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Abstract

The biologically-effective-dose of tolpyralate, a new 4-hydroxyphenyl-pyruvate
dioxygenase (HPPD)-inhibitor, applied alone or tank-mixed with atrazine,
for the control of multiple-herbicide-resistant (MHR) waterhemp [Amaran-
thus tuberculatus (Moq.) J. D. Sauer] has not been studied in corn. Seven field
experiments were conducted during a three-year period (2018, 2019, 2020) in
Ontario, Canada with MHR waterhemp to determine: 1) the dose-response of
MHR waterhemp to tolpyralate and tolpyralate plus atrazine, and 2) the rela-
tive efficacy of tolpyralate and tolpyralate plus atrazine to post-emergence
corn herbicides, dicamba/atrazine (500/1000 g-ha™') and mesotrione + atra-
zine (100 + 280 g-ha™). Tolpyralate + atrazine (120 + 4000 g-ha™') caused 13%
corn injury at one site two weeks after application (WAA), which was ob-
served as transient foliar chlorosis and bleaching of new leaves. At 12 WAA,
the predicted dose of tolpyralate for 50% control of MHR waterhemp at Cot-
tam and on Walpole Island was 8 and 2 g-ha™!, respectively; the predicted
dose of tolpyralate + atrazine for 50% control of MHR waterhemp at Cottam
and on Walpole Island was 5 + 160 and 1 + 21 g-ha™, respectively. The dif-
ference in predicted dose at the two sites is likely due to differences in MHR
density and resistance profile. Applied at the registered rate, tolpyralate (30
g-ha™') and tolpyralate + atrazine (30 + 1000 g-ha™') controlled MHR water-
hemp similar to dicamba/atrazine and mesotrione + atrazine across sites.
This study demonstrates that tolpyralate + atrazine, applied POST, provides
season-long control of MHR waterhemp in corn.

DOI: 10.4236/as.2021.124028 Apr. 28, 2021 424

Agricultural Sciences


https://www.scirp.org/journal/as
https://doi.org/10.4236/as.2021.124028
https://www.scirp.org/
https://doi.org/10.4236/as.2021.124028
http://creativecommons.org/licenses/by/4.0/

C. Willemse et al.

Keywords

Biological Effective Dose, Biomass, Density, Multiple-Herbicide-Resistant,
Weed Management

1. Introduction

Waterhemp (Amaranthus tuberculatus (Moq.) J.D. Sauer) is a summer-annual,
broadleaf weed species found in agricultural cropping systems across the
mid-western United States. Waterhemp has been documented in 19 states of the
United States and three Canadian provinces including Ontario [1] [2]. The
spread of waterhemp across Ontario and its ability to proliferate in corn produc-
tion are facilitated by several biological characteristics, which include a pro-
longed emergence pattern, rapid growth rate, dioecious reproductive system,
and prolific seed production [3] [4] [5]. Waterhemp seeds germinate in a wide
range of environmental conditions resulting in multiple waterhemp flushes
throughout the growing season; in Ontario, waterhemp emerges from May
through October [6] [7] [8] [9]. Once emerged, waterhemp exhibits an aggres-
sive, indeterminate growth habit allowing it to compete with agricultural crops
and reach over 3 m in height in competitive environments [3] [10]. Waterhemp
typically produces 300,000 seeds per plant when competing with a growing crop;
however, a plant can produce up to 4.8 million seeds, contributing vast quanti-
ties of seed to the soil seed bank [4].

Waterhemp is an obligate cross-pollinating weed species that experiences
massive gene flow amongst populations [3] [11] [12]. The introgression of ge-
netic material enables waterhemp populations to thrive across a wide range of
environments and growing conditions and allows plants to stack traits that con-
fer resistance to numerous herbicide modes of action (MOA) [3] [13]. In water-
hemp, resistance has been identified to the synthetic auxins, acetolactate syn-
thase (ALS)-, photosystem II (PS II)-, 5-enolpyruvylshikimate-3-phosphate syn-
thase (EPSPS)-, protoporphyrinogen oxidase (PPO)-, very-long-chain fatty-acid
(VLCFA)-, and 4-hydoxyphenylpyruvyl dioxygenase (HPPD)-inhibitors [1] [14]
[15]. Waterhemp continues to rapidly evolve herbicide resistance and is the first
weed species known to evolve resistance to the HPPD-inhibitors [14]. The first
multiple-herbicide-resistant (MHR) waterhemp population resistant to six her-
bicide MOA including the synthetic auxins, ALS-, PS II-, EPSPS-, PPO-, and
HPPD-inhibitors was identified in 2015 in Missouri [15]. In Ontario, waterhemp
populations containing individuals exhibiting four-way resistance to ALS-, PS
II-, EPSPS-, and PPO-inhibitors have been reported [2]. Additionally, 80% of
these populations have three-way multiple resistance to ALS-, PS II-, and
EPSPS-inhibitors. The dioecious and anemophilous biology, coupled with the
potential for pollen-mediated gene flow in waterhemp enables transfer of herbi-

cide resistance alleles among populations [16], further complicating manage-
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ment of this species with herbicides [12] [17].

Herbicide-resistance enables waterhemp to escape weed control measures in
corn production [3]. When left uncontrolled, waterhemp can reduce corn yield
up to 74% [18]. In Ontario, corn yield loss up to 48% has been reported [19].
Corn should be kept weed-free from emergence (VE) to the V6 corn stage to
prevent yield loss caused by waterhemp interference [18]. Waterhemp cohorts
that emerge after V6 may not reduce corn yield; however, full-season MHR wa-
terhemp control is prudent to prevent soil seed bank replenishment [4] [18].
Season-long MHR waterhemp control can be achieved with herbicide
tank-mixtures applied preemergence (PRE), PRE followed by postemergence
(POST), early postemergence (ePOST), or POST [20]-[25]. The HPPD-inhibitors,
such as bicyclopyrone, isoxaflutole, mesotrione, tembotrione, and topramezone
exhibit excellent activity on MHR waterhemp and can be applied PRE, ePOST,
or POST [20] [26] [27] [28] [29] [30]. The HPPD-inhibitors are often applied in
a tank-mixture with a PS II-inhibitor such as atrazine due to complementary ac-
tivity between these MOA [19] [20] [21] [25]. Complementary activity between
the HPPD-inhibitors and atrazine has been reported for the control of triazine-
susceptible and triazine-resistant redroot pigweed (Amaranthus retroflexus L.),
Palmer amaranth (Amaranthus palmeri S. Watson), and waterhemp [31] [32]
[33]. In plants, HPPD-inhibitors prevent the production of a-tocopherols, plas-
toquinone, and carotenoids that protect cells from reactive oxygen species (ROS)
generated during photosynthesis, while PS II-inhibitors enhance the production
of ROS by inhibiting electron transfer [34] [35]. Enhanced weed control results
from the application of HPPD-inhibitors + atrazine due to: 1) increased binding
efficiency of atrazine caused by the shortage of plastoquinone and 2) the accu-
mulation of ROS due to the shortage of quenching antioxidants a-tocopherols,
plastoquinone, and carotenoids. The application of HPPD-inhibitors + atrazine
results in excellent season-long control of MHR waterhemp [20] [21] [25] [28].

Tolpyralate is a relatively new HPPD-inhibitor that controls several annual
grass and broadleaf weed species [27] [36]. Previous Ontario studies report ex-
cellent control of Amaranthus species with tolpyralate and EPSPS-resistant wa-
terhemp with tolpyralate + atrazine [36] [37] [38] [39]. In the United States, the
commercial label for tolpyralate states control of both A. rudis and A. tubercu-
latus at the 30 to 40 g-ha™' rate, while the Canadian label states suppression of A.
rudis [40] [41]. The A. tuberculatus biotype is native to undisturbed habitats in
southern Ontario and Western Quebec, while A. rudis is thought to be intro-
duced into Ontario from the United States [3]. For the purpose of this research,
the Weed Science Society America designation waterhemp (A. tuberculatus) refers
to both tall (A. tuberculatus var. tuberculatus) and common (A. tuberculatus var.
rudis) waterhemp [42]. The efficacy of tolpyralate on MHR waterhemp has not
been reported; however, other HPPD-inhibitors provide excellent control. There-
fore, it is hypothesized that the POST application of tolpyralate and tolpyralate +

atrazine will result in season-long control of MHR waterhemp. The objectives of
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this study were to determine the biologically-effective dose of POST-applied tol-
pyralate and tolpyralate + atrazine for control of MHR waterhemp, and to deter-
mine the relative efficacy of tolpyralate and tolpyralate + atrazine in comparison to

POST herbicides for control of MHR waterhemp in corn in Ontario.

2. Materials and Methods
2.1. Experimental Methods

Field trials were conducted near Cottam, ON, Canada (42.149076°N,
—82.683687°W) and on Walpole Island, ON, Canada (42.561492°N,
—82.501487°W) in 2018, 2019, and 2020. The presence of MHR waterhemp
populations resistant to ALS-, PS II-, EPSPS-, and PPO-inhibitors was con-
firmed during each year of study by establishing permanent quadrat experiments
at each trial: eight quadrats were treated POST with either imazethapyr (BASF
Canada Inc. 100 Milverton Drive, Mississauga, ON) (100 g ai ha™) + Agral® 90
(Syngenta Canada Inc., 140 Research Lane, Research Park, Guelph, ON) (0.2%
v/v) + urea ammonium nitrate (UAN 28-0-0) (Sylvite, 3221 North Service Road,
Burlington, ON) (2.5% v/v), atrazine (Syngenta Canada Inc., 140 Research Lane,
Research Park, Guelph, ON) (1500 g ai ha™) + Assist® oil concentrate (BASF
Canada Inc., 100 Milverton Drive, Mississauga, ON) (1% v/v), glyphosate (Bayer
CropScience Inc., 160 Quarry Park Blvd SE, Calgary, AB) (900 g ae ha™'); or fo-
mesafen (Syngenta Canada Inc. 140 Research Lane, Research Park, Guelph, ON)
(240 g ai ha™') + Agral 90 (Syngenta Canada Inc., 140 Research Lane, Research
Park, Guelph, ON) (0.2% v/v). The percent of individuals resistant to each MOA
were calculated using the number of surviving plants within each quadrat at 3
weeks after application (WAA) and is presented in Table 1.

The previous crop at each trial site was either corn or soybean. In the spring,
trial sites were fertilized according to soil test results and crop requirements and
cultivated twice with a tandem disc to prepare the seedbed for planting. Dekalb
DKC46-82RIB corn (Monsanto Co., St. Louis, MO) was seeded 4.5 cm deep in
plots which were 2.25 m wide and 8 m long, on 0.75 m row spacing at a popula-
tion of 83,140 seeds ha™'. Treatments were arranged in a randomized complete
block with four replications. Shortly after crop emergence, potassium salt of
glyphosate was applied to the entire experimental area to remove EPSPS-inhibitor
susceptible waterhemp and non-target weed species. Treatments were applied
when MHR waterhemp plants reached an average of 10 cm in height, using a
CO,-pressurized backpack sprayer and a handheld spray boom outfitted with
four ULD120-02 nozzles (Pentair, 375 5% Ave NW, New Brighton, MN) spaced
50 cm apart. For the dose response analysis, six rates of tolpyralate (Shieldex
400SC, ISK Biosciences Corporation, 740 Auburn Road, Concord, OH) (3.75,
7.5, 15, 30, 60 and 120 g-ha™') were applied alone, and in a 1:33.3 tank-mixture
with atrazine at rates 125, 250, 500, 1000, 2000 and 4000 g-ha™ similar to [38].
Methylated seed oil (MSO Concentrate®) (Loveland Products, 3005 Rocky
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Table 1. Year, location, waterhemp resistance, spray date, corn growth stage, waterhemp (Amaranthus tuberculatus) height and
density at application, and corn planting and harvest date for seven field experiments conducted in Ontario, Canada in 2018, 2019,

and 2020.
Resistance profile* Application information
Environment ALS® PSTL  EPSPS PPO  Spray date Corn growth Wate.rhemp Waterl?elqu C.orn Corn harvest
stage height* density®  planting date date
————————————————— 9p =mmmmmmmmmmmme cm Plants m™

2018 Cottam 84 24 88 N/A Jun-21 V5 8 1513 Jun-2 Dec-10
2018 Walpole Island 59 5 53 N/A Jun-29 \ 14 578 May-28 Dec-12
2018 Walpole Island 57 26 60 N/A Jul-9 A% 9 301 Jun-7 Nov-13

2019 Cottam 97 34 N/A N/A Jul-15 Veé 8 703 Jun-19 Dec-11
2019 Walpole Island 23 6 79 N/A Jul-16 V5 4 39 Jun-25 Nov-9

2020 Cottam 68 54 64 43 Jun-18 V2 5 768 May-9 Nov-3
2020 Walpole Island 54 30 97 17 Jul-10 \'%% 10 30 Jun-9 Nov-9

2Mean number of surviving waterhemp plants three weeks after application divided by the number of waterhemp plants sprayed within eight quadrates per
site. ®Herbicide mode of action classification (Weed Science Society of America); ALS, acetolactate synthase; PS II, photosystem II; EPSPS,
5-enolpyruvylshikimate-3-phosphate synthase; PPO, protoporphyrinogen oxidase. “Mean height based on two or more measurements per replication within

each trial at the time of treatment application. Mean density based on two random stand counts in each non-treated control plot within each trial.

Mountain Ave., Loveland, CO) and UAN were included with each tolpyralate
application at 0.50% v/v and 2.50% v/v, respectively. Comparison POST herbi-
cides included a pre-mixture (1:2 ratio) of dicamba/atrazine (Marksman® Her-
bicide, BASF Canada Inc. Mississauga, ON) (500/1000 g-ha™') and tank-mixture
of mesotrione + atrazine (Syngenta Canada Inc., 140 Research Lane, Research
Park, Guelph, ON) (100 + 280 g-ha™'). Mesotrione + atrazine applications in-
cluded a nonionic surfactant (Agral® 90) at 0.20% v/v in accordance with label
recommendations [43]. Additionally, each replicate included a nontreated con-
trol, and a weed-free control that was established using a pre-formulated mixture of
S-metolachlor/mesotrione/bicyclopyrone/atrazine (588/35/140/1259 g-ha™) (Acu-
ron™ Herbicide) (Syngenta Canada Inc., 140 Research Lane, Research Park,
Guelph, ON) applied PRE, followed by dicamba/atrazine (500/1000 g-ha™) ap-
plied POST, with subsequent hand-weeding where required.

Corn injury was evaluated 1, 2, and 4 WAA, and weed control was evaluated
2,4, 8,and 12 WAA based on 0% to 100% rating where 0% represents no visible
crop injury/weed control and 100% represents complete plant death. Water-
hemp density (plants m™) and dry biomass (g-m™) were determined in each plot
8 WAA by randomly placing two, 0.25 m™ quadrats in the centre row of each
plot, counting, and cutting the waterhemp plants at the soil surface contained in
each quadrat, and drying the harvested biomass to constant mass at 60°C. Corn
grain yield (kg-ha™) was taken from the center two rows of each plot by harvest-
ing with a small-plot combine and weighing the sample. Corn grain yield was

corrected to 15.5% moisture prior to the statistical analysis.
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2.2. Statistical Analysis

Data were subjected to variance analysis using the GLIMMIX procedure in SAS
v. 9.4 (SAS Institute, Cary, NC). An initial mixed model analysis was conducted
to evaluate site-by-treatment interactions. The fixed effect was treatment and the
random effects were site, site-by-treatment, and replication within site.
Site-by-treatment interactions were significant (P < 0.05) with no differences
within Cottam locations, and Walpole Island locations; therefore, data were

analyzed and presented separately for the Cottam and Walpole Island sites.

2.2.1. Regression Analysis

Waterhemp control at 2, 4, 8, and 12 WAA, waterhemp density and dry bio-
mass, and relative corn grain yield were regressed against the dose of tolpyralate
applied alone, and tolpyralate + atrazine, by fitting either one of two equations
to the data using the NLIN procedures in SAS v. 9.4 (SAS Institute, Cary, NC).
The following equations were used for the regression analysis.

Rectangular hyperbolic equation [44]:
y = (b*dose)/1+(b+*dose/a) (1)

where
a = upper asymptote
b = initial slope

Exponential decay equation:
y =a+hxel ) )

where

a = lower asymptote

b = change in yfrom intercept to a

c = slope from intercept to a

Predicted values generated from the regression analysis were used to compute
the expected dose (ED,) of tolpyralate or tolpyralate + atrazine for 50%, 80%,
and 95% control, a 50%, 80% and 95% reduction in density and dry biomass
(relative to the nontreated control) and to achieve 50%, 80%, and 95% of the
yield of weed-free control plots within each replicate. Where computation of the
required dose was not possible with the regression model, values are substituted

with non-estimable “Non-est.” in Tables.

2.2.2. Variance Analysis and Least-Square Means Comparisons

A generalized linear mixed-model analysis was performed on each variable for
the purpose of comparing specific treatments including tolpyralate applied at a
label rate alone or with atrazine, mesotrione + atrazine, and dicamba/atrazine,
using the GLIMMIX procedure in SAS v. 9.4 (SAS Institute, Cary, NC). The
nontreated control was excluded from analysis of visible control data, as control
was assumed to be zero. Variance was partitioned into the random effects of en-

vironment, replication within environment, and the treatment by environment
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interaction, while treatment was designated as the fixed effect. The significance
of random effects was determined with a log-likelihood ratio test, and fixed ef-
fects using an F-test, with a significance level of 0.05 for all tests. An appropriate
model was assigned to each response parameter based on the distribution and
link which best met assumptions that residuals had a mean of zero, were homo-
geneous, and were normally distributed, according to a Shapiro-Wilk test and
visual inspection of scatterplots of studentized residuals. Control data and grain
yield were modelled using a normal distribution with identity link; MHR water-
hemp density and biomass were fit to a lognormal distribution. Where a log-
normal distribution was specified, the data were back-transformed using the
omega method (M. Edwards, Ontario Agricultural College Statistician, Univer-
sity of Guelph, personal communication). Least-square means of each parameter
were compared across treatments using a Tukey-Kramer test and assigned letter

codes for presentation.

3. Results and Discussion

MHR waterhemp control with tolpyralate and tolpyralate + atrazine varied by
site. Across 2, 4, 8, and 12 WAA, control of MHR waterhemp with tolpyralate
and tolpyralate + atrazine ranged from 60% to 99%. Control was lower at Cot-
tam due to greater waterhemp density and biomass and differences in the resis-
tance profile compared to Walpole Island (Table 4 and Table 7). The density
and biomass of MHR waterhemp for the nontreated control at Cottam was 740
plants m™ and 390 g-m™ compared to 69 plants m™ and 99 g-m™ on Walpole
Island, respectively. All MHR waterhemp populations were resistant to ALS-, PS
II-, EPSPS-, and PPO-inhibitors; however, Cottam contained a higher propor-
tion of ALS-, PS II-, and PPO-resistant individuals (Table 1). Similarly, Vyn et
al. [25] reported greater control of an ALS-resistant waterhemp population
compared to an ALS- and PS Il-resistant population. In that study, greater wa-

terhemp density and biomass resulted in lower waterhemp control [25].

3.1. Corn Injury

On average, most treatments caused <5% corn injury; tolpyralate + atrazine at
the highest dose (120 + 4000 g-ha™), caused 13% injury 2 WAA at Cottam in
2018 (data not shown). Where injury did occur, symptoms consisted of tempo-
rary white bleaching and blotched chlorosis of the youngest corn leaves unfurled
at the time of application. Corn injury was transient and diminished to <10% by
4 WAA. Greater injury was observed where applications of tolpyralate + atrazine
were made under high ambient temperature (27°C) following a period of exces-
sive rainfall that caused temporary flooding (data not shown). Environmental
variables such as temperature, precipitation, and application timing affect the
activity of tolpyralate and other HPPD-inhibitors [39] [45]. Johnson and Young
[45] reported greater foliar activity with mesotrione in some weed species when
applied at a relatively high temperature (32°C), compared with applications
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made at a lower temperature (18°C). Similarly, [39] reported greater corn injury
1 WAA with tolpyralate + atrazine applications made earlier in the day com-
pared to later in the day, at higher temperatures, and at a larger temperature dif-
ferential (daily high-daily low) during the 24 hours preceding application. In
contrast, [39] reported higher cumulative precipitation during the week follow-
ing application reduced corn injury from tolpyralate + atrazine which was likely
due to the alleviation of pre-existing moisture stress. Therefore, it is possible that
the combination of environmental stressors at Cottam predisposed the corn to

herbicide injury.

3.2. Dose Response

The POST application of tolpyralate alone caused white bleaching in the grow-
ing point of waterhemp plants 1 WAA, while tolpyralate + atrazine induced
greater leaf bleaching and necrosis at this timing (data not shown). Similar ob-
servations were made in a previous study of the biologically-effective-dose of
tolpyralate in a mixed population of green pigweed (Amaranthus powelli S.
Watson) and redroot pigweed [38]. At Cottam, the predicted dose of tolpyralate
for 50% MHR waterhemp control at 2, 4, 8 and 12 WAA and 50% reduction in
density and biomass was 4 to 8 g-ha™!; the predicted dose for 80% or 95% MHR
waterhemp control or an 80% or 95% reduction in density and biomass was
non-estimable (Table 2). The predicted dose of tolpyralate to achieve 50% and
80% of the yield of the weed-free control was 1 and 31 g-ha™, respectively. In
contrast, on Walpole Island, the predicted dose of tolpyralate for 50%, 80%, and
95% MHR waterhemp control, reduction in density and reduction in biomass
was 2, 6, and 29; 3, 7, and 15 and 2, 5, and 9 g-ha™, respectively at 8 WAA (Table
5). The predicted dose of tolpyralate to achieve 95% of the corn grain yield of the
weed-free control was 3 g-ha™’.

At Cottam, the predicted dose of tolpyralate + atrazine for 50%, 80%, and 95%
MHR waterhemp control was 4 + 136, 20 + 671 g-ha™, and non-estimable, re-
spectively at 2 WAA (Table 3). The predicted dose of tolpyralate + atrazine for
50% and 80% MHR control at 2, 4, 8, and 12 WAA increased slightly with time.
The predicted dose of tolpyralate + atrazine for a 50%, 80%, and 95% reduction
in MHR waterhemp density was 3 + 113, 10 + 339, and non-estimable, respec-
tively. The predicted dose of tolpyralate + atrazine to achieve 50% and 80% of
the yield of the weed-free control was 1 + 35 and 8 + 263 g-ha™, respectively. In
contrast, on Walpole Island, the predicted dose of tolpyralate + atrazine for 50%,
80%, and 95% MHR waterhemp control was 1 + 41, 5 + 176, and 42 + 1432
g-ha™!, respectively at 2 WAA (Table 6). The predicted dose of tolpyralate +
atrazine for 50%, 80% and 95% MHR control at 2, 4, 8, and 12 WAA decreased
with time. The predicted dose of tolpyralate + atrazine for a 50%, 80%, and 95%
reduction in MHR waterhemp density was 2 + 68, 5 + 161 and 10 + 331, respec-
tively. The predicted dose of tolpyralate + atrazine to achieve 95% of the corn
grain yield of the weed-free control was 4 + 119 g-ha™".
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Table 2. Regression parameters and the predicted dose of tolpyralate required to obtain
50%, 80%, and 95% control of multiple-herbicide-resistant waterhemp (Amaranthus tu-
berculatus) 2, 4, 8, and 12 weeks after application (WAA), a 50%, 80%, and 95% reduc-
tion in density and biomass, and 50%, 80%, and 95% of the corn grain yield in weed-free
control plots, from three field experiments conducted near Cottam, Ontario, Canada in
2018, 2019, and 2020.

Regression parameters® (+SE) Predicted tolpyralate dose

Variable a b c EDso EDso EDos

Control ~ ------ R e e gaiha™ --momeeee s

2 WAA 75 (1.9) 29 (3.8) - 5 Non-est. Non-est.

4 WAA 70 (2.1) 28 (4.5) - 6 Non-est. Non-est.

8 WAA 71 (2.6) 21 (3.6) - 8 Non-est. Non-est.

12 WAA 73 (3.1) 21 (4.2) - 8 Non-est. Non-est.
————————— Plants m™2 ---------

Density 236 (55.1) 514 (116.5) 0.23(0.12) 6 Non-est. Non-est.
____________ gm 2 oo en

Biomass 79 (13.1) 290 (28.5)  0.26 (0.06) 4 Non-est. Non-est.
______________ LS

Grain yield 82 (4.6) 116 (86.9) - 1 31 Non-est.

Abbreviation: Non-est., non-estimable; WAA, weeks after application. “Regression parameters: a = upper
asymptote of control and yield or lower asymptote of density and biomass, b = initial slope of control and
yield or reduction in y from intercept to asymptote of density and biomass, ¢ = slope from intercept to low-
er asymptote of density and biomass, EDs = effective dose to elicit a 50% response, ED, = effective dose to
elicit response level n.

Table 3. Regression parameters and the predicted dose of tolpyralate + atrazine required
to obtain 50%, 80%, and 95% control of multiple-herbicide-resistant waterhemp (Ama-
ranthus tuberculatus) 2, 4, 8, and 12 weeks after application (WAA), a 50%, 80%, and
95% reduction in density and biomass, and 50%, 80%, and 95% of the corn grain yield in
weed-free control plots, from three field experiments conducted near Cottam, Ontario,
Canada in 2018, 2019, and 2020.

Regression parameters® (+SE) Predicted tolpyralate + atrazine dose

Variable a b c EDso EDso EDys

Control  --------------- % --mmmmmmmmmmmem e gaiha™ --omomoeee o

2 WAA 95 (2.7) 26 (3.3) . 4+ 136 20 + 671 Non-est.

4WAA 89 (2.9) 24 (3.5) , 5+ 157 32+1077  Non-est.

8 WAA 91 (3.4) 20 (3) . 6+ 186 33+ 1112  Non-est.

12 WAA 92 (3.5) 23 (3.7) . 5+ 160 28 + 915 Non-est.
—————————— Plants m™2 ----------

Density 99 (46.9)  634(100.2)  0.25(0.1) 3+113 10 + 339 Non-est.
_____________ gm 2 -

Biomass 41 (14.6)  325(315) 0.27(0.06) 3+104 9+292 Non-est.
- - %

Grain yield 88 (4.3) 109 (65.9) - 1+35 8 +263 Non-est.

Abbreviation: Non-est., non-estimable; WAA, weeks after application. “Regression parameters: a = upper
asymptote of control and yield or lower asymptote of density and biomass, b = initial slope of control and
yield or reduction in yfrom intercept to asymptote of density and biomass, ¢ = slope from intercept to low-
er asymptote of density and biomass, EDs = effective dose to elicit a 50% response, ED, = effective dose to
elicit response level n.
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Table 4. Multiple-herbicide-resistant waterhemp (Amaranthus tuberculatus) control at 2, 4, 8, and 12 WAA, percent reduction in

density and biomass, and maize grain yield provided by tolpyralate, tolpyralate + atrazine, and two comparison postemergence

herbicides from three experiments conducted near Cottam, Ontario, Canada in 2018, 2019, and 2020.

Visible Control
Herbicide treatment® Rate 2WAA 4WAA 8 WAA 12 WAA Density Biomass  Corn grain yield
gaiha!  —eeemm 9o ==mmmmmmmmm oo Plants m™? gm™ kg-ha!
Tolpyralate 30 66 ab 60 a 60 a 6la 274 ab 81 ab 8200 a
Tolpyralate + atrazine 30 + 1000 78a 72a 69a 71a 129a 76 a 8600 a
Mesotrione + atrazine 100 + 280 79 a 75a 77 a 78 a 143 ab 55a 8600 a
Dicamba/atrazine 500/1000 60 b 69a 71a 74 a 140 ab 70a 9200 a
Non-treated control 0 - - - - 714 b 360 b 4500 b
Weed-free control n/a - - - - - - 10,300 a

Abbreviation: WAA, weeks after application. *Treatments containing tolpyralate included methylated seed oil (MSO Concentrate®) (Loveland Products,
3005 Rocky Mountain Ave., Loveland, CO) (0.50% v/v) and urea ammonium nitrate (UAN 28-0-0) (2.50% v/v). a-b Means within a column followed by the
same letter are not statistically different (P > 0.05) using a Tukey-Kramer multiple range test.

Similar to a previous study [38], the addition of atrazine to tolpyralate in-
creased speed of activity in MHR waterhemp, and facilitated a 25% reduction in
the predicted EDs, at Cottam, and an 50% reduction in the EDs, on Walpole Isl-
and at 8 WAA, despite the presence of PSI II-resistant biotypes (Table 2, Table
3, Table 5, and Table 6). In contrast, [32] reported no benefit to adding atrazine
(560 g-ha™) to tolpyralate (40 g-ha™) for control of a PS II-resistant Palmer
amaranth population. The ED, values for tolpyralate and tolpyralate + atrazine
were higher for MHR waterhemp 2 WAA than for other Amaranthus species
tested in a previous study in Ontario [38]. The EDs, for tolpyralate in
green/redroot pigweed was 1.5 g-ha™ at 2 WAA [38], while 2 and 5 g-ha™' was
required to control MHR waterhemp on Walpole Island and at Cottam, respec-
tively, at the same timing. Differences in the EDs, could be attributed to the high
density of MHR waterhemp at Cottam compared with Walpole Island and
green/redroot pigweed (14 plants m™) [38] or could be indicative of varying
sensitivity among Amaranthus species to tolpyralate.

There were differences in MHR waterhemp control 4 WAA with tolpyralate
and tolpyralate + atrazine at Cottam and Walpole Island compared to 2 WAA.
At Cottam, the EDs, value increased to 6 g-ha™ of tolpyralate, and the EDs, and
EDs values increased to 5 + 157 and 32 + 1077 g-ha™! of tolpyralate + atrazine.
In contrast, control of MHR waterhemp improved on Walpole Island from 2 to
4 WAA; the EDs, decreased by 25 g-ha™ and MHR waterhemp was controlled
95% with 106 g-ha™ of tolpyralate alone. The required dose to control MHR wa-
terhemp 50%, 80%, and 95% on Walpole Island decreased at 4 WAA; 20 + 650
g-ha™ of tolpyralate + atrazine resulted in 95% control. These results are incon-
sistent with [46] who reported 99% control of EPSPS-resistant waterhemp ap-
proximately 4 WAA with tolpyralate applied at 30 g-ha™'; however, that study

evaluated individual plants grown in a controlled greenhouse environment [46].
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Table 5. Regression parameters and the predicted dose of tolpyralate required to obtain
50%, 80%, and 95% control of multiple-herbicide-resistant waterhemp (Amaranthus tu-
berculatus) 2, 4, 8, and 12 weeks after application (WAA), a 50%, 80%, and 95% reduc-
tion in density and biomass, and 50%, 80%, and 95% of the corn grain yield in weed-free
control plots, from four field experiments conducted on Walpole Island, Ontario, Canada
in 2018, 2019, and 2020.

Regression parameters® (+SE) Predicted tolpyralate dose
Variable a b c EDso EDso EDos
Control - som O mmmmmmmmmmmes e gaiha™ —--omooeeoe o
2 WAA 83 (3.3) 61 (19.9) . 2 34 Non-est.
4WAA 97 (2.1) 51 (7.1) . 2 9 106
8 WAA 100 (0) 65 (7.7) . 2 6 29
12 WAA 100 (0) 69 (9.1) - 2 6 28
—————————— Plants m™ ----------
Density 1.6 (6.7) 93 (13.9) 0.23 (0.08) 3 7 15
_____________ gm? —moeeeeee
Biomass 0.2 (4.2) 90 (9.3) 0.35(0.1) 2 5 9
EERRRRREE R %
Grain yield 105 (6.1) 319 (489) - Non-est. Non-est. 3

Abbreviation: Non-est., non-estimable; WAA, weeks after application. “Regression parameters: a = upper
asymptote of control and yield or lower asymptote of density and biomass, b = initial slope of control and
yield or reduction in y from intercept to asymptote of density and biomass, ¢ = slope from intercept to low-
er asymptote of density and biomass, EDso = effective dose to elicit a 50% response, ED. = effective dose to

elicit response level n.

Table 6. Regression parameters and the predicted dose of tolpyralate + atrazine required
to obtain 50%, 80%, and 95% control of multiple-herbicide-resistant waterhemp (Ama-
ranthus tuberculatus) 2, 4, 8, and 12 weeks after application (WAA), a 50%, 80%, and
95% reduction in density and biomass, and 50%, 80%, and 95% of the corn grain yield in
weed-free control plots, from four field experiments conducted on Walpole Island, On-
tario, Canada in 2018, 2019, and 2020.

Regression parameters® (+SE) Predicted tolpyralate + atrazine dose
Variable a b c EDso EDso EDos
Control - som O mmmmmmmmmmmes e gaiha™ oo
2 WAA 98 (1.7) 84 (13.5) . 1+41 5+176 42 + 1,432
4WAA 100 (1.4) 100 (14.2) . 1+33 4+134 20 + 650
8 WAA 100 (1.2) 146 (24.9) - 1+23 3+93 13 + 465
12 WAA 100 (1.2) 163 (29.1) - 1+21 3+82 12 + 396
—————————— Plants m™ ----------
Density 1.8 (5.2) 92 (11.7)  0.35(0.12) 2+68 5+ 161 10 + 331
_____________ gm 2 oo
Biomass 1(2.9) 89 (7) 0.71 (0.3) 1+33 2+78 5+ 153
GRGEEEEER %
Grain yield 99 (6.2) 627 (2040.4) - Non-est. Non-est. 4+ 119

Abbreviation: Non-est., non-estimable; WAA, weeks after application. “Regression parameters: a = upper
asymptote of control and yield or lower asymptote of density and biomass, b = initial slope of control and
yield or reduction in y from intercept to asymptote of density and biomass, ¢ = slope from intercept to low-
er asymptote of density and biomass, EDso = effective dose to elicit a 50% response, ED, = effective dose to

elicit response level n.
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In contrast, [32] reported 96% control of an ALS-, PS II-, and EPSPS-resistant
Palmer amaranth biotype with tolpyralate (40 g-ha™) in a field experiment con-
ducted using a similar methodology to this study.

Control of MHR waterhemp decreased further at Cottam and increased on
Walpole Island at 8 WAA. Reductions in MHR waterhemp control at Cottam
with tolpyralate and tolpyralate + atrazine can be attributed to the extended
emergence pattern of waterhemp described by [8]. At Cottam, the predicted
dose of tolpyralate and tolpyralate + atrazine for 50% MHR waterhemp control
was 8 g-ha™ and 6 + 186 g-ha™!, respectively at 8 WAA; the predicted dose of
tolpyralate + atrazine for 80% MHR waterhemp control was 33 + 1112 g-ha™' at 8
WAA. Similar to earlier assessment timings, no dose of tolpyralate alone (<120
g-ha™) resulted in 80% or 95% control of MHR waterhemp and no dose of tol-
pyralate + atrazine (<120 + <4000 g-ha™') resulted in 95% control at Cottam. In
contrast, there was a further decrease in the predicted tolpyralate dose to control
MHR waterhemp 50%, 80% and 95% on Walpole Island to 2, 6 and 29 g-ha™,
respectively at 8 WAA. When applied in combination with atrazine, the EDs, of
tolpyralate was reduced from 8 to 6 g-ha™ at Cottam and the EDy; of tolpyralate
was reduced from 29 to 13 g-ha™ on Walpole Island. Osipitan et al [27] reported
similar reductions in the dose of tolpyralate required to control non-herbicide
resistant waterhemp 90% at 60 days after treatment. In that study, the dose of
tolpyralate was reduced from 31 to 16 g-ha™! when applied in combination with a
constant rate of atrazine (560 g-ha™) [27]. Tolpyralate + atrazine applied at 13 +
465 g-ha™! resulted in 95% MHR waterhemp control 8 WAA on Walpole Island.
Similar to MHR waterhemp control on Walpole Island, [38] reported 80% con-
trol of green/redroot pigweed with tolpyralate (8.5 g-ha™') at 8 WAA.

The corn crop at Cottam and on Walpole Island reached physiological matur-
ity and began to dry down by 12 WAA. This assessment timing provided an in-
dication of full-season MHR waterhemp control; previous studies have not eva-
luated the efficacy of tolpyralate beyond 8 WAA [27] [32] [36] [38] [39]. At
Cottam, the predicted dose of tolpyralate for 50% MHR waterhemp control was
8 g-ha™ at 12 WAA. Similar to the previous assessment timings, no dose of tol-
pyralate alone (<120 g-ha™) resulted in 80% or 95% MHR waterhemp control,
and no dose of tolpyralate + atrazine (<120 + <4000 g-ha™) resulted in 95% con-
trol at Cottam 12 WAA. In contrast, tolpyralate (28 g-ha™) and tolpyralate +
atrazine (12 + 396 g-ha™'), applied below the label rate (40 g-ha™') [41], were the
predicted doses for 95% MHR waterhemp control on Walpole Island 12 WAA.

Variation in MHR waterhemp control can be partially attributed to differenc-
es in plant density and biomass between Cottam and Walpole Island. At Cottam,
50% reduction in MHR waterhemp density and biomass resulted from the ap-
plication of tolpyralate at 6 and 4 g-ha™', respectively. Similar to MHR water-
hemp control, 80% and 95% reductions in MHR waterhemp density and bio-
mass were not achieved with the application of tolpyralate (<120 g-ha™), and

95% reductions did not result from the application of tolpyralate + atrazine
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(=120 + <4000 g-ha™) at Cottam. The application of 10 + 339 and 9 + 292 g-ha™*
resulted in an 80% reduction in MHR waterhemp density and biomass at Cot-
tam. In contrast, MHR waterhemp density and biomass were reduced 95% with
tolpyralate applied at 15 and 9 g-ha™, and tolpyralate + atrazine applied at 10 +
331 and 5 + 153 g-ha™!, respectively, on Walpole Island. The addition of atrazine
to tolpyralate improved MHR waterhemp control which translated into greater
reductions in density and biomass compared to tolpyralate alone at Cottam and
on Walpole Island. Metzger ef al. [38] reported similar improvements in control
and reductions in density and biomass of several grass and broadleaf weed spe-
cies with the addition of atrazine to tolpyralate. The lower predicted doses for a
50%, 80% and 95% reduction in biomass compared to density at 8 WAA can be
attributed to the extended emergence pattern of MHR waterhemp; there were
more waterhemp plants but they were smaller in size as the season progressed.
Reductions in corn grain yield resulted from season-long MHR waterhemp
interference and were not the product of early-season corn injury. This is consistent
with previous studies that reported good tolerance of corn to HPPD-inhibitors
[26] [33]. MHR waterhemp interference in the nontreated controls reduced corn
grain yield 56% and 13% at Cottam and on Walpole Island, respectively (Table 4
and Table 7). At Cottam, tolpyralate applied alone at 1 and 31 g-ha™ was suffi-
cient to maintain 50% and 80% corn grain yield relative to the weed-free control,
respectively. The application of tolpyralate did not maintain yield = 95% of the
weed-free control; therefore, EDos could not be calculated at Cottam. In contrast,
corn grain yield was never less than 80% of the weed-free control on Walpole
Island; therefore, the EDs, and EDs, could not be calculated and tolpyralate at 3
g-ha™ was sufficient to maintain 95% yield. Consistent with control assessments,
a lower dose of tolpyralate was required when applied in combination with atra-
zine. At Cottam, tolpyralate + atrazine applied at 8 + 263 g-ha™! resulted in 80%

Table 7. Multiple herbicide-resistant waterhemp (Amaranthus tuberculatus) control at 2, 4, 8, and 12 WAA, percent reduction in

density and biomass, and corn grain yield provided by tolpyralate, atrazine + tolpyralate, and two comparison postemergence

herbicides from four experiments conducted on Walpole Island, Ontario, Canada in 2018, 2019, and 2020.

Visible Control Maize grain

Herbicide treatment Rate Density Biomass .
2WAA 4WAA 8 WAA 12 WAA yleld
gaiha™ - - % -- S eE R Plants m™ gm™ kg-ha™!
Tolpyralate 30 78 a 91 ab 96 a 98a 2 ab 1ab 10,500 a
Tolpyralate + atrazine 30 + 1000 94a 98a 99a 99a Oa Oa 10,100 a
Mesotrione + atrazine 100 + 280 90 a 93 ab 95a 98a 2ab 1ab 10,400 a
Dicamba/atrazine 500/1000 65a 80 b 88 a 91b 8b 8b 9500 a
Non-treated control 0 - - - - 96 ¢ 99 ¢ 9100 a
Weed-free control n/a - - - - - - 10,400 a

Abbreviation: WAA, weeks after application. *“Treatments containing tolpyralate included methylated seed oil (MSO Concentrate®) (Loveland Products,
3005 Rocky Mountain Ave., Loveland, CO) (0.50% v/v) and urea ammonium nitrate (UAN 28-0-0) (2.50% v/v). a-c Means within a column followed by the
same letter are not statistically different (P > 0.05) using a Tukey-Kramer multiple range test.
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yield of the weed-free control. In contrast, tolpyralate + atrazine applied at 4 +
119 g-ha™' was sufficient to maintain 95% yield on Walpole Island. These results
are consistent with [27] who reported 95% yield was maintained with tolpyralate
applied at 36 g-ha™' alone and at 28 g-ha™ when applied in a tank-mixture with
atrazine. Tolpyralate and tolpyralate + atrazine both resulted in excellent control
of MHR waterhemp on Walpole Island, which may be why the addition of atra-

zine did not reduce the tolpyralate dose required to maintain 95% yield.

3.3. Tolpyralate, Tolpyralate plus Atrazine, and Comparison
Herbicides

Least-square means of each assessment parameter for tolpyralate applied at 30
g-ha™!, representing the low label rate [41], or with atrazine at 1000 g-ha™,
representing a 1:33.3 tank-mix ratio, were compared to determine the effect of
the addition of atrazine to tolpyralate for control of MHR waterhemp. Tolpyra-
late and tolpyralate + atrazine were compared to dicamba/atrazine (500/1000
g-ha™') and mesotrione + atrazine (100 + 280 g-ha™), which represent compari-
son POST herbicides for control of MHR waterhemp in Ontario [20] [21] [25].
Control of MHR waterhemp ranged from 61% to 79% at Cottam (Table 4)
and 65% to 99% on Walpole Island (Table 7). At Cottam, tolpyralate + atrazine
and mesotrione + atrazine resulted in greater control of MHR waterhemp than
dicamba/atrazine at 2 WAA. These findings are consistent with [33] who re-
ported 87% to 98% control of a PS II-susceptible waterhemp population with
mesotrione + atrazine (105 + 280 g-ha™') 10 days after application. Khort and
Sprague [32] also reported 88% to 96% control of MHR Palmer amaranth with
topramezone (18 g-ha™'), another pyrazolone herbicide, at 2 WAA. On Walpole
Island, tolpyralate + atrazine controlled MHR waterhemp 98% and was greater
than dicamba/atrazine; however, control was similar to tolpyralate alone which
resulted in 91% control 4 WAA. Vyn et al. [25] reported 88% to 91% control of
ALS- and PS II-resistant waterhemp with dicamba/atrazine; however, control
was similar to mesotrione + atrazine at 4 and 10 WAA. On Walpole Island, tol-
pyralate, tolpyralate + atrazine, and mesotrione + atrazine controlled MHR wa-
terhemp 98% to 99% which was greater than dicamba/atrazine (91%) at 12
WAA. These results complement [32] who reported no difference in control of
PS II-resistant Palmer amaranth between tolpyralate and tolpyralate + atrazine 3
WAA; however, a higher rate of tolpyralate (40 g-ha™) and lower rate of atrazine
(560 g-ha™) were used in that study. In addition, that population had a similar
proportion of PS II-resistant individuals (39%) as Cottam (54%) and Walpole
Island (30%) [32]. Though not statistically significant, the addition of atrazine to
tolpyralate increased control of MHR waterhemp numerically 1% to 16% across
all sites which likely would have biological and agronomic implications for sub-
sequent growing seasons given the high fecundity of waterhemp [47]. A similar
study by [36] reported tolpyralate, tolpyralate + atrazine, and mesotrione + atra-

zine applied POST each resulted in similar control of green/redroot pigweed (291%)
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at 8 WAA. In contrast, [27] reported greater control of non-herbicide resistant wa-
terhemp with tolpyralate + atrazine compared to tolpyralate alone. Greater control
in that study could be due to the lack of PS II-inhibitor resistance [27].

Density and biomass of MHR waterhemp was greater at Cottam than on
Walpole Island. At Cottam, tolpyralate, tolpyralate + atrazine, mesotrione +
atrazine, and dicamba/atrazine reduced MHR waterhemp density and biomass
61% to 82% and 78% to 85%, respectively, there was no difference among the
four herbicides. On Walpole Island, tolpyralate, tolpyralate + atrazine, meso-
trione + atrazine, and dicamba/atrazine reduced MHR waterhemp density and
biomass 92% to 100%; tolpyralate + atrazine reduced MHR waterhemp density
and biomass more than dicamba/atrazine. Reductions in MHR waterhemp den-
sity and biomass were similar between tolpyralate and tolpyralate + atrazine at
all sites which can be expected given similar control between these treatments at
2,4, 8, and 12 WAA. Tolpyralate alone provided similar reductions in MHR wa-
terhemp density and biomass compared to both comparison POST herbicides.
Khort and Sprague [32] reported similar reductions in the biomass of PS
II-resistant Palmer amaranth with tolpyralate, tolpyralate + atrazine, and meso-
trione + atrazine at 3 WAA. Despite the limited residual activity of tolpyralate
[41], control data at 8 and 12 WAA coupled with density and biomass data indi-
cate that tolpyralate may provide residual control of late-emerging waterhemp
cohorts.

Interference of MHR waterhemp reduced corn grain yield 56% in the non-
treated controls at Cottam; there was no yield loss detected on Walpole Island
due to MHR waterhemp. Waterhemp is highly competitive with corn [18];
however, [25] also reported differences between sites regarding the effect of sea-
son-long MHR waterhemp interference on yield. Compared to Walpole Island,
corn grain yield loss at Cottam can be attributed to greater MHR waterhemp
density and biomass, and a greater proportion of herbicide resistant individuals

at Cottam.

4. Conclusion

The predicted dose of tolpyralate and tolpyralate + atrazine for 50%, 80%, and
95% MHR waterhemp control varied with waterhemp density, biomass, and
population resistance profile. The predicted doses of tolpyralate for 50% MHR
waterhemp control were 8 and 2 g-ha™ at Cottam and on Walpole Island, re-
spectively at 12 WAA; no dose of tolpyralate alone resulted in 80% or 95% con-
trol at Cottam. Applied at the currently registered rate of 30 g-ha™, tolpyralate
controlled MHR waterhemp 60% to 98% across sites and was similar to meso-
trione + atrazine at 2, 4, 8, and 12 WAA. Despite resistance to PS II-inhibitors,
the addition of atrazine to tolpyralate at a 1:33.3 ratio numerically improved con-
trol of MHR waterhemp 2, 4, 8, and 12 WAA; however, this was non-significant.
Similarly, the addition of atrazine to tolpyralate resulted in lower EDso, EDsgo, and

EDys doses than tolpyralate alone. These results complement [27] who reported
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greater MHR waterhemp control when tolpyralate and atrazine were applied in a
POST tank-mixture compared to tolpyralate alone. In contrast, these results are
conflicting with a previous study of the biologically-effective-dose (BED) of tol-
pyralate [38], which found similar BED values for tolpyralate in green/redroot
pigweed when applied alone or with atrazine. Similarly, the addition of atrazine
to tolpyralate at the label rate did not improve control of green/redroot pigweed
2 or 4 WAA in that study, possibly indicating that green/redroot pigweed is
comparatively more sensitive to tolpyralate than waterhemp. Across all assess-
ment parameters except 2 WAA at Cottam and 12 WAA on Walpole Island,
tolpyralate and tolpyralate + atrazine controlled MHR waterhemp similar to
mesotrione + atrazine and dicamba/atrazine. Though non-significant, tolpyra-
late + atrazine and mesotrione + atrazine resulted in the greatest control of
MHR waterhemp across all sites, substantiating previous reports of excellent POST
control of this species in corn with HPPD- + PS Il-inhibitor tank-mixtures [19]
[20] [21] [25]. As a result of high MHR waterhemp density and biomass, corn
grain yield was reduced by 56% at Cottam which is of economic significance.
The application of tolpyralate and tolpyralate + atrazine resulted in similar yield
to dicamba/atrazine and mesotrione + atrazine. Overall, this study demonstrates
that tolpyralate and tolpyralate + atrazine applied at the current label rate can
result in season-long control MHR waterhemp and maintain corn yield. Identi-
fying alternative herbicide tank-mixtures to manage a competitive weed species
such as MHR waterhemp is crucial given its ability to rapidly evolve herbi-
cide-resistance and stack traits that confer resistance to multiple MOA. Populations
of MHR waterhemp have been identified with resistance to the HPPD-inhibitors
[14]. To ensure future use of tolpyralate and other HPPD-inhibitors, these herbi-
cides should be used in combination with best management practices such as
herbicide-rotation, tank-mixing multiple-effective MOA, crop rotation, strategic
tillage, and cover crops to ensure the longevity of these products for weed man-

agement in corn-based cropping systems.
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