted as unrooted cuttings, along
with 15 poplar genotypes planted as rooted cuttings. The trees were tested at an agricultural pro-
duction facility in the Midwestern, United States. After 11 growing seasons, using phyto-recurrent
selection, we surveyed survival and measured the diameter of 27 poplar clones (14 unrooted, 13
rooted) that were selected based on superior survival and growth throughout plantation develop-
ment. Overall, willow exhibited the greatest survival, while poplar had the greatest height and
diameter. At 11 years after planting, superior clones were identified that exhibited above-average
diameter growth at the establishment- and rotation-age, most of which had stable genotypic per-
formance over time. Selection of specific clones was favorable to genomic groups, based on the
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geographic location and soil conditions of the site.

Introduction

Contamination from nitrates (NOj3) into groundwater is a
critical concern in the Midwestern United States (David
et al. 1997; Stites and Kraft 2001; Syswerda et al 2012).
Coarse soils and shallow groundwater in much of the
Midwest, coupled with tile drainage, vegetation management
practices, and the use of fertilizers and pesticides, have con-
tributed to the environmental degradation caused by NO3
(Jaynes et al. 2001; Zhao et al. 2001; Calderon and Jackson
2002). Thus, solutions for inexpensive NOj remediation
techniques have been developed and tested. However, most
systems are not sustainable over extended periods of time
without additional soil and water amendments (Woodard
et al. 2003). Regardless, there is an urgent need to develop
and deploy systems for NO3 reduction that is efficient and
sustainable (Udawatta et al. 2002).

Phytoremediation, which is defined as using plants and
associated microorganisms to remediate contaminated soils,
is a potentially sustainable system (McIntyre and Lewis
1997; Rockwood et al. 2013; Zalesny et al. 2016b).
Agricultural crops such as corn (Zea mays L.) and alfalfa
(Medicago sativa L.) have proven successful at phytoreme-
diation of NOj-contaminated groundwater (Russelle et al.
2001; Cavero et al. 2003). However, phytoremediation with

trees can be very efficient and effective because of their per-
ennial growth habit with more root development and bio-
mass accumulation than agricultural crops.

One group of trees currently used for phytoremediation
is a limited number of selected Populus species and their
hybrids, excluding the aspens (i.e. poplars) (Isebrands and
Karnosky 2001; Zalesny et al. 2016b). Poplars have been
used to remediate sites with contamination from NOg3, pet-
roleum hydrocarbons, salts, landfill leachates, heavy metals,
pesticides, solvents, explosives, and radionuclides (O’Neill
and Gordon 1994; Rockwood et al. 2004; Isebrands et al.
2014). In addition, species and hybrids belonging to the
genus Salix (i.e. willows) comprise another group of trees
used for phytoremediation (Perttu and Kowalik 1997; Mirck
et al. 2005). Willows have been studied extensively for phy-
toremediation purposes in regions of North America (Kopp
et al. 2001) and Europe (Mirck et al. 2005; Isebrands et al.
2014). Willows (primarily S. viminalis L., S. dasyclados
Wimm., S. fragilis L., S. kinuyanagi Kimura, and S. discolor
Muhl) have been used worldwide for phytoremediation of
dairy-farm effluent (Roygard et al. 2001), wastewater sludge
(Labrecque et al. 1998), municipal wastes (Perttu 1993),
and cadmium  phytoextraction  (Klang-Westin  and
Eriksson 2003).
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Selected genotypes of poplar and willow are ideal for
phytoremediation because of their ability to produce exten-
sive root systems and aboveground biomass while growing
on contaminated soils. Superior varieties also have elevated
hydraulic control potential, leading to the capacity for
increased transpiration on water-rich sites and decreased
water demands on water-limited areas (Isebrands et al. 2014;
Zalesny et al. 2016a). In addition, the broad genetic diversity
of both genera has led to successful interspecific hybridiza-
tion (Ronald 1982; Eckenwalder 1984; Kopp et al. 2001),
which supports greater phytoremediation potential than
with other tree species (Schreiner 1971; Dickmann 2001).
Vegetative propagation of poplars and willows allows for
repeated use of favorable clones once they are identified and
selected (Stanturf et al. 2001; Volk et al. 2004).

The aforementioned clonal variation among and within
poplar and willow genotypes leads us to assert that success-
ful phytoremediation applications using these trees require
genotypic screening using phyto-recurrent selection prior to
large-scale deployment (Zalesny et al. 2007). Thus, we
assume that phytoremediation potential is proportional to
survival, height, and diameter, which are our measures of
potential benefit because successful tree establishment and
subsequent growth are required for all long-term phytore-
mediation applications. Unfortunately, in the current study,
specific experimental location and soil data were not
available due to a landowner confidentiality agreement.
Therefore, we were not able to test for nitrate uptake from
the contaminated soils into the tree tissues. However, there
is evidence of nitrate phytoremediation using these trees
(O’Neill and Gordon 1994; Pilipovi¢ et al. 2009). The objec-
tives of this study were to (1) evaluate the genotypic vari-
ability in survival, height, and diameter of poplar and willow
clones established on soils heavily contaminated with fertil-
izer residues (i.e. NOj3); and (2) assess the genotypic stability
in survival and diameter of selected poplar clones after one
and eleven growing seasons. In the current study, in situ
phyto-recurrent selection was used to select 27 out of the

original 42 poplar clones that were measured at eleven years.
Despite not being able to test for uptake of NO3, we assert
that our allometric data are important for long-term success
of the current application and for future researchers and
managers to identify promising genotypes of poplar and wil-
low for potential use in phytotechnologies of this nature.

Materials and methods
Clone selection and plot establishment

Forty-two poplar clones and 10 willow clones were sampled
from seven genomic groups per genus. The genomic groups
were selected based on their utilization and associated growth
potential in the Midwestern United States. Fifteen clones of
poplar were represented as rooted planting stock and 27
clones were represented as unrooted planting stock, while all
willow clones were unrooted (Table 1). Rooted cuttings of
poplar, approximately 30-cm long with up to six dominant
lateral roots, were processed from excavated trees grown in a
nursery in Ames, IA (42.0°N, 93.6°W) for one growing sea-
son. Unrooted cuttings of poplar clones, 20-cm long, were
processed from whips grown for one growing season in stool
beds established at Hugo Sauer Nursery in Rhinelander, WI
(45.6°N, 89.4°W). Cuttings of willow were obtained from the
State University of New York, Syracuse, NY (43.0°N, 76.2°W).
For all planting stock, at least one primary bud was located
within 2.5 cm from the apical end of each cutting.

All cuttings were soaked in water for 5d before planting
at a former agricultural site located adjacent to an agricul-
tural production facility, where the soils exhibited heavy
localized concentrations of fertilizer residues (i.e. NO3).
Corn and soybeans previously had been grown on these
soils, which were silt loam, formed in loamy deposits under-
lain by silty clay loam and friable silt loam, with 2-5%
slopes, moderate permeability, and high available water cap-
acity. Unfortunately, due to a landowner confidentiality
agreement, data on NO3 concentrations and specific site

Table 1. Genomic groups, stock types (i.e. rooted versus unrooted cuttings), and clones.

Genomic group Stock type Clone®

Populus

(P. trichocarpa x P. deltoides) x P. deltoides Unrooted NC13466, NC13548, NC13552, NC13863, NC13992, NC13999
P. deltoides x P. deltoides (F; hybrid) Rooted 80X00601, 80X01107, 1ISU25-4, I1SU25-12, I1SU25-21, I1SU25-35, 1SU25-R2, ISU25-R4, I1SU25-R5
P. deltoides x P. deltoides (F, hybrid) Unrooted 119.16

P. deltoides x P. maximowiczii Rooted Belgian25

" Unrooted 313.23, 313.55, DM101, DM109, DM113, DM114, DM115, DM121, NC14104, NC14107
P. nigra x P. maximowiczii Rooted NM2

" Unrooted NMé6

P. deltoides x P. nigra Rooted Eugenei (a.k.a. DN34), 145-51

" Unrooted DN5, DN34 (a.k.a. Eugenei), DN182

P. deltoides Rooted 252-4, 42-7

" Unrooted 7300501, 8000105, 91.05.02, D121, D123, D124

Salix

S. purpurea Unrooted FC185, FC189, FC190, PUR12

S. eriocephala " S25

S. interior x S. eriocephala " S301

S. discolor " $365

S. xdasyclados " Sv1

S. sachalinensis " SX61

S. miyabeana " SX67

?Poplar clones listed in bold were measured at 1 and 11 growing seasons after planting.
Note: Authorities for the aforementioned species of Populus and Salix are as follows: P. deltoides Bartr. ex Marsh; P. trichocarpa; Torr. & Gray; P. nigra L.; P. maxi-
mowiczii A. Henry; S. purpurea L.; S. eriocephala Michx.; S. interior Rowlee.; S. discolor Muhl.; S. sachalinensis F. Schmidt; S. miyabeana Seemen.



INTERNATIONAL JOURNAL OF PHYTOREMEDIATION 971

Table 2. Percent survival by replication (rep), genus, and planting stock after the first growing season.

Genus - planting stock

Rep Poplar rooted Poplar unrooted Willow unrooted Across genera and planting stock®
1 100 96 97 98 z

2 20 13 27 20 x

3 77 64 79 73y

4 97 94 96 96 z

Across Reps® 74ab 67b 75a 72

®Means followed by the same letter within the column are not different; LSDg g5 = 8.
PMeans followed by the same letter within the row are not different; LSDgos = 7.

and soil physicochemical information was not available.
Nevertheless, the soils exhibited good potential for the culti-
vation of trees.

Site preparation consisted of tilling the soil with a chisel
tooth plow and wing blades to a maximum depth of 30 cm.
The experimental design was randomized complete blocks
with four replications (hereafter referred to as reps) and vari-
able numbers of ramets per clone per rep, which was due to
availability of the cuttings, orientation of the reps relative to
the perceived direction of contaminant movement, and aspect
(rep 1 =west; reps 2 and 3 = South; rep 4 = East). Spacing was
24 x24m and 0.9 x 2.4m between cuttings for poplars and
willows, respectively. An extruded plastic fence (Hoover
Fence Co., Newton Falls, OH) with a height of 2m success-
fully protected the plots from deer browse.

Data collection and analysis

Tree height to the nearest 0.1 cm and tree diameter to the
nearest 0.0l mm were determined following first-year bud-
set. The diameter was measured consistently at 10 cm above
the soil surface and the same person measured all trees to
reduce experimental error. In addition, diameter at breast
height (DBH) was measured at 1.37 m aboveground follow-
ing eleventh-year budset. Diameter data were used to esti-
mate total aboveground dry biomass according to biomass
equations developed for specific genomic groups (Zalesny
et al. 2015). Mortality, damage by fauna, competition from
weeds, and other noticeable damage also were recorded for
both measuring cycles.

Height (year 1) and diameter (years 1 and 11) data were
subjected to analyses of variance (ANOVA) and analyses of
means (ANOM) according to SAS® (PROC GLM; PROC
ANOM; SAS INSTITUTE, INC,, Cary, NC) assuming a sim-
ple all random effects model including the main effects of
rep and clone, the interaction between rep and clone, and
experimental error. Additionally, Pearson (i.e. phenotypic)
correlation coefficients were generated using PROC CORR
of SAS® in order to test for relationships among survival
and growth-related traits between the first and eleventh
growing seasons. There was one situation where the same
clone was planted as rooted and unrooted cuttings. In this
case, the two entries were coded differently for the analysis.
Specifically, the rooted stock was identified as ‘Eugenei’
while the unrooted stock was designated as ‘DN34.
Although the genotype has numerous clonal designations,
both of these sources were the same genotype. Genera and
planting stock were compared separately using a paired

t-test. Fisher’s protected least significant difference (LSD)
was used to test for differences among means of main effects
at a probability level of p < 0.05.

Results and discussion

Genotypic variability in survival, height, and diameter
of poplars and willows during establishment

The percent survival of trees across reps, genera, and plant-
ing stock ranged from 13% (rep 2, unrooted poplar) to
100% (rep 1, rooted poplar), with an experiment-wide sur-
vival rate of 72% (Table 2). Rep 1 had the greatest survival
rate (98%), while rep 2 had the lowest survival rate (20%).
Willow (75%) had a greater survival rate than poplar (71%),
and rooted poplar (74%) had a greater survival rate than
unrooted poplar (67%). Overall survival rates were best for
reps 1 and 4, moderate for rep 3, and worst for rep 2.
Expected survival rates for rooted planting stock are about
95% and for unrooted planting stock are about 80%.
Schnoor (2000) reported survival rates of 2.5% and >50% in
South Dakota, USA, and Kansas, USA, respectively, for pop-
lars grown under conditions of heavy zinc and cadmium
concentrations. Reporting values between Schnoor (2000)
and the current study, Zalesny et al. (2005b) reported an
experiment-wide survival rate of 67% for poplars and wil-
lows grown on soils heavily-contaminated with petroleum
hydrocarbons.

Poplar and willow differed for height (p <0.0001) and
diameter (p <0.0001) (Table 3). Confidence intervals
(¢=0.05) for the difference between the means for height
and diameter ranged from 6.8 to 16.4cm and 3.47 to
4.54 mm, respectively. Year one mean height of poplar and
willow across reps was 101.5+1.7cm and 89.9+1.5cm,
respectively. Likewise, the mean diameter of poplar and wil-
low was 10.83+0.20mm and 6.82+0.12mm, respectively.
These differences for height and diameter were clone-spe-
cific. In addition, given these and other dependent variables
of the current study (i.e. survival and biomass), we were not
able to test whether such differences were due to the biology
of the trees, the soil, or the interaction between the trees
and soil. Nevertheless, an important morphological differ-
ence to note is that willow usually produces multiple stems
that initially are smaller in diameter and shorter in height
than poplar, which often produces one or two larger and
taller stems (Hall et al. 1998). Subsequent production follow-
ing establishment substantially increases when the growth of
willow stems and leaves increases potential evapotranspir-
ation (Christersson 1986; Labrecque et al. 1993; Mirck and
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Table 3. Estimates from t-tests testing for differences between genera and between planting stock for height and diameter after the first growing season.

Class variable Dependent variable n n, Mean(1_az) SE@a1-a2) 95% Cl (31-a2) t-Statistic p Value
Genera® Height 983 660 11.6 2.5 (6.8, 16.4) 473 <0.0001
Diameter 983 660 4.00 0.27 (3.47, 4.54) 14.69 <0.0001
Planting stock® Height 259 1384 18.6 33 (12.2, 25.1) 5.66 <0.0001
Diameter 259 1384 1.95 0.39 (1.19, 2.77) 5.03 <0.0001

Significant values are listed in bold.

Genera: 1=Populus; 2=Salix; n, and n, =# of poplar and willow experimental units, respectively; mean_sz), SEa1-a2, and 95% Cl (z1_s2 = mean, standard error,
and confidence interval of the difference between the means, respectively (o= 0.05).

bPIanting stock: 1 =rooted, 2 =unrooted, n; and n, =+# of rooted and unrooted experimental units, respectively; mean_a), SE@1-a2, and 95% Cl (z31_32 = mean,
standard error, and confidence interval of the difference between the means, respectively (o= 0.05).

Note: Despite different sample sizes for planting stock, the t-test can be used because sample standard deviations are similar (height: rooted =60.2,
unrooted = 46.1; diameter: rooted = 6.7, unrooted =5.5). The above t-test for planting stock compares rooted poplar versus unrooted poplar and willow com-
bined. A t-test for rooted poplar versus unrooted poplar (excluding willow) expressed differences for height [p < 0.0001, 95% Cl (31-a) (7.4, 22.6)] and no differ-

ences for diameter [p =0.9281, 95% Cl (31_52) (—0.88, 0.97)].

Table 4. Analyses of variance of height and diameter after the first growing season.

Source of variation df Mean square F-variance ratio p-Value Expected mean squares
Height

Replication 3 250963.00 77.92 <0.0001 0® + 4.04895°RC + 178.8800°R
Clone 51 11269.00 2.23 0.0002 0° + 7.20280°RC + 24.1246°C
Replication x clone 116 6038.51 6.95 <0.0001 6® + 8.90126°RC

Within plot 1472 869.38 o?

Total 1642

Diameter

Replication 3 3725.27 85.36 <0.0001 0® + 4.04895°RC + 178.8800°R
Clone 51 149.93 217 0.0003 6° + 7.20280°RC + 24.1246°C
Replication x clone 116 82.85 7.59 <0.0001 6® + 8.90126°RC

Within plot 1472 10.92 o?

Total 1642

Significant values are listed in bold.

Volk 2010). At that point in time, willow may experience
growth greater than or equal to poplar. In addition, willow
may expend more energy and resources into developing an
extensive root system during the establishment growing sea-
son. However, the growth of aboveground transpiring sur-
face and belowground root spread and depth are not
directly measured by simple stem length and diameter met-
rics (Mirck and Zalesny 2015). Therefore, more extensive
studies testing for differences between poplar and willow
and among genotypes within genera are needed.

Rooted and unrooted planting stock differed also in
height (p <0.0001) and diameter (p <0.0001) (Table 3).
Confidence intervals («¢=0.05) for the difference between
the means for height and diameter ranged from 12.2 to
25.1cm and 1.19 to 2.71 mm, respectively. The mean height
of rooted and unrooted planting stock across reps was
112.6 £3.7cm and 93.9+1.2cm, respectively. Likewise, the
mean diameter of rooted and unrooted planting stock was
10.86 £0.42mm and 8.91+0.15mm, respectively. Although
rooted cuttings exhibited greater survival rates and signifi-
cantly better growth, they required an extra year and care in
the nursery, and it was more difficult to plant the rooted
cuttings relative to the unrooted cuttings. In contrast,
unrooted cuttings required less units of resources to work
with, but traditionally had lower survival rates when certain
biological requirements such as rooting were not fulfilled.
As illustrated by Zalesny et al. (2005b), choice of propagule
is often more of a financial decision rather than being based
on the biology of the silvicultural prescription.

A similar situation could be found for phytotechnologies
involving fertilizer residues. For example, the spacing used
for poplar in the current study resulted in 1680 trees per
hectare planted. At the survival rates shown in Table 2 (i.e.
74% for rooted cuttings and 67% for unrooted cuttings), a
total of 2270 and 2508 trees per hectare would be needed to
achieve the desired stocking for rooted and unrooted cut-
tings, respectively. Assuming a cost of $0.29 per unrooted
cutting (Lazarus et al. 2015), the total cost of unrooted cut-
tings equals $727.32 per hectare, resulting in a break-even
cost of $0.32 per rooted cutting. The typical cost range for
rooted cuttings is $2.00-$4.00, which is well above the $0.32
break-even cost. Thus, a land manager would likely choose a
lower survival rate followed by replanting rather than the
upfront investment in rooted cuttings. Nevertheless, we rec-
ommend continued testing of both types of propagules in
order to identify favorable characteristics of variation pre-
sent across all genotypes, regardless of planting stock.

Reps differed for height (p<0.0001) and diameter
(p <0.0001) (Table 4). Despite an interaction between rep
and clone for height and diameter, Fisher’s protected least
significant difference (LSD) was used to separate the means
of the main effect of rep for each dependent variable. We
chose to analyze main effects in addition to the interactions
because the variation among reps, irrespective of genotypes,
expressed the importance of selecting promising genotypes
that can survive under soil conditions of heavy localized
concentrations of NO3. Rep 4 exhibited the greatest height
(122.8+2.1cm), while rep 2 expressed the lowest height
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Table 5. Rank (R) and mean height (cm) by replication (rep) for each clone after the first growing season.

Clone R Rep 1 R Rep 2 R Rep 3 R Rep 4 R Overall
I1SU25-35 1 178.1 (5.1) X X 1 134.9 (25.4) 2 2219 6.1) 1 186.0 (12.0)
ISU25-R5 5 164.4 (17.2) X X 4 87.5 (4.3) 6 197.8 (14.6) 2 1725 (13.9)
313.55 2 171.7 (13.6) X X 28 52.2 (11.5) 1 246.9 (16.1) 3 166.4 (25.4)
NC13863 16 129.2 (8.1) 1 48.2 (0.0) X X 8 183.8 (6.7) 4 144.4 (15.7)
NC13552 20 116.8 (5.6) X X X X 15 162.0 (5.4) 5 139.4 (9.3)
ISU25-R4 3 168.9 (14.1) 8 521 (0.0) 14 68.8 (7.1) 3 212.3 (4.8) 6 135.4 (14.8)
SX67 4 166.5 (6.3) X X 8 77.5 (7.4) 20 146.8 (7.4) 7 132.8 (6.4)
ISU25-21 6 163.2 (6.6) X X 2 95.2 (48.7) 30 129.6 (11.7) 8 132.0 (10.9)
DM101 14 130.7 (17.7) X X 15 65.0 (2.8) 12 166.2 (20.4) 9 125.7 (15.5)
NC13466 1 136.2 (11.8) X X 38 423 (11.5) 17 154.3 (18.0) 10 124.6 (16.1)
DM121 47 432 (8.5) X X 42 40.5 (9.9) 5 202.9 (5.5) 1 1224 (30.6)
ISU25-R2 9 154.8 (15.6) 2 88.1 (0.0) 5 87.3 (8.2) 31 126.1 (6.6) 12 1215 (7.8)
DM115 7 162.4 (11.5) X X 30 51.0 (10.8) 19 146.9 (21.3) 13 120.1 (16.9)
I1SU25-4 8 161.4 (8.1 19 349 (0.0) 47 22.2 (0.0) 33 120.9 (18.0) 14 119.3 (15.3)
Eugenei 35 83.0 (2.7) X X 3 92.0 (7.1 24 142.2 (10.0) 15 114.8 (8.8)
DM113 12 134.1 (10.4) X X 4 40.7 (13.6) 29 1314 (14.7) 16 114.3 (14.1)
SX61 10 136.9 (9.8) 4 62.8 (8.2) 19 61.6 (3.6) 16 160.9 (6.8) 17 113.9 (6.6)
80X00601 41 67.8 (16.3) X X 7 80.5 (15.1) 14 162.8 (6.9) 18 1133 (11.0)
313.23 40 727 (11.4) X X X X 13 166.1 (18.2) 19 112.7 (21.0)
ISU25-12 46 48.6 (0.9) X X 18 62.9 (6.0) 9 180.9 (14.6) 20 112.2 (16.3)
NMé6 23 114.6 (5.8) 14 428 (6.5) 24 59.1 (3.3) 1" 170.0 (10.2) 21 1114 (5.2)
FC190 15 130.3 (4.8) X X 21 60.9 (3.5) 35 116.2 (5.4) 22 111.2 (4.3)
Belgian25 38 753 (4.1) X X 27 527 (4.5) 4 208.4 (10.6) 23 110.6 (19.0)
NC14107 49 30.4 (6.7) X X X X 7 190.1 (7.6) 24 110.2 (30.5)
NC13999 28 101.7 (5.1) 7 57.2 (0.0 25 558 (4.2) 10 174.2 (5.7) 25 106.5 (14.3)
119.16 25 105.0 (9.2) 17 36.7 (6.8) 34 459 (7.5) 27 135.8 (8.9) 26 103.4 (7.9)
NM2 44 54.7 (8.9) 1 93.0 (0.0 26 54.9 (10.6) 18 1527 (12.2) 27 100.0 (13.6)
8000105 17 125.5 (5.9) X X 40 41.2 (6.2) 23 142.6 (53.6) 28 99.5 (19.1)
NC13992 42 63.0 (13.8) X X X X 25 141.0 (5.7) 29 96.4 (17.6)
NC14104 13 1325 (21.1) 15 411 (19.5) 32 49.6 (5.8) 21 145.1 (32.0) 30 95.2 (16.4)
D121 34 833 (14.3) 5 62.1 (0.0) 13 70.0 (15.9) 22 142.8 (1.5) 31 94.0 (11.4)
145-51 30 913 (3.5) X X 6 81.5 (6.7) 38 1033 (7.7) 32 933 (4.6)
DN182 31 90.5 (5.7) X X 20 61.1 (4.3) 28 132.8 (6.9) 33 91.5 (4.1)
FC185 22 115.0 (5.5) 3 71.3 (6.7) 10 726 (3.3) 42 92.2 (4.4) 34 90.3 (3.1
DN5 32 89.5 (6.1) 16 40.9 (4.3) 16 64.7 (5.4) 34 119.5 (5.4) 35 883 (3.9
DN34 27 102.8 (3.5) 9 51.0 (5.1) 29 52.0 (4.6) 40 100.3 (11.4) 36 86.1 (3.7)
S301 21 115.5 (4.1) 6 60.3 (3.7) 22 60.3 (3.5) 39 100.8 (6.0) 37 85.4 (3.6)
FC189 24 105.4 (5.8) X X 17 63.8 (5.0 48 77.7 (4.1) 38 81.0 (3.3)
NC13548 50 29.2 (14.4) X X 39 422 (13.9) 26 1386 (3.0 39 80.7 (19.0)
7300501 37 76.6 (18.4) X X 45 27.6 (5.5) 32 122.7 (30.9) 40 80.3 (18.0)
80X01107 18 120.5 (6.8) X X 1" 72.0 (8.8) 50 61.9 (17.7) 41 80.2 (10.6
S365 26 103.0 (3.2) 18 353 (11.6) 31 50.9 (2.3) 44 88.8 (3.8) 42 79.3 (3.5
DM114 19 1194 (5.4) 20 322 (15.0) 43 38.6 (10.3) 36 105.5 (12.9) 43 779 (12.0)
PUR12 33 88.9 (4.4) X X 46 27.3 (4.5) 46 80.0 (3.3) 44 77.9 (3.7)
D123 39 73.2 (19.1) X X 33 46.5 (10.5) 41 924 (10.1) 45 729 (9.5)
D124 29 929 (20.0) X X 23 59.6 (15.9) 49 66.0 (6.0) 46 729 (9.0
S25 36 80.7 (4.9) X X 35 455 (2.5) 45 81.2 (5.6) 47 69.6 (3.4)
91.05.02 45 517 (8.1 X X 9 77.0 (4.2) 47 783 (9.8) 48 67.3 (5.9)
SV1 43 58.8 (3.4) 10 489 (3.1 44 37.1 (2.9) 43 90.7 (3.8 49 60.0 (2.9)
DM109 52 20.4 (5.9) 12 47.3 (3.2) 37 44.0 (3.8) 37 103.8 (31.9) 50 56.6 (12.2)
252-4 51 24.0 (2.9) X X 12 70.4 (15.4) 51 60.0 (6.3) 51 525 (6.3)
42-7 48 355 (2.9) 13 435 (10.7) 36 455 (14.1) 52 57.0 (13.9) 52 49.1 (7.5)
Overall 104.1 (1.8) 54.5 (2.1) 59.8 (1.3) 122.8 (2.1) 96.9 (0.9)

Standard errors are in parentheses.

(54.5+2.1cm), and rep 1 (104.1+1.8cm) and rep 3
(59.8 £1.3 cm) ranked second and third, respectively (Table
5). All reps differed according to the LSD (o=0.05, LSD
critical value = 5.2, n=>569, 97, 402, and 575 for reps 1, 2,
3, and 4, respectively). Similar results were shown for
diameter. Rep 4 exhibited the greatest diameter
(12.05+0.27 mm), while rep 2 expressed the lowest diameter
(3.95+0.15mm), and rep 1 (10.35+£0.19mm) and rep 3
(4.83+0.11 mm) ranked second and third, respectively. All
reps differed according to the LSD (a=0.05, LSD critical
value = 0.59, n =569, 97, 402, and 575 for reps 1, 2, 3, and
4, respectively). Thus, height and diameter were affected
similarly by heavy NO3 concentrations in the soil, which
was corroborated by a phenotypic correlation of r=10.84

(p < 0.0001). The practical importance of these results is that
reps may be considered pseudo-treatments. Selection of bet-
ter-performing genotypes was important because of the
broad amount of variation in soil conditions among reps.
Unfortunately, the aforementioned landowner confidentiality
agreement prohibited the reporting of specific soil contam-
inant levels. However, given observable contamination indi-
cators such as the lack of broadleaf and grass competition,
reps 2 and 3 (that were located the closest to the residue
source) appeared to have much worse contamination than
reps 1 and 4. These apparent levels of contamination were
consistent with tree height and diameter data reported
above. Overall, these high levels of soil heterogeneity war-
rant the need to conduct phyto-recurrent selection in future
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Figure 1. Height of rooted poplar cuttings (A.), unrooted poplar cuttings (B.),
and unrooted willow cuttings (C.). Error bars represent one standard error of
the mean. The dashed line represents the overall mean, while asterisks within
bars indicate individual means that were significantly different from the overall
mean (p < 0.05). Means followed by the same letter within each planting stock
were not different (p > 0.05).

studies with similar variability in site conditions (Zalesny
et al. 2007).

Clones differed in height (p=0.0002) and diameter
(p=0.0003) (Table 4). Height across reps for all genera and
planting stock ranged from 49.1+7.5 to 186.0+12.0cm.
Height of rooted poplar clones ranged from 49.1+7.5 to
186.0 £ 12.0 cm, while the height of unrooted poplar clones
ranged from 56.6+12.2 to 166.4+254cm, and height of
unrooted willow clones ranged from 60.0£2.9 to
132.8+6.4cm (Figure 1). The results for diameter showed
similar trends. Diameter across genera and planting stock
ranged from 5.26+0.31 to 18.64+1.88mm. Diameter of

rooted poplar clones ranged from 594+0.80 to
18.64+1.88 mm, while the diameter of unrooted poplar
clones ranged from 5.89+1.30 to 16.75+2.78mm, and
diameter of unrooted willow clones ranged from 5.26 +0.31
to 8.64 +0.46 mm.

Rooted poplar clones exhibited the greatest height and
diameter of all combinations of genera and planting stock.
The two best clones overall were rooted stock of poplar
from the breeding program of Dr. Richard B. Hall at Iowa
State University. Overall, the ISU25-X’ series of clones from
Iowa State University performed the best, with each clone
expressing heights well over 1 m by the end of year one. A
set of clones from a first-generation backcross population
from the USDA Forest Service, Northern Research Station
also grew very well (clone series ‘NC13XXX’). Selected geno-
types from this backcross population have exhibited excep-
tional rooting ability from unrooted cuttings under varying
soil textures and soil temperatures in the North Central
United States (Zalesny et al. 2004, 2005a, 2005c). Other
clones not included in the aforementioned genomic groups
that performed well were poplar clone 313.55" and willow
clone ‘SX67° (heights of 166.4+25.4cm and 132.8+6.4cm,
respectively).

The broad range of variability among our genotypes pro-
vides greater potential for identification and selection of
good-rooting clones that also can be established successfully
under conditions of heavy NO3 concentrations (Pilipovié
et al. 2009; Borisev et al. 2010). O’Neill and Gordon (1994)
reported Carolina poplar (Populus xcanadensis Moench;
also known as ‘Eugenei’ and ‘DN34’) exhibited great ability
to remediate NO3 from soils of an artificial riparian zone.
Nitrate concentration in the soils decreased as uptake by the
trees increased, with the tree roots serving as primary sinks
for NO3. Such genotypes will be very beneficial for future
projects. For example, working with similar Populus and
Salix genotypes as in the current study, Zalesny et al
(2005b) reported genotype-dependent phytoremediation
potential when trees were established on soils contaminated
with petroleum hydrocarbons. In addition, a selected poplar
genotype (‘H11-11’) resulting from a cross between P. tri-
chocarpa and P. deltoides efficiently remediated contamin-
ation from trichloroethylene (TCE) (Gordon et al. 1997),
and recent results have shown a 32% increase in diameter of
poplar using endophyte-assisted phytoremediation for TCE
(Doty et al. 2017). Greger and Landberg (2001) and
Landberg and Greger (1994) tested the ability of S. viminalis
for phytoextraction of cadmium from soil and reported
broad genetic variation among clones. In addition, research-
ers using agricultural crops reported similar results of suc-
cessful genotype-dependent remediation (Yang and Blanchar
1993; Wiltse et al. 1998; Glenn et al. 2001), while others
showed a lack of varietal differences resulting in less oppor-
tunity for selection of superior genotypes (Russelle et al.
2001). Nevertheless, breeding and selection of any plant gen-
otypes for specific phytoremediation uses are important for
the success of plant-enhanced bioremediation (Zalesny
et al. 2016b).



Table 6. Percent survival by replication (rep) and planting stock (i.e. rooted
versus unrooted cuttings) across 27 poplar clones measured after one and
eleven growing seasons.

Year 1 Year 11
Rep Rooted Unrooted Across stock® Rooted Unrooted Across stock®
1b 100 97 98 z 80 32 40 2
2 - - - — - —
3 76 66 69y 52 25 357
4 97 94 96 z 72 36 527
Across Reps® 91 a 86 a 87 67 A 318 42

*Means followed by the same letter within the columns are not different:
(Year 1 LSDggs = 12; Year 11 LSDg o5 = 32).

bRep 2 was not measured given extensive mortality at 11 years.

“‘Means followed by the same letter within the row are not different: (year 1
LSDgos = 10; year 11 LSDg g5 = 26).

There was an interaction between rep and clone for
height (p <0.0001) and diameter (p <0.0001) (Table 4).
Given the similar nature of the interactions for each depend-
ent variable, the means for height are given as a representa-
tive expression of clonal performance across reps (Table 5).
There were few clones that performed consistently across
reps (see below), regardless of whether height and diameter
were above average or below average. The extreme variation
in genotypic performance within any given rep most likely
was due to the variability in soil NO3 levels. Thus, for phy-
toremediation purposes, we recommend extensive physio-
logical tests of NO3™ levels within the roots, shoots, and
cuttings, as well as in the soil.

Genotypic stability in survival and diameter of poplars
after one and 11 growing seasons

Using in situ phyto-recurrent selection (Zalesny et al. 2007),
27 clones that were measured after the first growing season
were re-measured after eleven growing seasons, with 13 gen-
otypes planted as rooted cuttings and fourteen clones as
unrooted cuttings (Table 1). For year 1, the percent survival
of trees across reps, clones, and planting stock ranged from
66% (rep 3, unrooted) to 100% (rep 1, rooted), with an
overall survival rate of 87% (Table 6). After eleven years, the
percent survival ranged from 25% (rep 3, unrooted) to 80%
(rep 1, rooted), with an overall survival rate of 42%. The
survival rates across planting stock and reps exhibited
inverse relationships during both points in time. Specifically,
there were no differences in the overall survival rate of
rooted versus unrooted cuttings at year 1, yet trees planted
as rooted cuttings had more than a two-fold greater survival
relative to their unrooted counterparts at year 11. Across
planting stock, the survival rates of reps 1 and 4 were
roughly 40% better than for rep 3 after the first growing sea-
son, while reps did not differ for survival rate across plant-
ing stock after 11years (Table 6). These results corroborated
the general trends of trees established from rooted poplar
cuttings having greater survival rates than unrooted cuttings
as trees reach rotation-age (Stanturf et al. 2001).

Survival is an important early indicator of phytoremedia-
tion potential (Zalesny et al 2005b), and in this study,
establishment survival was significantly correlated with the
rank in diameter (r = —0.38, p =0.0489), biomass (r =0.40,
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Table 7. Phenotypic correlations among traits and their rankings for 27 poplar
clones following the first and eleventh growing seasons.

Year 11
Year 1
Diameter Diametergank  Biomass  Biomassgank  Survival
Diameter 0.19 -0.19 0.19 -0.17 0.12
0.3412 0.3314 0.3399 0.3950 0.5671
Diametergank ~ —0.07 0.08 -0.06 0.06 0.01
0.7204 0.6828 0.7481 0.7831 0.9616
Height 0.15 -0.18 0.15 -0.13 0.24
0.4593 0.3590 0.4509 0.5317 0.2188
Heightrank -0.07 0.14 -0.06 0.05 -0.20
0.7180 0.4945 0.7778 0.8206 0.3193
Survival 0.38 -0.38 0.40 -0.41 0.38
0.0529 0.0489 0.0412 0.0331 0.0474

Significant correlations are shown in bold (p < 0.05).

p=0.0412), rank in biomass (r =—0.41, p=0.0331), and
survival (r=0.38, p=0.0474) at 11 years after planting
(Table 7). As expected, clones with greater survival had bet-
ter ranks and thus greater diameter and biomass. Although
the correlation between first-year survival and 11-year diam-
eter was not significant, a previous study found increased
survival at establishment led to greater rotation-age biomass
across clones (Zalesny et al. 2015). In particular, genotype-
specific responses were observed for differences in survival,
diameter, and rank of diameter measured after one and 11
growing seasons (Table 8).

Overall, planting stock influenced the genotypic stability
in diameter of the 27 poplar clones, resulting in four general
response groups when comparing the difference between
observed diameter and mean diameter at the establishment-
and rotation-age (Figure 2). In general, clones established
from unrooted cuttings were more stable than those from
rooted cuttings, as indicated by tighter genotype clustering.
The segregation of genotypes into response groups corrobo-
rated previous results from landfill leachate applications
using a subset of these clones (Zalesny et al. 2008). In the
current study, the first group consisted of clones that were
planted from rooted cuttings, had high survival rates, and
exhibited above-average diameter at years 1 and 11 (‘ISU25-
35’ ‘ISU25-R5’; ‘ISU25-R4’; ‘80X00601°; ‘ISU25-12°; ISU25-
21’) (upper right quadrant of Figure 2). These clones repre-
sented the most optimal genotype mix for phytoremediation
of fertilizer residues. The second group was comprised of
seven genotypes that exhibited above-average diameter dur-
ing the 11th growing season despite poor growth during
establishment  (‘ISU25-4’; ‘DN182’; ‘NM6’; ‘DN34%;
‘NC13992; ‘DM115; ‘313.23°) (lower right quadrant of
Figure 2). With the exception of ISU25-4, all of these geno-
types were planted as unrooted cuttings. Similar to group 1,
these clones were considered favorable due to their long-
term performance. The third group consisted of a mixture
of four rooted and three unrooted clones that had above-
average diameter during the establishment year yet below-
average growth at rotation-age (rooted: °‘42-7’; 252-4’;
‘80X01107’; ISU25-R2’; unrooted: 7300501’; ‘D121’; ‘D124’)
(upper left quadrant of Figure 2). Lastly, the fourth response
group was a mixture of two rooted and five unrooted clones
that had below-average diameter at both measuring periods
(rooted: ‘Belgian25’; ‘145-51’; unrooted: ‘8000105’; ‘119.16%;
‘DN5’; ‘D123’; 91.05.02°) (lower left quadrant of Figure 2).



976 R. S. ZALESNY JR. AND E. O. BAUER

Table 8. Survival, diameter, and rank of diameter for 27 poplar clones measured after one and eleven growing seasons.

Survival Diameter Diametergank
Clone Year 1 (%) Year 11 (%) Year 1 (mm) Year 11 (cm) Year 1 (position) Year 11 (position)
ISU25-35 94.4 100.0 8.6 26.5 1 1
ISU25-R5 100.0 78.6 17.8 21.1 2 8
ISU25-R4 100.0 72.7 14.4 24.0 3 3
NC13992 58.3 25.0 13.2 15.1 4 25
ISU25-21 76.5 70.6 13.0 19.9 5 10
313.23 58.3 333 12.7 124 6 26
ISU25-12 100.0 83.3 12.5 21.9 7 6
ISU25-4 65.0 60.0 124 18.3 8 17
80X00601 96.4 714 120 22.6 9 4
DM115 100.0 50.0 11.9 151 10 24
NM6 86.2 25 1.3 17.7 11 18
DN34 87.6 229 10.8 17.1 12 21
DN182 89.5 345 10.7 18.5 13 16
D121 833 75.0 10.5 21.0 14 9
119.16 85.0 65.0 10.0 18.7 15 15
DN5 84.3 27.5 9.9 17.7 16 19
Belgian25 83.3 333 9.5 9.4 17 27
8000105 91.7 66.7 9.4 18.8 18 14
ISU25-R2 100.0 100.0 9.4 19.9 19 11
7300501 83.3 75.0 8.2 21.5 20 7
145-51 100.0 16.7 7.8 15.5 21 23
80X01107 88.2 64.7 7.7 19.8 22 13
D123 91.7 91.7 6.9 17.5 23 20
D124 100.0 833 6.7 19.9 24 12
252-4 83.3 72.2 6.5 224 25 5
91.05.02 83.3 58.3 6.1 16.4 26 22
42-7 82.4 47.1 5.9 25.0 27 2
10 T A
Year 1 1SU25-35
@
42-7@
5 + @ISU25-R4
80X00601
252-4@ Q@
77%0050‘ @ ISU25-12 ©ISU2S.RS
SOXIgI 1\0 ISU25-R2[|] D121 —
D124 3
D123 000108 @ I1SU25-4
-10 -5 (] 119.16 O O 10
DN5 NMé6
O DN34 A
91.05.02 @ Xear 1l
145-51 [ ] O NC13992
& 4 DMII15
0313.23
Belgian25
Q1

Figure 2. Difference between observed diameter and mean diameter for 27 poplar clones measured after one (“Year 1; mm) and eleven (*Year 11; cm) growing
seasons. Clones planted as rooted cuttings are shown with blue circles, while those planted as unrooted cuttings are gray squares.

While these genotypes were the least favorable for the cur-
rent study, many have been successful during other phytore-
mediation applications (Zalesny et al. 2016b). Therefore,
these clones warrant further investigation in future studies
with similar site conditions.

Genotypic stability in diameter is illustrated in Figure 3,
which depicts changes in the rank of the 27 poplar clones
measured after one and 11 growing seasons. Contrary to the
trends in the difference in magnitude of diameter growth
shown in Figure 2, a relationship between planting stock

and diameter rank changes was non-evident. Overall, 12
genotypes had positive rank changes, 12 genotypes had
negative rank changes, and three genotypes had the same
rank at the establishment- and rotation-age. The latter three
clones are of particular interest, given their stability in
growth despite a decade of climatic, edaphic, and other
external influences. The four genotypes at the opposite ends
of the changes in rank are also important (i.e. 252-4" and
‘42-7 that improved rank versus 313.23’ and ‘NC13992°
that lost substantial rank). Clones 252-4 and ‘42-7" ranked
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Figure 3. Changes in rank of diameter for 27 poplar clones measured after one

and 11 growing seasons. Clones planted as rooted cuttings are shown with blue

bars (including ‘ISU25-R4’ and ‘ISU25-35), while those planted as unrooted cuttings are gray-hashed bars (including ‘119.16").

45th and 48th out of 52 (including willow) for diameter
after the first growing season and 5th and 2nd out of 27
after 11 years, respectively. Although not tested in the cur-
rent study, this change in rank was likely due to the invest-
ment of the genotypes in developing extensive root systems
during the establishment year, along with favorable genoty-
pe x environment interactions that developed over time.

Conclusions

Our results verified the broad clonal variation in survival
and subsequent growth among and within poplar and wil-
low genotypes established on soils heavily contaminated
with NOj3. Such variation was an important positive indica-
tor for the potential of long-term phytoremediation of NOs -
contaminated soils by poplar and willow because gains from
genotype selection are proportional to variation and estab-
lishment is the first requirement for all poplar and willow
production systems. While poplar exhibited greater overall
height and diameter growth, willow exhibited above-average
survival and potential for excellent growth and development
in subsequent years following establishment. Thus, we rec-
ommend that both genera continue to be considered for
phytoremediation of contaminated soils. Given the broad

range in height and diameter among genotypes and the abil-
ity to select better clones within this variation, our findings
suggest that selection of specific clones was favorable to
selection at the genomic group level, based on the geo-
graphic location and soil conditions of the site.
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