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ABSTRACT: Developing biofortified foods such as lettuce is a frequent goal of breeding
programs. One obstacle to the success of these efforts is the high temporal and financial
cost of determining leaf constituents. Image phenotyping has been increasingly used in crop
breeding, but not in lettuce breeding. Until now, the use of image phenotyping to indirectly
select carotenoid-rich lettuce inbred lines has not been reported. Therefore, the goal of this
study was to use image phenotyping to select lettuce inbred lines with different carotenoid
levels. Twenty-two inbred lettuce lines, resulting from the hybridization of the cultivars
Pira 72 and Uberlandia 10000 and six successive selfings were evaluated. ‘Grand Rapids’,
‘UFU-Biofort” and ‘Uberlandia 10000’ were used as controls. The following variables were
evaluated: agronomic potential, apparent genetic diversity and image phenotyping. The data
were submitted to the ANOVA F test (p < 0.05) and means compared by the Scott-Knott test
(p <£0.05). Genetic divergence was represented by dendrograms constructed by UPGMA

and the Tocher optimization method. The relative contribution of characters was assessed to Received:
identify the most relevant response variable. The genetic diversity of the evaluated germplasm Dec. 23,2013
bank was the greatest regarding soil plant analysis development (SPAD)/carotenoid values. I!/;\/\CC%ptze(()jz:o
ar3,
Image phenotyping was successfully used to detect different levels of SPAD/carotenoid levels
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and could be a useful tool for plant breeding. The results of this study can be used to predict Freddy Mora

the nutritional values of the carotenoid content in lettuce leaves before commercialization. *Corresponding author:
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INTRODUCTION

Lettuce (Lactuca sativa L.) is the most consumed leafy vegetable in the world and ranks third among all vegetables in
production volume. Crisphead lettuce is more economically important than iceberg, looseleaf and Romaine lettuce (Sala
et al. 2008; Sala and Costa 2012). Consuming this vegetable can help prevent several diseases related to oxidative stress
(Rocha and Reed 2014). Most of these health benefits are provided by carotenoids (Sousa et al. 2007; Cassetari et al. 2015),
which are vitamin A precursors in vegetables (Silva and Mura 2016).

Researches have shown that carotenoid-rich lettuce inbred lines can be obtained (Sousa et al. 2007; Cassetari et al. 2015).

Nevertheless, despite the relevance of biofortified foods, few studies have focused on the development of carotenoid-rich

lettuce cultivars. One of the greatest obstacles to breeding carotenoid-rich lettuce inbred lines is the high cost of analyzing leaf
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constituents. Cassetari et al. (2015) observed that carotenoid levels and chlorophyll levels are highly correlated, which suggests
that carotenoid content could be indirectly measured with the soil plant analysis development (SPAD) index. However, breeding
programs produce thousands of inbred lines, which makes data collection very time-consuming and unfeasible.

While image phenotyping has become an increasingly important tool in the breeding of several crops (Brisson et al. 2010;
Sousa et al. 2015), it has not been used in lettuce breeding. The technique is used to determine qualitative and/or quantitative
values of given characteristics and correlate them with the performance of an inbred line within a specific environment
(Dhondt et al. 2013). Plant phenotyping, mainly via images, is a quick, inexpensive and nondestructive tool that can be
used for the optical analysis of plant characteristics (Gupta et al. 2013; Walter et al. 2015; Kyratzis et al. 2017; Maciel et al.
2019b). Plant phenomena are currently studied using several techniques including image spectroscopy (Sousa et al. 2015).

Unmanned aerial vehicles (UAV), also known as drones, can collect high-resolution (spatial and temporal) images that
allow nearly real-time monitoring of field experiments. These aircrafts can be equipped with various types of sensors
that capture spectra ranging from visible electromagnetic to infrared and can be used in various analyses of vegetation
(Sousa et al. 2015; Yang et al. 2017). The high spatial and temporal resolutions provided by this technology are among the
main reasons for using it in lettuce phenotyping.

While several studies have sought to correlate the reflectance of vegetation canopies with the characteristics of several
plant species (Johann et al. 2012; Risso et al. 2012; Makanza et al. 2018), this approach has not been used with vegetable
crops. Until now, no studies have used image phenotyping to aid in the indirect selection of carotenoid-rich lettuce inbred
lines. Therefore, the objective of the current study was to use this technique to select lettuce inbred lines with agronomic
potential and different levels of carotenoids.

MATERIAL AND METHODS

The experiment was carried out in 2018 at the Estagdo Experimental de Hortalicas (Vegetable Experiment Station) of
the Universidade Federal de Uberlandia (UFU), campus Monte Carmelo (Federal University of Uberlandia, Monte Carmelo
campus) (18°42’43,197S, 47°29°55,8” W, 873 m altitude), which is a component of UFU’s Biofortified Lettuce Breeding Program.

Twenty-two lettuce inbred lines were evaluated. These resulted from hybridizations of cultivars Pira 72 and the carotenoid-
rich Uberlandia 10000 (Sousa et al. 2007), followed by six successive selfings (2013-2017). They were obtained through
genealogical breeding. The lines belonged to the biofortified lettuce germplasm bank of the UFU (Maciel et al. 2019a). Three
cultivars were used as controls: Grand Rapids, UFU-Biofort and Uberlandia 10000, totaling 25 genotypes.

Sowing took place on March 28, 2018. The seedlings were produced in 200-cell expanded polystyrene trays filled with
a commercial coconut fiber substrate. After sowing, the trays were maintained in a hoop-style greenhouse (area: 5 x 6 m,
height: 3.5 m) that was covered with UV resistant polyethylene film (150 [1) and anti-aphid side screens. At 29 days after
sowing the seedlings were transplanted to beds in the field that had been prepared with a rototiller-hiller (1.3 m wide).

Soil analysis showed the following: pH (H,0)=5.9; available P = 30.1 mg-dm™; K* = 0.22 cmolc-dm; Ca*™ = 2.8 cmolc-dm;
Mg = 1.0 cmolc-dm?; exchangeable H* Al = 3.40 cmolc-dm™; organic matter = 4.2 dag-Kg'; SMP index = 3.40; aluminum =
0.0 cmolc-dm™; CEC pH 7.0 = 7.42 cmolc-dm™; CEC base sat pH 7.0 = 54%; Al sat of effective CEC = 0%; copper = 2.3 mg-dm>;
zinc = 6.6 mg-dm™ and manganese = 6.6 mg-dm. Crop treatments were carried out as recommended for lettuce (Filgueira 2013).

Each experimental plot (Fig. 1) consisted of 16 plants in four rows (spaced 0.25 x 0.25 m), of which only the eight
centermost plants were evaluated. The plants were harvested 35 days after transplant and taken to a laboratory where total
fresh mass was determined by weighing all external leaves except those smaller than 5 cm long. Stem diameter was measured
with a pachymeter and the number of commercially viable leaves was determined by counting leaves greater than 5 cm
long. Plant diameter was measured and expressed in centimeters. Leaf temperature was determined by aiming an infrared
thermometer (model 4000.4GL, Everest Interscience, Tucson, AZ, USA) at the center of the uppermost leaf. Total anthocyanin
content was determined using the method described by Francis (1982). Anthocyanin pigment concentration was calculated
from absorbance using the following equation: At = (Ab x f) /K, where: At = anthocyanins, mg of cyanidin-3-glycoside 100-g*
of fresh mass; Ab = absorbance; f = the dilution factor; K = the molar absorptivity coefficient of cyanidin (98.2). The results
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Legend: 1: UFU-206#1#6#1; 2: UFU-189#3#1#1; 3: UFU-197#3#1#1; 4: UFU-125#1#1#1; 5: UFU-7T#1#2#1; 6: UFU-16b#1#1#1; 7: UFU-120#1#1#1; 8: UFU-
189#1#2#1; 9: UFU-197#2#1#1; 10: UFU-199#3#1#1; 11: UFU-206#1#1#1; 12: UFU-206#3#1#1; 13: UFU-197#1#1; 14: UFU-197#2#2#1; 15: UFU-166#1#2#1;
16: UFU-189#3#4#1; 17: UFU-206#1#4#1; 18: UFU-125#2#2#1; 19: UFU-206#1#2#1; 20: UFU-189#3#2#1; 21: UFU-206#1#5#1; 22: UFU-040#5#5#1; 23: ‘UFU
Biofort’; 24: ‘Grand Rapids’; 25: ‘Uberlandia 10000°.

Figure 1. Orthoimage of the experiment.

were expressed in mg of cyanidin-3-glycoside 100-g™ of fresh mass. The SPAD/carotenoid index (Cassetari et al. 2015) was
calculated as the mean of the measures from the four central plants of each plot. These measurements were taken with a
chlorophyllometer (Minolta SPAD-502 CFL1030). The number of days from sowing to bolting (DBS) were also recorded.

The data were submitted to the ANOVA F test (p < 0.05) and the means were compared by the Scott-Knott test (p < 0.05).
Next, multivariate analyses of genetic dissimilarity between inbred lines were carried out using the Mahalanobis generalized
distance (A2 ). Genetic divergence was represented by dendrograms that were obtained using the unweighted pair-group method
using arithmetic averages (UPGMA) and Tocher optimization. The UPGMA clustering was validated using a cophenetic
correlation coeflicient (CCC) calculated by the Mantel test Mantel (1967). The relative contribution of the quantitative traits
was calculated according to Singh (1981). All data were analyzed using Genes software (version 2015.5.0) (Cruz 2013).

In addition to using conventional methodology based on the SPAD/carotenoid index (Cassetari et al. 2015), image
phenotyping of the same inbred lines was performed using aerial images taken with a 20-megapixel RGB camera with a
CMOS sensor and a 9-mm focal length and mounted on a Phantom 4 unmanned aerial vehicle (UAV). The images were
collected at 4864 x 3648 px and stored as JPEGs.

The flight parameters were: 20-m height, 80% longitudinal overlap and 75% lateral overlap. The flight was performed
automatically using the proprietary DroneDeploy software. The resulting images were used to generate an orthophoto with
a ground sample distance (GSD) of 1 cm (Pix4d software). A histogram (green channel) was calculated for the images for
the two most contrasting lines in the SPAD/carotenoid index. Each plot was manually delimited in the orthophoto and
Image] v. 1.52 software was used to isolate the green channel RGB image.

Mean values of green intensity (G) were calculated for each plot. Subsequently, the Pearson correlation between the SPAD/
carotenoid indices and the mean green channel intensity (G) (SIGMA PLOT software, 5% significance), were determined.

A heat map was created using an orthophoto to georeference the four plants in each useful area. Then, using the average
value obtained by SPAD, interpolation was performed to obtain the result from each useful area to the entire plot. In addition
to the correlation, QGis software (v. 3.0) was used to visualize the geospatial distribution of the SPAD/carotenoid index in
a heat map generated using the inverse distance weighted (IDW) function as a kernel.
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RESULTS
Agronomic evaluation of the germplasm

During the evaluation period (March-June), maximum temperatures ranged from 18.8 to 32.8 °C (mean = 28.1 °C)
while minimum temperatures varied from 5.7 to 20.9 °C (mean = 16.8 °C) (SISMET 2018). These temperatures were outside
the optimal range for lettuce cultivation, which is 4 to 27 °C (Santos et al. 2009).

The lettuce inbred lines were significantly different from each other (F test, p < 0.05) for all variables except leaf temperature and
anthocyanin content (Table 1). UFU-155#1#1#1 had the highest fresh mass (277.7 g) of all the inbred lines and did not differ significantly
from the commercial cultivars UFU-Biofort, Grand Rapids and Uberlandia 10000 (267.2, 313.4 and 275.4 g, respectively) (Table 1).

The stem diameters of UFU-189#3#1#1, UFU-197#3#1#1, UFU-125#1#1#1, UFU-155#1#1#1, UFU-197#2#1#1, UFU-
206#3#1#1, UFU-197#1#1, UFU-197#2#2#1, UFU-155#1#2#1, UFU-189#3#4#1, UFU-206#1#4#1, UFU-189#3#2#1, UFU-
206#1#5#1 and UFU-040#5#5#1 were similar to those of the controls ‘Grand Rapids’ and ‘Uberlandia 10000’ (Table 1).

Table 1. Mean fresh mass (FM), stem diameter (SD), leaf number (LN), plant diameter (PD), leaf temperature (LT), anthocyanin content (AC),
days to bolting after sowing (DBS) and the SPAD/carotenoid index (carotenoid), of crisphead lettuce inbred lines.

Treatments? FM(g) SD (cm) LN PD (cm) LT (°C) AC DBS (days) carotenoid RS2 (%)
UFU-206#1#6#1 220.1b 20b 180c  254c 200a 191a 68.7¢c 228¢c 30.87
UFU-189#3#1#1 180.8¢c 23a 251a 244c 195a 221a 88.0b 26.6b 52.29
UFU-197#3#1#1 1442c 23a 169c¢c 246¢c 184a 201a 817b 228¢c 30.76
UFU-125#1#1#1 196.2¢ 25a 221b 249¢ 199a 145a 827b 170f -2.52

UFU-7#1#2#1 196.4c 19b 244b  242c 203a 16.8a 94.7a 234c 3419
UFU-156#1#1#1 2777 a 25a 26.0a 305a 193a 16.6a 64.0d 16.8 f -4.01
UFU-120#1#1#1 165.6 ¢ 2.2b 173¢c 252c¢ 191a 123a 710c 150f -14.15
UFU-189#1#2#1 1390 c 21b 26.3a 236¢ 185a 131a 870b 26.8b 53.26
UFU-197#2#1#1 1348¢c 23a 232b  242c 198a 194a 104.0a 232¢ 3293
UFU-199#3#1#1 1273 ¢ 19b 205¢ 227c¢ 206a 192a 873b 231c 32.30
UFU-206#1#1#1 1722¢ 20b 18.4c 231c 194a 169a 80.0b 21.3d 2176
UFU-206#3#1#1 220.7b 25a 277 a 243 ¢ 209a 124a 770 c 297a 69.93

UFU-197#1#1 148.2c 23a 254a 233¢c 209a 137a 94.7a 26.6b 52.06
UFU-197#2#2#1 1553 ¢ 25a 220b 241c 203a 202a 96.0 a 241c 3786
UFU-1565#1#2#1 2440b 25a 198c 26.2b 209a 170a 89.3b 16.1f -8.08
UFU-189#3#4#1 1729 ¢ 25a 243b 237c 181a 210a 85.7b 26.1b 49.54
UFU-206#1#4#1 1869 ¢ 24a 159c¢ 232¢ 199a 157a 783¢c 20.5d 1730
UFU-126#2#2#1 1433c 20b 237b 222c¢ 206a 147a 89.7b 225c¢ 28.75
UFU-206#1#2#1 1649 ¢ 20b 149c 215c¢c 195a 175a 740c 21.4d 22.62
UFU-189#3#2#1 185.6 ¢ 23a 251a 259b 212a 175a 90.7b 241c 3786
UFU-206#1#5#1 239.8b 26a 172c 237c 194a 200a 720c 25.4b 45.70
UFU-040#b#5#1 1763 ¢ 23a 185¢ 275b 190a 15.2a 530e 189e 8.02

UFU-Biofort 2672a 20b 161c 277b 212a 198a 810b 28.6a 63.46

‘Grand Rapids’ 3134a 26a 175c¢ 298 a 199a 230a 64.0d 175 f 0.00

‘Uberlandia 10000’ 275.4a 22a 2865a  269b 202a 182a 83.0b 190e 8.53
Overall average 193.9 23 214 249 199 174 815 224 30.87
CV(%) 18.86 12.27 9.77 798 8.38 28.84 6.76 6.27 52.29

*Means followed by different letters within a column differ by the Scott—Knott test (p = 0.05).2Relative superiority (RS) of a lettuce inbred line over the control
cultivar Grand Rapids, regarding the SPAD index.
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UFU-189#3#1#1, UFU-155#1#1#1, UFU-189#1#2#1, UFU-206#3#1#1, UFU-197#1#1 and UFU-189#3#2#1 had the
highest leaf numbers (25.1, 26.0, 26.3, 27.7, 25.4 and 25.1 leaves, respectively), which were similar to those of the carotenoid-
rich (Sousa et al. 2007) Uberlandia 10000’ (28.5 leaves) and greater than that of ‘Grand Rapids’ (17.5 leaves) (Scott-Knott,
p <0.05) (Table 1). The UFU-155#1#1#1 line had the greatest diameter (30.5 cm) among the various lines in this study and
did not differ from ‘Grand Rapids’ (29.8 cm) (Scott-Knott, p = 0.05). The inbred lines UFU-7#1#2#1, UFU-197#2#1#1,
UFU-197#1#1 and UFU-197#2#2#1 bolted later than the other inbred lines (Table 1).

The UFU-206#3#1#1 line had the highest SPAD/carotenoid index (29.7), which was 69.93% greater than that of ‘Grand
Rapids’ (Table 1). The cultivar UFU-Biofort also had a high SPAD/carotenoid index (28.6), which was 63.46% higher than
that of ‘Grand Rapids’ The SPAD/Carotenoid levels of UFU-189#3#1#1 (26.6), UFU-189#1#2#1 (26.8), UFU-197#1#1 (26.6),
UFU-189#3#4#1 (26.1) and UFU-206#1#5#1 (25.4) were also higher than ‘Grand Rapids’ (relative superiority, RS = 52.29,
53.26, 52.06, 49.54 and 45.70%, respectively) (Table 1).

Genetic diversity of the germplasm bank

In addition to comparisons of agronomic performance (Table 1), plant breeders may also be interested in separating
inbred lines into distinct groups based on dissimilarity measures (Araujo et al. 2016). The genetic dissimilarity measures
(based on the Mahalanobis generalized distance, X’ ) among the 25 treatments ranged from 2.5 (UFU-189#3#1#1) to 227.3
(UFU-197#1#1), indicating broad genetic diversity.

The groups in the UPGMA dendrogram (Fig. 2) had a significant cophenetic correlation coefficient of 0.83 (t-test,
p < 0.01). Thus, the dendrogram satisfactorily reflected the matrix data and groups. The groups were separated by a 30%
cutoft line, which was established at points of abrupt change in the branches of the dendrogram (Cruz et al. 2014). This cutoft
yielded seven distinct groups. Group I comprised 40% of the inbred lines, group II 4%, group III 4%, group IV 24%, group
V 12%, group VI 12% while group VII contained only the commercial cultivar Grand Rapids. Thus, the germplasm in this
study is genetically diverse.

The Tocher method also showed genetic diversity; however, the results were not consistent with those of the UPGMA
method. The Tocher method yielded eight distinct groups (Table 2).

The SPAD/carotenoid index (Cassetari et al. 2015) provided the greatest relative contribution to divergence among the
inbred lines (35.84% of total variability) (Table 3). This was confirmed by comparing the highest (29.7) and lowest (15.0)
SPAD/Carotenoid index values (Table 1). Leaf number was the second most important response variable, contributing 23.81%

UFU-189#3#1#1
UFU-189#3#4#1
UFU-189#1#2#1

UFU-197#1#1
1 UFU-197#2#02#1
UFU-189#3#2#1
UFU-197#2#1#1
UFU-199#3#1#1
UFU-125#2#2#1
L UFU-T#1#2#1
I{ UFU206#3#1#1
I{  UFUBiofort
UFU-206#1#4#1
UFU-206#1#24#1
1v 4 UFU206#1#1#1

UFU206#1#6#1
UFU-197#3#1#1
L UFU2206#1#5#1
{ UFU-125#1#1#1
\Y

—

JF gl

UFU-155#1#2#1
cv. Uberlandia 10000

UFU-120#1#1#1
VIS UFU-040#5#5#1
UFU-155#1#1#1

VII{cv. Grand Rapids }7

0 10 20 30 40 50 60 70 80 90 100
0 9.17 18.35 27.52 36.70 45.88 55.05 64.23 73.41 82.58 91.76

Figure 2. Dendrogram of genetic divergence among lettuce inbred lines obtained using the UPGMA hierarchical method as a measure of
dissimilarity.
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Table 2. Tocher groupings estimated for eight agronomic characteristics.

Groups Individuals

UFU-206#1#1#1, UFU-206#1#2#1, UFU-206#1#4#1, UFU-206#1#6#1, UFU-199#3#1#1, UFU-125#2#2#1, UFU-
T#1#2#1, UFU-197#2#1#1, UFU-197#2#2#1, UFU-189#3#2#1, UFU-189#3#1#1, UFU-197#1#1

Il UFU-125#1#1#1, UFU-1655#1#2#1, ‘Uberlandia 10000’
1] UFU-197#3#1#1, UFU-189#3#4#1, UFU-206#1#b5#1

v UFU-120#1#1#1, UFU-040#5#5#1
Vv UFU-155#1#1#1, ‘Grand Rapids’
VI ‘UFU-Biofort’
Vi UFU-206#3#1#1
Vil UFU-189#1#2#1
Total 25 lettuce genotypes

Table 3. Relative contribution of eight agronomic characters on genetic divergence in 25 treatments (Singh, 1981).

Characters' S.j Value (%)

FM 2182.06 11.39

SD 338.56 176

LN 4559.97 23.81

PD 351.38 1.83

LT 340.08 177
SPAD/carotenoid 6864.18 35.84
AC 249.56 1.30

DBS 4264.71 22.26

'FM: fresh mass (g), SD: stem diameter (cm), LN: leaf number, PD: plant diameter (cm), LT: leaf temperature (°C), SPAD/carotenoid: SPAD/carotenoid index,
AC: anthocyanin content (mg of cyanidin-3-glycoside 100g™ of fresh mass), DBS: days to bolting after sowing.

of genetic variability. The third most important variable was the number of days between sowing and bolting (22.26%),
indicating that there was variability among the inbred lines and cultivars regarding their adaptation to tropical conditions.
Conversely, stem diameter contributed only 1.76%, suggesting homogeneity (Table 3).

Image phenotyping to identify genetic diversity regarding SPAD/carotenoid levels

The applicability of image phenotyping was determined by first confirming genetic variability among the inbred lines. Table 1 shows
strong variability; especially regarding the SPAD/carotenoid index, which differed by 14.7 between extremes. The UPGMA dendrogram
in Fig. 2 and the Tocher dendrogram in Table 2 confirm the genetic variability of the germplasm bank. These results were used to
identify that the SPAD/carotenoid index (Table 3) was the most significant individual contributor to genetic diversity among the
inbred lines. Therefore, the SPAD/carotenoid index was used to create an orthoimage (Fig. 1) and an interpolated heat map (Fig. 3)
and to determine the correlation between the SPAD/carotenoid index and mean green (G) channel intensity.

The color scale in the heat map, which was produced by interpolating the means of the SPAD/carotenoid index, ranges from
cooler tones (lowest values SPAD/carotenoid index are blue) to warmer tones (highest values SPAD/carotenoid index are red) (Fig. 3).

The histogram in Fig. 4 shows that UFU-206#3#1#1 and UFU-120#1#1#1 had the highest and lowest values for the
SPAD/carotenoid index, respectively. The SPAD/carotenoid index value of UFU-206#3#1#1 (29.7) (Table 1) corresponded
to a mean intensity of 192.43 in the green channel while the SPAD/carotenoid index value of UFU-120#1#1#1 (15.0)
corresponded to a mean intensity of 224.63 in the green channel (Fig. 4).

Tabulating the mean grayscale values from the histograms of these contrasting lines (UFU-206#3#1#1 and UFU-
120#1#1#1) shows that the highest and lowest SPAD/carotenoid index values were repeated in the grayscale values, but
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Figure 3. Heat map with interpolated SPAD/carotenoid index values of the inbred lines and cultivars.
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Figure 4. Histogram of the SPAD/carotenoid index for the carotenoid-rich UFU-206#3#1#1inbred line (left). Histogram of the SPAD/carotenoid
index of the UFU-120#1#1#1 inbred line with the lowest carotenoid level (right).

in reverse. UFU-206#3#1#1 had the lowest grayscale value (darkest color in the green band) while UFU-120#1#1#1 had
the brightest value in the green channel (lightest color) (Fig. 4).

The regression equation G = -0.442 x SPAD + 116.390 (R* = 0.939) was fit to model the association between the SPAD/
carotenoid index and intensity of response in the green channel (G-channel intensity). The correlation coeflicient between
the SPAD/carotenoid index and G-channel intensity was a very high 0.969.

DISCUSSION

Plant breeding plays an important role in the search for biofortified foods. The antioxidant activity of carotenoids, a
precursor to vitamin A (Alds et al. 2016), is important for human health and nutrition. The temporal and financial costs of
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determining the levels of this substance in leafy vegetables and fruits are often prohibitive (Kimura and Rodriguez-Amaya
2002). However, aerial imaging may provide a viable alternative for selecting carotenoid-rich lettuce lines.

The use of aerial sensing for phenotyping is fast, objective (lacking the subjectivity of human evaluation), noninvasive,
relatively inexpensive and effective (Gupta et al. 2013; Zaman-Allah et al. 2015; Kyratzis et al. 2017; Tripodi et al. 2018;
Maciel et al. 2019b). This technique reduces the time needed to collect field data, which means that larger samples can be
evaluated, yielding more reliable results.

The present study identified and confirmed the genetic diversity of 25 lettuce genotypes. Image phenotyping was
then used to indirectly select carotenoid-rich lettuce. Carotenoid levels were determined from SPAD/carotenoid index
as described by Cassetari et al. (2015). Next, aerial images of these genotypes were phenotyped. While geotechnologies
have already been successfully used in studies on soybean, corn, sugar cane, pasture and fruit crops (Johann et al.
2012; Risso et al. 2012; Santi et al. 2012; Vicente et al. 2012; Victoria et al. 2012; Gupta et al. 2013; Picoli et al. 2013;
Zaman-Allah et al. 2015; Vergara-Diaz et al. 2016), few studies have employed these techniques on vegetables, and
even fewer on lettuce.

The fresh lettuce mass results in the present study were superior to those found by Mégor and Camara (2007) and
Santos et al. (2009) and similar to those of several other studies (Blat et al. 2011; Diamante et al. 2013; Suinaga et al. 2013;
Ziech et al. 2014; Brzezinski et al. 2017). This suggests that the lettuce lines examined in the present study have reached
market standards.

The stem diameter findings in the present study corroborate those of Brzezinski et al. 2017. Nevertheless, differences
in stem diameter between genotypes may be associated with variations in solar radiation and temperature (Galbiatti
et al. 2007).

Differences in the agronomic performance of lettuce cultivars due to differences in environmental conditions have been
recorded in various regions of Brazil (Diamante et al. 2013; Aquino et al. 2014). Santos et al. (2009) evaluated 15 commercial
cultivars of crisphead lettuce in Céceres, MT, Brazil, and found lower leaf numbers than those in the present study, while
Diamante et al. (2013) found similar values to those of the present study.

Plant diameter is a commercially important characteristic. The results found in the present study corroborate those
obtained by Diamante et al. (2013) who evaluated the agronomic performance of four cultivars in five distinct environments.

Environmental conditions, especially light, have been shown to directly interfere with anthocyanin expression (Galbiatti
et al. 2007; Sala and Costa 2016; Liu et al. 2018), which explains why the genotypes examined in the current study did not
differ regarding leaf temperature and anthocyanin content. This also suggests that environmental conditions were similar
throughout all treatments. It is noteworthy that anthocyanin content is influenced by environmental and genetic factors.
Zhang et al. (2016) identified 34 genes involved in the anthocyanin metabolic pathway, which implies quantitative gene
expression that does not fit a normal distribution, but rather a Poisson distribution.

Bolting is another important consideration for lettuce breeding. Lines that have longer periods between sowing and
flower tassel production show a greater tolerance to early bolting. These characteristics are desirable for commercial lettuce
cultivation. Therefore, the lines showing this character in the present study can be classified as tropically adapted.

Lettuce lines with greater SPAD/carotenoid levels than that of the commercial cultivar Grand Rapids were classified
as biofortified. Several studies have shown that the SPAD index is an efficient indicator of leaf chlorophyll levels (Klooster
et al. 2012). Moreover, chlorophyll levels are highly correlated with carotenoid concentrations in lettuce (Cassetari et al.
2015). Thus, SPAD can be used to indirectly evaluate carotenoid content in lettuce.

Comparisons between mean measures of agronomic performance and multivariate analysis can help plant breeders
make better decisions regarding lettuce breeding. Furthermore, using dissimilarity measures to separate genotypes into
distinct groups can help breeders in the selection of parent plants (Aradjo et al. 2016).

Genetic variability among genotypes was essential for validating the use of image phenotyping. This technique could be
used in several stages of plant breeding such as genomic selection, gene prospecting, germplasm characterization, quantitative
trait loci mapping and phenotypic selection for yield, resistance to abiotic and biotic stress, and biofortified foods (Araus
and Cairns 2014; Fritsche-Neto and Borém 2016).
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CONCLUSION

The germplasm bank evaluated in this study was genetically diverse, especially regarding carotenoid/SPAD levels.
Image phenotyping was successfully used to detect different carotenoid/SPAD levels in the germplasm and could be useful
in breeding programs. The results of this study can be used to predict the nutritional values of the carotenoid content in
lettuce leaves before commercialization.
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