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Abstract: Camelina is an oil plant classified as a minor crop. The small acreage is the main cause of
the small amount of plant protection products that are registered for use on camelina plantations.
This contributes to difficulties in the protection of this plant. In the conducted experiment, the genetic
similarity of genotypes of camelina was compared. The effect of selected herbicides (propaquizafop
at rate 70 g a.i. ha™!, quizalofop-p-ethyl at rate 50 g a.i. ha™!, clopyralid at rate 90 g a.i. ha™!, and
picloram at rate 24 g a.i. ha™! applied in the three-four-leaves growth stage of camelina) on six
individual genotypes of the plant and plant chlorophyll fluorescence after the use of these substances
was also determined. The Przybrodzka variety showed the lowest level of damage in the assessment
carried out 42 days after herbicide application and the damages of plants after quizalofop-p-ethyl and
propaquizafop was completely gone. The variety Przybrodzka had the lowest genetic similarity to all
analyzed genotypes. In other cases, genetic similarity of analyzed genotypes could not be linked to
herbicide-related damage. Picloram contributed to the greatest damage to test plants and had the
greatest impact on the operation of photosystem II (PSII). However, the level of plant chlorophyll
fluorescence parameter values indicates small PSII damage for all substances and the possibility of
subsequent plant regeneration. The results of the presented research indicate that it is worth referring
to several plant varieties in phytotoxicity studies of herbicides towards arable crops.

Keywords: camelina; herbicides; genetic similarity; phytotoxicity; formulation; plant chlorophyll
fluorescence

1. Introduction

One of the features of modern agriculture is the simplification of crop rotation [1]. Diversity
in agriculture plays an important role, both in terms of preserving biodiversity and the agricultural
environment and protecting crops against pests, diseases, and weeds [2,3]. Therefore, it is worth
looking for plants that can diversify the species composition of contemporary farming plants. Camelina
is a self-pollinating annual plant belonging to the Brassicaceae family. The vegetation period of spring
forms in the climatic conditions of Poland is about 100-130 days, while winter forms are 280-300 days.
The first of these forms is mainly grown in the world. Plant height in the case of spring camelina varies
in the range of 50-90 cm; for winter forms it is 80-120 cm. The diameter of the flowers is 5-7 mm.
The fruit of the plant in question is the silicule, in which there are 8-15 seeds reaching a length of about
2 mm. The mass of one thousand seeds is about 0.8-1.8 g [4].

Agriculture 2020, 10, 185; doi:10.3390/agriculture10050185 www.mdpi.com/journal/agriculture


http://www.mdpi.com/journal/agriculture
http://www.mdpi.com
https://orcid.org/0000-0002-2584-9911
https://orcid.org/0000-0003-1470-7026
https://orcid.org/0000-0002-2214-406X
https://orcid.org/0000-0001-6989-1348
http://www.mdpi.com/2077-0472/10/5/185?type=check_update&version=1
http://dx.doi.org/10.3390/agriculture10050185
http://www.mdpi.com/journal/agriculture

Agriculture 2020, 10, 185 2of 14

Drought is becoming a growing problem in agricultural production in the world [5,6]. Camelina
is considered a plant with low water requirements [7]. The production of phytalexins exhibiting
antimicrobial activity and the limited area of cultivation of camelina contribute to the fact that this
plant is characterized by high resistance to diseases and pests [8]. In the cultivation of camelina,
the main problem is the presence of weeds, whose quantity and fresh mass are sometimes greater than
on plantations of other plants belonging to the Brassicaceae family [9].

Camelina was an important oilseed plant in Europe until the mid-20th century, especially in the
northern and central parts of the continent. Later, its production level decreased [10]. In recent years,
interest in camelina has been noted due to the unique composition of oil obtained from camelina. High
oil content (28-40%) [11] makes it a suitable oil source for biodiesel production [12]. Camelina oil
is rich in oleic (18:1, 14-16%), linoleic (18:2, 15-23%), linolenic (18:3, 31-40%), and eicosenoic (20:1,
12-15%) acid [13].

The most attention is paid to the use of camelina oil for the production of biodiesel, renewable
diesel, and renewable jet fuel [13,14]. The first tests of hydroprocessed renewable jet fuel (a mixture
of the branched aromatics and the C7-C18 branched alkanes) were carried out by the US Air Force
in 2009 [15]. Since then, numerous fighter jets (Thunderbirds) and jets (KLM Royal Dutch and Japan
Airlines) have been successfully tested on a blend of JP-8 (typical jet fuel) and camelina-derived jet
fuel [13].

Camelina oil is also used in the food industry as functional food and in the cosmetics industry [16].
Camelina oil can be used in the petrochemical-based polymer industry, because epoxidized camelina
oil has the properties of peel adhesion and, after further formulation, the potential to be used for
preparation of pressure-sensitive adhesives, coating, or resin [17].

Camelina meal, or ground camelina oil cake or press cake, which is a by-product of the oil
extraction process can be used as animal feed [18,19]. The US Food and Drug Administration (USDA)
approved the use of camelina meal in feed rations given to beef cattle and broiler chickens, provided
that the percentage is not higher than 10% [20].

The possibility of full use of Camelina sativa is highly economically advantageous. The cost of
producing fuel for Camelina sativa grown in Canada was USD 0.83/L, with approximately 88% of the
total production cost resulting from the cost of feedstock [21].

Due to the fact that this plant is grown in a small area, the availability of plant protection products
registered for use in this crop is an important problem. In the European Union, the availability of plant
protection products registered for use in this crop is a limitation. However, it closes within the limits of
several active substances that can be used [22].

Winter oilseed rape is the most important oilseed plant in Europe [23]. Herbicides registered for
use in this include propaquizafop, quizalofop-p-ethyl, clopyralid, and picloram [24]. Camelina and
winter oilseed rape belong to the same family; hence, it is likely that these herbicides could also be
used in minor crops such as camelina. However, it is important to determine the phytotoxicity of these
herbicides to camelina. Determining the impact of herbicides on crop development is also important
in the context of different varieties, which is associated with their intraspecific variability [25].

Propaquizafop and quizalofop-p-ethyl are herbicides that belong to the group of
aryloxyphenoxypropionates [26,27]. Aryloxyphenoxypropionates are classified as inhibitors of acetyl
coenzyme A carboxylase (ACCase inhibitors) [28]. This enzyme is involved in the synthesis of fatty
acids [29]. It catalyzes the reaction of attaching carbon dioxide to acetyl-CoA, resulting in the formation
of malonyl-CoA. There are two forms of this enzyme in plant cells—prokaryotic and eukaryotic.
The latter of these forms is sensitive to the effects of these herbicides [30]. Most higher plants have
both forms of CoA acetyl carboxylase. The exception are plants from the family Gramineae, in which
only the eukaryotic form is found [31]. Weeds belonging to this family are therefore sensitive to the
action of herbicides belonging to the inhibitors of acetyl coenzyme A carboxylase [32].

Clopyralid and picloram are substances classified as pyridine carboxylates. They belong to the
group of synthetic auxins [33]. These herbicides mimic the action of excessive amounts of indole-3-acetic
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acid (IAA), which is the main natural phytohormone found in higher plants [34]. The reason for the
selectivity of these preparations for monocots is not yet known [35].

Chlorophyll fluorescence is becoming a very powerful tool in agricultural, environmental, and
ecological research [36]; along with increasing the sensitivity of fluorimeters measurement, these
methods become also useful in ecotoxicological studies [37]. The chlorophyll fluorescence signal can
be used as a probe for photosynthetic activity [38]. As is known, plant stress, both biotic and abiotic,
negatively affects the physiological state of plants and their photosynthetic activity. Plant protection
treatments, including herbicidal ones, cause short-term stress in crops, whereas they are toxic to the
undesirable plants (weed). In many cases, herbicidal preparations directly reduce photosynthetic
activity or indirectly cause damage to plants, which in turn reduces the efficiency of photosynthesis.
Herbicides that directly affect PS-II usually work by inhibiting the transport of electrons in PS-II [39].
Analysis of chlorophyll fluorescence can yield important information on how herbicides interfere with
photosystem I and II mechanisms [40]. The assessment of the physiological state of the photosynthetic
apparatus is performed on the basis of analyses of several groups of measured and calculated parameters
based on induction and general identification of two different states of the photosynthetic apparatus:
photochemically inactive (after adaptation to the dark)—electron transport is completely stopped,
the H* gradient across thylakoid membranes is minimal, the concentration of NADPH and ATP is
minimal—and photochemically active (after adaptation of the sample to light)—NADPH and ATP
synthesis and CO; binding occur. In addition, the technique for measuring chlorophyll fluorescence
allows the recording of changes occurring in PSII under the influence of stress factors before visual
symptoms are seen, which makes this technique the perfect complement to the visual assessment of
phytotoxicity. Chlorophyll fluorescence measurement is a non-destructive tool that allows scientists to
obtain information on the photosynthesis process without destroying the test sample [41].

The aim of the study is to assess the effect of selected herbicides on different camelina genotypes,
compare the sensitivity of different genotypes with the genetic distance between them, and determine
the effect of herbicides on plant chlorophyll fluorescence.

2. Materials and Methods
2.1. Genetic Distance Testing

2.1.1. Plant material

The spring variety Omega and winter varieties Luna and Przybrodzka of camelina were obtained
from the Polish National Plant Breeders’ Rights (PBR). The winter genotype Lenka has been protected by
temporary rights in Poland since 2017. The spring 57L3 genotype is stable breeding material. All of the
above genotypes were bred at the Poznan University of Life Sciences (Poznar, Poland) [42]. The spring
genotype Hoga (PI 650150) collected in Denmark came from the US National Plant Germplasm System
(NPGS, Copenhagen, Denmark).

2.1.2. DNA Extraction

DNA was isolated from the leaves of 10-day-old seedlings with the use of an extraction kit
(Genomic Mini AX Plant, A&A Biotechnology, Gdynia, Poland) by means of the column-based method.

2.1.3. Random Amplified Polymorphic DNA Assays

The RAPD-PCR reaction was carried out in a 12.5 pL mixture consisting of: water, 1 M Tris
HCI (pH 8.3), 2 mM MgCl,, 2 mM dNTP, 5 pmol/uL primer, 5 U/uL Taq polymerase, 25 ng/uL. DNA
extract. The temperature regime was set to an initial denaturation of 60 s at 94 °C, followed by 34
cycles (60 s at 94 °C, 45 s at primer annealing at the optimal temperature, 30 s at 72 °C), and finishing
with an extension step of 5 min at 72 °C. The PCR was carried out in a T Professional Basic Gradient



Agriculture 2020, 10, 185 4 of 14

Thermocycler. A set of 20 10-mer RAPD-PCR primers was used for DNA amplification (Supplementary
Table S1).

2.1.4. Microsatellite Markers of DNA Assays

A set of 7 primer pairs (P3H4, P4B3, P4C2, P4H3, P6C2, P6E4, P7D4) was used for DNA
amplification according to the method developed by Manca et al. [43]. The polymerase chain reaction
(PCR) was conducted in a mixture composed of water, 5 pL; DreamTaqTMGreen PCR Master Mix,
6.25 uL; primers, 2 x 0.25 pL (final concentration was 20 uM); and DNA matrix, 1 pL. The amplification
took place under the following conditions: initial denaturation for 5 min at 94 °C, 40 cycles (denaturation
at 94 °C for 30 s, primer annealing at the optimal temperature for 30 s, synthesis 72 °C for 30 s), final
synthesis 72 °C for 30 min. Two slightly different touchdown PCR protocols called TD1 and TD2 were
used for selected primers (P4H3, P6C2, and P7D4). The TD1 profile consisted of initial denaturation
for 5 min at 94 °C, followed by 10 cycles of 30 s at 94 °C, annealing for 30 s at a temperature of 65 °C
reduced by 1 °C every cycle, and for 30 s at 72 °C. This was followed by 30 cycles of 30 s at 94 °C, 30 s
at 55 °C, 30 s at 72 °C, and one final extension step at 72 °C for 30 min. The TD2 program differed from
the TD1 profile in the annealing temperature and number of cycles. The annealing temperature was
reduced in steps of 0.5 °C in each cycle (8 cycles) from 54 °C to 50 °C, followed by 32 cycles at 50 °C.

2.1.5. Electrophoresis Conditions

The PCR products were separated by electrophoresis lasting 90 min at 100 V in 1.5% agarose gels
containing TBE buffer. Next, they were visualized under UV light after being stained with ethidium
bromide. To visualize PCR products, a Molecular Imager Gel Doc™ XR UV transilluminator was used
with the ImageLabTMSOftware (Bio-Rad, Hercules, CA, USA).

2.1.6. Statistical Analysis

The coefficients of genetic similarity (S) between the cultivars were calculated using the formula

developed by Nei and Li [44]:
o _ 2N
U7 Ni+ Nj

)

where:

Nij is the number of alleles present in the ith and jth cultivars,

Ni is the number of alleles present in the ith cultivar,

Nj is the number of alleles present in the jth cultivar, and

ij=1,2,...,20.

The cultivars were grouped hierarchically according to the coefficients, using the unweighted pair
group method of arithmetic means (UPGMA). The relationships between genotypes were presented in
a dendrogram.

2.2. Greenhouse Experiment

Camelina were grown for 76 days in a greenhouse on photoperiod 16 h day/8 h night. Greenhouse
temperature was maintained at 25 + 2 °C during the day and at 20 + 2 °C during the night. Camelina
were planted in the greenhouse in plastic pots (1.0 L, 15 cm diameter) containing a mixture of peat
and soil at a 1:1 ratio. Soil moisture was systematically measured by ML3 ThetaProbe Soil Moisture
Sensor (ThetaProbe, Eijkelkamp, The Netherlands). By regular replenishment, the appropriate weight
of pots was maintained at 65-75% of soil water capacity. Relative air humidity was around 50-80%.
Natural sunlight with an intensity of 600 pE m~2 s~! was supplemented with sodium lamps (HPS)
with a capacity of 400 W (Elektro-Valo Oy. Netafim. Avi: 13473, Uusikaupunki, Finland). Two weeks
after emergence, camelina plants were thinned to 6 uniform seedlings per pot.
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Herbicides were applied at doses recommended for use in winter rapeseed cultivation. Tested
herbicides were: propaquizafop at rate 70 g a.i. (active ingredient)* ha~! (Agil S 100 EC, Adama Agan
Ltd, Airport city, Israel), quizalofop-p-ethyl at rate 50 g a.i.* ha~! (Targa Super 05 EC, Nissan Chemical
Europe, Saint-Didier-au-Mont-d’Or, France), clopyralid at rate 90 g a.i. ha=! (Major 300 SL, Innvigo Sp.
z 0.0., Warsaw, Poland), and picloram at rate 24 g a.i.* ha! (Zorro 300 SL, Innvigo Sp. z 0.0., Warsaw,
Poland). Herbicides have been applied in the three-four-leaves growth stage of camelina.

Treatments were applied using a spray chamber with Tee Jet 1102 (TeeJet Technologies GmbH,
Schorndorf, Germany) nozzles delivering 200 L* ha~! at 0.2 MPa. Water used for herbicide application
contained (mg/L): 114 Ca2t, 74 Mg2+, 0 Na*, 0 K*, <1 Fe?*, 356 CaCOj3, and pH 7.3. Camelina
plants were assessed 21 and 42 days after treatment (DAT) by estimating the herbicidal phytotoxicity
compared to untreated control. The data was calculated using the Henderson-Tilton formula [45].
Visual evaluation of the herbicidal phytotoxicity was based on the comparison of the condition of
camelina plants from objects treated with herbicides with plants from the untreated control. Visual
phytotoxicity was shown using a scale ranging from 0% (untreated) to 100% (completely destroyed
plant). The greenhouse trial was designed as a randomized complete block with four replications.
Four herbicide variants and untreated controls for six camelina genotypes were tested in each series,
resulting in 30 combinations (120 replicates) in both series. Assessments were made for two series
of tests. They were made in accordance with EPPO Standards PP 1/49 (3) [46]. At the end of the
experiments, the weight of the plants was tested (data not shown). Statistical analysis was conducted
using Statistica software (Version 12, StatSoft Inc., Tulsa, OK, USA). Data were subjected to ANOVA
followed by Tukey’s protected LSD test at the 0.05 probability level.

2.3. Plant Chlorophyll Fluorescence

Chlorophyll fluorescence was measured at the first young fully mature healthy leaf with
Multi-Mode Chlorophyll Fluorometer (OS5p, Opti-Sciences, Inc., Hudson, USA) with PAR Clip.
The Fv/Fm protocol was selected [47]. Fluorescence measurements were done in triplicate for each
replication, which gives 12 results for combination for one series of test. Measurements were made
14 and 21 days after herbicide application. Before the measurements, the leaves were dark-adapted
for 30 minutes using white clips to silence photosynthesis. Measurements were made at the same
time of day, at midday. Settings fluorometer protocols were selected according to the OS5p User’s
Guide, the standard in Plant Stress Measurement, Opti-Sciences, as follow: Modulation Source: Red,
Modulation Intensity: 15, Detector Gain: 05, Saturation Flash Intensity: 29 (non-nominated units).
Before measurement, settings parameters were adjusted to an appropriate level. Modulation intensity
and detector gain values were adjusted so that the set Ft (fluorescence signal) was stable and in the range
of 150-250 counts, which means that modulated illumination is not driving photosynthesis. Similarly,
based on the values of the measured parameters, the saturation flash intensity was determined to
get the saturation point. The following parameters were measured: FO—minimum fluorescence,
Fm—maximum fluorescence, Fv—variable fluorescence. The following parameters were calculated:
Fv/Fm—Maximum Photochemical Efficiency of Photosystem II; Fv/Fm = (Fm — F0)/Fm. Statistical
analysis of average results for all tested genotypes was conducted using Statistica software (Version 12,
StatSoft Inc., Tulsa, OK, USA). Data were subjected to ANOVA followed by Tukey’s protected LSD test
at the 0.05 probability level.

3. Results

3.1. Genetic Distance Testing

To assess genetic variation of Camelina sativa genotypes, RAPD (random amplified polymorphic
DNA) and SSR (simple-sequence repeats also known as microsatellites) analyses were carried out.
Finally, 6 polymorphic PCR products were obtained from SSR analysis (P4C2 and P6C2 were
monomorphic) and 69 for RAPD analysis.
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The RAPD and SSR data were used for grouping genotypes by the UPGMA method.
The relationship among genotypes is presented in the form of a dendrogram (Figure 1). Genotypes
(spring and winter) from Polish breeding of the last 20 years had the greatest genetic similarity: Omega
(registered in PBR in 2013), Luna (registered in PBR in 2012), Lenka (in registration process), and the
stabilized breeding line 57L3. The old Polish variety Przybrodzka was characterized by the lowest
genetic similarity to all analyzed genotypes. The Przybrodzka variety was donated by the Institute
of Soil Science and Plant Cultivation (Poznan, Poland) to the US National Plant Germplasm System
(NPGS) in 1966.

Przybrodzka -

Hoga

Luna

57L3 «

Lenka

Omega

T T T T T T
1.0 0.9 0.8 0.7 0.6 0.5

Figure 1. A dendrogram of Camelina sativa genotypes. The cultivars were grouped hierarchically using
the unweighted pair group method of arithmetic means (UPGMA).

3.2. Greenhouse Experiment

Quizalofop-p-ethyl and propaquizafop caused the smallest damage to all camelina varieties
and genotypes. At 21 days after the use of propaquizafop, the largest damage (15%) was observed
on the Omega variety (Table 1). In the assessment at 42 DAT (Table 2), no statistically significant
camelina damage was found after the use of these herbicides. The greatest damage occurred after
using herbicides from the group of synthetic auxin herbicides (clopyralid, picloram). Picloram caused
the most damage to camelina and Luna at 21 DAT. Unlike graminicides, damage after clopyralid and
picloram was not completely transient, and their levels were still high. In the assessment carried out
42 DAT, the largest damages (30%, 30%, 25%, respectively) were observed on the Hoga genotype
and on the Omega and Luna varieties. The smallest damage after using picloram was found on the
variety Przybrodzka and genotype Lenka and after the application of clopyralid on the Przybrodzka
variety and genotypes Lenka and 57 L3. In the experiment, the mass of plants was analyzed. However,
the results were not presented in the results and discussions. The reason is a problem with drawing
reliable conclusions for this parameter.
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Table 1. Visual assessment of phytotoxicity (%) 21 days after treatment (21 DAT).

Varieties/Genotypes
Treatment
Przybrodzka Lenka Luna Omega Hoga 57L3  LSD (0.05)
0 0 0 0 0 0
Untreated C D E E C C
Propaquizafop 10b 0Oc 10b 15a 10b 7.5b
70 g ai*ha L B D C C B B 29
Quizalofop-p-ethyl Oc 7.5ab 5b 10a Oc Oc
50 g a.i* ha~l C C D D C C 31
Clopyralid 10d 22.5¢ 20c 35ab 40a 32.5b
90 g a.i.* ha™! B A B B A A 57
Picloram 20d 20d 55a 45b 40bc 35¢
24 gai*ha™ A B A A A A 72
LSD (0.05) 2.8 24 0.2 4.8 1.6 3.7 -

0% (untreated) to 100% (completely destroyed plant); a—e and A-E different letters indicate statistically different
mean LSD (p < 0.05); capital letters—vertical, e.g. A; lower-case letters—horizontal, e.g., a.

Table 2. Visual assessment of phytotoxicity (%) 42 days after treatment (42 DAT).

Varieties/Genotypes
Treatment
Przybrodzka Lenka Luna Omega Hoga 5713  LSD (0.05)
0 0 0 0 0 0
Untreated C C C D D D
Propaquizafop Oa Oa Oa 10a 10a 5a
70 g ai*ha ! C C C C C C s
Quizalofop-p-ethyl Oa Oa Oa 10a 10a Oa
50 g ai*ha~! C C C C C D s
Clopyralid 7.5¢ 7.5¢ 15b 20a 20a 10c
90 g a.i.* ha™! B B B B B B 32
Picloram 15cd 10d 25ab 30a 30a 20bc
24 gai*ha™l A A A A A A 53
LSD (0.05) 1.9 1.9 3.9 1.4 2.6 3.2 -

n. s.—no significant differences; 0% (untreated) to 100% (completely destroyed plant); a—e and A-E different letters
indicate statistically different mean LSD (p < 0.05); capital letters—vertical, e.g., A; lower-case letters—horizontal,
eg., a.

3.3. Plant Chlorophyll Fluorescence

Chlorophyll fluorescence was measured 14 and 21 days after herbicide application. Averages
of results of herbicide effects on plant chlorophyll fluorescence for all genotypes are shown.
The measurement at the first date showed no significant differences in the parameters: Fv (Figure 2)
and Fm (Figure 3). However, significant differences were noted in the Fv/Fm parameter (Figure 4).
They were observed in all combinations where herbicides were used, relative to the values obtained for
the unsprayed control. The highest decrease in Maximum Photochemical Efficiency of Photosystem II
was found in plants sprayed with picloram. During the second, subsequent measurement, significant
differences were found between the preparations used in all three parameters of chlorophyll fluorescence
measurement: Fm, Fv, and Fv/Fm. Similar to the case of changes in the Fv/Fm parameter value,
a significant decrease in Fm and Fv parameters was observed in all sprayed objects relative to the
control, to the greatest extent in plants treated with picloram and to the smallest those treated with
quizalofop-p-ethyl and propaquizafop. The highest decrease in Fm and Fv parameters in relation to
the unsprayed control was recorded for objects treated with picloram. The measurements showed no
significant differences in the parameter FO (data not shown).
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a
a a
a g a
b p
bc
c

14 days after treatment 21 days after treatment

940

920

900

880

860

840

820

800

W untreated M propaquizafop ® quizalotop-p-ethyl © clopyralid ™ picloram

Figure 2. The effect of herbicides on Fv—variable fluorescence (non-nominated units). Different letters
(37¢) indicate statistically different mean LSD (p < 0.05) 14 DAA =19.52; LSD (p < 0.05) 21 DAA =25.91;
DAA—days after herbicides application.

da
a 4
a a a
b b
bc
C

14 days after treatment 21 days after treatment

1160

1140

1120

1100

1080

1060

1040

1020

1000

W untreated M propaquizafop M quizalofop-p-ethyl ™ clopyralid M picloram

Figure 3. The effect of herbicides on Fm—maximum fluorescence (non-nominated units). Different
letters (*°) indicate statistically different mean LSD (p < 0.05) 14 DAA = 23.80; LSD (p < 0.05) 21
DAA =32.17; DAA—days after herbicides aplication.
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0.820
a
0.815
b bc
0.810 ad 4 a
ab b
0.8C5
be
c
0.800
0.795
0.790
14 days after treatment 21 days atter treatment

B untreated propaquizatop M quizalofop-p-ethyl © dopyralid ™ picloram

Figure 4. The effect of herbicides on Fv/Fm—maximum Photochemical Efficiency of Photosystem II
(non-nominated units). Different letters (°) indicate statistically different mean LSD (p < 0.05) 14
DAA =0.029; LSD (p < 0.05) 21 DAA = 0.0036; DAA—days after herbicides aplication.

4. Discussion

The phytotoxicity of herbicides towards a crop means exceeding the maximum protective capacity
of this plant related to the mechanisms of selectivity or the possibility of detoxification of these
substances [48]. Selective herbicides can therefore cause transient stress in crop plants [49]. In some
cases, they can damage plants and reduce yields [50].

In the conducted experiment, propaquizafop and quizalofop-P-ethyl contributed to the inhibition
of plant growth. For most varieties and genotypes, however, these were transient symptoms.
Quizalofop-P-ethyl is a registered substance for use on camelina plantations in different parts of
the world [13,22]. This substance is therefore widely used in practice to control monocotyledonous
weeds in this crop. According to data available in the literature, propaquizafop contributed little
to the phytotoxicity effect on Indian mustard [51]. Damage was also observed in the case of the
application of other substances classified as acetyl coenzyme A carboxylase inhibitors in canola
cultivation [52]. These plants, like camelina, belong to the Brassicaceae family. The results of the
conducted research indicate that substances belonging to synthetic auxin herbicides have contributed
to greater damage to plants than graminicides. The application of these preparations resulted in
twisting of camelina leaves. Picloram has the highest degree of phytotoxicity. Slight damage caused by
picloram and aminopyralid (also included in synthetic auxin herbicides) in relation to some species of
plants belonging to Brassicaceae were also noted in other papers [53]. The Przybrodzka variety was
characterized by the smallest genetic similarity in relation to all tested varieties and genotypes. At the
same time, it was characterized by the greatest tolerance to the effects of applied substances. In the
case of other varieties and genotypes, no relationship between genetic similarity and sensitivity to the
herbicides used was observed.

The herbicides used in the study included synthetic auxins. Substances belonging to this group
may cause calluses of plants, which affect their mass [54]. It is estimated that for studies using synthetic
auxins, visual assessment of phytotoxicity is more desirable than testing the weight of plants [55].

One of the biggest problems associated with camelina breeding is the low diversity within this
species. In addition, only spring camelina genotypes were collected in gene banks. Due to the low
intraspecific variability, breeders look for variability of related species and genera, or induce variation
through mutagenesis or due to genetic engineering [56]. Analysis of the genetic similarity of spring
genotypes (currently grown in Poland and Ukraine) and winter varieties of Camelina sativa (which are
traditionally grown only in Western Europe) was performed by Kurasiak-Popowska et al. (2018) [56].
Apart from the ‘Przybrodzka’ cultivar, the Polish cultivars of spring and winter camelina were included
in one similarity group. The plant material for this publication was selected based on the results of
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molecular analyses, yielding, and the content of chemical compounds in camelina genotypes collected
at the University of Life Sciences in Poznan [56,57].

An important factor influencing the herbicidal effectiveness of herbicides is the formulation of
the preparations [58]. The type of formulation also plays an important role in relation to herbicide
phytotoxicity to the crop [59]. In the experiment, quizalofop-p-ethyl and propaquizafop were used in
the EC (emulisfiable concentrate) formulation. This formulation is a mixture of pesticides, adjuvants,
and emulsifiers that are dissolved in oil. Together with the water in the sprayer tank, they form a
diluted, stable emulsion. One of the disadvantages of this formulation, however, is the possibility
of damage to the leaves of crop plants [60]. The oil-based adjuvants contained in the herbicide
formulation may contribute to the dissolution of the wax layer covering the surface of the crop [61].
Oil adjuvants work in a similar way and are included in the composition of the spray liquid. In some
cases, they increase the risk of phytotoxicity but at the same time contribute to improving the herbicidal
herbicide effectiveness [62]. Most of the graminicides available on the market occur in the EC
formulation, which due to the oil content can cause damage to some plants. In our research, herbicides
from the aryloxyphenoxypropionates group that control monocotyledonous weeds were phytotoxic
for some genotypes of camelina because they were in EC formulation, injurious for cuticular wax.

The Fv/Fm parameter is considered to be a reliable indicator of the photochemical activity of the
photosynthetic apparatus, and its reduction indicates the occurrence of stress in plants, the consequence
of which is damage to the PSII function [63]. During both the first and second measurements,
a significant decrease in the Fv/Fm parameter (maximum photochemical efficiency of PSII) was
observed. However, according to studies of other authors [63,64], the obtained values do not indicate
strong damage, and it can be concluded that they did not affect the health of plants. The Fv/Fm
value for unstressed control of most plant species is close to 0.83 [65,66]. The decrease in the Fm
parameter—maximum fluorescence—indicates the occurrence of stress in plants, the effect of which
means that not all electron acceptors in PSII can be completely reduced [67]. In turn, a decrease in the Fv
parameter—variable fluorescence—may indicate a decrease in PSII activity and scattering of excitation
energy in the form of heat [63]. However, the level of the obtained parameters indicates slight damage
to the PSII. The measurements were to show the trend of plant stress caused by individual herbicides,
but the level of this reaction, due to the selected mechanisms of herbicide action, did not indicate
high stress of the plants; hence, the average results for genotypes were shown. Larger differences in
the response of individual genotypes were found in the visual assessment; therefore, the results of
visual observation are presented separately for individual genotypes. However, the trend in plant
reactions was the same for both parameters—for plant chlorophyll fluorescence and visual assessment:
the highest plant damage was observed for picloram and the lowest for ACCase inhibitors. Dayan
et al. (2012) [40], studying the mechanisms of herbicide action using chlorophyll fluorescence, showed
that the effect on photosynthesis caused by herbicides from the group of aryloxyphenoxypropionate
inhibitors of ACCase was very modest on cucumber cotyledons, which may be due to the grass
selectivity of this herbicide. In the same research, some herbicides acting as superauxins did not affect
photosynthesis in the cucumber cotyledon assay. It can therefore be concluded that the decrease in
fluorescence parameters as a consequence of spraying is secondary and results from leaf damage
caused by herbicide injury, and the photosynthetic activity carried out is proportional to the surface of
the undamaged leaf.

5. Conclusions

The small number of herbicides registered for use on camelina plantations makes weeds a difficult
problem. The conducted research determined the genetic distance between different varieties and
genotypes of camelina (spring and winter forms). The effect of individual herbicides on chlorophyll
fluorescence was tested. The Przybrodzka variety was characterized by the greatest genetic distance in
relation to other varieties and genotypes. At the same time, it was highly resistant to phytotoxic effects
of herbicides. For the other varieties and genotypes, no similar relationship was observed. Damage
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to camelina after herbicide application was largely transient. Among the substances used, picloram
contributed most to the occurrence of phytotoxicity. Plant fluorescence measurements indicate that
PSII damage was not large and plants have a chance of regeneration. Further research is needed on the
possibility of using various herbicides in camelina and other minor crops. It should be carried out
taking into account the effect of the substance on individual plant varieties.
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