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Abstract: Cassava has high energy value and rich nutritional content, yet its productivity in the
tropics is seriously constrained by abiotic stresses such as water deficit and low potassium (K)
nutrition. Systems that allow evaluation of genotypes in the field and greenhouse for nondestructive
estimation of plant performance would be useful means for monitoring the health of plants for
crop-management decisions. We investigated whether the red–green–blue (RGB) and multispectral
images could be used to detect the previsual effects of water deficit and low K in cassava, and
whether the crop quality changes due to low moisture and low K could be observed from the images.
Pot experiments were conducted with cassava cuttings. The experimental design was a split-plot
arranged in a completely randomized design. Treatments were three irrigation doses split into
various K rates. Plant images were captured beginning 30 days after planting (DAP) and ended at
90 DAP when plants were harvested. Results show that biomass, chlorophyll, and net photosynthesis
were estimated with the highest accuracy (R2 = 0.90), followed by leaf area (R2 = 0.76). Starch,
energy, carotenoid, and cyanide were also estimated satisfactorily (R2 > 0.80), although cyanide
showed negative regression coefficients. All mineral elements showed lower estimation accuracy
(R2 = 0.14–0.48) and exhibited weak associations with the spectral indices. Use of the normalized
difference vegetation index (NDVI), green area (GA), and simple ratio (SR) indices allowed better
estimation of growth and key nutritional traits. Irrigation dose 30% of pot capacity enriched with
0.01 mM K reduced most index values but increased the crop senescence index (CSI). Increasing K to
16 mM over the irrigation doses resulted in high index values, but low CSI. The findings indicate that
RGB and multispectral imaging can provide indirect measurements of growth and key nutritional
traits in cassava. Hence, they can be used as a tool in various breeding programs to facilitate cultivar
evaluation and support management decisions to avert stress, such as the decision to irrigate or
apply fertilizers.

Keywords: early growth; Manihot esculenta; nondestructive; regression models; spectral indices

1. Introduction

Cassava (Manihot esculenta Crantz) is the most widely cultivated root crop and a
staple food for over 800 million people in the tropics [1]. Cassava leaves are a rich source
of proteins, and the crop offers a flexible harvesting date, allowing farmers to keep its
starch-dense roots in the ground until needed [2]. Despite the advantages of cassava, its pro-
ductivity in the arid tropics is greatly constrained by water deficit [3,4] and low potassium
(K) nutrition [5], which limit its yield. The effects of water deficit on cassava productivity
can be more pronounced if stress occurs during the first five months after planting [3,4],
with the first three months after planting (establishment phase) being the most critical [6].
Water-deficit effects can be worse if soils contain low amounts of K, since water deficit
increases plant K requirement [7], while K nutrition alleviates the effects of water deficit [8].
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Thus, early previsual detection of the interplay effects of water deficit and K on cassava
over space–time prior to deficiency symptomology development would provide valuable
information on monitoring the health of the plants for crop-management decisions.

Conventional plant phenotyping techniques have been the main method for assessing
abiotic plant stress in the past decades [9–11]. Although such estimations, such as the actual
measurement of plant morphophysiological traits and laboratory chemical analysis, are
accurate, the methods are usually laborious, time-consuming, and interfere with subsequent
measurements [12]. The destructive measurements are also performed mostly when plants
are at advanced phenological stages and stress can be visually detected, as opposed to the
early growth stages. These bottlenecks have driven research to shift lately towards the
use of noninvasive imaging techniques, and image analysis for plant phenotyping [10,11].
The incident radiation received by plants is either absorbed, transmitted, or reflected
by the leaves. The changes in reflectance (spectral reflectance) are determined by the
leaf surface properties, internal structure, and biochemical concentrations of the leaf [13].
Changes in the leaf reflectance provide signatures that are usually informative of various
morphophysiological and biochemical changes in a plant, such as pigment concentrations,
photosynthesis, biomass, vigor, plant-water status, and plant-nutrient concentration [14,15].
Therefore, the analysis of spectral reflectance can provide an indirect estimation of various
plant traits that eventually help determine whether a plant is experiencing stress [11,16].
This is possible because healthy vegetation absorbs most of the visible light (400–700 nm)
and reflects near-infrared light (700–1200 nm), whereas unhealthy vegetation absorbs a
small portion of visible light and a larger percentage of near-infrared light [15,17].

The spectral reflectance can be obtained directly using various spectroradiometers
that measure in the visible light and the near-infrared light regions of the electromagnetic
spectrum [18]. Even though the prices of most spectroradiometers have reduced lately,
they are still costly for the average institutions in the tropics [19]. Spectroradiometers are
also tedious to use where sampling population is large, as they require physical contact
with plants to perform measurements. The alternative method to obtain the spectral
reflectance is through the use of noninvasive, digital sensors such as red–green–blue
(RGB), multispectral, fluorescent, and thermal imaging cameras [20]. These sensors are
normally installed in high-throughput phenotyping (HTPP) platforms that are presently
available in both controlled and field environments for automated plant imaging [10,21].
However, HTPP platforms are costly to establish in the field with all sensors, especially in
cassava-growing areas where the population is resource limited. In addition, most indoor
phenotyping systems can only support small rosette plants [20] but not large plants like
cassava. Therefore, the low-cost, easy-to-use digital sensors such as RGB and multispectral
cameras may be an alternative method to obtain the reflectance spectra, which can be
analyzed to provide vital estimates that may accurately predict the growth performance
and nutritional quality of cassava.

Recent platforms such as phenomobile and phenocart can carry RGB and multispec-
tral sensors and cover large areas during imaging, thereby increasing the throughput [22].
However, usage of phenomobile and phenocart often leads to soil compaction [23]. Thus,
unmanned aerial vehicles (UAVs) are presently the most preferred platforms in field phe-
notyping due to their manoeuvrability, non-invasiveness, and ability to image large groups
of plants at high pixel resolutions [24]. UAVs include agricultural drones that contain
RGB and multispectral sensors that capture plant spectral reflectance [25]. The spectral
reflectance values obtained at specific spectral bands with the imaging sensors can be com-
bined to form spectral indices (vegetative indices), which are still used widely due to their
simplicity, as opposed to the analysis of full spectra, which require complex modeling and
statistics [26]. Such indices include the green area (GA), greener area (GGA), normalized
difference vegetation index (NDVI), simple ratio (SR), the green normalized difference
vegetation index (GNDVI), the green-ratio vegetation index (GRVI), and the red-edge
normalized difference vegetation index (RENDVI). The GA, and GGA are indicators of
green biomass [27]. NDVI is a sensitive indicator for plant-leaf area, chlorophyll, nitrogen
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(N) content, and biomass, whereas SR index is an indicator of canopy structure, light
absorption, and photosynthetic capacity [28]. The GNDVI is more sensitive to leaf chloro-
phyll and has been used to estimate photosynthetic activity and determine plant-water
uptake [29]. The RENDVI is associated with plant health, whereas GRVI is associated with
leaf production and stress [13,30].

Past studies have demonstrated the effectiveness of low-cost imaging sensors for
accurate prediction of valuable crop traits [31,32]. Plant images taken with digital RGB
cameras have been used to estimate plant height, growth rates, and plant biomass of
various crops under controlled [33] and field conditions [34]. Multispectral images can
discriminate plant performance based on various spectral reflectance indices. For instance,
Fu et al. [35] used spectral data obtained with a multispectral camera to predict wheat
(Triticum aestivum L.) yields. Plant-nutrient contents can also be effectively estimated
from spectral reflectance data based on their relationship with plant morphophysiological
traits [13]. Reflectance spectra from multispectral images have been used previously to
estimate macro- and micronutrient concentration in maize (Zea mays L.) and soybeans
(Glycine max (L.) Merr.) [36], N status of rice (Oryza sativa L.) [37], and K and phosphorus
(P) concentrations in wheat [38].

It is common to model traits using multivariate techniques due to large data sets
generated from spectral measurements [39]. One of the multivariate techniques that has
gained wide usage lately is the partial least-square regression (PLSR) method [40]. PLSR
uses the principles of principal component analysis and multiple linear regression to
explain the variability in both the predictor (X) and response (Y) variables [41]. PLSR has
been found to give better model accuracy and robustness in comparison to other linear
models, as it reduces measured spectral collinear variables to noncorrelated latent variables
and maximizes the covariability of the variables of interest [42,43].

Previous research in cassava by Silva et al. [44] and Vitor et al. [45] show that models
developed from actual agronomic and physiological data can estimate cassava performance
and final root yield under water deficit. More recently, Selvaraj et al. [46] used imaging
data obtained with multispectral sensors to construct vegetation indices from which they
developed regression models to predict canopy traits and root yield of field-grown cas-
sava. Despite progress in digital imaging, it has not been determined whether RGB and
multispectral images can show the effect of water deficit and low K nutrition in cassava,
and whether the growth and nutritional quality responses due to low moisture and low
K can be observed from the images. The existing research on cassava, including the few
on imaging, have also placed more emphasis on roots than leaves, yet cassava leaves are
also consumed to a greater extent by the rural households in the arid tropics [47]. The
ability to detect water and K deficiency symptoms from RGB images would guide on the
development of appropriate phone applications, which would be utilized by smallholder
farmers for the pre-visual recognition of stress at the early developmental phase of the
crop. Early monitoring and detection of stress in young cassava would allow estimation
of growth performance for timely decisions for the management of water deficit and K
nutrition. The aim of the study was to investigate the possible use of RGB and multispectral
images in estimating the growth and nutritional performance of young cassava grown
under deficit irrigation and K fertigation.

2. Materials and Methods
2.1. Experimental Design and Plant Material

Four pot experiments were conducted with single-stem cuttings (25 cm) of yellow
cassava “Mutura” cultivar (Kenya Agricultural and Livestock Research Organization
(KALRO), Nairobi, Kenya) under controlled conditions in a greenhouse at the University
of Helsinki, Finland, from 2017–2019, as described previously by Wasonga et al. [48].
The experimental design was a split-plot arranged in a completely randomized design
with four (EXP. I, in all 36 pots) to eight (EXP. II, III, IV, in all 72 pots each) replicates.
In short, the cuttings were planted in 5-L pots containing 1.7 kg of prefertilized potting
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mix, and the plants were watered every second day on the soil surface until drainage
for 30 days. The irrigation and K fertigation treatments were initiated at 30 days after
planting (DAP) and lasted 60 days. There were three irrigation doses (30%, 60%, and 100%
pot capacity) in all four experiments that were further split into a range of K (potassium
chloride (KCl); Sigma-Aldrich Chemie GmbH, Munich, Germany) rates of 0.01, 1, 4, 16,
and 32 mM of fertigation water. The plants were watered every second day with full-
strength Hoagland solution [49] in which the K concentration was modified. During
the experiment, the plants were grown at day/night temperatures of 28/20 ◦C, relative
humidity of 55% ± 5%, and photoperiod of 12 h light/dark with a photosynthetic photon
flux density of 600 µmol m−2 s−1 of photosynthetically active radiation (PAR) at the top
of the canopy. Further details of the treatments, experimental design, growth media,
and plant management are described in [48]. Otherwise, imaging of the cassava plants
was performed under greenhouse conditions for methodological reasons to determine
applicability under field conditions.

2.2. Measurements of Ground Data

Actual measurement of leaf area was performed at the end of the experiment (90 DAP)
by detaching leaves from plants and separating the green leaves from senescent leaves. The
green leaf area was measured using a portable leaf area meter (LI-3000; LI-COR, Lincoln,
NE, USA). Plant biomass was determined at 90 DAP from leaves, stems, and roots, by
first weighing the fresh samples and oven drying at 70 ◦C for 72 h to determine the dry
weight. Details of the actual measurements of growth, including plant height, chlorophyll
content, net photosynthesis, leaf area, and plant biomass are published in [48]. Starch
and fiber content were determined using Megazyme total starch (KTSTA) and total fiber
(KTDFR) kits. Total carotenoid was analyzed using 80% acetone as an extract, partitioned
with petroleum ether, and quantified at 450 nm with UV spectrophotometer [50]. Energy
content was determined by complete combustion of pelleted samples with excess O2 at
3.04 MPa in a sealed steel adiabatic bomb calorimeter. Total cyanide content was analyzed
using alkaline titration method [51]. Mineral contents (calcium (Ca), P, K, sulphur (S),
magnesium (Mg), sodium (Na), iron (Fe), zinc (Zn), copper (Cu), and manganese (Mn))
were determined by digesting ground samples in a microwave oven and analyzing the
elemental composition with an ICP-OES analyzer. Details of the nutritional measurements
including starch, crude protein, total carotenoid, total dietary fiber, energy content, minerals,
and cyanide concentration of the leaves are published in [52].

2.3. Image Data Collection

The plant images were captured at 30, 45, 60, 75, and 90 DAP (five times), around solar
noon (±2 h), and the greenhouse lights were switched off. The RGB images were captured
using a Canon digital camera (EOS 760D; Canon Inc., Tokyo, Japan) with 24.2 megapixels,
no flash, and the aperture set to automatic. Three RGB images were taken of each plant:
one top-view image and two side-view images at 180◦ horizontal rotation. The horizontal
distance between camera and plant for the side-view images was 1.4 m, while the vertical
distance between camera and plant for the top-view images was 1.6 m. At each timepoint,
images were taken by placing a 100-cm ruler beside the plant to adjust for any changes in
the camera distance. All plant images were captured on a white background to increase
the accuracy of separating background features from the plant pixels. The images were
saved in Joint Photographic Experts Group (JPEG) format with a resolution of 4608 × 3072
pixels for processing.

The multispectral images were captured, using a MicaSense camera (RedEdge; MicaS-
ense Inc., Seattle, WA, USA) based on the procedures of MicaSense RedEdge. The camera’s
internal sensor is composed of five spectral bands: blue (475-nm wavelength, 20-nm band-
width), green (560-nm wavelength, 20-nm bandwidth), red (668-nm wavelength, 10-nm
bandwidth), red edge (717-nm wavelength, 10-nm bandwidth), and near-infrared (840-nm
wavelength, 40-nm bandwidth). The 1.2-megapixel camera was placed at a fixed distance
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of 1.6 m above the plants to capture the top-view images, and a fixed pot position was
marked on the table to capture the images in the same position. A MicaSense camera
application installed in a smartphone allowed capture of the images through a sensor
communication via WiFi. The images were saved in tagged image file format (TIFF) with a
resolution size of 1280 × 960 pixels.

2.4. Red–Green–Blue Image Processing

The RGB images were subjected to color-image segmentation, using the open-source
software ImageJ [53]. First, a color threshold was applied, and the plant pixels were
separated from the nonplant pixels, based on differentiation in the hue and saturation
channels in the HSI (hue, saturation, intensity) color model. The image background was
then removed, resulting in binary images (Figure 1). Settings were manually optimized
for each timepoint by using a few images and applied to all images in each timepoint.
The pots were black in color and did not interfere with image processing. The GA and
GGA indices were derived from the RGB images based on the hue channel of the HSI color
model [27,32], using the BreedPix 0.2 software plugin included within ImageJ, as described
by Kefauver et al. [54]. GA is the fraction of greenish pixels in the image, whereas GGA
is the fraction of deep green pixels in the image [27]. A scaled ratio between the yellow
vegetation pixels and the green vegetation pixels in the image gives the crop senescence
index (CSI) [54]. CSI was calculated as follows:

CSI = 100 ×
(

GA − GGA
GA

)
(1)
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Figure 1. Image processing for background removal (A) and selection of plant area, using a
threshold (B).

The leaf area was derived from the RGB images, using the Easy Leaf Area software
described by Easlon and Bloom [55]. A red area with known dimensions was marked
on a sheet, photographed, and used as the reference calibration area for the plant images
(Figure 2). The software uses the known red calibration area as a scale to perform arithmetic
computation of the leaf areas in the images, which eliminates the need to maintain a fixed
distance between the crops and the camera, or using a measuring ruler manually [55]. The
threshold was performed to ensure color uniformity (Figure 3), and thereafter the images
were batch-processed. The results were saved to a spreadsheet-ready comma-separated
value (CSV) file and later analyzed. The total leaf area, excluding the overlapping and
nonvisible leaf parts was calculated as: (total count of green-leaf pixels) × (calibration
area/total count of red calibration pixels).

Total lea f area =

(
Green pixels
Red pixels

× Calibration area
)

(2)

where green pixels is total count of green-leaf pixels, red pixels is total count of red calibration
pixels, and calibration area is area of red calibration.
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Figure 3. Normal RGB image (A), and (B) the green area of cassava plant (Manihot esculenta Crantz)
identified as leaves by the Easy Leaf Area software after thresholding.

2.5. Multispectral Image Processing

The multispectral images were opened as a single stacked image in ImageJ software.
The scale-invariant feature transform (SIFT) algorithm plugin in ImageJ was used to
perform a linear stack alignment to correct the overlap in the images (Figure 4). The
SIFT algorithm uses feature recognition to identify corresponding points in the multiple
images for various processing tasks, such as aligning, merging, and creating mosaics [56].
Thus, the corresponding coordinates for the top-view images were assigned to the pot
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label. The aligned images were then unstacked to obtain individual images. Then, a color
threshold was used to mark out the area covered by the cassava plant. Finally, the image
calculator tool in ImageJ was used to compute the NDVI, GRVI, GNDVI, SR, and RENDVI
indices. These spectral indices were selected based on the bands of the multispectral
camera and their relevance to the present study and were used due to their simplicity and
practicality [57]. The spectral indices were calculated as follows:

NDVI =
(

RNIR − RRed
RNIR + RRed

)
(3)

GRVI =
(

RNIR
RGreen

)
(4)

GNDVI =
(

RNIR − RGreen
RNIR + RGreen

)
(5)

SR =

(
RNIR
RRed

)
(6)

RENDVI =

(
RNIR − RRedEdge

RNIR + RRedEdge

)
(7)

where RNIR is reflectance in the near-infrared, RRed the reflectance in the red, RGreen the
reflectance in the green, and RRedEdge the reflectance in the red-edge of the light spectrum.
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The NDVI values were multiplied with the individual plant heights (NDVI × plant
height) to derive the projected total shoot biomass [58].

2.6. Data Analysis

Statistical analyses were performed using R version 4.0.2 software. The normality
and homoscedasticity assumptions of the entire dataset were tested, using the Shapiro–
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Wilk and Levene tests. The normal and homogeneous datasets of the four experiments
were combined after subjecting them to contrast analysis for experimental differences.
Linear-regression analyses were performed in two steps, using the combined data of the
four experiments. First, stepwise regression was performed with backward elimination
to identify the spectral indices that were essential to regression model prediction. Next,
PLSR was performed, using leave-one-out cross-validation (LOOCV) to avoid underfitting
or overfitting the models [59]. In both models, the actual measured traits were set as
dependent variables, whereas the spectral indices were set as independent variables. A
coefficient of determination (R2) was then calculated to evaluate the performance of the
spectral indices in estimating the measured parameters. In addition, a two-way analysis of
variance (ANOVA) was conducted to show the effects of irrigation and K treatments and
their interaction as fixed effects on the image-derived indices, leaf area, and shoot biomass.
Tukey’s test with p ≤ 0.05 significance level was used to separate the means where there
were differences. Pearson correlations were also calculated between the image-derived
traits and the actual measured traits.

3. Results
3.1. Treatment Effects on the Spectral Reflectance Indices

The spectral indices analyzed in this study were affected (p < 0.05) by the treatments
and their interaction by 90 DAP (Figure 5), but the treatment interactions did not affect
the GA or GRVI by 90 DAP. Full irrigation resulted in the highest indices for the NDVI,
GA, GGA, SR, GNDVI, GRVI, and RENDVI, whereas irrigation doses of 30% lowered
the indices even more greatly. Increasing the K application rate to either 16 or 32 mM
over the irrigation doses resulted in high indices for NDVI, GA, GGA, SR, GNDVI, GRVI,
and RENDVI.

Moreover, the effects of the irrigation and K treatments were evident, beginning
45 DAP, where the highest NDVI, GGA, SR, GNDVI, and RENDVI indices by 90 DAP were
obtained with full irrigation enriched with 16 mM K. In contrast, irrigation doses of 30%
enriched with 0.01 mM K reduced the index for the NDVI by 21%, GGA by 63%, SR by
58% GNDVI by 38%, and RENDVI by 72% between 45 and 90 DAP. Increasing K to 16 mM
at irrigation dose 30% reduced the NDVI by 15%, GGA by 31%, SR by 39%, GNDVI by
33%, and RENDVI by 56%, compared to full irrigation enriched with 16 mM K. On the
other hand, the indices were reduced the least by irrigation doses of 60% enriched with 16
mM K. The CSI did not follow the trend of the changes observed with the other indices
(Supplemental Figure S1). The highest CSI was obtained with irrigation doses of 30%,
whereas full irrigation resulted in the lowest CSI. Likewise, increasing the K application
rate reduced the CSI, while decreasing the K application rate increased it. By 90 DAP, the
highest CSI was obtained with irrigation doses of 30% enriched with 0.01 mM K.

The image-derived leaf area showed no treatment differences at 30 DAP. However,
the irrigation and K treatments as well as their interactions significantly (p < 0.05) affected
the leaf areas from 45 to 90 DAP (Figure 6). The leaf areas were maximum at 90 DAP,
where the largest (0.62 m2) was obtained with full irrigation enriched with 32 mM K. In
comparison, irrigation doses of 30% enriched with 0.01 mM K resulted in the smallest leaf
areas (0.33 m2), but increasing the K application rates to 16 mM resulted in large leaf areas
of 0.51 m2 by 90 DAP. On average, irrigation doses of 60% enriched with 16 mM K reduced
the leaf areas 10% by 90 DAP and showed the least reduction when compared with full
irrigation enriched with 32 mM K.
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Similarly, the shoot biomass derived from the images was affected by the irrigation, K
treatments, and their interactions from 45 to 90 days after planting (Figure 7).
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Figure 7. Shoot biomass of young cassava plants (Manihot esculenta Crantz) derived from images in response to deficit
irrigation and potassium (K) fertigation. The treatments were initiated 30 days after planting and lasted 60 days. The data
from four separate experiments were combined and shown as the means ± standard error of 4–16 replicate plants.

3.2. Actual Growth and Nutritional Measurements

The ANOVA results of the growth and nutritional data are presented in supplemental
material. The measured leaf area and total plant biomass (Supplemental Table S1) are
already published in [48]. The starch, energy, total carotenoid, crude protein, total dietary
fiber, cyanide concentration (Supplemental Table S2), and minerals (Supplemental Table S3)
are published in [52].

3.3. Correlations between Image-Derived and Actual Measurements

The growth and nutritional data were correlated with the spectral indices to illus-
trate the potential use of RGB and multispectral data as indirect estimation tools (Table 1).
Apart from the CSI, all spectral indices showed significant (p < 0.001) positive correlations
(0.662 ≤ R ≥ 0.943) with the actual measured growth traits, including net photosynthesis,
chlorophyll content, leaf area, and biomass. The SR index was associated with photosyn-
thesis (r = 0.943), chlorophyll content (r = 0.939), leaf area (r = 0.842), and whole-plant
biomass (0.941) more strongly than with the other indices. The CSI showed a weak negative
correlation with all the actual measured traits. On the other hand, a highly positive correla-
tion (r = 0.983) was observed between the image-derived leaf-area estimate and the actual
measured leaf area (Figure 8). The shoot biomass derived from the images also correlated
strongly with the actual measured biomass (r = 0.903), net photosynthesis (r = 0.903), and
chlorophyll content (r = 0.926). Regarding the nutritional data, the starch, total carotenoid,
energy, and total dietary fiber content of the leaves showed strong positive correlations
with most of the spectral indices. Strong positive correlations were also observed between
the Ca and S contents with most of the spectral indices, although the P, K, Mg, Fe, Zn, and
Cu contents exhibited weak positive correlations, whereas Na and Mn exhibited weak
negative correlations with most spectral indices. On the other hand, cyanide showed a
strong negative correlation with all the spectral indices except the CSI, which correlated
negatively with all the actual measured traits. Notably, the SR index showed the strongest
correlation with starch, total carotenoid, crude protein, and energy content, as well as
with Ca (r = 0.65), P (r = 0.48), and K (r = 0.48), compared with the other spectral indices.
Otherwise, the total dietary fiber showed a strong positive association (r = 0.76) with the
GA index. The strongest positive correlation (r = 0.59) observed with the S content was
with the GRVI.
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Table 1. Pearson correlation between actual measured and image-derived traits of young cassava plants (Manihot esculenta Crantz) grown under deficit watering and potassium fertigation.

Actual Measurements

Growth Traits Nutritive Traits

Indices Pn Chl Leaf
Area

Plant
Biomass Ca P K S Na Mg Fe Zn Cu Mn CP TC Starch Energy TDF Cyanide

NDVI 0.85 ** 0.86 ** 0.74 ** 0.85 ** 0.51 ** 0.41 ** 0.41 ** 0.51 ** −0.28 ** 0.32 ** 0.38 ** 0.36 ** 0.22 * −0.32 ** 0.45 ** 0.77 ** 0.78 ** 0.84 ** 0.64 ** −0.75 **
GA 0.89 ** 0.90 ** 0.78 ** 0.88 ** 0.59 ** 0.40 ** 0.47 ** 0.50 ** −0.28 ** 0.33 ** 0.41 ** 0.31 ** 0.19 * −0.25 ** 0.46 ** 0.81 ** 0.79 ** 0.85 ** 0.76 ** −0.87 **

GGA 0.84 ** 0.85 ** 0.71 ** 0.84 ** 0.55 ** 0.33 ** 0.44 ** 0.46 ** −0.31 ** 0.30 ** 0.33 ** 0.29 ** 0.25 ** −0.23 * 0.43 ** 0.72 ** 0.73 ** 0.82 ** 0.69 ** −0.87 **
CSI −0.32 ** −0.36 ** −0.25 * −0.36 ** −0.29 * 0.03 −0.29 * −0.22 0.14 −0.23 −0.05 −0.17 −0.12 0.1 −0.26 * −0.21 −0.26 * −0.38 ** −0.21 0.45 **
SR 0.94 ** 0.94 ** 0.84 ** 0.94 ** 0.65 ** 0.48 ** 0.48 ** 0.57 ** −0.28 ** 0.31 ** 0.46 ** 0.43 ** 0.22 * −0.35 ** 0.51 ** 0.89 ** 0.86 ** 0.92 ** 0.73 ** −0.83 **

GRVI 0.84 ** 0.83 ** 0.78 ** 0.84 ** 0.64 ** 0.36 ** 0.44 ** 0.59 ** −0.19 * 0.23 * 0.44 ** 0.41 ** 0.16 −0.34 ** 0.42 ** 0.79 ** 0.78 ** 0.82 ** 0.69 ** −0.82 **
GNDVI 0.78 ** 0.74 ** 0.66 ** 0.75 ** 0.51 ** 0.40 ** 0.34 ** 0.43 ** −0.29 ** 0.28 ** 0.34 ** 0.30 ** 0.12 −0.15 0.38 ** 0.72 ** 0.68 ** 0.83 ** 0.59 ** −0.61 **
RENDVI 0.90 ** 0.91 ** 0.73 ** 0.89 ** 0.56 ** 0.37 ** 0.37 ** 0.51 ** −0.24 ** 0.29 ** 0.29 ** 0.29 ** 0.27 ** −0.25 ** 0.47 ** 0.81 ** 0.76 ** 0.92 ** 0.73 ** −0.82 **

Correlation coefficients (r) are significant at p < 0.001 (**) and p < 0.05 (*) levels using Pearson correlation (two-tailed). Pn—net photosynthesis, Chl—leaf chlorophyll, Ca = calcium, P = phosphorus, K = potassium,
S = sulphur, Na = sodium, Mg = magnesium, Fe = iron, Zn = zinc, Cu = copper, Mn = manganese, CP—crude protein, TC—total carotenoid, TDF—total dietary fiber. Visual indices are: GA—relative green
area, and GGA—greener area. Multispectral indices are: NDVI—normalized difference vegetation index, CSI—crop senescence index, SR—simple ratio, GRVI—green-ratio vegetation index, GNDVI—green
normalized difference vegetation index, and RENDVI—red-edge normalized difference vegetation index.
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Figure 8. Correlations between the image-derived leaf-area estimates and measured leaf area (A), and image-derived
biomass estimate and actual measured biomass (B) in young cassava plants (Manihot esculenta Crantz) grown under deficit
irrigation and potassium fertigation. R2 = coefficient of determination.

3.4. Estimation of Cassava Growth Traits

The stepwise and PLSR regression models efficiently estimated (p < 0.001) net photo-
synthesis, leaf chlorophyll, leaf area, and plant biomass (Table 2). The spectral indices left
in the final stepwise and PLSR regression models were the NDVI, GA, GGA, SR, and GRVI.
The spectral indices were used to estimate the chlorophyll content, net photosynthesis,
and plant biomass more accurately (R2 > 0.90), whereas the leaf area was moderately
estimated (R2 = 0.76). The plant biomass was accurately estimated by single indices: SR
index (R2 = 0.89), followed by GA (R2 = 0.77), NDVI (R2 = 0.72), and GRVI (R2 = 0.71), and
all showed positive values of the regression coefficient (Table 2). Net photosynthesis and
leaf chlorophyll were similarly estimated, using the NDVI, GA, GGA, and SR indices, and
showed positive values of the regression coefficient, which explained more than 90% of the
total variability for net photosynthesis and leaf chlorophyll (Table 2). In contrast, the CSI
showed lower estimation accuracy for plant biomass and negative values of the regression
coefficient (Table 2). Overall, the SR index was used to estimate the net photosynthesis
(R2 = 0.89), leaf chlorophyll (R2 = 0.88), and leaf area more accurately (R2 = 0.71) (Table 2),
compared with the other indices.

3.5. Estimation of Cassava Nutritional Traits

The regression analysis between the nutritional traits of the leaves and the spectral
indices showed significant regression models (Table 3). The energy content was modeled
with the highest accuracy (R2 = 0.89) for validation, compared with models of the other
nutritional traits. In estimating the energy content, the SR index exhibited the highest
(R2 = 0.84) estimate, although the NDVI, GNDVI, and RENDVI indices also exhibited
adequate accuracy (Table 3). The starch, total carotenoid, and cyanide concentration were
modeled quite satisfactorily (R2 ≈ 0.8), whereas the total dietary fiber was estimated
moderately (R2 ≈ 0.6). In contrast, the crude protein was modeled with poor (R2 = 0.27)
accuracy. Notably, the GA, GGA, SR, and GRVI indices all showed negative regression
coefficients in estimating the cyanide concentrations in the leaves and roots (Table 3). The
RENDVI showed a negative regression coefficient in estimating starch, compared with
the other indices, and also showed the lowest accuracy (R2 = 0.58) in estimating starch
(Table 3). The minerals (Ca, P, K, S, Mg, Na, Fe, Zn, Cu, Mn) in general were modeled with
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lower (R2 < 0.5) accuracy with all the spectral indices (Table 3). In all, Ca was estimated
(R2 = 0.48) better than the other minerals, whereas the regression models of Mg (R2 = 0.17)
and Cu (R2 = 0.14) showed the lowest estimation accuracy with all the indices.

Table 2. Linear-regression models between the spectral indices and the growth traits of young cassava plants (Manihot
esculenta Crantz) grown under deficit irrigation and potassium fertigation. The data from the separate experiments were
combined and shown as the means of 4–16 replicate plants. R2 = coefficient of determination.

Growth Traits Spectral Index Regression Coefficient R2 p-Value Model R2

Leaf chlorophyll

NDVI 7.26 0.74 0.006

0.92
GA 10.01 0.81 0.004

GGA 6.34 0.73 0.03
SR 25.37 0.88 <0.001

Net photosynthesis

NDVI 0.17 0.72 0.101

0.91
GA 0.28 0.78 0.041

GGA 0.21 0.71 0.06
SR 1.16 0.89 <0.001

Total plant biomass

NDVI 3.36 0.72 0.056

0.91
GA 5.61 0.77 0.003
SR 17.65 0.89 <0.001

GRVI 3.08 0.71 0.074
CSI −1.81 0.12 0.052

Leaf area

NDVI 0.02 0.55 0.151

0.76
GA 0.03 0.6 0.009
SR 0.09 0.71 <0.001

GRVI 0.02 0.6 0.052

Table 3. Linear-regression models between the spectral indices and the nutritional traits of young cassava plants (Manihot
esculenta Crantz) grown under deficit irrigation and potassium fertigation. The data from the separate experiments were
combined and shown as the means of 4–16 replicate plants. R2 = coefficient of determination.

Nutritional Traits Spectral Index Regression Coefficient R2 p-Value Model R2

Energy content

NDVI 0.34 0.71 0.093

0.89
SR 0.74 0.84 0.016

GNDVI 0.59 0.69 0.001
RENDVI 0.95 0.84 0.002

Starch content

NDVI 12.65 0.6 0.035

0.77
GA 15.08 0.62 0.026
SR 44.71 0.73 <0.001

GRVI 8.91 0.6 0.109
RENDVI −24.68 0.58 0.004

Total carotenoid
SR 11.17 0.8 <0.001

0.82CSI 1.14 0.04 0.028

Total dietary fiber GA 4.94 0.58 <0.001
0.61GRVI 1.89 0.48 0.026

Crude Protein SR 1.16 0.26 <0.001 0.27

Cyanide concentration

GA −1.11 0.76 0.019

0.84
GGA −1.84 0.76 <0.001

SR −1.01 0.69 0.051
GRVI −1.38 0.68 <0.001

Calcium
SR 1.53 0.43 0.001

0.48GRVI 0.79 0.41 0.012
RENDVI −0.70 0.31 0.090
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Table 3. Cont.

Nutritional Traits Spectral Index Regression Coefficient R2 p-Value Model R2

Potassium
GGA 3.10 0.20 <0.001

0.34CSI 1.22 0.02 0.016
SR 3.14 0.23 <0.001

Phosphorus SR 0.71 0.23 <0.001
0.28RENDVI −0.36 0.14 0.030

Sulphur SR 0.14 0.33 0.078
0.38GRVI 0.21 0.35 0.007

Magnesium GA 0.59 0.11 0.031
0.17GGA −0.48 0.09 0.162

Sodium
GRVI 0.22 0.03 0.041

0.18RENDVI 1.67 0.05 0.026

Iron
GA 63.00 0.16 <0.001

0.39SR 56.30 0.21 <0.001

Zinc
GRVI 2.74 0.18 <0.001

0.28SR 4.05 0.16 <0.001

Copper RENDVI 8.53 0.07 0.003
0.14CSI −0.04 0.04 0.015

Manganese GRVI −13.71 0.11 <0.001
0.23SR −5.66 0.11 <0.001

4. Discussion
4.1. Interaction between Growth Traits and Spectral Reflectance Indices

Estimating plant performance nondestructively is essential for early detection of stress,
such as water deficit and low K in cassava, for crop-management decisions. In the present
study, the irrigation and K treatments of cassava influenced the index values of the NDVI,
GA, GGA, SR, GRVI, GNDVI, and RENDVI, suggesting that the treatment effects could
be monitored by the spectral changes. The lack of spectral changes in all indices at the
start of treatment application (30 DAP) implies no physiological changes to the plants due
to the treatments. In contrast, there were physiological changes on the plants from 45 to
90 DAP, as the spectral indices showed lowest values with irrigation dose 30% enriched
with 0.01 mM K, but high CSI. Stressed plants reflect more light in the visible spectrum and
absorb less, whereas in the near-infrared spectrum, the stressed plants absorb more light
than healthy plants [15]. Thus, the plants were probably experiencing stress at irrigation
doses of 30% enriched with 0.01 mM K, given that the indices used in the assessment
were calculated from spectral measurements in the visible and near-infrared regions. The
near-infrared region of the spectra is affected by the leaf structure and water content [60].

The CSI was high in plants subjected to irrigation doses of 30% enriched with
0.01 mM K. An increase in the CSI usually indicates increased plant stress, which could
be an indicator of physiological stress, onset of canopy senescence, or plant physiological
maturity [61]. Thus, the CSI assessed in this study was a good indicator for the detection of
physiological stress in cassava, given that the plants evaluated were in the early growth
phase. Our results show that the values of all the spectral indices increased remarkably
when the K application rate was increased to 16 mM. This could be linked to the role of K
in alleviating water deficit by lowering the osmotic potential of the cell to maintain turgor
necessary for normal cell function [62], which was manifested in improved plant physio-
logical and morphological features such as high leaf-water content and high chlorophyll
content [48]. Thus, the positive physiological changes were likely detected by the spectral
indices. The high values of the indices obtained with full irrigation enriched with 16 or
32 mM K may be attributed to the treatment effects that enhanced plant morphophysiolog-
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ical features, such as increased chlorophyll content and large leaf areas [48]. The increased
chlorophyll content and large leaf areas possibly resulted in high rates of photosynthesis.

The accurate estimation of plant biomass (R2 = 0.90) in the present study signifies the
usefulness of the calculated RGB and multispectral-based indices in predicting cassava
yield performance in the early growth phase. Strong correlations have been reported
between various indices (NDVI, GNDVI, GRVI) and the leaf and root biomass in cassava at
different phenological stages [46]. Previous studies in other crops have also successfully
estimated plant biomass, using plant images in wheat [28], barley (Hordeum vulgare L.) [63],
and maize [64]. Plant biomass is the most direct overall indicator of plant performance,
particularly during the vegetative phase [12]. The results indicated that the GA and SR in-
dices were good predictors of plant biomass, compared with the other indices, and showed
strong positive correlations with plant biomass. Although the biomass quantity derived
from the images was lower than the actual plant biomass measured, it still correlated
strongly (r = 0.903) with the actual measured biomass. The actual plant biomass measured
was higher, because it included root biomass, whereas biomass from the images were
derived from the shoot. In addition, the results showed adequate estimation of the leaf
areas, with a strong positive association between the image-derived and actual leaf area
measured. However, the estimated leaf areas were slightly lower than the measured leaf
areas. This can be explained by the overlapping and orientation of the leaves relative to the
camera that probably affected the leaf areas exposed for imaging [65]. Natural orientation
of leaves can result in shadowing of some leaves by others due to overlapping, which leads
to lower leaf area estimates when the leaves are imaged while attached to the plant [66].
Overlapping of leaves also affects leaf spectral response, as it creates additional variability
in the modes of reflectance that are usually different between fully exposed leaves, and
shadowed leaves [67].

Our results showed high estimation accuracy for the chlorophyll content, using the
NDVI, GA, and SR indices. The NDVI showed a strong positive correlation (r = 0.861)
with the chlorophyll content, which confirms the practical applicability of using RGB and
multispectral imaging for chlorophyll determination. This agrees with Glenn and Tabb [68]
that use of the NDVI can result in accurate estimates of the chlorophyll content in plants.
Chlorophyll influences leaf greenness—an immediate indicator of plant performance that
changes according to plant development, but is largely affected by plant nutrition and
environmental stresses such as water deficit [69]. Therefore, the low NDVI observed in
plants subjected to irrigation doses of 30% and 0.01 mM K was an indication of reduced
chlorophyll content. This corroborates our earlier report [48] on chlorophyll loss due to
water deficit and low K. The loss in chlorophyll causes the reflectance in the red region
to increase, whereas the reflectance in the near infrared region remains unchanged, lead-
ing to a decrease in the NDVI. This occurs because chlorophyll absorbs electromagnetic
radiation strongly in the blue (400–500 nm) and red (600–700 nm) portions of the visible
spectrum, with less absorption in the green (500–600 nm) portion [70]. Otherwise, the
NDVI values were high in fully irrigated plants enriched with 16 or 32 mM K, denoting
high levels of chlorophyll and, hence, healthy plants. The high estimation accuracy of net
photosynthesis by the NDVI, GA, GGA, and SR indices may be attributed to the capture
of leaf-chlorophyll signatures by the RGB and multispectral cameras. Changes in the
composition of photosynthetic pigments changes the optical signatures of leaves, and as
such can influence the fundamental physiological processes such as photosynthesis [13].
Using the SR index enabled us to estimate the chlorophyll content, net photosynthesis, leaf
area, and plant biomass more accurately than with the other spectral indices. A high SR
index is an indication of a healthy plant canopy, whereas a low SR index is an indication of
stressed plants [71].

4.2. Interaction between Nutritional Traits and Spectral Reflectance Indices

In the present study, starch, energy, and total carotenoid content were estimated with
the highest accuracy and showed strong correlations with most of the spectral indices.
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The high estimation accuracy of these nutrient components may be related to their light
absorption properties in the visible region of the electromagnetic spectrum. Carotenoids
absorb wavelengths at app. 400–500 nm [72], while starch absorbs wavelengths at app.
510 nm [73], which allows their quantification. In accordance, starch, energy, and total
carotenoid were better quantified by the SR and NDVI indices, which were derived from
the visible and near-infrared light spectra. Crude protein was, however, modeled with
the lowest accuracy of prediction, responding only to the SR index, and showed weak
correlations with all the spectral indices. This suggests that estimation of the crude protein
content of young cassava plants may not be precise, using multispectral images. Proteins
absorb wavelengths between 200 and 280 nm in ultraviolet light [74], which are lower
wavelengths beyond the scope of the cameras used in this study. Using the regression
models enabled us to estimate high concentrations of cyanide (R2 = 0.84), but showed
negative values of the regression coefficients, suggesting that lower values of the GA,
GGA, SR, GRVI, and GNDVI indices may have been a sign of high cyanide concentration
in cassava.

The results of the regression analyses showed low estimation accuracy for all the
mineral elements, with only Ca being moderately estimated (R2 ≈ 0.50). This observation
suggests that the mineral elements assessed in this study may not have been estimated
accurately, using spectral indices derived from the RGB and multispectral images of young
cassava plants. In addition, all the minerals, except Ca and S, portrayed weak correlations
with all the spectral indices, indicating that there was no correlation between the spectral
indices and the mineral elements. Weak prediction accuracy of most mineral elements
and a weak correlation between the spectral data and the mineral elements have also been
reported for common kidney beans (Phaseolus vulgaris L.) [60]. The mineral elements K,
Ca, Mg, Na, Fe, Mn, Zn, and Cu are metallic elements that exist primarily as ions in plant
tissues and, thus, in ionic form they do not produce active spectral absorption features in
the visible, near-infrared, and shortwave-infrared regions of the spectrum [36]. The fact that
S was strongly correlated with the spectral indices in the present study could be explained
by the participation of S in the covalent bonding of carbon compounds that absorb visible,
near-infrared, and shortwave-infrared spectra and lead to their quantification [36,42].

Overall, the images captured using the RGB and multispectral cameras were both
useful in the estimation of cassava growth parameters. However, imaging with the mul-
tispectral camera allowed computation of more indices than RGB imaging. RGB and
multispectral cameras are both passive sensors, and capture plant images when they re-
ceive light spectrum reflected from plants [25]. Therefore, any disturbances on the solar
radiation affect the amount of light that plants reflect, and may in turn affect imaging when
these two sensors are used in the field, such as during cloudy weather conditions [25].
Cassava is grown mostly in mixed cropping system in the field [75]. This heterogeneous
nature can affect values of the spectral indices due to mixed pixels or pixel contamination
from other crops when RGB and multispectral imaging systems are employed in the field.
Under such conditions, images taken with the RGB camera may be used to code and
eliminate non-cassava plants. Farmers can also use RGB cameras in their smart phones to
photograph whole cassava plants and leaves and send the images to designated field ana-
lysts who will then analyze the images and relay the results and recommendations back to
the farmers. Moreover, farmers can use drones fitted with multispectral cameras to capture
field images for the computation of various indices such as SR and NDVI, which correlated
highly with the growth parameters in this study. The next step after early detection of
stress in cassava is to monitor the crop growth and forecast yields. This can be achieved by
crop simulation, and constructing models, where selected spectral indices form the input
variables [76]. Findings of this study also show that the decision to increase or decrease
irrigation and K applications may be guided better when stress is detected early.
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5. Conclusions

The leaf area, net photosynthesis, chlorophyll, energy, starch, total carotenoids, and
cyanide concentration were estimated satisfactorily, with the regression models identifying
the NDVI, GA, and SR indices as the best estimators. The estimation accuracy of the
mineral elements Ca, P, K, S, Mg, Na, Fe, Mn, Zn, and Cu were, however, low and showed
weak correlations with the spectral indices. Moreover, irrigation doses of 30% together
with 0.01 mM K reduced the values of all spectral indices, but increased the CSI values.
Increasing K to 16 mM over the irrigation doses resulted in high values of the spectral
indices. The findings demonstrate that the RGB and multispectral imaging data may
provide indirect measurements of growth and key nutritional traits in the early stages
of cassava development that can be utilized to facilitate corrective measures to avert
stress, such as the decision to irrigate or apply fertilizers. Otherwise, it was not possible
to distinguish between the effects caused by water deficit or low K nutrition, using the
spectral indices. Hyperspectral, thermal, and other optic imaging techniques should be
employed in future study to test whether they can quantify the parameters that were
poorly estimated in this study. Such techniques should incorporate other indices to increase
the accuracy of prediction, such as the visible atmospherically resistant index (VARI),
carotenoid reflectance index (CRI), crop water stress index (CWSI), enhanced vegetation
index (EVI), normalized pigment chlorophyll ratio index (NPCI), photochemical reflectance
index (PRI), and water band index (WBI). Field trials are also necessary to calibrate the
findings of this study with ground measurements.

Supplementary Materials: The following are available online at https://www.mdpi.com/2072-4
292/13/4/598/s1: Figure S1: Crop senescence index (CSI) derived from the spectral images of
young cassava plants (Manihot esculenta Crantz) in response to deficit irrigation and potassium (K)
fertigation. The treatments were initiated 30 days after planting and lasted 60 days. The data from
four separate experiments were combined and shown as the means ± standard error of 4–16 replicate
plants. Table S1: plant leaf area, leaf dry mass, shoot dry mass, root dry mass, and whole-plant
dry mass of 90-day-old cassava plants in four pot experiments. Deficit irrigation and K fertigation
were initiated 30 days after planting and lasted 60 days. The data from separate experiments were
combined and shown as the means of 4–16 replicate plants. Table S2: Starch, total carotenoids, energy,
and cyanide concentration in leaves and roots of 90-day-old cassava plants in response to deficit
irrigation and potassium fertigation. Treatments were initiated 30 days after planting and lasted 60
days. The data from four separate experiments were combined and shown as means of 4–16 replicate
plants. Table S3: title, Mineral content of young cassava plants in response to deficit irrigation and
potassium fertigation. The treatments were initiated 30 days after planting and lasted 60 days. The
data from four separate experiments were combined and shown as the means of 4–16 replicate plants.
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