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• Available soil Cd was closely related to
Cd in vegetative parts but less to bean
Cd.

• Soil factors could not fully explain the
variation in bean Cd.

• Cd translocation into beans showed a
significant influence of the cultivar.

• Translocation of Cd into cacao beans
could be limited by selecting appropri-
ate cultivars.
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Cadmium (Cd) is a biologically non-essential heavymetal that can cause toxic effects in plants, animals and humans
already at low concentrations compared to other metals. After Cd concentrations in cacao beans of various prove-
nances, particularly from Latin America, were found to exceed the new regulations enforced by the European
Union in 2019, there is an urgent need to find measures to lower Cd accumulation in cacao beans to acceptable
values. In this research, the long-term cacao cultivar trial CEDEC-JAS in northern Honduras was used to investigate
differences between 11 cultivars in Cd uptake and translocation. Sampling of various plant parts, including root-
stocks, scions, leaves and beans, from three replicate trees per cultivar and the soil around each tree was conducted
at this site. Results indicate that concentrations of available soil Cdweremore closely correlatedwith Cd concentra-
tions of the rootstocks (R2=0.56), scions (R2=0.59) and leaves (R2=0.46) thanwith bean Cd concentrations (R2

= 0.26). In addition, Cd concentrations of rootstocks, scions and leaves showed close relationships to available soil
Cd concentrations,with no significant differences between the cultivars. In contrast, bean Cd concentrations showed
only weak correlations to available soil Cd and Cd concentrations in the vegetative plant parts, but significant vari-
ation among cultivars. Three cultivars,whichwere analysed inmore detail, showed significant differences in Cd con-
centrations of mature beans, but not of immature beans. These results suggest that cultivar-related differences in
bean Cd concentrations primarily result from differences in Cd loading during bean maturation, possibly due to
cultivar-specific differences in the xylem-to-phloem transfer of Cd. The results show that selection of cultivars
with low Cd transfer from vegetative parts into the beans has high potential to keep Cd accumulation in cacao
beans at levels that are safe for consumption.
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1. Introduction

Cadmium (Cd) is a trace metal occurring naturally in soils due to
weathering of Cd-containing parent material or volcanic input
(Adriano, 2001). Other sources of Cd in soils are anthropogenic inputs,
in particular with agricultural applications of phosphate fertilizers and
bio-wastes, mining activities or aerial deposition (McLaughlin and
Singh, 1999). Compared to other metals, Cd is quite mobile in soils
and readily taken up by plants, although it does not have any essential
metabolic functions (Benavides et al., 2005). On the contrary, accumula-
tion of Cd can lead to toxic effects in plants, animals and humans already
at low concentrations compared to other metals (Kabata-Pendias,
2001).

Since maximum values for Cd concentrations in cocoa-based prod-
ucts has been enforced in the European Union since 2019 (The
European Commission, 2014), Cd uptake by cacao (Theobroma cacao
L.) has received increasing attention in recent years, and a number of
field studies have been carried out, in particular to identify the factors
responsible for the high Cd concentrations found in cacao beans of
many provenances from Latin America (Arevalo-Gardini et al., 2017;
Barraza et al., 2017; Chavez et al., 2015; Ramtahal et al., 2015;
Ramtahal et al., 2016; Gramlich et al., 2017; Lewis et al., 2018;
Arguello et al., 2019; Zug et al., 2019). Whereas correlations between
beanCd and total soil Cd concentrationswere generallyweak, four stud-
ies found that between 50 and72% of the variance in bean Cd concentra-
tions was explained by available soil Cd concentrations, using various
extraction methods (Mehlich 3, EDTA, DTPA, ammonium-bicarbonate-
DTPA, HCl) or the diffusion-in-thin-films (DGT) method to determine
available soil Cd (Chavez et al., 2015; Gramlich et al., 2018; Ramtahal
et al., 2015; Arguello et al., 2019). While the relationship between Cd
in leaves and beans showed large variation between different studies
(ranging from R2 = 0.37 (Lewis et al., 2018) to R2 = 0.9 (Arguello
et al., 2019)), available soil Cd was found to correlate more strongly
with leaf than bean Cd concentrations. This indicates that a significant
part of the variability in bean Cd was due to variation in physiological
factors governing the translocation and allocation of Cd within the
cacao plants (Gramlich et al., 2017; Gramlich et al., 2018; Barraza
et al., 2017). Part of this variancemay be related to the cultivation of dif-
ferent cacao cultivars and thus be due to variation in genetic factors (He
et al., 2015). However, little is known about their contribution to the ob-
served variability in leaf and bean Cd accumulation by cacao, as the role
of cultivars was not or could not be studied in most of the previous
studies.

Given that there is wide variation in the uptake and allocation of
trace metals including Cd, not only between different plant species but
often also among different genotypes or varieties of the same species
(Broadley et al., 2001; Grant et al., 1997; Zhou et al., 2016), our hypoth-
esis is that also cacao cultivars show variation in Cd accumulation and
that this may offer an opportunity to reduce bean Cd concentrations in
cacao production to safe levels through breeding and selection of appro-
priate cultivars. Variation in Cd uptake among cultivars has been studied
primarily in annual crops (Arao et al., 2008; Grant et al., 1997), but
much less in perennial crops. Especially for grafted trees, only little in-
formation on variation in Cd uptake among cultivars is available. In
grafted crops, also the cultivar of the rootstock needs to be considered,
as the root system plays a crucial role in metal uptake from the soil
(Albacete et al., 2015; Savvas et al., 2010). Grafting Malus, Prunus and
Citrus trees (which, like cacao, belong to the clade of Rosids) on root-
stocks from different cultivars was found to have a strong influence on
copper (Cu) concentrations in the scions (Francini and Sebastiani,
2010; Liu et al., 2011;Mozaffari et al., 1996). In a recent study on grafted
apple trees, it was observed that the rootstocks of some cultivars accu-
mulated less Cd than others, explaining lower Cd concentrations also
in their aerial parts (Zhou et al., 2016). Only three studies regarding
the role of cultivars in Cd uptake in cacao were found. The first one
was a greenhouse study on cacao seedlings (Cryer and Hadley, 2012),
the second study, a field survey in Peru comparing bean and leaf Cd con-
centrations of cacao trees grafted on rootstocks of different cultivars
(Arevalo-Gardini et al., 2017), and third a study using a cacao field
trial at the International Cacao Genebank in Trinidad comparing leaf
and bean Cd concentrations among 77 cultivars (Lewis et al., 2018).
All three studies found significant variation in Cd uptake between differ-
ent cultivars.

There is not only variation in Cd uptake from soil among plant spe-
cies and cultivars, but also in the allocation of Cd in plant parts and tis-
sues (Zhou et al., 2016; Clemens et al., 2013). While most plants
accumulate more Cd in the roots than in the leaves and even less in
their seeds (Clemens et al., 2013), root-to-shoot transfer shows large
variability (Guo and Marschner, 2008). In trees, the Cd concentrations
of leaves were mostly found to exceed those of the woody tissues of
the trunks, but not always (Evangelou et al., 2013; Parraga-Aguado
et al., 2014; Chen et al., 2015; Dai et al., 2013). Considerable variation
in Cd concentrations can also be found within the same type of tissue
in a plant. For example, Cd concentrations of old leaves were found to
exceed those of young leaves in Salix viminalis L. (Cosio et al., 2006)
and in Populus tremula L., indicating that Cd had been accumulated
over time (Vollenweider et al., 2011). But also the opposite has been
found; higher Cd concentrations in young than in old leaves, e.g. in Bras-
sica juncea, Thlaspi caerulescens (Salt et al., 1995) and Populus (Gu et al.,
2007). Very little is still known about Cd allocation in cacao trees. Some
studies found that leaf Cd concentrations were higher than bean Cd
(Arevalo-Gardini et al., 2017; Barraza et al., 2017; Fauziah et al., 2001;
Gramlich et al., 2017; Gramlich et al., 2018; Ramtahal et al., 2016;
Lewis et al., 2018; Arguello et al., 2019), while the opposite was re-
ported in a study from Ecuador (Chavez et al., 2015). In particular, the
study of Lewis et al. (2018) provides evidence that also genetic factors
play a major role in the variation of Cd allocation patterns in cacao
apart from site conditions.

A major problem in identifying the role of factors that control Cd ac-
cumulation in cacao beans is the amount of time, space and expendi-
tures required to conduct controlled factorial trials that can be
translated to field conditions, as trees do not only require much more
space than herbs, but also several years before they produce fruits. In
addition, the performance comparison of cultivars grown at different
sites faces the problem of separating cultivar from site effects. One of
the few field trials where a collection of cacao cultivars are grown side
by side on the same experimental site is run by the Honduran Founda-
tion for Agricultural Research (FHIA) in northern Honduras. At this site,
11 different common cacao cultivars were used in this study to compare
Cd accumulation and allocation in trees. Cadmium concentrations in
their rootstocks, scions, leaves and beans were determined and later as-
sociated through multiple linear regression to available soil Cd concen-
trations and other properties of the soil surrounding the stems. For the
three selected cultivars, root samples, scion samples taken at different
heights, wood and leaf samples of young and old twigs from different
positions in the crown, as well as pod husk and bean samples of mature
and immature fruits were analysed. A few samples of scion cores were
further subjected to laser ablation inductively-coupled plasma mass
spectrometry (LA-ICPMS) in order to analyse the radial distribution of
Cd in scion bark and wood. We expected to find a decreasing strength
in the relationships of plant Cd concentrations to available soil Cd in
the sequence from rootstock, scion, leaf to bean samples and an increas-
ing strength along the same sequence in the relationships between
plant Cd concentrations and cultivar.

2. Materials and methods

2.1. Site description

The sampling was carried out in October 2016 just before the begin-
ning of the wet season at the research station “Centro Experimental y
Demonstrativo de Cacao ‘Jesus Alfonso Sánchez’” (CEDEC-JAS) in
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northern Honduras, which is located at an altitude of 18m a.s.l. near the
village La Masica in the department of Atlántida (15°38′43.5″ N 87°05′
59.5″ W). The regional climate is classified as equatorial monsoon ac-
cording to Köppen-Geiger (Kottek et al., 2006). The annual mean tem-
perature varies between 20 and 35 °C and the monthly precipitation
between 100 mm in spring and close to 500 mm in fall (Gramlich
et al., 2018).

The experiment station, which was established in 1986, is operated
by the FHIA. On several plantations, covering a total area of 43 ha,
many different cacao varieties are grown in an agroforestry system in
combination with 35 other tree species, mostly Swietenia macrophylla,
Cordia megalantha, Terminalia superba, Tabebuia rosea, Guarea
grandifolia and Ilex tectonica. The cacao trees were planted in parallel
rows with one cultivar per row. All cacao trees were grafted onto root-
stocks of unknown genetic identity. There was no irrigation system in
place and no pesticides were used. Only mineral fertilizer was applied
on a yearly basis. In 2016, a mixture of 136 kg N-P-K (15–15-15),
45.4 kg ammonium nitrate and 45.4 kg potassium chloride was applied.
All plots were managed in the same way.

2.2. Sampling scheme

In October 2016, rootstocks, scions, leaves and beans were sampled
from three replicate trees from each of 20 different cultivars from 7 dif-
ferent plots at the CEDEC-JAS trial. In addition, soil samples were taken
around the stems of all sampled trees. The trees were selected based on
the presence of mature fruits at the time of sampling. Based on the soil
analysis, 11 cultivars grown on soils with similar available soil Cd con-
centrations were selected for the statistical analysis: 7 cultivars from
the plot “Jardin Clonal” (JC) and 4 from the plot “Prueba Multilocal”
(PM) (Fig. 1). The two plots are approximately 300 m apart. Three of
the 11 cultivars, i.e. SPA-9, POUND-7 and IMC-67, were chosen for addi-
tional sampling to study Cd allocation patterns. The replicated trees of
these three cultivars were located in three blocks, each containing one
replicated tree of each cultivar in close proximity to each other
(Fig. 1). The Cd and soil data for all sampled cacao trees are given in
the Appendix in Tables A.1 and A.2.

2.2.1. Sampling procedure for cultivar screening
Around each tree, 8 soil cores were taken at a distance of 70 cm from

the trunk at a depth of 0 to 10 cmusing a 5 cm steel corer and combined
Fig. 1. Location of the CEDEC-JAS trial in Honduras (map from https://commons.wikimedia.org/
two experimental plots Jardin Clonal (A) and Prueba Multilocal (B). Symbols indicate cultivars
to one composite soil sample per tree. Two 5 cm deep wood cores were
extracted on opposite sides from each rootstock (just below the soil sur-
face) and 2 cores from the scion at 30 cmabove soil surfacewith a 5mm
increment borer. In total, 10 leaves from 5 different branches from each
tree were collected. Twigs that were branching off from the stem into
different directions were chosen for sampling and the 9th and 10th
leaf counted from the tips of these branches were collected following
the procedure of (Gramlich et al., 2017; Gramlich et al., 2018). Finally,
2–4 mature fruits were collected from each tree. The pod husks were
separated from the beans and discarded.

2.2.2. Sampling for additional analysis of three selected cultivars
From the trees of the cultivars SPA-9, POUND-7 and IMC-67, 4 root

branches per tree at a distance of 70 cm from the trunk and a depth of
10 cm were collected. Additional wood cores at 120 and 170 cm above
the soil surface, 3 branches with young and 3 with mature leaves, as
well as 3 mature and 2 immature fruits were also gathered. Young
and mature leaves were sampled from 3 positions each in the crown:
one branch each from a high, sun-exposed position, one from a middle
position, and one from a low position with no sun exposure. The root
samples were pooled into one composite root sample per tree. The
first six leaves of each branch, counting from the tip, were separated
from the wooden axes of the branches and combined into one compos-
ite leaf sample of the respective branch. The wooden part of the branch
from the tip to the 6th leaf was taken as branchwood sample. The fruits
were separated into beans and husks. The immature fruits aged be-
tween 40 and 105 days.

2.3. Soil and plant analyses

Soil samples were oven-dried at 40 °C for at least 96 h and sieved to
the ≤2mm fraction. Soil pHwasmeasured in suspensionwith deionized
water (1:2 soil:liquid ratio). Organic matter content was determined
using theWalkley-Blackmethod (Nelson and Sommers, 1996). Soil tex-
ture was analysed using the Bouyoucos method (Bouyoucos, 1962). To
determine ‘total’ soil metal concentrations, 1 g of soil was weighed
into digestion tubes and 2 mL Nanopure water, 2 mL HNO3 (65%) and
6mLHCl (37%)were added. The tubeswere heated on aDigiPREP diges-
tion system with a hot plate for 90 min at 120 °C. Extracts were diluted
up to 50 mL with Nanopure water and filtered with 20 μm filter paper
(Whatman, No. 41).
wiki/File%3AHonduras_location_map.svg) and positions of the sampled cacao trees on the
as defined in the legend.

https://commons.wikimedia.org/wiki/File%3A
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‘Available’ soil metal concentrations were determined using NaNO3

(FAL RAC and FAW, 1996). Subsamples of 10 g each were suspended
in 25mL 0.1MNaNO3, shaken for 2 h and passed through a 0.45 μmcel-
lulose acetate filter. Nanopure water was added to each extract until its
volume was 10 mL.

Root samples were washed with deionized water and air-dried. All
other plant samples were oven-dried at 70 °C for at least 72 h. All
plant samples were milled with a Retsch Mill (Vibratory Disc Mill RS
1). For Cd extraction, 50 mg (bean samples) or 100 mg (all other sam-
ples) aliquots of milled tissue were weighed into microwave Teflon
tubes. After adding 2mLH2O2 (30%) and 1mLHNO3 (65%), the samples
were digested in a microwave (MLS-1200MEGA ETHOS) for ~25min at
a maximum temperature of 220 °C. For chemical analysis, the digests
were diluted to a sample volume of 10 mL with Nanopure™ water.

All plant and soil extracts were analysed for Cd, the soil extracts also
for Zn and the macronutrient elements Ca, Mg and K, using ICP-MS
(Agilent 7900, Agilent Technologies, USA). For quality control we used
certified WEPAL (Wageningen Evaluating Programmes for Analytical
Laboratories) reference materials: IPE-180 (oil palm leaf) and IPE-199
(wood pellets) for the plant samples and ISE-958 (sandy soil) and ISE-
992 (sandy clay soil) for the soil samples. Respective recovery rates for
Cd were 88 ± 6%, 105 ± 3%, 112 ± 7% and 135 ± 12%.

2.4. LA-ICPMS analyses of tree stem cores

LA-ICPMS analyses were carried out using an ArF excimer laser abla-
tion system (Gunther et al., 1997) (193 nm, GeoLas C, Lambda Physik,
Goettingen, Germany) coupled to an quadrupole ICP-MS instrument
(Elan DRC Plus, Perkin Elmer, Norwalk, CT). The plasma was sustained
with argon gas (99.996%, PanGas AG, Dagmersellen, Switzerland). LA
and ICP operating conditions are given as supplementary information
in Table S3. Laser ablation was carried out in a helium atmosphere
(99.999%, PanGas AG, Dagmersellen, Switzerland) in a one-volume
cell as described by Fricker et al. (2011). The instrument was tuned
using the following procedure: NIST SRM 610, a standard referencema-
terial glass, was ablated using a 90 μm-diameter circular spot and a laser
repetition rate of 10 Hz in line scanning mode at a scan speed of 20
μm s−1. Gas flow rates and ICP-MS parameters were tuned tomaximize
sensitivity for 114Cd and 111Cd while maintaining high sensitivity, a low
oxide ratio (232Th16O+/232Th+) and similar 238U+ and 232Th+ sensitivi-
ties. For calibration, a powdered tree core sample (SPA-9b)was pressed
into a pellet and ablated in the same manner as the reference samples.

In total, 1000 μm line scans of three core samples were recorded.
Each sample was ablated two or more times from the outer xylem to
the bark. The laser was focussed on the middle position of the lines. In
addition, the xylem of each sample was ablated at six positions in radial
direction further to the interior of the trunk, using the same parameters
as for the line scans. Gas blank signal was recorded for at least 30 s be-
fore each ablation.

2.5. Data analysis

One-way ANOVAwas applied to analyse differences between the 11
cultivars sampled on the two experimental plots JC and PM and be-
tween their soils. Tukey's HSD was used as post-hoc test. This analysis
was performed separately for the two plots, as they differed substan-
tially in some soil characteristics including available soil Cd concentra-
tion. Plots of residues vs fitted values and Q-Q normal plots were
inspected visually to check for homogeneity of variance and for normal
distribution of the residues. One replicate location of the cultivarUF-676
was considered as an outlier based on Q-Q plot inspection and therefore
not included in the statistical analysis of the data set in order tomeet the
criterion of normal distribution (Fig. A.1).

Multiple linear regression with stepwise variable selection (forward
procedure) was used to relate available soil Cd to other soil variables.
The following variables were included as explanatory variables in the
start model: total soil Cd content, soil pH, organic matter content, clay,
silt and sand content, total and available Zn contents, available K, Ca,
Mg, cultivar and plot. The criteria for the selection of the best model
were the significance of the variables and the improvement of the
Bayesian Information Criterion (BIC). The same procedure was used to
model plant Cd concentrations. Here, “available soil Cd” was included
as explanatory variable in the start model in addition to the other ex-
planatory variables mentioned before.

Additional statistical analysis was performed on the data set ob-
tained for the three cultivars SPA-9, POUND-7 and IMC-67. For multiple
regression analysis of these data, we used linear mixed-effect models
with random effects to account for variability in soil and other site fac-
tors between the three replicate blocks. Two-way ANOVA was used to
check for tissue and genotype effects on plant Cd concentrations. Multi-
ple comparisons were performed by means of Tukey's post-hoc test.

All statistical analyseswere carried out using the software package R
(R Core Team, 2014). The lme function of the nlmepackagewas used for
linear mixed-effect models (Pinheiro et al., 2014), and the HSD.test
function of the agricolae package to carry out post-hoc tests
(Mendiburu, 2014). The significance level was set as p ≤ 0.05, and, if
not stated otherwise, means ± standard errors (SE) are given. Data
were log10 (K, Ca, Mg, Cdtot, Cdavailable, Zntot, Znavailable, Cd in different
plant tissues) or sqrt (organic matter, sand, silt, clay) transformed for
statistical analysis in order to meet the criterion of normal distribution.

For the analysis of the LA-ICPMS data, background and ablation data
signal traces were separated and the average background signal
subtracted from the ablation signal. The elemental Cd mass fraction
was determined according to the standard LA external-calibration ap-
proach developed by (Longerich et al., 1996). A pressed pellet of a
branch wood sample from the cultivar SPA-9b with a Cd mass fraction
of 2.68 μg g−1 was used as external standard. 13C was selected as inter-
nal standard, assuming a homogeneous carbon mass fraction of 40%.
The Cd concentrations of the samples were calculated using the equa-
tion

wCd;sample ¼
SCd;samplewCd;reference

SCd;reference

� � S13C;reference
wC;reference

=
S13C;sample

wC;sample

1
CCA

0
BB@ ð1Þ

where w denotes mass fraction in μg g−1, S the LA signal in counts per
second (cps), Cd the analyte (111Cd or 114Cd), 13C the internal standard,
and reference the external standard. It should benoted that Eq. 1 rests on
the assumption of equal relative sensitivities of the applied LA method
for both, the Cd analytes and 13C, in the sample tissues and in the exter-
nal standard. It should furthermore be recognized that the calculated Cd
mass fraction ratios depend on the assumed carbon mass fraction ratio.
Diagrams were generated using a fifth-order running average.

3. Results

3.1. Soil Cd and relations to other soil characteristics

The JC and PM plots differed significantly in several soil characteris-
tics (Table 1). Our ANOVA analysis showed that total and available soil
Cd concentrations were higher and the pH lower on JC than on PM.
The difference between the two plots was particularly strong in avail-
able soil Cd. It ranged between 0.11 and 0.76 μg/ kg with an average of
0.36 ± 0.04 μg/ kg on JC, but only between 0.07 and 0.13 μg/ kg with
an average of 0.09 ± 0.01 μg/ kg on PM. Total soil Cd ranged from 0.41
to 1.12 mg/ kg, averaging 0.63 ± 0.04 mg/ kg, on JC and from 0.26 to
0.54 mg/ kg, averaging 0.39 ± 0.04 mg/ kg, on PM. Also, soil texture
was different on the two plots, with PM having a higher sand content
and JC a higher clay content. Soil texture was mostly loamy on JC, vary-
ing from sandy-clay loam to clay-loam, while all sampled PM soils were
sandy loams. Nonetheless, the soil was generally less heterogeneous on
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JC than on PM, as no significant differenceswere observed inpH, organic
matter, texture and total soil Cd concentration between sampled culti-
var locations on JC, while significant differences in these characteristics
were found on PM. Only magnesium (Mg) concentrations showed sig-
nificant differences between cultivars on JC. Almost 90% (R2 = 0.89)
of the variance in available soil Cd (Cd_av) among the sampled locations
of both plots together was explained bymultiple regression on total soil
Cd (Cd_tot), soil pH and clay content (clay), while the factors plot, or-
ganic matter and cultivar showed no significant effect:

log10 Cd avð Þ ¼ 2:56–0:67 pHþ 0:86 log10 Cd totð Þ
þ 1:94 asin sqrt clayð Þð Þ ð2Þ

3.2. Plant Cd concentrations and their relationship to soil Cd

On both plots, bean Cd concentrations showed similar ranges of var-
iation with some significant differences among the cultivars (Fig. 2). In
contrast, the Cd concentrations of rootstocks, scions and leaves were
all higher in the samples from the JC than from the PM plot, paralleling
the difference in available soil Cd between the two plots. Also, they
showed less variation than bean Cd among cultivars within each of
the two plots.

In the bestmultiple linear regressionmodels obtained after stepwise
variable selection, the factor “plot” explained most of the variance in
rootstock (R2 = 0.74), scion Cd (R2 = 0.73) and leaf Cd (R2 = 0.84),
whereas the “cultivar” was the dominant factor of similar strong influ-
ence (R2 = 0.78) on bean Cd. In contrast, the factor “cultivar” showed
no significant influence on the residual variation of Cd concentrations
in the vegetative parts. Secondary factors of significant influence in
the best models were soil silt content for rootstock Cd, soil Mg concen-
tration for scion Cd, soil Ca concentration for leaf Cd (Table 2). Taking
also clay content into account slightly improved the model for bean
Cd. Similarly, accounting for organic matter slightly improved the
model for rootstock Cd. As the influence of these variables however
was not significant, they were not included in the final models pre-
sented in Table 2. It should be noted that the explanatory variables
retained in the final models were not significantly correlated among
each other.

The dominant influence of the factor “plot” on the Cd concentrations
of rootstocks, scions and leaves in the regression models can be attrib-
uted to a large degree to the fact that it accounted for most of the
Table 1
General soil characteristics and soil Cd concentrations of the sampled locations, (average (± S
results relating to their variationwithin and between the two plots. Valuesmarkedwith a comm
the cultivars of the respective plot or between the averages of the two plots.

Cultivar pH OM Sand Silt Clay

[g/kg] [g/kg] [g/kg] [g/kg]

JC
IMC-67 5.3 ± 0.2 0.46 ± 0.05 4.16 ± 0.41 3.63 ± 0.3 2.21 ± 0.
POUND-7 5.3 ± 0.3 0.4 ± 0.0 3.99 ± 0.29 3.67 ± 0.24 2.35 ± 0.
POUND-12 5.3 ± 0.2 0.35 ± 0.01 4.28 ± 0.35 3.37 ± 0.29 2.35 ± 0.
SPA-9 5.2 ± 0.2 0.39 ± 0.01 3.72 ± 0.31 3.64 ± 0.12 2.64 ± 0.
UF-29 5.2 ± 0.2 0.38 ± 0.02 3.81 ± 0.13 3.77 ± 0.18 2.41 ± 0.
UF-613 4.8 ± 0.2 0.37 ± 0.05 4.39 ± 0.71 3.16 ± 0.32 2.45 ± 0.
UF-676 5.1 ± 0.1 0.39 ± 0.02 4.17 ± 0.16 3.43 ± 0.09 2.4 ± 0.0
p-Value ns ns ns ns ns

PM
CAUCASIA-37 5.4 ± 0.1ab 0.22 ± 0.02c 5.08 ± 0.50 34.9 ± 4.4 1.43 ± 0.
CAUCASIA-39 5.2 ± 0.1b 0.26 ± 0.02bc 4.52 ± 0.53 33.3 ± 3.3 2.15 ± 0.
CAUCASIA-43 5.9 ± 0.1a 0.35 ± 0.03ab 4.97 ± 0.18 30.1 ± 0.7 2.01 ± 0.
CAUCASIA-47 5.5 ± 0.1ab 0.41 ± 0.02a 4.95 ± 0.27 33.7 ± 1.8 1.68 ± 0.
p-Value 0.014 0.002 ns ns 0.039

Variation between JC and PM
p-value 0.01 0.002 0.002 ns b0.05
F-value 7.483 11.67 12.17 1.91 21.47
variation in ‘available’ soil Cd among the sampled locations. As Fig. 3
shows, the overall relationships between available soil Cd and plant
Cd concentrations could be described reasonably well by common re-
gression lines. Fig. 3 furthermore shows that the correlation between
‘available’ soil Cd and the Cd concentrations of rootstocks, scions, leaves
and beans decreased in the order: scions (R2 = 0.59) ≈ rootstocks (R2

= 0.56) N leaves (R2 = 0.46) N beans (R2 = 0.26).

3.3. Relationships between Cd concentrations in different plant parts

Paralleling their correlation with available soil Cd, the Cd concentra-
tions of rootstocks, scions and leaves were closely correlated among
each other, while their correlation with bean Cd was much weaker
(Fig. 4). Bean Cd concentrations were more closely correlated with con-
centrations in scions and rootstocks (R2 = 0.39 and R2 = 0.37, respec-
tively) than with those in the leaves (R2 = 0.27). Comparing ratios
between bean Cd and Cd in the other parts, there were some significant
differences among cultivars. These ratios were significantly higher on
PM for leaf and scion Cd in CAUCASIA-43 than in CAUCASIA-37 and
CAUCASIA-47, and higher on JC for scion Cd in UF-676 than in UF-613.
On JC, they were also higher for leaf Cd in UF-676 than in POUND-7,
POUND-12 and UF-613 and higher in SPA-9 than in POUND-12 and
UF-613 (Fig. A.2).

On average there were no significant differences between the Cd
concentrations of the different plant parts on JC (rootstocks: mean:
2.9; (range: 1.4–5.8) mg kg−1 DW, scions: 2.4 (1.6–3.6) mg kg−1 DW,
leaves: 2.4 (1.7–3.5) mg kg−1 DW, beans: 2.5 (0.9–4.3) mg kg−1 DW),
whereas Cd concentrations were on average higher in the beans (1.6
(0.9–2.0) mg kg−1 DW) than in the rootstocks (0.9 (0.8–1.2) mg kg−1

DW), scions (1.0 (0.8–1.7) mg kg−1 DW), and leaves (1.0 (0.6–1.3)
mg kg−1 DW) on PM.

3.4. Cadmium allocation patterns in the three selected cultivars

The patterns of within-tree Cd allocation were similar in the three
cultivars subjected to a more detailed analysis (Table 3). In all three,
the highest Cd concentrations were found in branches and the lowest
in immature beans. There was no significant difference between old
and young branches, although there was a tendency towards increased
Cd concentrations in the adult branches in SPA-9. Very similar Cd con-
centrations were also found in old and young leaves, and there was no
E) of three replicates per cultivar) on the two experimental plots JC and PM, and ANOVA
on letter are not significantly different; “ns” indicates lack significant differences between

Exch. K Exch. Ca Exch. Mg Cd total Cd available

[mg/ kg] [g/ kg] [g/ kg] [mg/ kg] [μg/ kg]

18 91.2 ± 13.4 2.31 ± 0.1 0.48 ± 0.0ab 0.815 ± 0.1 0.411 ± 0.1
07 85.5 ± 18.8 2.13 ± 0.3 0.47 ± 0.1ab 0.73 ± 0.1 0.327 ± 0.1
07 184.4 ± 44.3 2.24 ± 0.4 0.35 ± 0.0ab 0.525 ± 0.1 0.169 ± 0.0
23 86.8 ± 20.2 2.24 ± 0.3 0.52 ± 0.0a 0.837 ± 0.2 0.422 ± 0.1
07 171.1 ± 1.3 2.02 ± 0.0 0.43 ± 0.0ab 0.564 ± 0.0 0.333 ± 0.1
43 127.0 ± 11.4 1.65 ± 0.2 0.33 ± 0.00b 0.453 ± 0.0 0.528 ± 0.2
8 78.2 ± 11 2.08 ± 0.1 0.32 ± 0.0b 0.491 ± 0.1 0.325 ± 0.1

ns ns 0.008 ns ns

07b 60.9 ± 10.6 1.81 ± 0.2 0.14 ± 0.0b 0.296 ± 0.0bc 0.074 ± 0.0
24a 133.6 ± 14.4 2.17 ± 0.2 0.31 ± 0.0a 0.257 ± 0.0c 0.134 ± 0.0
13ab 122.7 ± 20.6 2.78 ± 0.3 0.34 ± 0.0a 0.538 ± 0.1a 0.081 ± 0.0
12ab 134.6 ± 21.8 2.64 ± 0.2 0.37 ± 0.0a 0.480 ± 0.0ab 0.085 ± 0.0

ns ns 0.002 0.006 ns

ns ns 0.001 0.001 b0.05
0.102 2.381 12.6 13.18 21.77



Fig. 2. Cadmium concentrations of different plants parts of cacao cultivars grown on the Jardin Clonal (dark grey) and the PruebaMultilocal (light grey) plot. Error bars represent standard
errors. Different superscript letters indicate significant differences (p b 0.05) among cultivars within each plot (italic: Jardin Clonal; bold: Prueba Multilocal).
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significant effect of the position in the crown on leaf and branch Cd con-
centrations (data not shown).

Significant variation between cultivars was only observed in the Cd
concentration of adult beans. Here, POUND-7 had ~40% lower Cd con-
centrations than SPA-9 and IMC-67 (Fig. 5). The Cd concentration of
the immature beans was similar in the three cultivars and did not differ
from that of the adult beans in POUND-7. While Cd concentrations
tended to be higher in adult than in young beans of SPA-9 and IMC-
67, the opposite trend was observed in the husks of all three cultivars
(Fig. 5).

3.5. LA-ICPMS analyses

The LA-ICPMS analysis of the radial cores taken from the scions of
two SPA-9 trees (Fig. 6 and Fig. A.3) andone POUND-7 tree (Fig. A.4), re-
vealed substantial variation in Cd concentration along the axes of the
cores with no consistent pattern. The range of variation was similar in
Table 2
Selected models using multiple linear regression with stepwise selection of variables op-
timizing the BIC-criterion and including only significant variables:

Predicted variable Significant predictors R2

Bean Cd Cultivar (p b 0.01) 0.78
Leaf Cd Plot (p b 0.001) + Ca concentration (p b 0.01) 0.88
Scion Cd Plot (p b 0.001) + Mg concentration (p b 0.01) 0.80
Rootstock Cd Plot (p b 0.001) + silt content (p b 0.01) 0.74
all three cores, and there was no indication of cultivar-specific patterns
in these samples. Nonetheless, although the small sample size (n = 3)
did not allow for a meaningful statistical analysis, the data show a
clear tendency of higher Cd concentrations in the bark than in the
wood (Table 4).

4. Discussion

Even though total soil Cd concentrations were within the range typ-
ically found on uncontaminated sites (0.6–1.1 mg/ kg) according to
Kabata-Pendias (2001), the bean Cd concentrations (mean values on
JC: 2.48 ± 0.23; PM: 1.56 ± 0.17 mg/ kg DW) exceeded the new EU
limits of 0.6 mg/ kg for cocoa powder that took effect since January
2019 (The European Commission, 2014). The propensity of cacao trees
to accumulate comparatively high Cd concentrations in their beans
and leaves has been observed also in previous studies performed in
Ecuador, Malaysia and Honduras (Algreen et al., 2014; Chavez et al.,
2015; Evangelou et al., 2013; Gramlich et al., 2018; Zarcinas et al.,
2004; Lewis et al., 2018; Arguello et al., 2019).

4.1. Uptake and root-to-shoot transfer of Cd

The strong correlations between available soil Cd and Cd concentra-
tions in rootstocks and scions, the solid influence of the factor “plot” and
the lack of a significant “cultivar” effect on the accumulation of Cd in the
vegetative plant parts suggest that Cd uptake was primarily influenced
by soil Cd availability apart from other site factors we could not control



Fig. 3. Relationships between the log10 transforms of available soil Cd and the Cd concentrations of the rootstocks (A), scions (B), leaves (C) and beans (D) for the 11 cacao cultivars
sampled on the Jardin Clonal (circles) and the Prueba Multilocal plot (triangles). Red lines represent linear regression relationships across all sampling locations.

Fig. 4. Relationships between the log10 transforms of the Cd concentrations of different plant parts. Red lines show linear regression. R2 indicates squared Pearson correlation coefficient.
Circles represent data from Jardin Clonal and triangles from Prueba Multilocal.
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Table 3
Mean Cd concentrations ± SE in mg kg−1 DW in tissues of the cacao tree. Significances
were tested between tissues of one cultivar. Tissues with same letter indicate no signifi-
cant difference.

SPA-9 POUND-7 IMC-67

Adult beans 3.46 ± 0.22ab 2.10 ± 0.10c 3.44 ± 0.26abc

Immature beans 2.32 ± 0.32b 1.89 ± 0.12c 2.24 ± 0.26c

Adult husks 2.50 ± 0.20b 1.99 ± 0.16c 2.41 ± 0.13bc

Young husks 3.72 ± 0.48ab 2.71 ± 0.19bc 3.11 ± 0.18bc

Adult branches 6.34 ± 1.30a 4.40 ± 0.41ab 5.90 ± 0.33a

Young branches 3.56 ± 0.65ab 4.96 ± 0.51a 5.83 ± 0.62a

Adult leaves 2.65 ± 0.39b 2.24 ± 0.18c 2.62 ± 0.18bc

Young leaves 2.57 ± 0.39b 2.19 ± 0.25c 2.85 ± 0.33bc

Scions 3.01 ± 0.33ab 2.21 ± 0.13c 2.97 ± 0.31bc

Rootstocks 3.01 ± 0.54ab 3.00 ± 0.47abc 3.62 ± 0.64abc

Roots 3.34 ± 0.66ab 2.31 ± 0.26bc 4.27 ± 1.09ab
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or account for by measurement in our study, such as variation in shade
situation. It further indicates that plant-specific factors played nomajor
role in the variation of Cd uptake among the various cultivars in this
study. Unfortunately, the design of the trial did not allow for a clear sep-
aration of actual cultivar from location effects. Particularly, the differ-
ences in Cd accumulation between cultivars that was attributed by the
model to the plot factor may have been due to some extent to cultivar
effects. While our study did not reveal clear differences between culti-
vars in the accumulation of Cd in the vegetative parts of the trees that
were not related to location effects, the results thus also do not exclude
cultivar-specific differences. Variation in Cd accumulation has recently
been observed in cacao cultivars by Lewis et al. (2018), and cultivar dif-
ferences in Cd uptake and translocation have also been found in many
other plants (Arevalo-Gardini et al., 2017; Francini and Sebastiani,
2010; Liu et al., 2011).

Differences between cultivars in Cd uptake from the soil may have
been masked also by the variation in rootstock genotypes. A rootstock
cultivar effect on Cd uptake by cacao was found in a recent study by
Arevalo-Gardini et al. (2017). However, most rootstocks on the two ex-
perimental plots of our study had been planted in the 1980ies, and no
attention had been paid at the time to their genetic identity. Genetic
analysis revealed a very high genetic variability of the rootstocks sam-
pled in our study even among replicates of the same tree cultivar grafted
upon them (Table A.4), and the data set did not allow to account for the
rootstock cultivar as a separate factor in the statistical analysis. Some in-
fluence of genetic differences among rootstocks on the variability of Cd
uptake by cacaowould be in line alsowithfindings on grafted fruit trees.
Fig. 5. Cadmium concentrations of beans and husks of the three cultivars SPA-9, POUND-7
and IMC-67. Columns give mean values and error bars represent standard deviations of
bulked samples from 3 replicate trees of each cultivar. Different superscript letters
indicate significant differences in adult beans between cultivars. Differences in the other
tissues between cultivars were not significant.
Thus, soil-to-scion transfer of copper was found to be influenced by the
genotype of the rootstock in trees of the genera Prunus and Malus
(Francini and Sebastiani, 2010; Liu et al., 2011). In addition, a recent
study found that low Cd accumulation in aerial tissues of grafted apple
trees was related to weak expression of rootstock genes involved in
Cd uptake and translocation in combination with strong expression of
genes involved in Cd detoxification (Zhou et al., 2016). Furthermore,
similar rootstock effects on metal accumulation were also reported in
grafted non-woody plants. Savvas et al. (2010) observed that choosing
appropriate rootstocks for grafting can help avoid metal toxicity effects
in fruit vegetables. Moreover, these studies suggest that rootstocks can-
not only affect the uptake of metals but also their root-to-shoot translo-
cation. Also, Arao et al. (2008) found that Cd translocation to eggplant
fruits (Solanum melongena L.) was reduced when plants were grafted
onto tomato (S. torvum) rootstocks.

The results of this research indicate that the cultivar was the factor
with the strongest influence on bean Cd concentration based on the re-
gression model analysis. The strength of the correlation between avail-
able soil Cd and Cd in the various plant parts decreased from the scions
to the leaves and largely disappeared with the transfer of Cd from the
vegetative plant parts into the beans. Similar patterns were observed
in trace metal uptake by other plants, e.g. in apple trees (Zhou et al.,
2016); peanut (Zhang et al., 2007) and oilseed rape (Wu et al., 2015).
It can be explained with the increasing number of transfer steps across
tissue boundaries as ametal is transferred from the soil through the root
cortex and endodermis into the xylem, translocated through the latter
to the aboveground parts and here eventually transferred into the
phloem and loaded into seeds (Salt et al., 1995). The notion that genetic
control of Cd transfer within plants can be subject to substantial varia-
tion among cultivars is supported by several recent studies. For exam-
ple, comparing Cd accumulation in two cultivars of Brassica napus
(Wu et al., 2015) it was found that, due to a higher level of gene expres-
sion for Cd transport, one cultivar accumulated higher Cd concentra-
tions in its shoots, however, it exhibited a lower ability for Cd uptake
into the roots than the other cultivar. Similarly, Uraguchi et al. (2009)
found that root-to-shoot translocation of Cd rather than root Cd uptake
was responsible for different rates of shoot Cd accumulation in two dif-
ferent cultivars in Oryza sativa.

The finding that the relationship between scion and leaf Cd did not
vary significantly between the cultivars indicates that the Cd transfer
from the scions into the leaves only involved passive transport with
the transpiration stream in the xylem, like the translocation from the
roots into the scions, and no cultivar dependent control mechanisms.
In contrast, the weak correlations between bean Cd concentrations
and the Cd concentrations in the other plant parts indicate that
xylem-to-phloem transfer is a necessary step in the loading of cacao
beans with Cd, as it is the case in metal transfer from vegetative to gen-
erative parts in other plants (Waters and Sankaran, 2011). As phloem
loading involves cellular trans-membrane transport, it is well suited as
a control point for physiological regulation and thus also for genetic
control of Cd translocation into fruits and seeds. In linewith this notion,
Stolt et al. (2003) observed large variation in the Cd concentrations of
wheat grains among different cultivars, but not in shoot Cd concentra-
tions. Also, a similar cultivar effect on Cd accumulation in wheat was
also reported by others (Greger and Löfstedt, 2004; Ueno et al., 2008;
Uraguchi et al., 2009; Wu et al., 2015). The large variation among the
cultivars in the relationships between bean Cd and Cd in the vegetative
parts, as compared to the much closer relationships between the vari-
ous vegetative tissues, suggests that this may also be the case in cacao.
In this context, it is interesting to note that Cd concentrations in scions
and rootstocks were not only more closely correlated to available soil
Cd but also to bean Cd than the concentration of Cd in the leaves
(Fig. A.2). This observation suggests that a substantial amount of Cd is
directly loaded from stems and branches into the beans, without prior
passage through leaves. This could mean that substantial xylem-to-
phloem transfer also occurs in the woody parts of cacao trees and that



Fig. 6. LA-ICPMS analysis of Cd (sum of Cd-111 and Cd-114, in μg g−1) in the bark (dark colours) and in thewood (light colours) of SPA-9b. Three different LA-ICPMSmeasurements were
made along a radial core of a scion across the bark-wood border (A–C).
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Cd remobilization from the leavesmay not be the only relevant pathway
for Cd transfer into the beans (Sankaran and Ebbs, 2008).

4.2. Cadmium allocation in different plant parts

In the cacao trees studied here, the Cd concentrations of the leaves
were comparable to those of the beans and scions, but much lower
than those of the branches. In other tree species (e.g. poplars, willows),
Cd concentrations were found to be highest in the leaves, lower in the
branches and lowest in the trunks (Evangelou et al., 2013; Parraga-
Aguado et al., 2014; Chen et al., 2015). As the LA-ICPMS results of our
study show, Cd was particularly enriched in the bark of the analysed
scions as compared to the trunkwood. This is in linewith previous stud-
ies generally finding higher metal concentrations in tree bark than in
wood tissue (Pulford andWatson, 2003; Sander and Ericsson, 1998). As-
suming that the distribution of Cd between bark and wood tissue was
similar in branches and scions, it implies that the high Cd concentrations
measured in the branches of the three intensively sampled cacao culti-
vars POUND-7, SPA-9 and IMC-67 were primarily due to high Cd con-
centrations in the bark of the branches. Furthermore, the higher
fraction of bark biomass could then explain why the overall Cd concen-
trations of the branches were higher than those of the scions.

The finding that bean Cd concentrations were of similar magnitude
as leaf Cd concentrations was not expected. Plants are generally found
to accumulate significantly more Cd in leaves than in seeds (Clemens
et al., 2013), and this was also found inmost other studies investigating
Cd accumulation in cacao beans and leaves (Arevalo-Gardini et al.,
2017; Barraza et al., 2017; Fauziah et al., 2001; Gramlich et al., 2017;
Gramlich et al., 2018; Ramtahal et al., 2016; Lewis et al., 2018). The
only exception, to our knowledge, was the study of Chavez et al.
(2015), who found even higher Cd concentrations in the beans than in
Table 4
Mean Cd concentrations± SE inmg kg−1 DW in the wood and the bark of 2 or 3 replicate
measurements for each core. Wood and bark Cd concentrations were significantly differ-
ent from each other in all three cultivars.

Tissue Core

SPA-9a POUND-7 SPA-9b

Wood 1.41 ± 0.03 1.1 ± 0.02 1.16 ± 0.01
Bark 4.95 ± 0.05 4.93 ± 0.13 6.75 ± 0.03
the leaves of cacao trees in Ecuador. The studies that found the opposite
also include the survey performed by Gramlich et al. (2018) in
Honduras. Although the N50 smallholder farmers participating in the
latter survey did not knowwhich cultivars were growing on their plan-
tations, it is likely that they included cultivars studied here. Thus, we
argue that the overall difference in the relationship between leaf and
bean Cd concentrations between this and the latter study is not due to
genetic differences between cultivars and that other factors must be re-
sponsible also for the divergent finding of Chavez et al. (2015).

Further noteworthy results of this study with respect to Cd alloca-
tion in cacao trees are the lack of significant differences in Cd concentra-
tions between old and young leaves and the lack of an effect of leaf
position in the crown on leaf Cd concentration. Differences in Cd con-
centrations have been found between leaves of different age in several
other tree species (Vollenweider et al., 2011; Cosio et al., 2006), and
leaf Cd concentrations were found to decrease with increasing height
in poplars (Vollenweider et al., 2011).

The increase in bean Cd concentration in the two cultivars SPA-9 and
IMC-67 was complementary to a tendency of decreasing Cd concentra-
tions in the pod husks with ripening. This complementarity could sug-
gest that Cd was remobilized in the husks and relocated into the
developing beans when the latter started to develop. Similar relocation
from temporary storage in other tissues to seeds has been observed for
other micronutrient elements such as zinc (Waters and Sankaran,
2011). The pod husks are known as storage organs providing sugars
and other nutrients required by the germinating seedlings via themuci-
lage coating to the ripening beans (Dand, 2011; Wood and Lass, 2008).

4.3. Implications for cultivar selection

Despite the rather large variability found not only between but also
within the cultivars in bean Cd and its relationship to the Cd concentra-
tions in the vegetative parts and available soil Cd, some cultivars were
found to show bean Cd concentrations that were consistently above av-
erage, in particular the cultivars CAUCASIA-43, UF-676, and SPA-9.More
importantly with respect to practical implications, the cultivar UF-613
was consistently below average in bean Cd and its relationships to Cd
concentrations in other plant parts and to available soil Cd. Unfortu-
nately, as IMC-67 was the only cultivar included in our study that was
also studied by Lewis et al. (2018), the basis for a comparison of the per-
formance of individual cultivars in the two studies is very limited. But it
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may still be interesting to note that IMC-67 accumulated high bean Cd
concentrations in our study, whereas it was found to accumulate only
low bean Cd concentrations by Lewis et al. (2018). This discrepancy
could mean that the performance of a given cacao cultivar in uptake
and translocation of Cd may depend on site conditions and cultivation
factors. Thus, while the results of our study agrees with the findings of
Lewis et al. (2018) that there is high potential in breeding and selecting
appropriate genotypes to mitigate the problem of Cd accumulation in
cacao beans, it may be necessary to account for site conditions and cul-
tivation schemes in pursuing this strategy.

5. Conclusions

The Cd concentrations of the cacao beans analysed in this study
exceeded the threshold values that was imposed according to the new
EU regulations for cacao products that will be brought into force in 2019
by factors of two or more. In contrast to the Cd concentrations measured
in the vegetative parts, whichwere closely related to available soil Cd, the
variation in bean Cd concentrations showed a significant influence of the
cultivar and only a minor part of this variation was explained by soil fac-
tors including available soil Cd, suggesting that cultivar-specific genetic
control of Cd uptake into the beans primarily occurred during Cd translo-
cation from the vegetative parts into the fruits, probably in connection
with xylem-to-phloem transfer. The finding that the Cd concentrations
of the scions were more closely correlated to bean as well as available
soil Cd concentrations than leaf Cd concentrations moreover suggests
that this transfer step does not necessarily involve Cd passage through
the leaves. In contrast to most previous studies, it was found in this
study that bean Cd concentrations were of similar magnitude as and in
no casemuch lower than leaf Cd concentrations. The fact that the relation-
ship between leaf and bean Cd did not show cultivar-dependence sug-
gests that this difference to other studies was not due to a specific
selection of cultivars included in this study. The results of the current re-
search indicate that there is potential to limit Cd accumulation in cacao
not only by appropriate soil management but also by selection and devel-
opment of genotypeswith low propensity of Cd transfer from the vegeta-
tive parts into the beans.
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