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Abstract: Panicum virgatum L. (switchgrass) cultivars (‘Alamo’, ‘Cimarron’, ‘Kanlow’, ‘NL 94C2-3’,
‘NSL 2009-1’, and ‘NSL 2009-2") were evaluated for salt tolerance in two separate greenhouse
experiments. In experiment (Expt.) 1, switchgrass seedlings were irrigated with a nutrient solution
at an electrical conductivity (EC) of 1.2 dS‘m™! (control) or a saline solution (spiked with salts) at an
EC of 5.0 dS'm™ (EC 5) or 10.0 dS-m~! (EC 10) for four weeks, once a week. Treatment EC 10 reduced
the tiller number by 32% to 37% for all switchgrass cultivars except ‘Kanlow’. All switchgrass
cultivars under EC 10 had a significant reduction of 50% to 63% in dry weight. In Expt. 2, switchgrass
was seeded in substrates moistened with either a nutrient solution of EC 1.2 dS'm™! (control) or a
saline solution of EC of 5.0, 10.0, or 20.0 dS-m-! (EC 5, EC 10, or EC 20). Treatment EC 5 did not affect
the seedling emergence, regardless of cultivar. Compared to the control, EC 10 reduced the seedling
emergence of switchgrass ‘Alamo’, ‘Cimarron’, and ‘NL 94C2-3" by 44%, 33%, and 82%, respectively.
All switchgrass cultivars under EC 10 had a 46% to 88% reduction in the seedling emergence index
except ‘NSL 2009-2’. No switchgrass seedlings emerged under EC 20. In summary, high salinity
negatively affected switchgrass seedling emergence and growth. Dendrogram and cluster of six
switchgrass cultivars indicated that ‘Alamo’ was the most tolerant cultivar, while “NSL 2009-2" was
the least tolerant cultivar at both seedling emergence and growth stages. A growth-stage dependent
response to salinity was observed for the remaining switchgrass cultivars. ‘NSL 2009-1" and ‘NL
94C2-3" were more tolerant to salinity than ‘Cimarron’ and ‘Kanlow’ at the seedling emergence
stage; however, ‘Kanlow” and ‘Cimarron’ were more tolerant to salinity than “NSL 2009-1" and ‘NL
94C2-3’ at the seedling growth stage.
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1. Introduction

Renewable energy is expected to make a significant contribution to meet global energy needs
due to diminishing availability of discoverable fossil fuel reserves and the environmental
consequences of exhaust gases from fossil fuel. The U.S. Energy Information Administration [1]
reported that renewable energy, excluding hydropower, accounted for 28% of the overall growth in
electricity generation from 2012 to 2040. Biofuel, one of the most important types of renewable energy,
is gaining popularity and the demand for biofuel is increasing. In 2011, a total of 110 billion liters of
biofuel were produced worldwide, among which bioethanol accounted for 78.7% [2]. Bioethanol is
primarily produced from crops such as corn (Zea mays, L.), sugar beet (Beta vulgaris var. altissima
Doll), sweet potato (Ipomoea batatas, (L.) Lam.), sugar cane (Saccharum officinarum, L.), sorghum
(Sorghum bicolor, (L.) Moench), and switchgrass (Panicum virgatum, L.) [3-5], several of which are food
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crops. Therefore, the production and use of bioethanol may compete with food crops for arable land
in the long term. Ethanol made from ligno-cellulosic feedstocks could play a critical role in promoting
energy diversity and reducing carbon dioxide emissions [6]. The market could eventually be worth
$20 billion a year, and there is enough feedstock to produce 382 billion liters of cellulosic ethanol in
the U.S. [7]. High-yield lignocellulose feedstock is essential for the production of a large quantity of
biofuel to sustain an efficient bioenergy processing and production chain.

Switchgrass is a perennial warm season grass that is native to North America from 55° N latitude
in Canada southwards into the United States and Mexico. It is primarily used for soil conservation,
forage production, and as an ornamental grass in the U.S. It has been identified as a sustainable source
of biomass feedstock for energy production with the potential to produce about 380 liters of ethanol
per metric ton [8]. Substantial efforts are being made in developing switchgrass for forage production,
cellulosic ethanol production, biogas, and direct combustion for thermal energy applications. For
instance, ‘Alamo’ switchgrass is a tetraploid lowland cultivar with coarser foliage and a late maturity
date [9]. ‘Kanlow’ is a tetraploid lowland cultivar that is suited for poorly drained sites or areas
subject to periodic flooding [9]. Switchgrass has a broad adaptability, tolerates water and nutrient
limitations, and has the ability to produce moderate to high biomass yields on marginal lands [10-
12]. Marginal lands refer to lands that have low inherent productivity and have been abandoned or
degraded [13]. Soil salinity in some of these lands is too high for most common economically-
important crops, and groundwater with high salinity is the major water source. Growing switchgrass
on marginal lands would be an alternative way to conserve fresh water, reduce fossil fuel pollution,
and secure food safety. Therefore, identifying salt-tolerant switchgrass genotypes and improving the
salt tolerance for salt-affected lands is critically important.

Salinity causes reduction in the seed germination [14-16], seedling emergence [17], seedling
growth [15,17,18], and yield of switchgrass [19]. It also modifies plants” physiological and biochemical
processes [20]. According to Tober et al. [21], switchgrass is moderately sensitive to salt conditions at
an electrical conductivity (EC) of 5 to 10 dS'm™. Switchgrass is more sensitive to salinity at the
seedling emergence stage than at any other stage [21]. However, Ganjegunte et al. [22] reported that
‘Alamo’ switchgrass grown in soil columns with salt-affected soils collected from an abandoned
cotton field in El Paso, Texas, produced appreciable biomass when irrigated with treated wastewater
at an EC of 2.6 dS-m™! for six years under greenhouse conditions. Additionally, the salt tolerance of
switchgrass varies with cultivar [23,24]. To provide more information about such variations, the
relative salt tolerance of six switchgrass cultivars was determined in two greenhouse studies by
evaluating seedling emergence, plant growth, gas exchange rates, and leaf ion accumulation under
different salt conditions.

2. Materials and Methods
2.1. Seedling Growth (Experiment 1, (Expt. 1))

2.1.1. Plant Materials and Treatments

On 18 July, 2013, switchgrass seeds ("Alamo’, ‘Cimarron’, ‘Kanlow’, “NL 94C2-3’, ‘'NSL 2009-1,
and ‘NSL 2009-2") were sown onto the surface of LM-40 high porosity growing mix (Canadian
sphagnum peat moss 60%, horticultural perlite 40%, limestone, dolomite, wetting agent, micro- and
macronutrients; Lambert Peat Moss Inc., Québec, QC, Canada) in 5.8-L black Poly-tainer™ injection
molded containers (22.5 x 19.5 cm) and covered with a thin layer of the growing mix. A reverse
osmosis (RO) water-based nutrient solution was used for irrigating plants and to avoid salt
accumulation in the root zone before treatments started. The nutrient solution at an electrical
conductivity (EC) of 1.2+ 0.1 dS'm™ (mean and standard deviation) was prepared by adding 1 g-L-!
of 15N-2.2P-12.5K (Peters 15-5-15 Ca-Mg special; Scotts, Marysville, OH, USA) to RO water, with a
final pH of 6.4 + 0.2. When they emerged, seedlings were thinned to five seedlings per pot. All
seedlings were grown in a greenhouse in El Paso, TX, USA (lat. 31°41'45" N, long. 106°16'54" W, elev.
1139 m). Temperatures in the greenhouse were maintained at 31.4 + 5.3 °C (mean =+ standard
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deviation) during the day and 25.7 +2.7 °C at night. The daily light integral (photosynthetically active
radiation) was 16.1 + 4.1 mol-m=2-d-..

From 7 to 27 August, 2013, seedlings were irrigated with a nutrient solution (control) or saline
solutions once a week, for a total of four times. The nutrient solution was prepared as above. The
saline solution at 5.0 £ 0.1 dS'-m™ (EC 5) was prepared by adding 1.54 g-L-! sodium chloride (NaCl)
and 1.47 g-L calcium chloride (CaClz) to the nutrient solution, whereas saline solution at 9.9 + 0.2
dS‘m-1 (EC 10) was prepared by adding 4.37 g-L-' NaCl and 4.16 g-L-' CaCl: to the nutrient solution.
This mixture was used because NaCl is the most common salt in reclaimed water [25] and CaCl2 was
used to forestall potential calcium deficiencies [26]. Solutions were prepared in 100-L tanks with a
confirmed EC using an EC meter (Model B173; Horiba, Ltd., Kyoto, Japan). The pH of all solutions
was adjusted to 6.1 + 0.4. At each irrigation, plants were irrigated with 1500 mL treatment solution
per container, resulting in a leaching fraction of approximately 10% to 20%. Plants were then watered
with the nutrient solution two more times before harvest.

The leachate EC was determined following the pour-through method according to Cavins et al.
[27] and Wright [28]. In brief, a saucer was placed under the container, which had drained for at least
30 min right after treatment solutions were applied. A total of 100 mL distilled water was poured on
the surface of the substrate to obtain the leachate solution, and the EC of the leachate solution was
tested for EC using an EC meter. One container per treatment per cultivar was chosen for
measurement. Leachate EC readings were averaged across cultivars.

2.1.2. Growth Data

Plant height (cm), from pot rim to the collar of the top leaf, were recorded individually for all
plants at the end of the experiment (i.e., 19 September, 2013). The heights of all five plants in the same
pot were averaged. The averaged plant height and total number of tillers of all five plants in a pot
were used for analysis. At harvest, shoots of all five plants were severed at the substrate surface, and
the leaf area was determined using an LI-3100C area meter (LI-COR® Biosciences, Lincoln, NE, USA).
Shoot dry weight (DW) was determined after shoots were oven-dried at 65 °C for four days.

2.1.3. Gas Exchange and SPAD Reading

Leaf net photosynthesis (Pn), transpiration (E), and stomatal conductance (gs) of four plants per
cultivar per treatment were measured one week before harvest using a CIRAS-2 portable
photosynthesis system (PP Systems, Amesbury, MA, USA) with an automatic universal PLC6 narrow
leaf cuvette. Fully expanded and healthy leaves were chosen for measurements. The environmental
conditions within the cuvette were maintained at leaf temperature = 25 °C, photosynthetic photon
flux (PPF) = 1000 pmol-m=-s7!, and CO: concentration = 375 pmol-mol-'. Data were recorded when
the environmental conditions and gas exchange parameters in the cuvette became stable. These
measurements were taken on sunny days between 10:00 and 14:00, and plants were well watered to
avoid water stress.

Relative chlorophyll content (Soil-Plant Analysis Development (SPAD) reading) was measured
using a handheld SPAD 502 Plus chlorophyll meter (measured as the optical density; Minolta Camera
Co., Osaka, Japan) one week before harvest. For each pot, 10 healthy and fully expanded leaves were
chosen for measurement.

2.1.4. Mineral Analysis

Five leaf samples per treatment per cultivar were randomly selected for mineral analysis. Dried
tissue was ground to pass a 40-mesh screen with a stainless Wiley mill (Thomas Scientific,
Swedesboro, NJ, USA). Powdered leaf samples were extracted with 2% acetic acid (Fisher Scientific,
Fair Lawn, NJ, USA) to determine Cl- using the method described in Gavlak et al. [29]. The
concentration of Cl- was determined using a M926 Chloride Analyzer (Cole Parmer Instrument
Company, Vernon Hills, IL, USA). Powdered samples were submitted to the Soil, Water, and Forage
Testing Laboratory at Texas A&M University (College Station, College Station, TX, USA) for the
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analyses of the Na*, Ca*, and K*. In brief, powdered samples were digested in nitric acid following
the protocol described by Havlin and Soltanpour [30]. Na*, Ca*, and K* in the digested samples were
analyzed by Inductively Coupled Plasma-Optical Emission Spectrometry (SPECTRO Analytical
Instruments Inc., Mahwah, NJ, USA) and reported on a dry plant basis as described by Isaac and
Johnson [31].

2.1.5. Experimental Design and Statistical Analysis

The experiment followed a split-plot design with salinity as the main plot and cultivar as the
subplot, with five replications per treatment per cultivar. Two-way analysis of variance (ANOVA)
was performed to analyze all data. When a significant difference among treatments occurred for each
cultivar, mean separations were conducted using Tukey’s Honestly Significant Difference (HSD)
multiple comparison at o = 0.05.

Relative shoot DW (%) was calculated for each plant in salt treatment as follows: Shoot DW in
salt treatment/Shoot DW in control x 100%. Similarly, relative height, relative leaf area, and relative
tiller number were calculated. These relative values were used as salt tolerance indices for
hierarchical cluster analysis [32]. The dendrogram and clustering of the six switchgrass cultivars were
obtained based on the Ward linkage method and squared Euclidian distance on the means of the salt
tolerance indices for four multivariate parameters. All statistical analyses were performed using J]MP
(Version 13.2, SAS Institute Inc., Cary, NC, USA).

2.2. Seedling Emergence (Expt. 2)

On 30 January, 2014, seeds of six switchgrass cultivars (‘Alamo’, ‘Cimarron’, ‘Kanlow’, ‘NL
94(C2-3’, 'NSL 2009-1", and “NSL 2009-2") were sown at a depth of 0.5 cm in a germination insert (13.5
x 13.5 x 4.5 cm) containing Metro-Mix 360 (SunGro Hort., Bellevue, WA, USA), with 30 seeds per
insert and four inserts (replications) per treatment. The potting mix was saturated with a nutrient
solution (control) or saline solutions. The nutrient solution was prepared as described in Expt. 1. For
the saline solution at EC of 4.8 = 0.5 dS'm™ (EC 5), NaCl at 1.54 g-L! and CaCl: at 1.47 g-L-! were
added to the nutrient solution. For the saline solutions at EC of 10.0 + 0.4 dS-m (EC 10) and 19.8 =
2.9 dS'm™ (EC 20), NaCl at 4.37 and 7.06 g-L-* and CaClz at 4.16 and 6.66 g-L-! were added to the
nutrient solutions, respectively. As described in Expt. 1, the solutions were prepared in 100-L tanks
with a confirmed EC using an EC meter. The pH of all solutions was adjusted to 6.0 + 0.6. Whenever
the substrate surface started to dry, the nutrient or saline solutions were applied through sub-
irrigation. This occurred three times during the entire experiment.

Seeds began to emerge 10 days after sowing, and seedling emergence was counted thereafter
every day and continued for 12 days. A seedling was considered to have emerged when the hypocotyl
hook was visible above the surface. The greenhouse environment was maintained at an average day
temperature of 26.0 + 9.0 °C, night temperature at 12.3 + 4.4 °C. The relative humidity was 43.2% +
18.8%.

A split-plot experiment design was employed with salinity as the main plot and cultivar as the
subplot, with four replications per treatment per cultivar, 30 seeds per replicate. Emergence
percentage (EP) was calculated using the formula: EP (%) = (Number of emerged seedlings)/(Total

number of seeds) x 100%. Emergence index (EI) was calculated as: EI = Y[, (EP"/T,) ; where EPi is
i

the emergence percentage on day i, and Ti is the number of days after sowing [33]. EP and EI data
were analyzed as described in Expt. 1.

3. Results and Discussion

3.1. Seedling Growth (Expt. 1)

Plant height, leaf area, tiller number, and shoot dry weight of switchgrass varied with salt
treatments and cultivars, but no interactive effects occurred between treatment and cultivar (Table
1). This indicates that all switchgrass cultivars responded similarly to the saline solution applied in
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this study. All switchgrass cultivars under EC 5 tended to be shorter, with the exception of ‘Kanlow’.
However, compared to the control, EC 10 significantly decreased plant height by 22% to 35% for all
switchgrass cultivars. All switchgrass cultivars had a slight reduction in leaf area under EC 5, but this
was still not statistically significant. Treatment EC 10 significantly reduced the leaf area of all
switchgrass cultivars by 51% to 65% compared to the control. Treatment EC 5 decreased the tiller
number of ‘Cimarron’ by 25% and tended to inhibit the tiller formation of other switchgrass cultivars
(Table 1). Compared to the control, EC 10 reduced the tiller number of all switchgrass cultivars by
32% to 37%, with the exception of ‘Kanlow’ that had 26% fewer tillers. ‘Alamo’, “NL94C2-3’, ‘NSL
2009-1’, and ‘NSL 2009-2" switchgrass cultivars under EC 5 had a reduction of 20% to 22% in shoot
dry weight, but this was still not statistically different from the control. However, the shoot dry
weight of ‘Cimarron’ and ‘Kanlow’ switchgrass under EC 5 decreased by 42% and 28%, respectively.
All switchgrass cultivars under EC 10 had a significant reduction of 50% to 63% in shoot dry weight.
These results are similar to previous reports [34,35] demonstrating that elevated salinity decreases
plant growth in terms of plant height, leaf area, and shoot biomass in maize and sorghum. The tiller
number of sorghum is also reduced as salinity increased [35].

Salinity also impairs the plant photosynthetic apparatus, especially the photosystem II (PS II)
[36]. However, in this study, all switchgrass cultivars had similar leaf net photosynthesis (Pn),
transpiration rate (E), and stomatal conductance (gs). Also, leaf Pn, E, and gs were not impacted by
salt treatment (data not shown), which was different from a study on maize and sorghum conducted
by Niu et al. [35] in a similar fashion. They found that maize and sorghum genotypes under elevated
salt treatment had reduced Pn, E, and gs at 35 days after treatment. Salt treatment affected the relative
chlorophyll content (SPAD reading). The SPAD readings of switchgrass plants in the control, EC 5,
and EC 10 were 28.6, 30.6, and 33.5, respectively. Sun et al. [34] also observed an increased SPAD
reading of ‘Desert Maize” and ‘Tx7078" sorghum irrigated with saline solutions at an EC of 5 and 10
dS'm'. However, maize genotypes had a reduced SPAD reading under salt treatment. The SPAD
readings varied with cultivars, with the greatest value of 34 for ‘Kanlow’ and the smallest value of
26.9 for ‘Cimarron’. The SPAD readings ranged from 30.6 to 31.8 for other switchgrass cultivars.

Leaf Na* content was different among salt treatments and cultivars, but no interactive effects
occurred (Table 2). Compared to the control, leaf Na* concentration under EC 5 and EC 10 increased
by 53% and 68%, respectively, regardless of cultivar. The highest Na* concentration (1.6 mg-g™' DW)
was found in ‘Alamo’ at EC 10. Salt treatment and cultivar interactively affected the leaf Ca?*
concentration (Table 2). Leaf Ca?* concentration increased with increasing EC levels in all cultivars
except ‘Alamo’. Treatment EC 5 significantly increased leaf Ca? concentration by 19%, 23%, 64%,
35%, and 15%, respectively, for ‘Cimarron’, ‘Kanlow’, “NL 94C2-3’, “NSL 2009-1’, and “NSL 2009-2".
Leaf Ca?* content in ‘Cimarron’, ‘Kanlow’, ‘NL 94C2-3’, ‘NSL 2009-1’, and “NSL 2009-2" at EC 10 was
42%, 54%,71%, 57%, and 46%, respectively; higher than that in the control. The leaf Cl- concentration
also differed among salt treatments, but not among cultivars (Table 2). Compared to the control, leaf
ClI- concentration in all cultivars at both EC 5 and EC 10 increased by 22% and 34%, respectively.

Plants can adapt to salt stress through excluding or tolerating Na* or Cl- accumulation in the
shoots [20]. In this study, the average leaf Na* concentration across all switchgrass cultivars was 0.9
+0.1 mg g based on leaf dry weight. This is similar to previous observations on sorghum genotypes
[34,35], but is much lower than that in maize genotypes [35]. These results suggest that switchgrass
plants, like sorghum, have a better capability of preventing the transport of Na* into the shoots to
avoid foliar salt damage. The leaf Cl- concentrations of all switchgrass cultivars in the control, EC 5,
and EC 10 were 10.2, 12.4, and 13.8 mg-g™ on leaf dry weight basis, respectively, which are lower
than those in maize genotypes [35]. These data suggest that switchgrass can avoid CI- accumulation
in shoots.
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Table 1. Height, leaf area, number of tillers, and dry weight of six switchgrass cultivars irrigated with salt solutions at an electrical conductivity (EC) of 5.0 dS'm™!
(EC5) or 10.0 dS'm™" (EC 10) in a greenhouse. A nutrient solution at EC of 1.2 dS-m™ was used as the control. Relative reduction (%) in height, leaf area, number of

tillers, and dry weight were calculated as a percent of the control and are presented in parentheses.

Cultivar Height (cm) Leaf Area (cm?) Number of Tillerst Dry Weight (g)t
v
Control EC5 EC10  Control EC5 EC 10 Control EC5 EC10  Control EC5 EC 10
40.5 2495 1386 374 29.8 20.8
’ 7 1.
Alamo 51.6a 49.0 (5)a (22)b 3965a (37)ab (65)b 44.6a (16)ab (33)b 43.1a 34.4 (20)a (52)b
37.6 28.2 2405 1541 34.6 18.9
‘Ci ¢ 43. 472 . 7.8 (2 42. 24.6 (42
Cimarron 3.0a (13)a (34)b 3472a (31)ab (56)b 50.6a  37.8 (25)b (32)b Oa 6 (42)b (55)b
41.0 2230 1695 29.2 24.5
‘Kanlow’ 4. . 4 . 2.8 (17 2 7 (2
anlow 54.9a 56.6 (0)a (25)b 3453a (35)ab (51)b 39.6a 32.8 (17)a (26)a 55.2a 39.7 (28)b (56)b
, , 33.2 1259 30.4 19.5
NLO4C23' 4732  442(Na 0 3300a 3026(®ab o0 482 d04(0a 21a 41900 (o
42.2 32.3 2917 1691 442 36.8 40.0 254
“NSL 2009-1" 49. 4 1.
NSL 2009 9-6a (15)a @op oA (26)ab 57)b >8a (24)ab anp koA (22)ab 50)b
, , 35.9 1754 48.6 38.0 26.7
NSL 2009-2 53.8a 499 (7)a (33)b 4664a 3691 (21)a (62)b 55.8a (13)ab (32)b 70.5a 54.9 (22)a (62)b
Cultlvar (V) b I b *% b
Treatment bk b b b
(T)
V*T NS NS NS NS

* For each cultivar, means with the same lowercase letters within a row for the same variable are not significantly different among treatments by Tukey’s Honestly
Significant Difference (HSD) multiple comparison at p < 0.05. ¥ NS, *, **, ***: not significant, significant at p < 0.05, 0.01, and 0.001, respectively.  Adapted from Sun
etal. [33]
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Potassium plays an important role in the tugor-pressure-driven solute transport in the xylem
and the water balance of plants [37]. Na* accumulation might cause the reduction of K* uptake [38].
In this study, leaf K* concentration decreased significantly with an increasing EC in switchgrass
‘Alamo’ and ‘Cimarron’ (Table 2). Compared to the control, EC 5 and EC 10 decreased leaf K* content
by 22% and 30% for ‘Alamo’, respectively, and by 16% and 30% for ‘Cimarron’, respectively. Leaf K*
content in other switchgrass cultivars decreased slightly with increasing EC, and the magnitude of
reductions varied with cultivar. These results are different from those records on sorghum genotypes
[34], which had an increased leaf K* concentration in salt conditions.

Table 2. Leaf ion concentrations of six switchgrass cultivars irrigated with a nutrient solution at an
electrical conductivity (EC) of 1.5 dS-m™ (control) or salt solutions at EC of 5.0 dS'm~! (EC 5) or 10.0
dS-m™ (EC 10) in a greenhouse.

Ion Concentration (mg.g-1 Dry Weight)

Cultivar Treatment

Na+ Ca2* Cl- K+
Control 13at 5.0a 109 a 40.0 a
‘Alamo’ EC5 13a 45a 13.5a 31.1ab
EC 10 16a 5.6 a 14.1a 28.1b
Control 09a 41b 9.1a 395a
‘Cimarron’ EC5 12a 49 ab 10.8 a 33.1b
EC 10 12a 5.8a 12.7 a 27.5¢
Control 04a 3.6c¢c 10.5a 30.3a
‘Kanlow’ EC5 0.7 a 44b 13.1a 27.7 a
EC 10 05a 55a 14.0a 243 a
Control 04a 31b 11.7 a 364 a
‘NL 94C2-3’ EC5 0.8a 50a 125a 284 a
EC 10 09a 52a 153 a 335a
Control 0.6 a 3.8b 91a 39.8a
“NSL 2009-1" EC5 1.1a 5.2 ab 11.2a 36.3 a
EC 10 0.8a 6.0 a 134 a 31.0a
Control 05b 44b 9.8 a 33.8a
“NSL 2009-2’ EC5 0.8 ab 5.0 ab 13.3a 284 a
EC 10 1.1a 64a 13.2a 26.8 a

Cultivar (V) Y wEx NS i

Treatment (T) R * o *
V*T NS * NS NS

* For each cultivar, means with the same lowercase letters within a column are not significantly
different among treatments by Tukey’s Honestly Significant Difference (HSD) multiple comparison
atp <0.05. NS, *, **, ***: nonsignificant, significant at p <0.05, 0.01, and 0.001, respectively.

3.2. Seedling Emergence (Expt. 2)

No switchgrass seedlings emerged under EC 20. This treatment was excluded from further
statistical analysis. Switchgrass seedling emergence percentage and index varied with salt treatment
and cultivar, and no interaction occurred between salt treatments and cultivars (Table 3). The
seedling emergence percentage of all cultivars under EC 5 was similar to that of the control plants.
The seedling emergence index of all cultivars under EC 5 was also similar to that of the control, with
the exception of ‘NL 94C2-3". These results indicate that the saline solution at EC of 5 dS-m™" did not
inhibit the seedling emergence of the tested switchgrass. Compared to the control, EC 10 significantly
reduced the seedling emergence of ‘Alamo’, ‘Cimarron’, and ‘NL 94C2-3" switchgrass by 44%, 33%,
and 82%, respectively. ‘Kanlow’, ‘NSL 2009-1’, and ‘NSL 2009-2" switchgrass under EC 10 had
reductions of 25%, 48%, and 52%, respectively, in seedling emergence percentage. The seedling
emergence index of all switchgrass cultivars under EC 10 decreased from 46% to 88%. These results
are in line with a previous study on sorghum [34], which decreased its seedling emergence under
saline solution conditions.
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Table 3. Seedling emergence percentage and index of six switchgrass cultivars sub-irrigated with salt
solutions at an electrical conductivity (EC) of 5.0 dS‘m! (EC 5) or 10.0 dS‘m™! (EC 10) in a greenhouse.
A nutrient solution at EC of 1.2 dS‘m™ was used as control. Data for saline solution at an EC of 19.8
dS-m™ (EC 20) are not presented as no seedlings emerged. Relative reduction (%) in seedling
emergence percentage and index were calculated as a percent of the control and are presented in

parentheses.
Cultivar Seedling Emergence Percentaget Seedling Emergence Index
Control EC5 EC10 Control EC5 EC10
‘Alamo’ 417at 350(16)ab 234 (44)b 229a 183 (20)ab 10.3 (55)b
‘Cimarron’ 57.5ab 63.4 (0)a 38.4 (33)b 40.3a 41.2 (0)a 17.7 (56)b
‘Kanlow’ 63.4a 61.7(3)a 475(25)a 40.7a 418 (0)a  22.0 (46)b

‘NL94C2-3  517a  467(10)a  92(82)b  340a  243(28)b 4.0 (88)c
‘NSL2009-1'  50.8a  342(33)a 267(48)a 312a  19.7(37)ab 12.9 (59)b
‘NSL2009-2  22.5a 259(0)a  108(52)a  14.3a 160(©0)a 5.0 (65)a

Cultivar (V) Y ek
Treatment (T) R xEE
V*T NS NS

* For each cultivar, means with the same lowercase letters within dependent variables are not
significantly different among treatments by Tukey’s Honestly Significant Difference (HSD) multiple
comparison atp <0.05. NS, *, **, ***: not significant, significant at p <0.05, 0.01, and 0.001, respectively.
t Adapted from Sun et al. [33]

The dendrogram and cluster of six switchgrass cultivars were obtained based on the Ward
linkage method and squared Euclidian distance on the means of the salt tolerance indices for four
multivariate parameters at seedling growth and emergence stages (Figure 1). ‘Alamo” and ‘“NSL 2009-
2’ switchgrasses were consistently clustered as the most tolerant and the least tolerant cultivars,
respectively, at both seedling growth and emergence stages. However, other tested switchgrass
cultivars responded differently from one stage to another. “NSL 2009-1" and ‘NL 94C2-3" were within
the same group as ‘Alamo’ at the seedling emergence stage, but classified into the group of ‘NSL
2009-2" at the seedling growth stage. On the other hand, ‘Kanlow’ and ‘Cimarron’ stayed in the same
group as ‘NSL 2009-2’ at the seedling emergence stage, but were categorized in the group of ‘Alamo’
at the seedling growth stage. These results agree with previous reports by Tober et al. [21], Fan et al.
[23], and Liu et al. [24], who reported that the salt tolerance of switchgrass varies with cultivar and
growth stage. All of these reports suggest that plant physiological adjustment to salinity stress
involves trade-offs at different stages, for example, between seedling emergence and seedling growth
[36].
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Figure 1. Hierarchical cluster analysis of switchgrass cultivars using multivariate parameters
including height, leaf area, number of tillers, and dry weight (A), and seedling emergence percentage
and index (B). The dendrogram is based on Ward linkage using the squared Euclidian distance on the
means of multivariate parameters.

4. Conclusions

Salinity negatively affected the switchgrass seedling emergence and growth. The switchgrass
cultivar “‘Alamo’ was the most tolerant cultivar to salinity, while ‘NSL 2009-2" was the most
susceptible cultivar at both seedling emergence and growth stages. The responses of other tested
switchgrass cultivars to salinity are growth-stage dependent. ‘NSL 2009-1" and ‘NL 94C2-3" were
more tolerant to salinity than ‘Kanlow” and ‘Cimarron’ at the seedling emergence stage, but ‘Kanlow’
and ‘Cimarron” were more tolerant to salinity than ‘NSL 2009-1" and ‘NL 94C2-3" at the seedling
growth stage.

Author Contributions: This work was a product of the combined effort of all authors. All authors conceptualized
the study. G.N. conceived and designed the experiments and critically reviewed the manuscript; Y.S. performed
the experiments, collected and analyzed the data, and drafted the manuscript. G.G. and Y.W. critically reviewed
the manuscript.

Acknowledgments: This research is supported by the USDA NIFA Project No. 2017-68007-26318, Hatch project
TEX090450, and Texas A&M AgriLife Research. The content is solely the responsibility of the authors and does
not necessarily represent the official views of the funding agencies. Mention of a trademark, proprietary product,
or vendor does not constitute a guarantee or warranty of the product by the USDA and does not imply its
approval to the exclusion of other products or vendors that also may be suitable. This research was funded by
National Institute of Food and Agriculture (NIFA) Project United State Department of Agriculture grant number
(No. 2017-68007-26318) and Hatch Project (TEX090450). Check carefully that the details given are accurate and
use the standard spelling of funding agency names at https://search.crossref.org/funding, any errors may affect
your future funding.

Conflicts of Interest: The authors declare no conflict of interest. The founding sponsors had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, and in the
decision to publish the results.

References

References

1. US. Energy Information Administration. Annual Energy Outlook 2014 Early Release Overview; U.S.
Department of Energy: Washington, DC, USA, 2014. Available online: http://geospatial.blogs.com/geospatial/
renewable-energy/page/7/ (accessed on 16 July 2014).

2. US. Energy Information Administration. International Energy Statistics; U.S. Department of Energy:
Washington, DC, USA, 2011. Available online: http://www .eia.gov/ (accessed on 16 July 2014).

3. Drapcho, CM.; Nhuan, N.P.; Walker, T.H. Biofules Engineering Process Technology; The McGraw-Hill Companies,
Inc.: New York, NY, USA, 2008.

4.  Pyter, R; Voigt, T.; Heaton, E.; Dohleman, F.; Long, S. Giant miscanthus: Biomass crop for Illinois.
In Issues in New Crops and New Uses; Janick, J., Whipkey, A., Eds.; ASHS Press: Alexandria, VA, USA, 2007;
pp. 39-42.

5. Schmer, M.R,; Vogel, K.P.; Mitchell, R.B.; Perrin, R K. Net energy of cellulosic ethanol from switchgrass.
Proc. Natl. Acad. Sci. USA 2008, 105, 464—-469.

6. International Energy Agency. World Energy Outlook 2006; International Energy Agency: Paris, France, 2006.

7.  Sanderson, K. US biofuels: A field in ferment. Nature 2006, 444, 673-676.

8. Hull, T. Switchgrass: Native American Powerhouse. Renewable Energy Resources 2007. Available online:
http://www .prognog.com/driving/ethanol/switchgrass-native-american-powerhouse.html (accessed on
16 July 2014).



Agriculture 2018, 8, 66 10 of 11

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Sanderson, M.A; Reed, R.L.; Ocumpaugh, W.R.; Hussey, M.A.; Van Esbroeck, G.; Read, J.C.; Tischler, C.R.;
Hons, F.M. Switchgrass cultivars and germplasm for biomass feedstock production in Texas. Bioresour. Technol.
1999, 67, 209-219.

Jimmy Carter Plant Materials Center. Plant Fact Sheet for Switchgrass (Panicum virgatum L.); USDA-Natural
Resources Conservation Service: Americus, GA, USA, 2011; p. 2.

Sanderson, M.A.; Reed, R.L.; Mclaughlin, S.B.; Wullschleger, S.D.; Conger, B.V.; Parrish, D.; Wolf, D.D.;
Taliaferro, C.M.; Hopkins, A.A.; Ocumpaugh, W.R; et al. Switchgrass as a sustabible bioenergy crop.
Bioresour. Technol. 1996, 56, 83-93.

Vogel, K.P. Energy production from forage. ]. Soil Water Conserv. 1996, 51, 137-139.

Tang, Y.; Xie, J.; Geng, S. Marginal land-based biomass energy production in China. J. Integr. Plant Biol.
2010, 52, 112-121.

Carson, M.A.; Morris, A.N. Germination of Panicum virgatum cultivars in a NaCl gradient. BIOS 2012, 83,
90-96.

Kim, S.; Rayburn, A.L.; Voigt, T.; Parrish, A.; Lee, D.K. Salinity effects on germination and plant growth of
prairie cordgrass and switchgrass. BioEnergy Res. 2012, 5, 225-235.

Liu, Y.; Wang, Q.; Zhang, Y.; Cui, J.; Chen, G.; Xie, B.; Wu, C,; Liu, H. Synergistic and antagonistic effects
of salinity and pH on germination in switchgrass (Panicum virgatum L.). PLoS ONE 2014, 9, 85282,
doi:10.1371/journal.pone.0085282.

Dkhili, M.; Anderson, B. Salt effects on seedling growth of switchgrass and big bluestem. In Proceedings
of the Twelfth North American Prairie Conference, Cedar Falls, IA, USA, 5-9 August 1990; pp. 13-16.
Fan, X;; Hou, X; Zhu, Y.; Wu, J. Impacts of salt stress on the growth and physiological characteristics of
Panicum virgatum seedlings. Chin. ]. Appl. Ecol. 2012, 23, 1476-1480.

Anderson, E.; Voigt, T.; Lee, D. Salt tolerance in Panicum virgatum and Spartina pectinata. In Proceedings of
the American Society of Agronomy, Crop Science Society of America, and Soil Science Society of America
International Annual Meetings, Cincinnatic, OH, USA, 21-24 October 2012.

Munns, R.; Tester, M. Mechanisms of salinity tolerance. Annu. Rev. Plant Biol. 2008, 59, 651-681.

Tober, D.; Duckwitz, W.; Sieler, S. Plant Materials for Salt-Affected Sites in the Northern Great Plains; United States
Department of Agriculture-Natural Resources Conservation Service, Plant Materials Center: Bismarck, ND,
USA, 2007; p. 4.

Ganjegunte, G.; Ulery, A.; Niu, G.; Wu, Y. Effects of treated municipal wastewater irrigation on soil
properties switchgrass biomass production and quality under arid climate. Ind. Crops Prod. 2017, 99, 60—69.
Fan, X.; Hou, X.; Wu, J.; Zhu, Y. Relative salt tolerance of switchgrass (Panicum virgatum) varieties during
germination development. In Proceedings of the 19th European Biomass Conference and Exhibition, Berlin,
Germany, 6-10 June 2011; pp. 149-151.

Liu, Y.; Zhang, X.; Zhao, B.; Childs, K.; Buell, C.R,; Kim, ].W. Relative salt tolerance of 33 switchgrass
cultivars. In Proceedings of the American Society of Agronomy, Crop Science Society of America, and Soil
Science Society of America Internatioaal Annual Meetings, Tampa, FL, USA, 3-6 November 2013.

Niu, G.; Cabrera, R.I. Growth and physiological responses of landscape plants to saline water irrigation:
A review. HortScience 2010, 45, 1605-1609.

Carter, C.T.; Grieve, C.M. Salt tolerance of floriculture crops. In Ecophysiology of High Salinity Tolerant Plants;
Khan, M.A., Weber, DJ., Eds.; Springer Science + Business Media: Dordrecht, The Netherlands, 2006;
pp. 279-287.

Cavins, T.J.; Whipker, B.E.; Fonteno, W.C. Pourthru: A method for monitoring nutrition in the greenhouse.
Acta Hort. 2008, 779, 289-297.

Wright, R.D. The pour-through nutrient extraction procedure. HortScience 1986, 21, 227-229.

Gavlak, R.G.; Horneck, D.A.; Miller, R.O. Plant, Soil, and Water Reference Methods for the Western Region;
Western Regional Extension Publication (WREP), Washington State University, Pullman, WA, USA, 1994;
p- 125.

Havlin, J.L.; Soltanpour, P.N. A nitric acid and plant digest method for use with inductively coupled
plasma spectrometry. Commun. Soil Sci. Plant Anal. 1989, 14, 969-980.

Isaac, R.A.; Johnson, W.C. Collaborative study of wet and dry ashing techniques for the elemental analysis
of plant tissue by atomic absorption spectrophotometry. J. Assoc. Off. Anal. Chem. 1975, 58, 436—440.

Zeng, L.; Shannon, M.C.; Grieve, C.M. Evaluation of salt tolerance in rice genotypes by multiples agronomic
parameters. Euphytica 2002, 127, 235-245.



Agriculture 2018, 8, 66 11 of 11

33.

34.

35.

36.

37.
38.

Sun, Y.; Niu, G,; Li, P.; Masabni, J. Salt Tolerant Bioenergy Crops for Improving Productivity of Marginal
Lands. In Innovations in Agricultural & Biological Engineering -Technological Interventions in
Management of Irrigated Agriculture, 1+t ed.; Goyal, M.R., Nambuthiri, S.S., Koech R., eds.; Apple Academic
Press, Inc., Waretown, New Jersey, United States, 2018; pp. 257-273; ISBN: 978-1-77188-592-8, E-Book
ISBN: 978-1-315-20430-7.

Sun, Y.; Niu, G.; Osuna, P.; Zhao, L.; Ganjegunte, G.; Peterson, G.; Peralta, ]J.; Gardea-Torresdey, ]J.

Variability in salt tolerance of Sorghum bicolor L. Agric. Sci. 2014, 2, 9-21.

Niu, G.; Xu, W.; Rodriguez, D.; Sun, Y. Growth and physiological responses of maize and sorghum

genotypes to salt stress. ISRN Agron. 2012, 2012, 145072, doi:10.5402/2012/145072.

Taiz, L.; Zeiger, E. Plant physiology and development, 6th ed.; Sinauer Associates, Inc. Publishers: Sunderland,

MA, USA, 2015.

Marschner, H. Mineral Nutrition of Higher Plants, 2nd ed.; Academic Press: London, UK, 1995.

Hasegawa, P.M.,; Bressan, R.A.; Zhu, ].K.; Bohnert, H.]J. Plant cellular and molecular responses to salinity.

Annu. Rev. Plant Physiol. Plant Mol. Biol. 2000, 51, 463—499.

© 2018 by the authors; Licensee MDPI, Basel, Switzerland. This article is an open
@ @ access article distributed under the terms and conditions of the Creative Commons

Attribution (CC-BY) license (http://creativecommons.org/licenses/by/4.0/).




	1. Introduction
	2. Materials and Methods
	2.1. Seedling Growth (Experiment 1, (Expt. 1))
	2.1.1. Plant Materials and Treatments
	2.1.2. Growth Data
	2.1.3. Gas Exchange and SPAD Reading
	2.1.4. Mineral Analysis
	2.1.5. Experimental Design and Statistical Analysis

	2.2. Seedling Emergence (Expt. 2)

	3. Results and Discussion
	3.1. Seedling Growth (Expt. 1)
	3.2. Seedling Emergence (Expt. 2)

	4. Conclusions
	References
	References

