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Abstract: A network of 21 experiments was established across nine countries on four continents and
spanning both hemispheres, to evaluate the relative performance of early generation perennial
cereal material derived from wheat, rye, and barley and to inform future breeding strategies.
The experimental lines were grown in replicated single rows, and first year production and
phenology characteristics as well as yield and persistence for up to three years were monitored.
The study showed that the existing experimental material is all relatively short-lived (≤3 years),
with environments that are milder in summer and winter generally conferring greater longevity.
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No pedigree was superior across this diverse network of sites although better performing lines
at the higher latitude sites were generally derived from Thinopyrum intermedium. By contrast,
at lower latitudes the superior lines were generally derived from Th. ponticum and Th. elongatum
parentage. The study observed a poor relationship between year 1 performance and productivity in
later years, highlighting the need for perennial cereal material with greater longevity to underpin
future experimental evaluation, and the importance for breeding programs to emphasize post-year
1 performance in their selections. Hybrid lines derived from the tetraploid durum wheat generally
showed greater longevity than derivatives of hexaploid wheat, highlighting potential for greater
use of Triticum turgidum in perennial wheat breeding. We advocate a model in future breeding
initiatives that develops perennial cereal genotypes for specific target environments rather than a
generic product for one global market. These products may include a diversity of cultivars derived
from locally adapted annual and perennial parents. In this scenario the breeding program may have
access to only a limited range of adapted perennial grass parents. In other situations, such as at very
high latitude environments, perennial crops derived from barley or rye may have a better chance of
success than those derived from wheat. In either case, development and selection of the perennial
parent for adaptation to local environments would seem fundamental to success.

Keywords: wheat; barley; rye; Kernza; wheatgrass

1. Introduction

Efforts to develop perennial wheat date back to a major initiative in Omsk, Russia, commencing in
the 1920’s that pioneered the hybridization of annual wheat (Triticum aestivum L.) with perennial
relatives. The first successful cross between annual and perennial Triticeae species was from the
Russian program in 1930 and is attributed to N. V. Tsitsin [1]. Since that time there has been sporadic
activity around the globe to generate further wheat×wheatgrass hybrids [2]. Whilst in some instances,
such as in the early Russian work, the intent was undoubtedly to create a new plant form through
wide hybridization [1,3], other outputs of successful wide hybridization were merely a product of
wheat breeding programs seeking to introgress heritable traits from perennial relative species into
conventional wheat [4].

In more recent times there has been a renewed focus on developing forms of perennialized
wheat to achieve environmental sustainability outcomes in wheat production systems. At The Land
Institute (Salina, KS, USA) for example, there has been an ongoing effort since 2002 to hybridize wheat
and perennial wheatgrass species in order to develop a genuine perennial grain crop [5]. A similar
program was established independently at around the same time at Washington State University [2].
Concurrently The Land Institute has also sought to “domesticate” the perennial species, intermediate
wheatgrass (Thinopyrum intermedium (Host) Barkworth & Dewey), as a grain crop through breeding
and selection on the basis of grain production attributes [5,6]. In general, the key challenges of the
wide hybridization approach are in achieving reliable grain yield and longevity; the key challenges
of the domestication approach are in achieving sustained grain yields and meeting the necessary
benchmarks in grain quality, including kernel size [7]. The term “perennial wheat” is used in this
paper as a loose amalgam that includes all perennial material derived from hybrids between wheat
and perennial relatives, as distinct from selections from within perennial wheat relatives such as
intermediate wheatgrass (IWG).

Wheat is not the only winter cereal to be hybridized with a perennial relative. Efforts to cross barley
(Hordeum vulgare L.) with the perennial Hordeum bulbosum L. date back to the 1880’s [1]. There have also
been various attempts to cross cereal rye (Secale cereale L.) with the perennial Secale strictum (C. Presl)
C. Presl [8]. However, in recent times these alternative species have not received the same attention as
wheat, resulting in a narrower range of material presently being available for testing.
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A key challenge in contemporary perennial cereal research is the poor longevity of most of the
existing breeding material across a range of environments. Although Larkin et al. [9] identified two
perennial wheat lines that survived and yielded grain over four successive years at Cowra, Australia,
plots in that study had declined to only single individual survivors. Poor longevity often limits the
timeframe of evaluation to no more than two years [10,11], hampering the ability to explore the broader
ecosystem benefits of perennial cereal crops.

Another challenge of perennial wheat development is limited grain yield as a result of infertility.
A few lines, including Montana-2 (MT-2;×Agrotriticum intermediodurum Khizhnyak), have persisted for
at least seven years in the field in Salina, KS, but produce almost no seed (S. Wang, unpublished data).
Perennial wheat F1 crosses have poor chromosome pairing in meiosis and as a result have a limited
seed set [12–14]. By the F6 and F7 generations regular pairing occurs [15] and they are more likely to
have higher grain yield.

Several recent studies have evaluated a range of perennial wheat breeding lines and quantified
the longevity and grain yield of the material in specific environments. However, to date there has
been little effort to coordinate evaluations across different environments. An understanding of genetic
interactions with environment is essential for breeding programs to develop material that is broadly
adapted. Four hybrid wheat× Th. elongatum ([Host] D. R. Dewey) lines developed at Washington State
University were tested in three studies run independently of each other; one in Michigan, USA [10],
one in Washington, USA [16], and one in New South Wales, Australia [17]. Attempted comparisons
between these discrete studies are problematic for a number of reasons, not least of all, the different
objectives and methodologies undertaken. The inherent genetic variability of the hybrid lines can also
confound comparisons. Prior to the evaluation in New South Wales, seed was imported to Australia
from the USA. To comply with strict federal quarantine protocols, progeny of an individual plant
grown in a quarantine glasshouse facility was used for subsequent field testing of a particular line [17].
Space constraints dictated that the progeny of only two individual seeds was used to approximate the
performance of a particular line, meaning that the material in the Australian evaluation probably had
less intra-line variation than that tested in the USA. Larkin et al. [9] later demonstrated the inherent
variability between individuals sourced from the same original line from the perennial wheat breeding
programs, which is consistent with the variability found in a range of other crops [18].

A study of 31 wheat × Th. ponticum lines conducted at three locations in Washington State in
2005–06 found no genotype × environment interaction in post-sexual cycle regrowth (PSCR) of the
material, and concluded that selection for broad adaptation of the PSCR trait across locations and years
would be possible [16]. The present study aimed to explore this further by examining the performance
of a greater diversity of wheat-derived material, as well as a small number of barley and rye lines,
over a broader range of global environments. The objective of the study was to assess the impact
of environment on the performance of existing material in order to inform future perennial cereal
breeding initiatives.

2. Materials and Methods

2.1. Sites

Experiments were conducted between 2011 and 2017 at a total of 21 sites, across 9 countries on
4 continents, including two unreplicated “demonstration sites”. Sites were selected by individual site
leaders as being broadly representative of local agricultural environments, where perennial grains were
judged to offer reasonable prospects of adding value to existing production systems. Site locations
are marked on Figure 1, along with long-term rainfall and temperature data. The network of sites
represents a diverse range of climates from subtropical to cold temperate, a range of soil types [19],
and includes a broad spectrum of rainfall quantity and seasonal distribution. Further details of each
site are provided in Table 1. In this paper we name each experimental site after the nearest locality
or township. In instances where multiple experiments were sown at the same location, we refer to
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them sequentially as experiments A, B, and C. Sites were grouped for some analysis into “cold” or
“mild” winter environments. The cold environments were those that had sub-zero winter monthly
average temperatures.

The mild environments located in Australia, Italy, and Turkey generally had relatively mild
winters, although summers would typically experience periods of hot and dry conditions (Table 1).

2.2. Experiment Design and Germplasm

Each experiment was laid out in a randomised design replicated three times, with ‘entry’ as the
treatment. Here, the term ‘entry’ refers to any line, accession, or cultivar included in the experiment
for evaluation. Plots comprised one single 1 m furrow sown with 25 germinable seeds of a particular
entry, surrounded by 0.5 m of buffer (bare ground) on all sides. Seed was sown by hand into a
cultivated seed bed at the normal time of sowing for winter wheat at each respective site. There was
a consistent treatment list for as many sites as possible to allow cross-site comparison, however,
in some instances there was some variation in the entries included at a particular site. For example,
state quarantine regulations in Western Australia at the time of experimentation precluded the import
of some wheatgrass derivatives, and limited the range of pedigrees that could be tested at that site.
A full list of entries and the sites at which each were tested is provided in Table 2.
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Figure 1. Approximate location of each experimental site together with long term averages for rainfall (mm; bar chart) and temperature (◦C; line graph) for each
month from January–December (average monthly temperature calculated from daily maximum and minimum temperatures).



Sustainability 2018, 10, 1124 6 of 28

Table 1. Description of the experimental sites. RF, rainfall; LAR, Long term annual rainfall; LAT, Long term annual average temperature.

Country Site ID Site Latitude Longitude Koppen
Classification

Elevation
(m)

Planting
Date Soil Type § Accumulated RF 12mths

from Sowing (mm)
LAR
(mm)

LAT
(◦C)

Historical
Record

Soil pH
Water

Mild winter environment Year 1 Year 2 Year 3
Australia 1 Cowra A 33◦48.21’ S 148◦42.23’ E Csc 385 27/04/2012 Lixisol 414 513 442 623 16.2 1961–1990 6.1
Australia 2 Cowra B 33◦48.21’ S 148◦42.23’ E Csc 385 25/04/2013 Lixisol 513 442 - 623 16.2 1961–1990 6.1
Australia 3 Cowra C 33◦48.21’ S 148◦42.23’ E Csc 385 11/04/2016 Lixisol 858 613 - 623 16.2 1961–1990 6.1
Australia 4 Manjimup 34◦18.38’ S 116◦07.60’ E Csb 262 14/06/2012 Luvisol 871 946 - 994 15.1 1915–2017 5.1
Australia 5 Toowoomba 27◦56’ S 151◦95’ E Csc 640 15/05/2012 Nitisol 1145 606 - 722 17.9 1996–2017 6.1
Australia 6 Wagga Wagga 35◦05’ S 147◦35’ E Csc 220 13/06/2012 Ferralsol 293 417 - 530 15.8 1898–2016 5.2

Italy 7 Montelibretti 42◦08’ N 12◦44’ E Csa 20 30/12/2011 Arenosol 694 1069 1102 848 15.9 2005–2016 6.3
Italy 8 Inviolatella 41◦57’ N 12◦47’ E Csa 20 20/11/2015 Arenosol 766 277 - 902 14.7 1973–2016 6.6

Turkey 9 Konya 37◦51’ N 32◦33’ E BSk 1011 10/11/2015 Xerosol 243 264 - 322 11.6 1929–2016 8.0
Cold winter environment

Nepal 10 Jumla 29◦17’ N 82◦10’ E Cwb 2300 12/10/2011 Inceptisol 763 - - 794 13.2 2000–2015 8.1
United States 11 Urbana 40◦3’50” N 88◦12’18” W Cfa 230 17/10/2012 Mollic Gleysol 879 962 - 1032 11.4 1989–2016 6.3
United States 12 Salina A 38◦49’ N 97◦36’ W Cfa 373 5/10/2012 Kastanozem 750 716 - 800 13.4 1981–2010 6.7
United States 13 Salina B 38◦49’ N 97◦36’ W Cfa 373 5/10/2012 Kastanozem 750 716 - - - - 7.8
United States 14 Salina C 38◦49’ N 97◦36’ W Cfa 373 10/12/2015 Kastanozem 767 - - - - - 7.8
United States 15 St. Paul A 44◦52’ N 93◦13’ W Dfa 266 18/09/2012 Phaeozem 842 959 - 817 8.3 1981–2010 6.6
United States 16 St Paul B 44◦52’ N 93◦13’ W Dfa 266 9/22/2015 Phaeozem 1051 963 - 820 8.3 1981–2010 6.9

Canada 17 Lethbridge 49◦07’ N 112◦08’ W BSk 911 2/10/2015 Chernozem 302 245 - 379 5.6 1961–2016 7.6
Canada 18 Carman 49◦30’ N 98◦13’ W Dfb 267 23/09/2015 Chernozem 568 364 548 3.4 1981–2010 6.3
Sweden 19 Uppsala 60◦00’ N 17◦42’ E Cfb 24 01/10/2015 Cambisol 609 542 - 527 5.7 1961–2016 6.6

Uzbekistan 20 Tashkent † 41◦15′52” N 69◦12′58” E Csa 470 20/10/2016 Serozem 533 - - 519 14.4 1923–2015 7.0
Russia 21 Omsk † 54◦59′32” N 73◦22’06” E Dfb 87 19/05/2017 Chernozem 171 ‡ - - 381 1.4 1948–2010 7.0

† Unreplicated demonstration sites; ‡ May-September rainfall only; § IUSS Working Group (WRB 2015).
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Table 2. Perennial wheat genotypes evaluated at each experimental site. Cowra A (1), Cowra B (2), Cowra C (3), Manjimup (4), Toowoomba (5), Wagga Wagga
(6), Montelibretti (7), Inviolatella (8), Konya (9), Jumla (10), Urbana (11), Salina A (12), Salina B (13), Salina C (14), St Paul A (15), St Paul B (16), Lethbridge (17),
Carman (18), Uppsala (19), Tashkent (20), Omsk (21). Dots indicate the sites at which each entry was evaluated.

ID Genotype Pedigree 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21

1 11955 Triticum aestivum × Thinopyron ponticum • • • • • • • • • • • • • • • • • • • • •
2 12F3205 T. aestivum × Th. intermedium • • • •
3 12F3256 T. aestivum × Th. ponticum • • • •
4 12F3258 T. aestivum × Th. ponticum • • • •
5 12F4090 T. aestivum × Th. intermedium • • • •
6 12G401 F2 T. turgidum × Th. intermedium • • • • • • •
7 14894 T. aestivum × Secale cereale × Agropyron

elongatum
• • •

8 20238 T. turgidum × Ag. elongatum • • • • • • • • • • • • • • •
9 4014 Ag. derivative • • •

10 6754 T. aestivum × Ag. elongatum • • • • •
11 6755 T. aestivum × Ag. elongatum • • •
12 6770 T. aestivum × Ag. elongatum • • •
13 ACE-1 S. cereale •
14 Agrotana T. aestivum × Th. ponticum • • • • • • • • • •
15 B1126 T. aestivum × Th. intermedium • • • • • • • •
16 B1321 T. aestivum × Th. intermedium • • • • • • • • • •
17 B373 T. aestivum × Th. intermedium • • • • • • • • • •
18 B374-6-7s T. aestivum × Th. intermedium • • • •
19 B913 T. aestivum × Th. junceiforme • • • • • • • • • •
20 C3-2627 Th. intermedium • • • •
21 C3-3471 Th. intermedium • • • • • • • • •
22 CPI147235a T. aestivum × Th. ponticum × T. aestivum • • • • • • • • • • • • • • • • • • •
23 CPI147236a T. aestivum × Th. ponticum × T. aestivum • • • • • • • • • • •
24 CPI147242b T. aestivum × Th. ponticum × T. aestivum • • •
25 CPI147244b T. aestivum × Th. ponticum × T. aestivum • • • • • • • • • • •
26 CPI147247a T. aestivum × Th. ponticum × T. aestivum • • •
27 CPI147251b T. aestivum × Th. ponticum × T. aestivum • • • • • • • • • • • • • • • • • • • • •
28 CPI147257b T. carthlicum × Th. intermedium × T.

aestivum
• •

29 CPI147279a T. carthlicum × Th. intermedium × T.
aestivum

• •

30 CPI147280b T. aestivum × Th. intermedium • • • • • • • • • •
31 CPI147281b T. aestivum × Th. intermedium • • • • • •
32 CPI148055 Th. intermedium • • • • • • •
33 IL107 Hordeum vulgare × H. bulbosum •
34 IL118 H. vulgare × H. bulbosum • • •
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Table 2. Cont.

ID Genotype Pedigree 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21

35 IL24 H. vulgare × H. bulbosum • • • • •
36 IL46 H. vulgare × H. bulbosum • • • •
37 Mt-2 T. turgidum × Th. intermedium • • • • • • •
38 OK7211542 T. aestivum × Th. ponticum • • • • • • • • • • • • • • • • • • • •
39 Ostankinskaya T. aestivum × Th. intermedium • • • • • • • •
40 Otrastajuscaja 38 T. aestivum × Th. intermedium • • • • • • • • • • • • • • • • • •
41 P15 T. aestivum × Th. ponticum × T. aestivum • • • • • • • •
42 PWM706/PWM3 T. aestivum × Th. ponticum • • • • • • • •
43 Reimann-Phillip S. cereale •
44 Summer 1 T. aestivum × Th. intermedium • • • • • • • • •
45 TAF 46 T. aestivum × Th. intermedium • • • • • • • • • •
46 Zhong 3 T. aestivum × Th. intermedium • • • • • • • •
47 Zhong 7 T. aestivum × Th. intermedium • • • • • • • • •
48 Crop control

Arapahoe T. aestivum • •
Bezostaya1 T. aestivum •

Ensco T. aestivum • •
Everest T. aestivum •
Falcon T. aestivum •
Fuller T. aestivum • •

Gregory T. aestivum •
Mace T. aestivum •

Pioneer_25R47 T. aestivum •
Stava T. aestivum •

TAM_SOFT700 T. aestivum •
UKR-OD 952.92/AE.1 Squarrosa (1031) T. aestivum •

W512 T. aestivum •
Wedgetail T. aestivum • • • • • • • • • • • •
WK1204 T. aestivum •

Hindmarsh H. vulgare •
P-845 H. vulgare •

49 Grass control
Accession (Turkey) H. bulbosum •

Barcel Festuca arundinacea •
C3-3864 Th. intermedium • •
Dundas Th. ponticum • • • • • • •

Family10 S. montanum • • • • • • • • • •
Local variety (Minnesota) Th. intermedium •

Local variety (Turkey) Th. intermedium •
TLI_C3-2925 Th. intermedium •

Total 24 24 24 16 16 16 15 22 27 15 18 18 18 27 18 22 24 22 25 12 12
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Seed for this study was obtained from a small number of sources and distributed to the global
network of sites. Seed for the 2011 experiments was predominantly sourced from the Cowra
Agricultural Research and Advisory Station, New South Wales, Australia [9,17,20]. Seed for the
experiments in the northern hemisphere in 2015 was sourced from The Land Institute, Kansas, USA.
Seeds of experimental lines for perennial barley and perennial rye were provided by the Swedish
University of Agricultural Sciences, Uppsala, Sweden, and Agriculture and Agri-Food Canada,
Lethbridge Research and Development Centre, Lethbridge, Canada, respectively. Seeds of the control
lines of wheat cv. Wedgetail and of the perennial grass, mountain rye (S. strictum), were also harvested
from plots in previous experiments in Australia. Seed of the perennial forage grass, tall wheatgrass
(Th. ponticum) cv. Dundas, was sourced in Australia from a commercial supplier. Each experiment
included a “local grass” and a “local wheat” control. These were lines or cultivars considered to be
well-adapted to the local environment. Seeds of the local controls were sourced for each experiment
separately from local suppliers.

Seed for this study was dispatched in two discrete batches or “cohorts”, the first in 2011–2012;
the second in 2015. A broader range of pedigrees was tested in the second cohort compared to the
first, including a small number of lines derived from barley (H. vulgare) or cereal rye (S. sereale).
Two demonstration sites (Figure 1) were not replicated due to a paucity of seed. Seed for these
experiments was harvested from the experiment at Konya, Turkey, and sown at the new sites the
following year. The demonstration sites included only a subset of entries from the experiment in
Konya (cohort 2).

2.3. Management

In general, plots were managed according to what was considered standard local practice for
growing wheat, or for the particular requirements of the respective sites. As such, there were no fixed
protocols for the application of irrigation, pesticides, or fertilisers, but the over-arching philosophy at
each site was to manage so as to maximise the performance of the entries tested. Specific details of
irrigation, pesticides, and fertilisers applied to each site are provided in Table 3. Sites were maintained
for up to three years but more commonly for two years beyond which few experimental lines persisted.

2.4. Sampling

Seedling density was counted several weeks after sowing, when seedlings of most entries had
developed their third leaf. Relative density over time was estimated by assessing basal frequency.
Basal frequency is a measure used to assess density of perennial plants where individuals cannot be
reliably distinguished using non-destructive means [21]. The method was adapted for the present
study to accommodate the single sowing row, and the large quantity of standing stubble following
grain harvest that prevented a quadrat being laid on the soil surface directly over the plot. A 1 m length
of mesh divided into 40 squares, each 25 × 25 mm, was laid beside the plot. The number of squares
that lay directly beside the base of a live plant was counted with values expressed as a percentage.
Basal frequency was assessed in spring year 1, and then at the end of summer in subsequent years.
Phenology was assessed by recording the date at which anthesis first occurred in each plot. Plots were
harvested when plants of a particular entry had reached full maturity. Plants were deemed mature
when the peduncle had undergone complete colour change. All plots sown to a particular entry were
harvested on the same day, but there was usually a period of several weeks between when the first and
final entries were harvested. Once mature, herbage was cut at a height of approximately 100 mm above
the soil surface, dried at air temperature over several weeks, if required, and weighed. Grain was
threshed from the complete plot, weighed, and the harvest index was calculated. A subset of 100 grains
was taken from each plot and weighed to calculate the mass of 1000 kernels (TKW). Grain yield data is
expressed on a per plant basis in year 1 only, as individuals could be reliably distinguished and so
grain yield values were not confounded by differences in plant density. Beyond year 1 grain yield is
expressed on a per plot basis.
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Table 3. Description of pesticides, fertilizers, and irrigation used during the experimental period.

Site
Year 1 Year 2

Pesticides Fertilizers Irrigation Pesticides Fertilizers Irrigation

Cowra A 250 mL/ha Propiconazole (fungicide) 18 kg/ha N, 20 kg/ha P Nil Nil 18 kg/ha N, 20 kg/ha P Nil

Cowra B 250 mL/ha Propiconazole (fungicide) 18 kg/ha N, 20 kg/ha P Summer irrigation Nil 18 kg/ha N, 20 kg/ha P Summer irrigation

Cowra C Nil 18 kg/ha N, 20 kg/ha P at establishment & summer Nil 18 kg/ha N, 20 kg/ha P Summer irrigation

Manjimup 12.5 g/ha bifenthrin (insecticide);
129 g/ha tebuconazole (fungicide)

80 kg/ha N, 22 kg/ha P,
60 kg/ha K Nil Nil 37 kg/ha N, 6 k g/ha P,

22 kg/ha K Nil

Toowoomba Nil 18 kg/ha N, 20 kg/ha P at establishment Nil 18 kg/ha N, 20 kg/ha P Nil

Wagga Wagga Nil 26 kg/ha N, 28 kg/ha P Summer & autumn irrigation Nil 26 kg/ha N, 28 kg/ha P Summer & autumn
irrigation

Montelibretti Nil 31 kg/ha N, 20 kg/ha P Summer irrigation Nil 31 kg/ha N, 20 kg/ha P Nil

Inviolatella Nil 31 kg/ha N, 20 kg/ha P Nil Nil 31 kg/ha N, 20 kg/ha P Nil

Konya Nil 30 kg/ha N Nil Nil Nil Nil

Jumla Nil 60 kg/ha N, 30 kg/ha P,
30 kg/ha K at establishment - - -

Urbana Nil 30 kg/ha N; 20 kg/ha P Nil
175 kg/ha

Pendamethalin
(herbicide)

Nil Nil

Salina A Nil 34 kg/ha N at establishment & summer Nil Nil Nil

Salina B Nil 34 kg/ha N at establishment - - -

Salina C Nil 34 kg/ha N at establishment Nil Nil Nil

St. Paul A Nil Nil at establishment Nil Nil Nil

St Paul B

establishment: 1.1 L/ha 2-4-D (herbicide);
145 mL/ha Tebuconazole (fungicide);

109 mL/ha lambda-cyhalothrin (insecticide);
2 L/ha Fenoxaprop-p-Ethyl, Pyrasulfotole,

Bromoxynil Octanoate, Bromoxynil Heptanoate
(herbicide)

Nil Nil Nil 56 kg/ha N Nil

Lethbridge 500 mL/ha pyroxsulam 87 kg/ha N, 58 kg/ha P,
24 kg/ha K Spring & Summer (152.4 mm) 0.007 kg/ha

metsulfuron-methyl
87 kg/ha N, 58 kg/ha P,

24 kg/ha K
Autumn, Spring &

summer (292.1 mm)

Carman Nil Nil Nil Nil Nil Nil

Uppsala Nil 30 kg/ha N Nil Nil Nil Nil

Tashkent Nil 184 kg/ha N total applied
3 times

1 after planting + 3 during the
season (total 235 mm);

1 irrigation after harvest (70 mm)
- - -

Omsk Nil Nil Nil - - -
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2.5. Statistical Analysis

Principal component analysis (PCA) was completed to reduce the large number of observed
variables measured in this experiment—that were in some cases correlated—into a small set of
uncorrelated artificial factors where relationships from the large number of variables could still be
deciphered. Data used in this analysis was unbalanced. Four perennial wheat lines (ID numbers 1, 22,
27, 38; Table 2) out of a total of 44 entries tested were consistent across all trials, and the combined
mean of these lines for each trait was used to generate relative percent values for each line at each
location. This was the case for all traits except for year one heading date, where the heading date of
perennial lines was calculated as the relative difference to the locally adapted wheat check in each
experiment. Data from 18 sites was used in the analysis; Omsk, Jumla and Tashkent data was not used
due to a reduced number of variables measured at those locations. The PROC FACTOR procedure in
SAS (ver. 9.3) using the Method=Principal statement was used to complete the analysis with the prior
communality estimate set to one. The mineigen = 1 statement was used to ensure components with
eigenvalues >1 were used in the model. The rotate = varimax statement was used which specifies that
uncorrelated components are generated. The scree plot indicated that only two principal component
factors were required to explain 100% of the total variance (PC1 = 50.94% and PC2 = 49.06%).

To explore the influence of environmental factors on the performance of the perennial hybrid
lines, the data was filtered to include only the perennial wheat hybrid lines, excluding the perennial
and annual check entries. Environmental factors tested in the linear model included maximum and
minimum monthly long term average temperatures, the 12 months accumulated rainfall from the date
of planting, the site latitude, elevation, and pH (Table 1). The factors were tested in the model for
multicolinearity by calculating the variable inflation factor for each factor in the ‘car’ package in R [22].
Elevation was removed from the model due to collinearity with latitude. The response variable of year
1–2 persistence—that is the change in persistence from year 1 to year 2—was calculated by dividing
the 2nd year basal frequency by the 1st year basal frequency. Persistence data was available for 11 of
the 21 experiments. Conditional inference tree framework from the R package “party” was used in
unbiased recursive partitioning of environments [23] for comparisons of a conserved set of genotypes
planted in at least six experiments. A Bonferroni multiplicity adjusted P-value of α = 0.05 was used as
a stop criterion.

A scatterplot was created using the “ggplot” package in R to investigate the relationship between
the persistence of lines between years 1 and 2 and the Thinopyrum parental species of all 42 perennial
wheat hybrid lines based on the pedigrees presented in Table 2. First and second year basal frequency
was recorded in 11 of the 21 trials. The observations of persistence were plotted across the latitude of
the trials. If multiple trials were planted in the same location, 0.01 degree was added to subsequent
trials with duplicated latitudes to distinguish the trials.

The site at which these entries have previously been most evaluated is Cowra, Australia, where the
present experiments at that site were sown in the same field immediately adjacent to the location
of several previous experiments. A comparison of relative yields between the previous and present
experiments was conducted for this site with an unbalanced analysis of variance (ANOVA) in Genstat
Nineteenth Edition [24] that compared genotype, experiment (defined by the year of planting), year of
measurement, plus all two and three-way interactions.

Further analysis was performed to summarize the performance of individual lines across
environmental groupings. We grouped the experiments by temperature because of its close relationship
to many plant growth factors including grain yield, biomass, and heading date (further discussion
in the results). The two environmental groupings included mild and cold winter environments,
cold environments being defined as having at least one month with an average temperature of less
than 0 ◦C. A number of attributes, including initial seedling density, grain yield, and kernel size
in year 1 as well as plant frequency, dry matter, and annual grain yield over 1–3 years, were used
for evaluation of the performance of entries using the approach of Smith et al. [25] for the analysis
of multi-environment trial data in ASReml [26]. For the data from one year of measurement only,
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such as seedling density, grain weight per plant, and 1000 kernel weight, each site was treated as
an environment. For the data of multiple measurements across 2–3 years, such as plant frequency,
dry matter, and grain yield, each site and year combination was regarded as an environment. All data
was square-root transformed before analysis to normalize variance. The predicted means from the
multi-environment analysis for individual attributes were back-transformed and presented in a number
of pair-plots for visual assessment of both attributes selected. Genotypes above the 75th percentile are
to the right of, or above, the dotted lines for the selected attributes. Therefore, genotypes in the upper
right quadrant of the graph were among the top 25% of performers for both attributes, while those in
the lower left quadrant were among the bottom 25% of performers for both attributes. The genotype
with a large dot in the final figure represents the data from more than 7 sites, thus taking more weight
than those with small dots (1–3 sites) and medium dots (4–6 sites).

An overall performance index was calculated by averaging the plant frequency (persistence),
grain yield, and grain size for each site-year under mild and cold winter environments, respectively,
and ranking the relative performance of each genotype within each environmental grouping by giving
each of the three traits an equal weighting. The index of each individual genotype was compared
with the crop and grass controls separately under each climate environment. A P-level was provided
to indicate the probability of a genotype being superior or inferior to the crop or grass control using
the ANOVA Contrasts procedure in Genstat Nineteenth Edition [24]. Genotypes that were present
at only a single site within a climatic grouping were included in the analysis, but excluded from
the ranking because of their low level of overall representation. Genotypes excluded from ranking
included the barley-derived lines (IL107 and IL118) at the Cowra C and Konya sites, respectively, and,
in the cold winter environments, the perennial rye lines ACE-1 and Reimann-Phillips at the Lethbridge
site, and CPI147281b and CPI148055 at the Jumla site.

3. Results

Principal component analysis (PCA) of the site variables was completed to decipher the
relationship between specific environmental and measured variables at each location. In examining
the biplot (Figure 2) three cluster groupings can be observed. First year production variables including
grain and biomass yield, number of tillers, height, and frequency were largely explained by principal
component 2. The environmental variables, minimum and maximum monthly temperatures, were also
clustered within this grouping, indicating a relationship with high first year productivity and warmer
temperatures. The second cluster of variables associated with high positive eigenvalues for principal
component 1 can be observed, and was generally associated with production traits measured after year
1, such as second year grain and dry matter yields and frequency in years 2 and 3. Fertilizer nitrogen
and phosphorus inputs also cluster with these variables. A third, less tightly grouped cluster with
negative eigenvalues for both PC1 and PC2 was observed which included the environmental variable
of precipitation, but also provides an indication of variables that are inversely related to the two other
clusters such as grain size in year 2.
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Figure 2. Principal component biplot of environmental and perennial cereal agronomic variables
summarized across 18 locations. Abbreviations for the variables in the figure are as follows; Year 1
variables (open circle) rainfall (rainY1), N fertilizer (nY1), P fertilizer (pY1), grain yield (gyY1),
dry matter yield (dmY1), frequency (fqY1), thousand kernel weight (tkwY1), plant height (htY1),
tiller number (tilY1), relative anthesis date (radY1); Year 2 variables (×) rainfall (rainY2), grain yield
(gyY2), dry matter yield (dmY2), frequency (fqY2), thousand kernel weight (tkwY2); Year 3 variables
(asterisk) frequency (fqY3); Persistence—change in frequency—(open triangle) years 1 to 2 (ppst12),
years 2 to 3 (ppst23); Non-specific environmental measurements (open square) maximum monthly
temperature (mxmontp), minimum monthly temperature (minmontp), latitude (lat), soil pH (pH).

Latitude was the most significant environmental parameter impacting persistence between years
1 and 2. The Uppsala and Lethbridge sites at high latitude had a slightly higher mean and a greater
proportion of observations with high persistence (third quartile ≈ 1; Figure 3). The experiments grown
at lower latitude sites (≤44.59◦) were distinguished by maximum average monthly temperature, with
milder (≤23.2 ◦C) sites (Manjimup, St. Paul A & B and Toowoomba) exhibiting lower mean persistence.
In lower latitude warmer conditions, sites with higher rainfall accumulation (>512.8 mm in Cowra
C, Inviolatella, and Urbana) had slightly higher mean persistence than the lower latitude warmer
sites with less rainfall (Cowra A [not irrigated] and Cowra B). Some individual genotypes, such as ID
numbers 6 (12G401 F2), 8 (20238), 37 (Mt-2), 22 (CPI147235a), and 41 (P15) were observed to be in the
top 5 lines for persistence across multiple groupings of environments. Three of these highly persistent
lines (6, 8, and 37) were derived from Triticum turgidum subsp. durum (Desf) Husnot as the annual
parent (see Table 2). Others had high persistence within a specific grouping of experiments, such as
lines 23 (CPI147236a) and 27 (B373) in the low latitude, lower temperature environments. The only
lines that ranked in the top five in multiple environments for average persistence between years 2
and 3 in were genotypes 6 (12G401 F2), 8 (20238), and 37 (Mt-2; data not shown), all durum derived
perennial wheat lines.
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Figure 3. Conditional inference tree of environmental factors related to year 1–2 persistence (proportion
of year 1 frequency). The top five genotypes for each boxplot of grouped trials are listed by the genotype
ID in bold; parentheses indicate if the line mean was in the top 5 in more than one trial within the
environmental grouping. “y1.accmltdRF12mo” is the 12 month accumulated rainfall from the date
of planting. “maxMonthlyLAT” and “minMonthlyLAT” are the maximum and minimum monthly
long term average temperature in degrees ◦C, respectively. (n = number of observed replicates in each
environmental grouping node).

As latitude increased, persistence generally increased and Figure 4 plots the relative persistence
of all lines at the 11 sites at which the persistence data is available, distinguished on the basis of the
perennial wheatgrass species from which the line was derived. Although somewhat site dependent,
a trend was observed where the better persisting genotypes at higher latitudes were generally lines
derived from Th. intermedium. At lower latitudes (<41.57◦), lines derived from either Th. ponticum or
Th. elongatum tended to have higher persistence. A notable exception to this trend was the Cowra A
site that was not irrigated, where primarily Th. intermedium derived lines persisted, albeit at low levels.

The most significant environmental factor affecting first year grain yield was soil pH, with high
pH (>6.6), higher latitude (>38.49◦) environments producing higher yields than the experiments at
higher pH and lower latitudes (Figure 5). For lower pH sites, higher maximum temperature (>23.9 ◦C)
sites had higher yield. Lower temperature, lower pH sites were differentiated by minimum monthly
temperature with cooler minimum temperature sites having marginally higher yields. Entries 1 (11955)
and 38 (OK7211542) ranked in the five highest yielding lines in all environmental groupings.
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Figure 4. Scatterplot of persistence from years 1–2 of genotypes derived from four Thinopyrum species
across trials ordered by latitude. (irr) indicates the trial was irrigated.

Figure 5. Conditional inference tree of environmental factors related to year 1 grain yield (g).
The top five genotypes for each boxplot of grouped trials are listed by the genotype ID in bold;
parentheses indicate if the line mean was in the top 5 in more than one trial within the environmental
grouping. “maxMonthlyLAT“ and “minMonthlyLAT“ are the maximum and minimum monthly long
term average temperature in degrees ◦C, respectively. (n = number of observed replicates in each
environmental grouping node).

An analysis that divided sites into two environmental groupings based on the relative severity of
the winter stress imposed showed that there was little consistency in the grain yield of lines between
the cold and mild environments. Line 22 (CPI147235a) was the only entry in the top quartile for both
grain yield and persistence (frequency) over the experimental period (up to 3 years) in both the mild
and cold winter environments (Figure 6b,f). There was generally a positive linear relationship between
aboveground biomass (dry matter) and grain yield over the experimental period in both groupings,
although the perennial grass check (line 49) as well as the intermediate wheatgrass selections (lines 20,
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21, and 32) tended to be outliers with lower grain yields (Figure 6c,g). A large number of lines produced
grains in year 1 that were as big or bigger than the crop control in the cold winter environments,
including entries 1, 22, 39, 44, 45, and 47 which all appeared in the top quartile for grain size and year 1
grain yield (Figure 6h). In the mild environments lines 1, 38, and 44 were similar to the crop control for
year 1 grain yield and grain size (Figure 6d). The intermediate wheatgrass and perennial grass controls
ranked amongst the lowest for grain size in both cold and mild environments, although hybrid lines
such as 3, 4, 6, 30, 34, 36, and 37 also ranked poorly for these attributes.

A significant (P < 0.001) genotype × site year × sampling year interaction was observed for grain
yields compared at the Cowra site between present and previous experiments (Table 4). Yields of all
hybrid entries generally declined with time, in contrast to the perennial grass lines (entries 32 and
49) which often increased beyond year 1. On two occasions the crop control (entry 48) was resown
into the same row in year 2, and in both instances the grain yield was numerically lower in year 2
compared to year 1, although in 2013 differences between years were not significant (P > 0.05). Only in
the experiment sown in 2008 were four successive grain yields observed for any of the hybrid lines.
In all other experiments only two successive grain yields were achieved, including for the two lines
(entries 27 and 28) previously observed to be longer lived.

Overall Performance

Based on an index that gives equal ranking to grain size in year 1, total grain yield over the
experimental period (1–3 years), and persistence (frequency in years 2 and 3), there was some
commonality in performance of lines between cold and mild environments (Table 5). Entries 1 (11955)
and 44 (Summer 1) were ranked in the top five of both climatic groups. At the cold environments,
the top two ranking lines, 39 and 44, were superior to the perennial grass and the annual crop controls
(P < 0.05). The 12 lowest ranking entries in the cold environments were inferior (P < 0.05) to both the
crop and perennial grass controls. Only one entry in the mild winter group, 38 (OK7211542), was found
to significantly outperform the crop control (P < 0.05) but 11 entries performed significantly better
(P < 0.05) than the perennial grass control. The seven lowest ranking lines in the mild environments
were inferior to the perennial grass control, with the crop control performing significantly better than
the 17 lowest ranking entries in this group. There was little consistency in the lowest ranked entries
between the two climate groupings.
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Figure 6. Pair-plots between seedling density and grain yield per row (a,e); plant frequency and grain
yield per row (b,f); dry matter and grain yield per row (c,g); and grain weight per plant and thousand
kernel weight (d,h) under mild (a–d) and cold (e–h) climate environments. Vertical and horizontal
dotted lines mark the 75th percentile of each attribute assessed. The small dot represents data from 1–3
sites; the medium dot from 4–6 sites and the large dot from more than 7 sites. The number above or
beside each dot is the genotype ID as listed in Table 2.
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Table 4. Grain yield (g/row) of entries sown at Cowra, Australia, compared to previous experiments sown in the same field. For experiments sown in 2008–2010 see
Hayes et al. [17]; for 2011 see Larkin et al. [9]; 2012–2016 are Cowra A, B, and C in the present study, respectively.

Planting Year 2008 2009 2010 2011 2012 2013 2016

Sampling Year Yr. 1 Yr. 2 Yr. 3 Yr. 4 Yr. 1 Yr. 2 Yr. 1 Yr. 2 Yr. 1 Yr. 2 Yr. 1 Yr. 2 Yr. 3 Yr. 1 Yr. 2 Yr. 1 Yr. 2

ID Genotype

1 11955 - - - - - - 117.1 15.1 178.5 66 197.9 0 0 104.9 0 84.6 3.7
7 14894 - - - - - - 68.1 0.3 - - 97.6 0 0 46.6 0 - -
8 20238 - - - - - - 136.3 23.9 152.8 16.2 153.7 0 0 62.9 0 123.2 30.7
9 4014 - - - - - - 108.8 4.6 - - 193.7 0 0 10.2 0 - -

10 6754 - - - - - - 151.7 3.2 - - 170.1 0 0 8.3 5 - -
11 6755 - - - - - - 175.6 3.5 253.6 53.2 240 0 0 6.5 0 - -
12 6770 - - - - - - 158.3 0.3 - - 169.1 0 0 46 0 - -
22 CPI147235a 73.5 25.9 0 0 33.7 120.1 82.6 4.4 102.1 58.3 107.4 0 0 44.4 1.9 60.2 43.5
23 CPI147236a 81.7 45.9 11.2 0 32.2 36.2 74.5 0.1 152.5 20.1 117 0 0 52.5 0 - -
24 CPI147242b - - - - 24.4 9.8 47.3 3.2 107.3 13.1 128.2 0 0 69.7 1.5 - -
25 CPI147244b - - - - 9.5 37.7 31.3 0 36.9 5.1 73.9 0 0 52.2 0 - -
26 CPI147247a - - - - 40.5 0 62 6.3 145 0 137.4 0 0 53.7 0 - -
27 CPI147251b 70.9 9.4 0.5 0.4 58.5 0 56.3 2.8 150.4 16.5 142.1 0 0 89.8 0 160.6 26.7
28 CPI147257b 7.8 12.6 4.7 0.7 2.6 4.3 0.2 0 13.9 4.1 11.4 3.8 0 2.9 2.4 - -
29 CPI147279a - - - - 34.3 30.5 - - - - 72.1 0 0 9.5 0 - -
30 CPI147280b - - - - 21 31 - - - - 99 3.3 0 28.9 0 - -
31 CPI147281b - - - - 22.8 12.1 - - - - 70.8 0 0 9.4 0 - -
32 CPI148055 0.4 3.6 57.7 0 - - 81.7 0 13.5 43.5 4.9 55.2 2.8 16 2.1 7.7 26.7
38 OK7211542 93.6 13.3 0 0 107 17.6 83.3 4.1 196.7 78.9 203.1 0 0 80.5 0 138.9 0
39 Ostankinskaya - - - - - - - - 101.8 54.8 - - - - - 54.3 1.2
40 Otrastajuscaja 38 29.7 11.2 0 0 33.8 63.6 83.9 0 - - 81 0 0 50.1 1.4 36 2.2
44 Summer 1 128 0 0 0 217.1 0 - - - - - - - - - 105.1 0
45 TAF46 - - - - 1.5 43.8 20.6 0.4 43.5 57.9 49.8 7.6 0 42.5 0 47.1 0
48 Wedgetail 204.1 0 0 0 264.9 0 319.5 0 352.9 0 392.5 0 0 145.6 137.5 † 263 137.4 †

49 Dundas 0 9.4 207.7 268.9 6.4 128.5 20.7 0.6 18.4 72 9.6 101 8.4 17.9 6.2 - -
49 Family10 12.5 0.9 82 0 0.2 66.9 46.5 0.2 - - 79.6 42.7 1 26.5 12.1 - -

Yr. = Year; Genotype.planting year.sampling year l.s.d.0.05 = 24.37; † re-planted from seed in year 2.
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Table 5. Overall performance of genotype evaluated under mild and cold climate environments.
The index (%) is an average of relative percentage of frequency, grain yield, and grain size across
all sites and years. The index of each genotype was compared with crop control and grass control
separately under each climate environment with a P-level provided for each contrast comparison.

ID Genotype Index Rank Crop
Control

Grass
Control ID Genotype Index Rank Crop

Control
Grass

Control

Mild winter Cold winter
38 OK7211542 46.3 1 0.035 <0.001 39 Ostankinskaya 53.1 1 <0.001 <0.001
1 11955 45.2 2 0.082 <0.001 44 Summer 1 52.2 2 <0.001 <0.001

12 6770 45.0 3 0.092 <0.001 1 11955 46.9 3 0.008 0.003
24 CPI147242b 43.1 4 0.294 0.001 22 CPI147235a 46.5 4 0.010 0.005
44 Summer 1 42.9 5 0.334 0.002 47 Zhong 7 45.5 5 0.021 0.010
8 20238 42.3 6 0.439 0.003 45 TAF 46 45.0 6 0.029 0.014

26 CPI147247a 42.2 7 0.467 0.004 38 OK7211542 44.6 7 0.036 0.019
27 CPI147251b 40.4 8 0.894 0.020 20 C3-2627 44.0 8 0.054 0.028
31 CPI147281b 40.1 9 0.987 0.026 40 Otrastajuscaja 38 43.2 9 0.085 0.047
48 Crop control 40.0 10 NA 0.027 27 CPI147251b 41.0 10 0.247 0.153
22 CPI147235a 39.8 11 0.940 0.033 23 CPI147236a 38.2 11 0.686 0.496
23 CPI147236a 38.3 12 0.574 0.096 46 Zhong 3 37.8 12 0.776 0.575
25 CPI147244b 38.3 13 0.570 0.097 15 B1126 37.3 13 0.864 0.654
30 CPI147280b 37.6 14 0.416 0.156 16 B1321 37.2 14 0.896 0.683
17 B373 35.9 15 0.172 0.386 17 B373 37.2 15 0.898 0.686
15 B1126 35.9 16 0.163 0.402 48 Crop control 36.7 16 NA 0.782
45 TAF 46 35.8 17 0.161 0.406 14 Agrotana 36.0 17 0.846 0.934
10 6754 35.6 18 0.141 0.446 49 Grass control 35.7 18 0.782 NA
47 Zhong 7 35.4 19 0.125 0.485 42 PWM706/PWM3 34.9 19 0.638 0.847
14 Agrotana 35.2 20 0.107 0.537 8 20238 34.4 20 0.543 0.740
32 CPI148055 34.4 21 0.061 0.725 41 P15 33.7 21 0.418 0.593
40 Otrastajuscaja 38 34.3 22 0.055 0.762 19 B913 31.3 22 0.147 0.239
35 IL24 33.8 23 0.039 0.880 21 C3-3471 30.0 23 0.074 0.129
49 Grass control 33.4 24 0.027 NA 25 CPI147244b 27.5 24 0.016 0.032
29 CPI147279a 33.3 25 0.025 0.978 5 12F4090 24.8 25 0.002 0.005
9 4014 32.5 26 0.013 0.762 34 IL118 24.0 26 0.001 0.003

16 B1321 32.2 27 0.010 0.694 6 12G401 F2 23.5 27 <0.001 0.002
46 Zhong 3 31.8 28 0.007 0.594 37 Mt-2 22.1 28 <0.001 <0.001
11 6755 30.3 29 0.001 0.294 35 IL24 20.1 29 <0.001 <0.001
39 Ostankinskaya 30.1 30 0.001 0.271 2 12F3205 20.1 30 <0.001 <0.001
19 B913 28.7 31 <0.001 0.117 36 IL46 18.1 31 <0.001 <0.001
36 IL46 28.4 32 <0.001 0.098 18 B374-6-7s 14.9 32 <0.001 <0.001
28 CPI147257b 26.4 33 <0.001 0.020 30 CPI147280b 12.0 33 <0.001 <0.001
7 14894 24.9 34 <0.001 0.005 4 12F3258 7.4 34 <0.001 <0.001

41 P15 24.6 35 <0.001 0.004 3 12F3256 6.9 35 <0.001 <0.001
42 PWM706/PWM3 22.3 36 <0.001 <0.001
37 Mt-2 20.5 37 <0.001 <0.001
6 12G401 F2 15.4 38 <0.001 <0.001

21 C3-3471 9.7 39 <0.001 <0.001
l.s.d. 5.87 l.s.d. 7.41

l.s.d., least significant difference at P = 0.05. NA, not applicable.

4. Discussion

4.1. Wheat Derivatives

This large study was conducted over multiple sites across nine countries in four continents and
showed that the existing experimental material is all relatively short-lived (≤3 years). One of the
goals was to expand perennial cereal testing to determine if some of these early generation perennial
lines showed adaptation to specific locations throughout the world. Principal component analysis
(PCA) indicates that first year grain and biomass yield are grouped with regions of higher maximum
and minimum monthly temperatures and lower latitude (Figure 2). Furthermore, frequency in year
3 is inversely related to minimum monthly temperature. This indicates that, generally, the present
lines are more adapted to mild climates. Anthesis date has been shown to be one of the major factors
in determining adaptation of wheat varieties to specific regions, particularly to avoid heat stress
during the summer growing season [27]. In the PCA, heading date clustered with year 1 grain and
biomass yield variables as well as average monthly temperatures, and was inversely related to latitude,
meaning that as perennial wheat lines moved to more northern or southern climates the heading date
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of perennial wheat lines became closer to the adapted wheat check. Although first year grain yield
was higher in mild climates where there was a greater separation between adapted wheat checks and
the perennial lines, this may be related to the lines surviving the first winter better in mild climates.
This difference relative to adapted wheat checks should be examined further to determine if selecting
heading dates more similar to the adapted checks might benefit the development of perennial wheat.
It also means that breeding for perennial wheat in Sweden or Canada may not provide adapted
germplasm for Italy or Australia.

The PCA provides an indication of variables that may influence productivity of early generation
perennial cereal material. The lack of a relationship between grain and biomass yield variables
measured between the first and second years is noteworthy (Figure 2) and seems to indicate that,
based on the germplasm evaluated, second year grain and biomass yield cannot be predicted by first
year results but are more closely related to the survival (density) of plants in year 2. This learning is
broadly consistent with perennial forage research more generally, where first year performance rarely
provides an indication of performance over the life of the plant (for example, [28]). This highlights the
importance of developing better adapted and longer lived perennial cereal material in order to fully
understand the prospects and potential of this novel perennial cereal technology. It seems inevitable
that the production potential and ecosystem services that perennial cereals might confer to farming
systems and to the broader agro-ecosystem will remain poorly understood until the agronomic traits of
longer-lived breeding material can be evaluated.For plant breeders, this also means that development
of perennial wheat lines may be considerably slower than conventional cereal breeding and will
require at least two years per breeding cycle, but this challenge has long been met by perennial forage
plant breeders.

Several environmental variables clustered with grain and biomass productivity variables in the
PCA. Variables for nitrogen and phosphorus fertilizer inputs as well as soil pH, which may be used as
a proxy for soil type, grouped together with second year grain and biomass yield variables (Figure 2)
and soil pH was the primary factor in partitioning variation for grain yield (Figure 5). Clustering
of these variables provides an indication that agronomic management may play a role in improving
productivity beyond year 1. The analysis also revealed a relationship with increased yields and lower
rainfall in year 2. This was somewhat surprising, however, one hypothesis is that increased second
year moisture might encourage higher levels of biomass on these perennial lines during the fall and
winter months and reduce the resource allocation to grain yield in year 2. This seems contrary to what
is observed in perennial grasses, however, a number of the hybrid lines evaluated show a perpetual
flowering phenotype in the field and high moisture may encourage regrowth and an exhaustion of
resources for the following year. Similar to previous studies [17,20,29] we observed that once the
conditions of vernalisation and photoperiod were met to induce flowering in year 1, there was no reset
to a vegetative phase following grain harvest. Under certain environmental conditions these plants
were able to persist. A better understanding of this relationship may help derive hybrid perennial
wheats which remain vegetative through the fall and winter, leading to improved persistence, similar to
perennial rye (see later section).

Another unexpected result was that grain size was not correlated with yield in either year of
production (Figures 2 and 6d,h). Since grain size is a yield component, we expected it to cluster
with grain yield. Tightly correlated with grain yield in year 1 was the number of tillers, indicating
the importance of this trait in perennial wheat grain yield. In annual cereals, grain yield formation
is relatively straightforward with yield per unit area determined by the number of tillers per unit
area × seeds per spike × seed size. In the case of perennial cereals, issues with chromosome pairing
during meiosis means that there is a high level of floret sterility and a complete seed set in the spike is
rare [13]. This reduces the influence of seed size and number of seeds per spike as yield components
making the number of tillers the predominant yield component in perennial cereals.

This study was unable to identify a particular pedigree that was shown to confer consistent
superiority across environments. Although not all lines from a particular pedigree behaved similarly
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there were lines derived from Th. intermedium, Th. ponticum, and Th. elongatum crossed with a diversity
of wheat parents, that were superior in terms of grain yield, grain size, and plant persistence [17,30,31].
We did observe a trend across this network of sites where lines derived from Th. intermedium were at
an apparent advantage at higher latitudes compared to Th. ponticum and Th. elongatum material which
were generally more persistent at lower latitudes, but this was by no means universal as other site
factors obviously contributed to the results (Figure 4).

The data highlights the importance of using locally adapted material for conferring superior
performance in progeny in similar environments, which suggests sourcing parent lines locally when
developing a perennial cereal for a specific environment. For example, both lines sourced from the
Russian program (39 & 40) ranked favourably in the cold winter environments in the present study that
likely share some similarity to the Russian winter, compared to the environments with milder winters
where these lines ranked relatively poorly. Similarly, the top ranking entry in the mild environments (38)
was developed in Oklahoma, USA [32] which is a milder winter environment than Washington State
or even Kansas, where perennial wheat is presently being developed. To date the majority of perennial
wheat breeding work has been accomplished in Russia, USA, and China. The different wheatgrass
species used in previous breeding originated from Eurasia and were introduced to the USA and China
initially for forage production or the transfer of useful genes into annual wheat. None of them was
initially grown for high grain yield [6,33]. Recent progress in the domestication of Th. intermedium
reflects how diverse this species is [6]. It would generally be easy to find locally adapted wheat
cultivars due to decades of development by a large number of wheat breeders operating across the
globe, but identifying adapted perennial wheatgrass may be problematic in many environments where
active development of these species is not ongoing, and in many cases, has not been undertaken to
date. Careful selection for wheatgrass plants in hybridization could be critical as the final performance
of perennial wheat will be heavily influenced by the parent material.

Success in developing forage grasses for multiple challenging environments offers hope that the
same can be achieved for the wheatgrasses. Orchardgrass (syn. Cocksfoot; Dactylis glomerata L.) is an
example of a species that has been successfully developed to withstand the winter freeze of Canada
through the selection of winter-hardiness and the development of the cultivar, Arctic [34], but also
selected to withstand the harsh summers of a Mediterranean climate in cultivars such as Kasbah
that exhibit a pronounced summer-dormancy mechanism [35]. In this example, broad adaptation
of this same species was achieved by concerted breeding efforts to develop adapted cultivars by
beginning with material that had naturally adapted to those environments. In the case of cultivar
Arctic, breeding of D. glomerata subsp. glomerata material sourced from Russia (via Wales) was
undertaken in Canada by Dr P. Jones (D. J. Cattani pers. comms). Breeding and selection of D. glomerata
subsp. hispanica material collected in Morocco was undertaken in the semi-arid environment of
South Australia by Dr J.A. Carpenter to develop cultivar Kasbah [36]. A sound understanding of the
important traits required for specific environments is fundamental to achieving broad adaptation.
In more Mediterranean climates, a tolerance of summer drought might be achieved by a level of
summer dormancy that allows the plant to ‘avoid’ the drought by reducing plant growth at that
time and/or deep roots to increase access to soil water to keep aboveground structures hydrated [37].
At higher latitudes adaptation is primarily driven by winter survival. Winter survival is a very
complex trait determined by combinations of frost, desiccation, water logging, ice-encasement, anoxia,
and snow cover [38]. Plant processes of cold acclimation (development of cold induced dormancy) and
de-acclimation (breaking of the dormancy) represent the beginning and end of the plant processes of
winter survival [39]. Light and temperature influence both of these processes [38–40] and there can be
an interaction between day length and temperature with respect to the success of cold acclimation [40].

Applying this experience to the development of perennial wheat, we suggest a model of
breeding and selection which aims to deliver multiple products (or cultivars) to service a diversity
of environments around the world. Our study demonstrated that no one pedigree was superior
across environments. Local breeding efforts will likely stand a better chance of delivering a successful
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cultivar if breeding and selection is based upon material that is already naturally adapted to the target
environment, and there is a sound understanding of the key traits conferring adaptation. In some
cases, this may inform the parent species to be used. For example, in Australia no forage cultivar of
Th. intermedium or Th. elongatum has been developed. It therefore may be a more sensible approach to
develop a breeding strategy around Th. ponticum for which two forage cultivars have long existed [36].
Native wheatgrass species such as Elymus scaber [41] or even other cereal species that have a longer
history of breeding and development in the local environment such as S. strictum [42] may also be
considered to underpin a perennial cereal breeding strategy. By contrast, Th. intermedium would seem
the logical choice of wheatgrass parent for the winter-cold North American environments due to the
breeding efforts in Kernza currently being carried out in Kansas, Minnesota, and Manitoba. However,
forage varieties of Th. ponticum [43] have been selected for the North American environments and
could also provide adapted germplasm as a base for perennial wheat development. As perennial
cereals edge closer to commercial reality, it is likely that breeding initiatives will need to move beyond
the small number of disparate institutions that have championed this “blue-sky” research at different
times over the last century, to a more collaborative ongoing effort of multiple agencies across the globe
working collectively and sharing material to deliver better adapted genotypes to a broad diversity of
environments [9].

All three T. turgidum derived perennial wheat lines, Mt-2 (Entry 37), 12G401F2 (6), and 20238
(8) exhibited strong persistence across multiple environmental groupings (Figure 3). Mt-2, a hybrid
between durum wheat and Th. intermedium, was released by Montana State University in the USA
as a forage crop [44]. Cytological work indicates this line carried about 28 wheatgrass chromosomes
in addition to about 26 wheat chromosomes [44–46]. Similarly, 12G401F2 was recently developed
by The Land Institute through winter durum wheat and Th. intermedium hybridization. Still at its
early stage of breeding, the plants carried most of the wheatgrass chromsomes from Th. intermedium
(K. Turner unpublished data). Entry 20238, developed in Mexico from a cross between durum
wheat (2n = 28) and Th. elongatum (2n = 14), was previously found to have a chromosome number
2n = 42 and is therefore presumed to be a complete amphiploid with probable genome composition
AABBEE [17]. Larkin et al. [9] concluded that the best near-term prospect for a perennial wheat was
a full or partial amphiploid containing the full set of tetraploid (AABB) or hexaploid (AABBDD)
wheat chromosomes plus one genome equivalent (XX) from the perennial donor. Where the perennial
donor is a polyploid, the extra genome is usually a mixture of chromosomes from the parent genomes,
but where each of the seven homoeologous groups are represented in the synthetic genome [9].
However, as in the case of genotype 20238 where the parent is a diploid, the resulting progeny contains
the complete genomes of both parents which, in a breeding program, may overcome some of the
fertility problems associated with intercrossing partial amphiploids [13]. The relatively high persistence
of the entries derived by durum wheat in the present study may be explained by a reduced ratio
of wheat: wheatgrass chromosomes [6,46]. Entry 20238 (8) was found to perform well in the mild
winter environments in particular, one of the few lines appearing in the top quartile for grain yield and
persistence (Figure 6c). It performed less well in cold winter environments, perhaps another example
of reduced performance in environments vastly different from that in which it was developed although
the particular traits that apparently make it better suited to milder winter environments have not been
well characterised. T. turgidum is generally well suited to semi-arid Mediterranean environments [47]
and this may be an advantage in the development of perennial wheat for similar climates. Both Mt-2
and 12G401F2 were low in grain yield in this study due to some factors such as poor germination,
low seed fertility, and small grain size. Therefore, further breeding for these traits is necessary while
the present level of persistence is further enhanced. The durum derived crosses present a new strategy
for breeding perennial wheat lines with greater persistence.

As might be expected, crop performance is highly influenced by seasonal conditions. The detailed
examination of the Cowra data across seven separate experiments sown between 2008 and 2016 (Table 4)
revealed that yields of a particular line could more than triple in a different year, apparently due to
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seasonal conditions. It should be noted that in Table 4, year 1 grain yields are presented on a g/row
basis rather than g/plant, which means that different plant densities could also impact year 1 yields in
this analysis. Season also impacts other traits such as persistence, which undoubtedly explains why
persistence observed over four years for entries 27 and 28 sown in 2008 was not repeated in future
experiments at the same site. The Cowra data indicates that in most instances the grain yields of the
perennial wheat lines decrease with time which has since been demonstrated to be primarily attributed
to plant mortality [20]. Indeed, when assessed on a yield/plant basis, grain yield potential can increase
with time in perennial wheat [20], which is similar to the observed yields in the perennial grass lines
in the current study which were often very low in year 1, perhaps due to slower growth rates and a
partitioning of resources into non-reproductive plant structures. The apparent decline in grain yield of
the wheat control re-sown into its own stubble noted in this study and a previous study at Cowra [20]
is worthy of some consideration. Consecutive wheat crops are known to be exposed to increased
pest and disease burdens and therefore yield declines are anticipated [48]. The fact that individual
perennial wheat plants appear not to respond in the same way is potentially a major contrast with
conventional wheat, with far-reaching implications for future grain production systems. This is clearly
an area of work requiring further research and understanding.

4.2. Rye Derivatives

The present study concentrated mostly on perennial wheat although a small number of perennial
cereal rye and barley lines were included at a minority of sites. The superior performance of the
perennial cereal rye lines (entries 13 & 43) at the one site in Canada in which they were evaluated
is noteworthy and warrants further investigation. Success of these lines is most likely tied to their
adaptation to the growing conditions, in particular their winter-hardiness, but also due to the lines
being derived from crosses between closely related annual (S. cereale) and perennial (S. strictum) species,
enabling genetic improvement in relatively meiotically stable material. Observations at Lethbridge
indicate that perennial cereal rye behaves similarly to native and tame perennial grasses, in that it
cycles each season between vegetative and reproductive growth, whereas perennial wheat lines tend
to remain reproductive well into the fall [17]. For perennial wheat this may indicate either a lack
of adaptation or a lack of a typical perennial growth habit, which may be critical at this location.
Cultivation of perennial cereal rye has occurred since ancient times in parts of Eastern Europe [1],
and the impressive performance of the rye lines compared to the range of perennial wheats, in terms
of persistence and grain yield (see Figure 6f), at the one site in the present study is consistent with
the favourable performance of perennial rye compared to perennial wheat at Michigan, USA [10].
Currently, perennial cereal rye has better prospects as a near-term commercial crop than perennial
wheat from a North American and European perspective. ACE-1 [49], a tetraploid variety of perennial
cereal rye similar to Permontra [50], was released to livestock farmers in Western Canada as a forage
variety for grazing and biomass production. Grain yield potential is reduced compared to annual rye
due to division of photosynthetic resources between two sinks—regrowth for the following season
and grain yield—but there are also issues with floret fertility and chromosome pairing during meiosis.
In Germany, the diploid line Reimann-Philipp (entry 43) was compared to annual and tetraploid
perennial cereal rye varieties and yielded a similar amount of grain and more biomass than one of
the open-pollinated annual lines in the trial [51]. Furthermore, Reimann-Philipp showed good spike
fertility, indicating the commercial potential of this crop, but also that breeding perennial cereal rye
in a diploid form might be the best approach. A challenge with the perennial cereal rye crop will be
marketing of the rye grain. In comparison to wheat, the rye market for grain is much smaller and
perennial cereal rye grain would be in competition with high yielding annual rye hybrid varieties
which are being cultivated in Europe and North America. A potential fit for perennial cereal rye is as a
dual purpose crop for biomass and grain or a low input or organic system. Further research in this
area is required to build the case for perennial cereal rye being a successful option for producers.
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4.3. Barley Derivatives

In comparison to the development of perennial wheat, perennial barley is at an earlier stage [52].
Barley and its wild relatives in the genus Hordeum are widespread among various climates, and barley
is the cereal which is grown in the most northern agricultural areas. In this study, four genotypes
(IL107, IL118, IL24, IL46; ID 33–36) of barley that are introgression lines (ILs) between spring barley
cultivars and H. bulbosum [53] were included. H. bulbosum is considered to be the genetically
closest wild perennial relative to barley. These four introgression lines harbor different segments
of H. bulbosum [52,54] and they were chosen for this study since they also indicated promising
performance in trials carried out by Westerbergh et al. [52]. Similar to many of the wheat hybrid lines,
the barley ILs did not show persistence from year 2 to year 3 in the cold winter climate (data from
two sites) or the mild winter climate conditions (data from two sites). However, two of the entries
(IL 46 and IL 118) in the cold winter climate and one (IL 107) in the mild winter environments showed
some persistence from year 1 to year 2, seen as production of tillers in the fall after harvest, indicating
potential for regrowth. One IL showed different responses in mild and cold climates indicating
an interaction between the genotype and environmental factors. The poor persistence to year 3
among the plant material in this initial study may be attributable to several factors including several
genetically controlled plant traits. As the genomes of the ILs consist of different chromosomal segments
originating from the perennial H. bulbosum parent present in an annual barley genetic background,
all of the necessary genes controlling the quantitative perennial growth habit may not have been
transferred. Even if they carried necessary genes for perenniality, there could be several reasons
why they would not survive. The segments of H. bulbosum that were introgressed into the barley
background may not harbor genes for proper adaptation to photoperiod and/or winter hardiness.
The environmental and latitude differences between the sites in mild and cold climates may affect the
plants’ responses to photoperiod and ability to induce winter hardiness.

Among several traits, adaptation to photoperiod and temperature at the cultivation site is essential
for the transition from vegetative to reproductive stage as well as the induction of dormancy and
winter hardiness, and thereby affects persistence and production by perennial plants. Plants may
also differ in their need for vernalization to flower as for winter type plants. In contrast, spring type
plants do not require vernalization to flower, but are more sensitive to cold and may not survive the
winter when planted late in the season. If there is diversity for vernalization and photoperiod in the
plant material used in the present study, this could help explain the various responses in traits under
mild and cold climates. The complexity of the perennial growth habit, however, requires that this
type of multisite study, with a range of climatic and other conditions, is carried out to learn about the
plant responses in relation to their genetic background. The knowledge about the genetic controls of
photoperiod response, vernalization response, and cold tolerance in cereals should be used in future
work to improve the performance of barley-H. bulbosum ILs as well as the performance of the wheat
hybrid lines.

5. Conclusions

This unique study compared a range of early generation perennial cereal material derived from
wheat, rye, and barley grown in single rows and monitored for up to three years at 21 sites across nine
countries on four continents. The primary aim was to inform future perennial cereal breeding initiatives
and identify key elements of environments that impact perennial crop performance. The study showed
that, of the material tested, no one pedigree conferred superiority across this range of environments,
although it was observed that material derived from Th. intermedium was often superior in persistence
at higher latitude environments in contrast to sites at lower latitude where material from Th. ponticum
and Th. elongatum often dominated. The present material was generally shown to be relatively
short-lived but better adapted to milder environments, although other environmental factors such as
soil type clearly influenced crop performance. Our study demonstrated the importance of tillering in
increasing grain yields of perennial cereals due to increased floret sterility in the hybrid lines reducing
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the importance of grain size on relative yields, compared to conventional cereals. We observed little
relationship between grain and biomass yield in year 2 and first year crop performance. This highlights
a key challenge in perennial crop development more broadly as productivity and environmental
impacts of this novel cropping system will likely remain poorly understood until germplasm exists
with sufficient longevity across a diversity of target environments. Hybrid lines derived from durum
wheat generally showed greater longevity than lines derived from bread wheat, highlighting an
opportunity to better explore the potential that T. turgidum might offer a perennial wheat breeding
program. Future breeding initiatives will more likely achieve success in delivering adapted material to
market by targeting specific environments and sourcing locally adapted annual and perennial parent
material. For this to occur there needs to be a sound understanding of the key traits required for
adaptation to a particular environment. In some regions such as Australia, the breeding program
may be limited by a relatively narrow range of naturally adapted candidate parent grasses. In other
instances, such as at high latitude environments, there may be a case for achieving a viable perennial
crop by selecting an alternative species to wheat upon which to develop a breeding program, such as
barley or rye. In either instance, the careful selection for well-adapted perennial grass parent material
would seem an important component of a future breeding initiative.

This study invites further research to understand the effects of particular environmental factors
more fully. Much of the site characterization in the present study is quite broad and although adequate
for contrasting the sites in this initial study, understates the diversity of environments and the range of
environmental niches that perennial crops will likely confront on a global scale. Future studies would
benefit from examining aspects such as seasonal distribution of rainfall, evapotranspiration rates and
soil attributes in particular as these environmental factors will undoubtedly have a substantial impact
on crop performance.
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