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Abstract: The objective of this study was to verify the genetic dissimilarity and validate image
phenotyping using RGB (red, green, and blue) sensors in tropical carrot germplasms. The experiment
was conducted in the city of Carandai-MG, Brazil, using 57 tropical carrot entries from Seminis and
three commercial entries. The entries were evaluated agronomically and two flights with Remotely
Piloted Aircraft (RPA) were conducted. Clustering was performed to validate the existence of genetic
variability among the entries using an artificial neural network to produce a Kohonen'’s self-organizing
map. The genotype-ideotype distance index was used to verify the best entries. Genetic variability
among the tropical carrot entries was evidenced by the formation of six groups. The Brightness Index
(BI), Primary Colors Hue Index (HI), Overall Hue Index (HUE), Normalized Green Red Difference
Index (NGRDI), Soil Color Index (SCI), and Visible Atmospherically Resistant Index (VARI), as well
as the calculated areas of marketable, unmarketable, and total roots, were correlated with agronomic
characters, including leaf blight severity and root yield. This indicates that tropical carrot materials
can be indirectly evaluated via remote sensing. Ten entries were selected using the genotype—-ideotype
distance (2, 15, 16, 22, 34, 37, 39, 51, 52, and 53), confirming the superiority of the entries.

Keywords: carrot; image phenotyping; Kohonen map; remote sensing; vegetation indices

1. Introduction

The carrot (Daucus carota L.) is a vegetable of global economic importance. It rep-
resents a significant source of nutrients such as carotenoids, phenolic compounds, and
vitamins, with benefits for human health [1]. Annual carrot production in the world exceeds
40 million tons and 1.1 million hectares [2]. In Brazil, it is the root vegetable with the highest
economic value, with production estimates exceeding 700 thousand tons per year [3].

The development of cultivars adapted to summer and winter cultivation on all conti-
nents has allowed for the year-round availability of carrot products with relatively stable
prices for consumers. However, genetic improvement of the carrot has been a continuous
effort throughout its cultivation and domestication [4]. A current, major challenge lies in
the need to advance phenotyping in scale, accuracy, and reproducibility for the exploration
of new traits.

Consequently, increasingly modern methods of plant analysis have been used, mainly
using images generated on automated platforms or obtained by drones, such as Remotely
Piloted Aircraft (RPA) [5,6]. Image phenotyping can be used to calculate vegetation indices
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and correlate them with qualitative or quantitative values regarding genotype performance
in a given environment [7]. In addition, image phenotyping offers a non-destructive
analysis of plant traits with lower cost, time, and labor [5,8].

UAVs equipped with RGB (red, green, and blue) sensors offer a platform for image
collection with good resolution permitting decision-making across a wide range of applica-
tions in precision agriculture and contribute to increased efficiency and productivity. RGB
sensors capture high-resolution imagery, enabling a detailed analysis of features. This high
spatial resolution is beneficial for applications such as crop monitoring. They have lower
costs, making them an attractive option for organizations with budget constraints. RGB
sensors can provide high-resolution information for crop monitoring, disease detection, and
in our case, high-throughput phenotyping. Herzig et al. [9] used RGB and multispectral
sensors to evaluate both high-throughput phenotyping and yield prediction in barley breed-
ing. The authors concluded that for yield prediction, the RGB system used in the study
would be preferable to the multispectral system due to lower costs and consumer-friendly
handling in image acquisition and processing.

Several studies demonstrate the potential of vegetation indices calculated from im-
agery to assess agronomic traits in potato [10], lettuce [6], onion and garlic [11,12], eggplant,
tomato, cabbage [8], soybean, and corn [13,14], with few studies evaluating roots. In this
way, studies with carrots are limited. The genetic improvement of carrots has been carried
out through data collection and direct field evaluations [3], mainly focusing on roots. This
demands a lot of labor, high costs, and delays in advancing productivity and quality for
this crop. After harvesting, the roots are classified, requiring a high standard of quality.
The scarcity of new alternatives for selection has resulted in waste and a lack of incentive
to advance in germplasm improvement. Thus, the objective of the current study was to
quantify the genetic dissimilarity and validate image phenotyping using RGB (red, green,
and blue) sensors in tropical carrot germplasm from RGB images.

2. Materials and Methods
2.1. Genetic Material, Experimental Site, and Flow

The experiment was conducted at the Bayer Vegetable Experiment Station in the city
of Carandai-MG, Brazil (1096 m altitude) from November 2019 to March 2020 (Figure 1)
and data were processed at the Federal University of Uberlandia, Monte Carmelo campus,
Brazil. The average data regarding maximum, average, and minimum temperature and
precipitation during the experiment are described in Figure 1.

We evaluated 57 entries from the Seminis tropical carrot breeding program (Brazil)
and three commercial entries as controls (two hybrids—entries 1 and 2, and a tropical open
pollination cultivar—entry 3).

The experimental design was a randomized complete block design (RCBD) with three
repetitions. The entries were sown in 1.5 m wide beds and the plots consisted of five 2 m
long planting lines, spaced 20 cm apart. The useful area of the plot consisted of all rows,
excluding 50 cm at the beginning and end of the plots.

The methodological steps for agronomic evaluation, image processing, and data
analysis are presented in the flow chart in Figure 2.
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Figure 1. Location and visualization of the experiment on the flight of a remotely piloted aircraft.
Climograph representing the experimental period in Carandai, MG, Brazil from November 2019 to

March 2020.
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Figure 2. Flowchart of the image acquisition, processing steps, field data collection, and data analysis

in carrot germplasm in the city of Carandai-MG, Brazil.

2.2. Evaluation of Agronomic Traits in the Field

One hundred and ten days after sowing, the agronomic evaluation of the entries was
performed. The bolting percentage (BP), and the severity of leaf blight in the plots (DIS),
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which was evaluated using a scale of grades from 1 to 5 (1 = >90% severity, 2 = 50-90%,
3 =12.5-50%, 4 = 3.8-12.55%, and 5 = <3.8% severity), were evaluated [15].

After harvest, fresh leaf weight (kg) (LW) and percentage of purple or green shoulder
(SHP) were measured. The number and mass (kg) of marketable roots (10 to 26 cm in
length) and unmarketable roots (smaller than 10 cm in length, broken, cracked, and forked)
were evaluated. Data were transformed into the percentage of marketable roots (%) (MRP)
and percentage of unmarketable roots (%) (URP), estimated yield of marketable roots
(tha~1) (MYH), and estimated total yield (t ha~!) (TYH). On a random sample of ten roots,
the average root diameter (performed at the middle portion of the root) (RD) and average
root length (RL) were determined.

2.3. Acquisition and Processing of Aerial Images

On the same day of the agronomic data collection, two flights were performed: a
flight before harvest, to verify the foliar portion of the entries; and a flight after harvest,
obtaining images of the roots produced by each genotype, separated into marketable
and unmarketable roots. The aerial images were collected using a Phantom 4 Advanced
drone, with a 20-megapixel RGB camera (model FC6310). The flight was performed
automatically using the software DroneDeploy version 5.23.0, using the parameters of 20 m
high, longitudinal overlap of 80%, and lateral overlap of 75%.

The collected images were processed in the Remote Sensing and Photogrammetry
Laboratory (LASER) of the Federal University of Uberlandia (UFU), Monte Carmelo Cam-
pus, Brazil, using the software Pix4Dmapper version 1.1.38, to generate the orthomosaic.
The software, Quantum GIS 3.10.0 (QGIS Development Team, Open-Source Geospatial
Foundation) was used to calculate the vegetation indices from orthophoto 1 of the leaf
portion of the entries (Table 1), in addition to the marketable root area (MRA), unmarketable
root area (URA), and total root area (TRA) (m?) from orthophoto 2. The root areas were
determined from the identification and contour of the marketable and unmarketable roots
in each plot.

Table 1. Vegetation indices tested for phenotyping tropical carrot in the city of Carandai-MG, Brazil.

Vegetation Indices Equations ! References

Brightness Index (BI) VIR? + G? + B?)/3] [16]

Green Leaf Index (GLI) 2G—-R-B)/2G+R+B) [17]

Primary Colors Hue Index (HI) 2R-G—-B)/(G—-B) [18]

Overall Hue Index (HUE) Atan [2(B — G — R)/30.5(G — R)] [18]

Normalized Green Red Difference Index

(NGRDI) (G—R)(G+R) [19]

Soil Color Index (SCI) R-G)/R+G) [20]

Spectral Slope Saturation Index (SI) (R—-B)/(R+B) [18]

Visible Atmospherically Resistant Index (VARI) (G-R)/(G+R-B) [21]
areaporc Plot area (cm?)

IR =red band; G = green band; B = blue band.

2.4. Statistical Analysis

The results of the agronomic characters were submitted to an analysis of variance
using the F-test at the p > 0.01 and p > 0.05 levels of statistical significance, and the genetic
parameters and genotypic determination coefficient (H?) were estimated. The means of the
entries were grouped based on the Scott-Knott test at the p > 0.01 and p > 0.05 probability
levels. Pearson’s correlation matrix was calculated at the p > 0.05 significance level between
the evaluated agronomic characters and the vegetation values and indices obtained using
remote sensing. The statistical analysis was performed using the GENES software version
1990.2021.131 [22].
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2.5. Artificial Neural Intelligence for Grouping

In order to validate the existence of genetic variability among the carrot entries, the
grouping of the entries was performed using neural intelligence to produce Kohonen's Self-
Organizing Map (SOM). The SOMs were obtained by applying a traditional, unsupervised
approach according to the evaluated characteristics and needs of the study.

The determination of the optimal number of groups was completed using the K-means
test, and the map was drawn in a 3 x 2 arrangement (three rows and two columns). Other
parameters included: radius equal to one, hexagonal neighborhood topology, feedforward
network architecture with one input layer and one output neuron, and the activation
function of Euclidean Distance, and 3000 thousand epochs. The GENES software with
Metalab version 1990.2021.131 [22] was used.

2.6. Selection of the Best Entries Using the Genotype—Ideotype Distance Index

The genotype-ideotype distance index was used based on the best behavior verified for
each character evaluated in this study. This ideotype was defined by the highest means for
the characters RL, RD, LW, MRP, TYH, and MYH; and the lowest means for the characters
BP, DIS, SHP, and URP. Then, Mahalanobis distances (D?) were estimated from standardized
data between the 60 entries and the ideotype, using the GENES computer program [22]. In
this way, the entries were classified according to the distance they presented in relation to
the ideotype, considering the best entries to be those that presented the smallest distances.

3. Results and Discussion
3.1. Germoplasm Evaluation

Genetic variability was observed among carrot entries for all agronomic characters
evaluated (p < 0.01 and p < 0.05) (Table 2).

Table 2. Summary of the analysis of variance and estimated genetic and phenotypic parameters for
60 tropical carrot entries, in the city of Carandai-MG, Brazil.

Mean Square

SV DF BP DIS SHP RL RD LW MRP URP TYH MYH
Block 2 29.02 0.62 853.48 22.33 0.36 0.31 11.28 11.28 162.8 85.35
Genotype 59 72.99 ** 0.81 ** 212;81 5.69 ** 0.14 ** 0.4 ** 83.27 * 83.27* 8899 *  81.52**
Residual 118 7.69 0.34 60.47 1.38 0.02 0.05 52.58 52.58 9.66 9.64
Mean 3.72 2.6 15.96 16.6 2.65 1.16 82.04 17.96 23.53 19.44

cv 74.58 2242 48.73 7.06 5.6 19.69 8.84 40.37 13.21 15.97
Min 0 1 1.54 11.8 1.9 0.35 51.39 2.65 7.9 5.37
Max 37 5 59.26 21.3 3.2 243 97.35 48.61 42.4 38.43
o2 24.33 0.27 73.27 1.9 0.05 0.13 27.76 27.76 29.66 27.17
o2 2.56 0.11 20.15 0.46 0.01 0.02 17.53 17.53 3.22 3.21
02 21.74 0.15 53.11 1.44 0.04 0.12 10.23 10.23 26.45 23.96
h? 89.46 55.11 72.48 75.8 83.96 87.01 36.86 36.86 89.15 88.17
CVg 125.43 15.25 45.66 722 74 29.42 3.9 17.81 21.85 25.18
CVg/CVe 1.68 0.68 0.94 1.02 1.32 1.49 0.44 0.44 1.65 1.58

**, * Significance at 1% and 5%, respectively; ns, not significant using the F-test; SV: source of variation; DF: degrees
of freedom; CV, CVg, and CVe: coefficient of variation overall (%), genetic (%), and experimental (%), respectively;
o2 phenotypic variance; ¢g%: environmental variance; g% genetic variance; h’: heritability. BP—bolting
percentage (%), DIS—score for severity of leaf blight, SHP—percentage of purple or green shoulder (%), RL—root
length (cm), RD—root diameter (cm), LW—fresh leaf weight (kg), MRP—percentage of marketable roots (%),
URP—percentage of unmarketable roots (%), TYH—estimated total yield (t ha=!), MYH—estimated yield of
marketable roots (t ha=1).

The coefficient of variation (CV) ranged from 5.6-74.58% for RD and BP, respectively.
The lowest and highest phenotypic, environmental, and genotypic variances were found
for the traits RD and SHP. The agronomic traits, BP, SHP, TYH, and MYH, had genotypic
variances that were greater than the environmental variance, in agreement with the high
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heritabilities (89.46, 72.48, 89.15, and 88.17%, respectively), and CVg/CVe quotient values
close to or greater than 1. The characters, MRP and URP, had an environmental variance
greater than the genetic variance, low heritability (36.86% for both), and a low CVg/CVe
quotient, indicating the predominance of environmental effects over genetic effects. In
agreement with the present study, De Carvalho et al. [23] also found high heritability for
the characters marketable root mass (82.18%) and total root mass (81.85%).

The means of the phenotypic values of the tropical carrot entries in relation to the
agronomic characters were evaluated. The flowering percentage ranged from 0 to 34.07%,
with the highest tolerance to flowering seen in entries 7, 21, 31, and 55 and the highest
flowering in entry 3. Entries 1 and 2 did not differ and were in the group of best resistance
to flowering. Importantly, the entry 3 presented inferior characteristics to the other entries
because it is a tropical open-pollination cultivar, being the first tropical carrot cultivar
adapted for Brazil to boost carrot production [24]. However, current breeding programs
aim at the development of hybrids, which present greater root uniformity and a higher
yield of marketable roots [23].

For leaf blight severity and percentage of purple or green shoulder there were two
groups, with an average variation of scores from 2—4, and 4.70-40.71%, respectively. The
highest severity of disease was observed in entry 60 and the highest percentage of green
or purple shoulder was in entries 3 and 5. Leaf blight is a disease caused by the Alternaria
dauci, Cercospora carotae, and Xanthomonas campestris complex, considered worldwide as
the main disease of carrots in summer crops and responsible for important production
losses [25]. Pereira et al. [15] found a higher severity of leaf blight in the Brasilia and Juliana
cultivars compared to the other entries evaluated in their study.

Average root length (13.17-19.67 cm) and diameter (2.13-2.97 cm) led to the formation
of three groups in which entries 1, 2, 9, 10, 15, 31, 33, 34, 36, 37, 38, 39, 47, 49, 51, 53, and
56 had the highest averages for both variables. For fresh leaf weight, there was variation
from 0.5-2.05 kg for entries 13 and 39, respectively, and the formation of five groups. De
Carvalho et al. [3], in a study with three carrot cultivars to determine harvest time, found
average root lengths very similar to the present studies of 17.25 to 18.47 cm, and higher
average root diameters with values between 3.03 and 3.26 cm.

The percentages of marketable roots and unmarketable roots are complementary
variables, and entry 2 is the one that presented the best results, with 92.01% of marketable
roots and 7.99% of unmarketable roots; entry 54 presented the worst results, with 68.29%
of marketable roots and 31.71% of unmarketable roots. De Carvalho et al. [26], in a study
with carrots in the city of Brasilia-DF, obtained a percentage of marketable roots from
0.04-62.20%, values far from the present study.

The estimated total yield ranged from 11.46-37.60 t ha~! for entries 13 and 53, respec-
tively. For the estimated yield of marketable roots, the variation among entries was from
9.07-33.28 t ha~! for entries 13 and 2, respectively. Entry 53, despite being the most productive,
had fewer marketable roots than entry 2. De Carvalho et al. [26] also analyzed the estimated
total yield and found results that varied from 10.20 to 52.06 t ha~!, and for marketable roots
the range was 5.14 to 27.97 t ha~1, results close to those found in this article.

3.2. Grouping of Entries by Kohonen'’s Self-Organizing Map

The 60 entries evaluated were classified and distributed in six distinct groups (Figure 3).
This result proves the diversity of the germplasm and facilitates the study of phenotyping
using images. The contribution of agronomic variables to the grouping was also determined,
where lighter colors indicate a greater contribution to group formation and identical color
patterns between variables correspond to a positive correlation between them.
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Figure 3. Groups I, II, II, IV, V and VI of the 60 tropical carrot entries evaluated in the city of Carandai-
MG, Brazil, obtained using Kohonen'’s self-organizing map (A). Contribution of agronomic variables to
the grouping, where lighter colors indicate greater contribution to group formation (B). BP—bolting
percentage (%), DIS—score for severity of leaf blight, SHP—percentage of purple or green shoulder
(%), RL—length (cm), RD—root diameter (cm), LW—fresh leaf weight (kg), MRP—percentage of
marketable roots (%), URP—percentage of unmarketable roots (%), TYH—estimated total yield (t ha™1),
MYH—estimated yield of marketable roots (t ha™1).

Group I was composed of 11 entries with a greater contribution from the variable
percentage of purple or green shoulder. Group II was formed by nine entries and the
greatest contribution from the variable percentage of unmarketable roots. Group III was
formed by nine entries, where the greatest contribution of this group was from the variable
bolting percentage. Group IV was composed of nine entries and had the largest contribution
from the variable percentage of unmarketable roots.

Group V had 16 entries, among them the commercial hybrids, entry 1 and 2. This group
indicated a higher contribution from the variables leaf blight severity, root length and diameter,
fresh leaf weight, percentage of marketable roots, total yield estimate, and marketable root
yield estimate. This indicates that this group, despite having higher scores for disease, contains
the most superior entries in the present study. Group VI presents the eight entries with the
highest contribution, but not as strong, of the variables root length and diameter, fresh leaf
weight, estimated total yield, and estimated yield of marketable roots.

The results presented indicate that there is genetic variability among the tropical carrot
entries evaluated. The artificial neural network method using the Kohonen self-organizing
map was efficient in demonstrating this diversity and facilitated a comprehensive evaluation
of the entries, simplifying the interpretation of the similarities and differences among them.

Important results were also found in the literature, which reinforce the data found in
the present study. Janaszek and Trajer [27] also found genetic variability using Kohonen'’s
self-organizing map for clustering carrot cultivars in Poland in terms of coloration and
nutritional components, in which they obtained 49 clusters in a 7 X 7 arrangement. Monyr
et al. [28] also used Kohonen'’s self-organizing map to study heavy-metal-contaminated
sediments in carrots. Classifying the data using this method allowed for understanding
and visualizing of the spatial and temporal distribution of the samples.

The study by Abreu et al. [1] presented information that makes it possible to consider
artificial neural networks as an effective tool for data treatment and grouping according to
their similarities, as carried out in this study. The results obtained by the authors provided
the same information when compared to traditional multivariate statistical techniques,
whereas the self-organized maps were easier to visualize and analyze.
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3.3. Validation of Image Phenotyping for Tropical Carrot

Considering the existence of genetic diversity among the materials, we proceeded
with the evaluation of the entries using imaging. Obtaining data from images obtained by
RPAs in agriculture depends on image processing to extract the appropriate information
and achieve the desired objectives [5,8]. After calculating the vegetation indices of the first
flight (Table 1), the distribution of the values of each index on the pixels was analyzed
using histograms (Figure 4).
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Figure 4. Histograms of distribution and frequency of pixels found for the visible channels and for
vegetation indices in 60 carrot entries in the city of Carandai-MG, Brazil.

Most indices show high variability among entries, especially for BGI, GLI, NGRDI,
SCI, SI, and VAR, indicating that these indices are potential tools for differentiating tropical
carrot entries.

Figure 5A demonstrates the behavior of some selection indices (VARI, SCI, GLI, NGRDI)
calculated according to Table 1 from orthophoto 1, in the leaf portion of the carrot entries. The
vegetation indices showed different behavior for the entries under study and facilitated the
analysis of each entry individually. Figure 5B represents the marketable and unmarketable
roots areas produced by each entry (calculated by means of orthophoto 2, obtained after
harvest), and the separation of the marketable and unmarketable roots. The area of the roots
also indicated important differences regarding the production of each genotype.
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Figure 5. Representation of the behavior of the vegetation indices: Visible Atmospherically Resistant
Index (VARI), Soil Color Index (SCI), Green Leaf Index (GLI), and Normalized Green Red Difference
Index (NGRDI) calculated from orthophoto 1, which contained the leaf portion of the carrot entries
(A). The determination of marketable roots area (MRA) (green) and unmarketable roots area (URA)
(yellow) in orthophoto 2, obtained by identifying and contouring the marketable and unmarketable
roots groups in each plot. Both orthophotos and analyses are from tropical carrot entries, in the city
of Carandai-MG, Brazil (B).

Through the correlation matrix (Pearson’s ), it was possible to verify the possibility
of selecting carrot entries from the vegetation indices calculated using RPA images and
understand the correlation that exists between the agronomic characters (Figure 6). Under-
standing correlation is important because strongly correlated traits make indirect selection
possible using the trait that is simplest to measure [29]. An r-coefficient less than 0.30 is
considered weak, 0.30 to 0.59 moderate, 0.60 to 0.89 strong, and 0.90 to 1.00 very strong.

As for the correlations among the agronomic characters, average root diameter was
strongly correlated with estimated total yield (0.79) and estimated yield of marketable roots
(0.74). A strong correlation between fresh leaf weight and estimated total yield (0.67) and
estimated yield of marketable roots (0.63) was found. The estimated yield of marketable
roots was strongly correlated with the percentage of marketable roots (0.64) and estimated
total yield (0.98). The percentage of marketable roots was strongly correlated with the
percentage of unmarketable roots (—1.00).
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Figure 6. Correlation matrix (Pearson’s r) for agronomic characters, vegetation indices, and root
areas in carrot entries in the city of Carandai-MG, Brazil. Significant correlations using Pearson’s
test (p < 0.05) are shown in shades of blue (positive) and red (negative). BP—bolting percentage
(%), DIS—leaf blight severity score, SHP—percentage of purple or green shoulder (%), RL—average
root length (cm), RD—average root diameter (cm), LW—fresh leaf weight (kg), MRP—percentage
of marketable roots (%), URP—percentage of unmarketable roots (%), TYH—estimated total yield
(t ha—1), MYH—estimated yield of marketable roots (t ha—1), MRA—marketable roots area (m?2),
URA—unmarketable roots area (m?), TRA—total root area (m?).

Other authors also studied the correlations between agronomic traits in carrots. De
Carvalho et al. [3], evaluating 36 carrot genotypes, found a strong correlation between
marketable root mass and unmarketable roots mass (1.00), resembling what we found for
the percentage of marketable and percentage of unmarketable roots. They also detected that
the marketable root mass also showed a strong correlation with the number of marketable
roots, average root length, and average root mass. Similarly to the present study, Da
Silva et al. [29] in carrot trials conducted in Brasilia-DF, found that root mass has a high
correlation with root diameter.

For the vegetation indices and object area calculated by means of the orthophotos, there
were important correlations with the agronomic characters. This indicates that tropical carrot
entries can be indirectly evaluated by vegetation indices obtained using remote sensing.

We highlight the correlation of the vegetation index, BI, with average root diameter
(—0.60), total yield estimate (—0.64), and marketable root yield estimate (—0.61). The HI
showed a strong correlation with leaf-burn severity (—0.65) and a moderate correlation
with average root diameter (—0.51), total yield estimate (—0.54), and marketable root yield
estimate (—0.52). The HUE index showed a moderate correlation with leaf blight severity
(—0.56). NGRDI had a strong correlation with leaf blight severity (0.61), and a moderate
correlation with mean root diameter (0.49), estimated total yield (0.53), and estimated
marketable root yield (0.50).
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The SCI showed a strong correlation with leaf blight severity (—0.61) and a moder-
ate correlation with the mean root diameter (—0.49), estimated total yield (—0.53), and
estimated marketable root yield (—0.50). The VARI was strongly correlated with leaf
blight severity (0.63) and moderately correlated with mean root diameter (0.49), total yield
estimate (0.53), and marketable root yield estimate (0.50). All indices showed a strong
correlation with fresh leaf weight, except the SL

As for the values obtained using the calculated object area, the marketable root area
had a moderate correlation with average root length (0.55), average root diameter (0.59),
and fresh leaf weight (0.58); a strong correlation with percentage of marketable roots (0.69)
and percentage of unmarketable roots (—0.69); and a very strong correlation with estimated
total yield (0.91) and estimated yield of marketable roots (0.95).

The area of unmarketable roots showed a strong correlation with the percentage of
marketable roots (—0.80) and the percentage of unmarketable roots (0.80). Total root area
had a moderate correlation with average root length (0.50), percentage of marketable roots
(0.42), and percentage of unmarketable roots (—0.42); a strong correlation with average root
diameter (0.62), fresh leaf weight (0.64), and estimated yield of marketable roots (0.89); and
a very strong correlation with estimated total yield (0.92).

These results indicate that tropical carrot entries can be indirectly evaluated via remote
sensing. Although studies on carrot phenotyping using RGB images from RPAs are limited
and additional research should be carried out, this is a state-of-the-art methodology for
this crop. The RGB sensors are readily available, inexpensive, easy to acquire, able to
capture high-spatial-resolution images, and widely used to extract morphological and color
traits across many crop species [30,31]. Several studies indicate the potential of the tool
for vegetable phenotyping and have already applied it to other vegetables, such as onions,
garlic, lettuce, eggplant, tomatoes, and cabbage.

Ballesteros et al. [11], in a study on onion biomass, stated that the high spatial and
temporal resolution and flexibility in the use of RGB cameras mounted on RPAs offer new
possibilities for crop monitoring and biomass estimation compared to other sensors. Maciel
et al. [6] demonstrated that high-performance phenotyping through imaging was highly
correlated with traditional methodology in purple lettuce evaluation and could therefore
be considered as an alternative in identifying genetic diversity in a germoplasm bank.

The results of Moeckel et al. [8] demonstrated that data generated from RGB images
based on RPAs could be used to effectively measure vegetable biomass (relative error = 17.6%,
19.7%, and 15.2% for eggplant, tomato, and cabbage, respectively), with a similar accuracy
to biomass prediction models based on crop height measurement (relative error = 21.6, 18.8,
and 15.2% for eggplant, tomato, and cabbage). Lee et al. [32] confirmed the applicability of
RGB images in the estimation of onion and garlic leaf chlorophyll content, considering the
economic feasibility and versatility of the RGB camera coupled to RPAs.

RGB cameras present many advantages and extensive application in agriculture and
vegetables. However, there are opportunities and challenges for phenotyping using ARP-
based RGB imaging. As they can only measure three bands (red, green, and blue) of the
electromagnetic spectrum, this causes RGB images to be less accurate than multispectral
or hyperspectral images in terms of the spectral resolution of the camera system. RGB
cameras should be carefully operated in order to have uniform coloring and lighting in the
images [30,31].

However, the use of image phenotyping using an RGB sensor has been proven to
reduce evaluation costs [6]. The experiment was carried out with 60 genotypes in three
replications, totaling 180 plots. The harvest and evaluation processes spent around 64 h,
which would have resulted in a labor cost of USD 400.00. The duration of the flight and
image processing took just six hours. This time was ten times shorter when compared to
the manual procedure. In this context, image phenotyping can be an excellent alternative
to obtain fast, satisfactory, and extremely low-cost results. Herzig et al. [9] in their barley
studies compared RGB and multispectral sensors to evaluate high-throughput phenotyping.
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The authors concluded that for yield prediction, the RGB would be preferable to the
multispectral system due to lower costs and ease of image acquisition and processing.

In this manuscript, image phenotyping using an RGB sensor was efficient in the
indirect evaluation of carrot entries. In future research, the use of machine learning,
deep learning, and neural network techniques, such as YOLO, for root recognition and
classification may be considered.

3.4. Selection of the Best Entries

The selection of more productive carrot entries is essential for the improvement of
this crop that aims to increase production with reduced costs [23]. Thus, the superior
individuals among the tropical carrot entries were selected using the genotype—ideotype
distance index, based on the data of agronomic characters (Figure 7). Selection indices are
an alternative that allows for simultaneous selection and efficiency, by combining several
characters [22].

A Genotype-ideotype distance
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Figure 7. Ranking of 60 carrot entries in ascending order and selected entries (in red) based on
genotype-ideotype distance. The red circle refers to the cutoff point according to selection pressure
(A). Boxplots of selected and unselected entries according to agronomic characters: BP—bolting
percentage (%), DIS—score for severity of leaf blight, SHP—percentage of purple or green shoulder
(%), RL—length (cm), RD—root diameter (cm), LW—fresh leaf weight (kg), MRP—percentage of
marketable roots (%), URP—percentage of unmarketable roots (%), TYH—estimated total yield
(tha—1), MYH—estimated yield of marketable roots (t ha~1) (B).
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Ten superior entries were selected: 2, 15, 16, 22, 34, 37, 39, 51, 52, and 53 (Figure 7A).
These entries were in the same group (V) defined by Kohonen'’s self-organizing map
(Figure 3), already indicated as superior because of the contribution of the variables to the
formation of this group. Figure 7B shows boxplots of the selected and non-selected entries
according to the agronomic characters. Higher means were observed for the traits to be
increased (RL, RD, LW, MRP, TYH, MYH) and lower means for the traits to be reduced (BP,
DIS, SHP, and URP).

A study carried out by De Carvalho et al. [24] corroborates the results found in the
present work. They used the selection index of distance to ideotype in carrots, and found
that the simultaneous selection for the characters, total root mass, marketable root mass,
root diameter, higher percentage of roots with cylindrical shape, higher percentage of
roots without green shoulder, and higher percentage of roots with dark orange coloration,
enabled positive gains for all characters, demonstrating the efficiency of the index.

The selection of superior genotypes with positive gains in the characters of interest
was also observed by other authors. De Carvalho et al. [3], in a study with 36 carrot
genotypes in Brasilia, found that the genotype-ideotype selection index, using the genetic
coefficients of variation as economic weight, provided greater gains for the set of characters
evaluated. As advantages, Olivoto and Nardino [33] indicated that the genotype—ideotype
index could effectively identify superior treatments/genotypes based on multi-trait data,
helping practitioners make better strategic decisions for effective multivariate selection in
biological experiments.

4. Conclusions

Genetic variability was observed among the tropical carrot entries and the formation
of six groups using artificial neural networks by Kohonen'’s self-organizing map. Group
V was formed by 16 entries, among them the commercial hybrids, entry 1 and 2, with a
greater contribution of variables related to leaf blight severity, root quality, and yield.

The vegetation indices, HI, HUE, NGRD], SCI, and VARI, showed a strong or moderate
correlation with leaf blight severity. The indices BI, HI, NGRDI, SCI, and VARI had a
strong or moderate correlation with the agronomic characters: root diameter, estimated
total yield, and estimated marketable root yield. Marketable and total root area were
strongly or moderately correlated with the agronomic characters: root length and diameter,
fresh leaf weight, percentage of marketable and unmarketable roots, estimated total yield,
and marketable root yield. Unmarketable roots area showed a strong correlation with
marketable roots and unmarketable roots percentage. This indicates that tropical carrot
entries can be indirectly evaluated via remote sensing for traits related to leaf blight severity
and yield potential.

Ten entries were selected by the genotype-ideotype distance, being the entries 2, 15,
16,22, 34, 37, 39, 51, 52, and 53, which were designated to the same group using Kohonen'’s
self-organizing map. This confirmed their superiority in the present study.
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Abbreviations

The following abbreviations are used in this manuscript:
RGB Red-green-blue

UAV Unmanned Aerial Vehicle

RPA Remotely Piloted Aircraft

RCBD  Randomized complete block design

BP Bolting percentage

DIS Severity of leaf blight

LW Fresh leaf weight (kg)

SHP Percentage of purple or green shoulder
MRP Percentage of marketable roots (%)
URP Percentage of unmarketable roots (%)

MYH Estimated yield of marketable roots (t ha=1)
TYH Estimated total yield (t ha—')

RD Root diameter (cm)

RL Root length (cm)

MRA Marketable root area (m?)

URA Unmarketable root area (m?)

TRA Total root area (m?)

BI Brightness Index

GLI Green Leaf Index

HI Primary Colors Hue Index

HUE Overall Hue Index

NGRDI  Normalized Green Red Difference Index
SCI Soil Color Index

SI Spectral Slope Saturation Index

VARI Visible Atmospherically Resistant Index
SOM Self-Organizing Map
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