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Abstract: Cottonseed yield data of 17 genotypes, of which two genotypes con-
tributed to more than 30% of the total ecovalence, and grown in 23 locations,
were used to compare four methods of disjoint environmental stratification: a)
environmental index (I ): favorable or unfavorable environments; b) stratifica-
tion in partitions that maximize the sum of squares of the genotype x partition
interaction [(GP)_]; c) environmental scores of the second principal component
of the GGE analysis (PC2-GGE); d) environmental scores of the first principal
component of the AMMI analysis (PC1-AMMI). Scenarios were simulated
(10,000 simulations per scenario) using combination of nine or 13 environ-
ments and 11 genotypes, either including or excluding those with the highest
ecovalence values. In all scenarios, the greatest selection gains were obtained
via PC2-GGE stratification, and the lowest selection gains were obtained via
I.. The ecovalences of the genotypes influenced the results obtained using the
stratification methods.

Key words: Gossypium hirsutum, genotype x environment interaction, AMMI
and GGE biplot.

INTRODUCTION

The development and release of cotton cultivars in Brazil follows growers’
demands for competitive lint yield, and fulfill industrial textile requirements,
in particular in the Cerrado environment, the largest cotton growing area in
Brazil (Morello et al. 2010, Morello et al. 2012, Morello et al. 2015). Prior to
cultivars being recommended, multiple trials (different locations and/or growing
seasons) are carried out to evaluate genotypes in different growing conditions.
However, in general, the performance of genotypes across environments may
not be consistent, due to the genotype x environment interaction (GEl).

Several approaches are used to study the GEl, e.g. linear regression models
(Eberhart and Russell 1966), non-linear models (Toler and Burrows 1998), and
multivariate methods via principal component (PC) analysis, such as the additive
main effects and multiplicative interaction model - AMMI (Gauch and Zobel
1996, Gauch 2013), and the genotype main effect plus genotype x environment
interaction - GGE (Yan et al. 2000, Yan et al. 2011).
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In regression models, the genotype performance is adjusted in function of the environmental index (I ), categorized
as unfavorable or favorable, according to their respective performance related to the overall means. It is assumed that
selection gains are higher when cultivar recommendation assigns them to one of these categories. The models of Toler
and Burrows (1998) and AMMI may be used simultaneously to study and estimate the effects of phenotypic stability

(Ferreira et al. 2006).

On the other hand, for AMMI and GGE, PC analysis is carried out to capture patterns of the GEl and make inferences
from graphic dispersion. The difference between models is the data matrix used. AMMI is a double centered PC analysis
and GGE is environment-centered PC analysis (Gauch et al. 2008). Considerations and comparisons of both methods are
found in the literature (Gauch 2006, Yan et al. 2007, Gauch et al. 2008, Yang et al. 2009, Balestre et al. 2009, Oliveira
et al. 2010).

Although the mathematical and statistical properties of the models used in the GEI studies are well established, it
is important to know how genotypes and environments affect the interaction (Crossa et al. 2015). The ecovalence is a
relative contribution of each genotype for the GEl and a measure of the agronomic stability. The genotypes that follow
the mean environment performance are considered more stable (Ramalho et al. 1993). The smaller the estimated
ecovalance, the more stable is the genotype.

However, there is lack of information about the influence of genotype ecovalence on the efficiency of stratification
methods. In a simulation study, Ferraudo and Perecin (2014) concluded that the AMMI and Eberhart and Russel models,
and mixed models, in addition of detecting different aspects of GEl, detected the interactions only for the genotypes
with considerable ranking exchanges across environments. Furthermore, although the methods based on multivariate
analysis are widely used to discard environments, there is little information on whether such methods are influenced
by the number of genotypes and of environments.

This study aimed at comparing four models of environmental stratification, simulating the presence or absence of
high ecovalence genotypes, when the number of environments is higher or lower than the number of genotypes.

MATERIAL AND METHODS

Experimental data

Cottonseed yield data obtained from 17 cotton cultivars evaluated in 23 locations in the Brazilian Cerrado were
used in this study (Silva Filho et al. 2008). The ecovalence of two cultivars, BRS Ipé and Delta Penta, hereinafter referred
to as high ecovalence cultivars (HEC), contributed for more than 30% of the sum of squares of the GEI (Table 1). This
information is relevant for the understanding of the methodology described below.

Stratification methods

Using a process of resampling of the original data, four methods of environmental stratification and a control with
no stratification were compared. Disjoint classifications in two groups were used to facilitate the implementation of the
routines and the categorization of environments in one of the groups. If the study aimed at grouping the environments into
macro-regions, it is probable that grouping in more than two strata would be necessary. In each resampling (simulation),
the following methods were applied:

i) control (no environmental stratification): equivalent to selecting the genotype with the best mean performance
across environments;

ii) stratification by environmental index (I ): locations with yield above the overall mean constituted a group (favorable
environment), and locations below the overall mean constituted the other group (unfavorable environment);

iii) stratification by maximization of the sum of squares of genotype x partition - (GP)_: the sum of squares of the
GEl can be decomposed into SSGEI = SSGEI (P,) + SSGEL(P,) + SSGP, in which SSGEI (P.) is the sum of the squares of the
GEl within partition 1; SSGEL(P,) is the sum of squares of the GEI within partition 2; and SSGP is the sum of squares
of genotype x partition interaction. For each simulated sample, all possible partitions of environments in two groups
were carried out, then the partition with the highest SSGP was chosen as (GP)_. The number of possibilities for “n”
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environmentsis C  +C ,+..+C , taking the whole part to the decimal “n/2” values. This method was used only
as a maximization reference of the interaction between the two groups, since it is impractical when a high number of
environments is evaluated.

iv) stratification by environment PC2 scores of the GGE analysis (PC2-GGE): according to Yan and Hunt (2001), scores
of the first PC of the GGE analysis are associated with the simple part of the GEI, while the scores of the second PC
are associated with the crossover GEI. Thus, the environment PC2 scores were adopted as reference, considering the
environments with negative score in a group, and those with positive scores in another group.

v) stratification by environment PC1 scores of the AMMI analysis (PC1-AMMI): Gauch et al. (2008) reported that PC1-
AMMI and PC2-GGE are highly correlated. Thus, the environment PC1 scores were used considering the environments
with negative score in a group, and those with positive scores in another group.

Scenarios in which the methods were compared

The highest number of possible combinations of n elements taken k at a time, Cn'k, occurs if kis equal to n/2 (or near
the whole number). In this case, with 23 environments, k = 11 or 12; for 17 genotypes, k = 8 or 9. We assume that the
higher the values of Cow the higher are the chances of representing different situations of the GEI. Considering that one
of the goals was to evaluate scenarios with higher or lower number of environments than the number of genotypes, nine
or 13 environments and 11 genotypes, which included or not the HEC, were resampled. Therefore, the four methods
and the control were compared in four scenarios:

i) number of environments lower than the number of genotypes, with the presence of HEC - 10,000 simulations by
resampling of the original matrix (17 genotypes x 23 environments), considering nine environments and 11 genotypes.
In this case, in each resampling, nine environments were randomly sampled among the 23; the two HEC (BRS Ipé and
Delta Penta) were always present, and the other nine genotypes were randomly selected among the remaining 15.

ii) number of environments lower than the number of genotypes, without the presence of HEC - 10,000 simulations
by resampling of the original matrix, considering nine environments and 11 genotypes. Similarly to the previous scenario,
nine environments were randomly selected among the 23; the two HEC were excluded from the resampling process.
The 11 genotypes were randomly sampled among the remaining 15.

iii) number of environments higher than the number of genotypes, with the presence of HEC - 10,000 simulations
considering 11 genotypes and 13 environments randomly sampled among the 23 environments. The two HEC were
always present, and the other nine genotypes were sampled among the remaining 15;

iv) number of environments higher than the number of genotypes, without the presence of HEC - 10,000 simulations
considering 11 genotypes and 13 environments randomly selected among the 23 environments, and 11 genotypes
selected among 15, excluding the two HEC.

Regarding the stratification method (iii), (GP)_, in each one of the 10,000 simulations per scenario, all the 255 or
4095 stratification possibilities (nine or 13 environments, respectively) were included. Thus, for the latter situation,
more than 40 million tests per scenario were computed.

Criteria for comparison between the stratification methods
At the end of the 10,000 simulations in each scenario, the following criteria were calculated for each method:

i) mean selection gains (SG): in each simulation, for each group, the genotype with the highest cottonseed yield was
assumed to be the best genotype. Then, the weighted mean of the best genotypes was calculated with the number of
environments as weight. The SG (as a percentage) was calculated by the difference between the weighted mean and the
overall mean of the sample, divided by the overall mean of the sample. The mean values of these percentages in 10,000
simulations were then calculated for each stratification method. For the control method, this criterion corresponds to
selecting the genotypes with the best mean performance in the sample.

ii) percentage of the sum of squares of the GEI captured by the sum of square of the genotype x partition interaction
(GP): since GEI can be decomposed into SSGEI = SSGEI (P,) + SSGEL(P,) + SSGP, the ratio SSGP/SSGEI was calculated in
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each simulation, taking the mean value of the simulations for each stratification method. The values of this criterion for
the method (iii), (GP) , are reference values, since, they are the mean of the maximum values for this statistic obtained
in the simulations.

iii) percentage of wins (PW): number of simulations where the stratification method have the highest SG value, in
the 10,000 simulations for each scenario;

iv) percentage of exclusive wins (PEW): number of simulations where the stratification method had exclusively the
highest SG value, in the 10,000 simulations for each scenario;

v) percentage of common wins between the pairs of methods (PCW): number of simulations where each pair of
stratification methods had the highest GS value, in 10,000 simulations for each scenario;

vi) Pearson’s correlation between the GS and the GP: Pearson’s correlation was calculated between SG and GP, for
each method, in each scenario, considering the 10,000 simulations.

All analyses were carried out in the R environment, including the routines for each one of the stratification method.

All routines were based on functions and commands previously available in R (“sample”, “colMeans”, “rowMeans”,
“SVD”, among others).

RESULTS AND DISCUSSION

Table 1 shows the mean cottonseed yield and ecovalences estimates for 17 cotton cultivars evaluated in 23 locations.
The two cultivars with the lowest yield, BRS Ipé and Delta Penta, contributed with more than 30% to the GEIl, and
according to Silva Filho et al. (2008), they are not well adapted to any of the 23 locations evaluated.

In such situations, one may question whether the presence of genotypes with high ecovalence can influence the
stratification patterns given by AMMI or GGE analysis either on the magnitude of the GEI captured by the eigenvalues,
or on the dispersion graphic.

Table 2 shows the mean values of the comparison criteria for the stratification methods in different scenarios
simulated. As expected, the SG values in the absence of environmental stratification (control) were the lowest in all
scenarios, since, at worst, the best genotype of a group should be the best genotype in the overall mean whatever the
partitioning of the groups of environment may be. Thus, there is no PEW for the control method, and PW indicates the
percentage of simulations in which all the methods simultaneously provided the same SG. The simultaneous agreement
ranged from 4.5 to 7.8%, being higher, in absolute terms, in the presence of the HEC and, or, in more environments.
According to the results, the more complex the GEI, the more similar to each other the methods tend to be, possibly
due to greater difficulty in identifying patterns.

Table 1. Mean cottonseed yield (Y) and ecovalences estimates in percentage (W) for 17 cotton cultivars evaluated in 23 locations of
the Brazilian Cerrado

Cultivars (kgﬁa'l) (‘% Cultivars (kgﬁa'l) (\(%)
BRS Buriti 4.185 5.03 Fibermax 977 3.701 6.20
FMT 701 4.120 4.25 BRS Cedro 3.695 2.12
CNPA GO 999 3.994 5.77 Fabrika 3.673 2.25
BRS Aragd 3.972 5.23 SL 506 3.642 4.69
BRS Aroeira 3.958 3.71 Fibermax 966 3.539 4.87
CNPACO 01-56818 3.893 311 Coodetec 406 3.462 2.42
Delta Opal 3.863 6.08 Delta Penta 3.339 17.6
CNPA CO 00-337 3.797 6.77 BRS Ipé 3.149 15.7
Coodetec 409 3.709 4.16 - - -

Adapted from Silva Filho et al. (2008).
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Table 2. Mean percentage values of selection gains (SG), ratio of sum of squares of the genotype x partitions interaction and the sum
of the squares of the total interaction (GP), percentage of wins (PW), percentage of exclusive wins (PEW), and Pearson’s correlation
(r) between SG and GP, obtained for two sample sizes, in the presence or absence of high ecovalence cultivars (HEC), for each of the
stratification methods

Stratification method Presence of HEC Absence of HEC
Sample size GP SG PW  PEW r GP SG PW  PEW r
(%) (%) (%) (%) (%) (%) (%) (%)

(GP), 47.2 13.2 25.0 7.5 0.06 34.7 11.4 30.7 12.8 0.05
11 genotypes PC1-AMMI 42.6 13.5 29.9 12.5 0.12 31.1 11.6 41.2 19.0 0.16
9 enviroments PC2-GGE 23.8 14.1 57.8 46.7 0.12 23.7 11.7 49.0 34.0 0.27
I, 16.7 131 20.6 13.8 -0.03 13.6 10.6 15.1 10.1 -0.13

*Control - 12.2 6.4 - - - 9.7 4.5 - -
(GP),, 42.8 12.5 23.7 9.4 0.03 284 10.6 28.8 18.4 0.06
11 genotypes PC1-AMMI 38.3 12.6 26.1 11.8 0.13 25.1 10.7 33.9 18.9 0.11
13 environments PC2-GGE 18.6 133 63.3 54.2 0.12 19.5 11.0 52.3 40.0 0.26
I, 13.3 12.3 17.6 9.7 -0.04 9.4 9.8 12.3 6.8 -0.18

*Control - 11.8 7.8 - - 9.3 5.4 - -

* No stratification

It should be noted that identical SG values do not necessarily imply that the methods identified identical partitions,
since the same genotype could be the winner in the partitions obtained by each method, or different partitions with
different genotypes selected could provide identical SG value. In all scenarios, the descending order of PW and SG was:
PC2-GGE, PC1-AMMI, (GP) , and I_. Therefore, discussion was organized by comparing a given stratification method
with the one immediately superior in performance.

Comparing|_and (GP) _is the same as comparing a strategy based on scale effect, | , and another that maximizes the
variance of the interaction between groups, (GP) . In all scenarios, the GP values captured by the method (GP) were
almost three times the value of | , and PW of (GP) were always higher than those of |_(Table 2). In situations in which
HEC were present, the PEW obtained in | were higher.

The |_was the method that correlated less with the others, since PCW were very close to the PW of the control
(Table 3). For instance, in the presence of HEC with 11 genotypes and nine environments, PCW between (GP)_ and
I, was 6.5%, while the PW of the control was 6.4%. This may due to the fact that |_ does not use variance in the
stratification process.

Despite retaining little of the GEI between partitions, the I method was the only one with negative Pearson’s
correlations between SG and GP, with higher values, in modulus, in the absence of HEC (Table 2).

Table 3. Percentage of common wins between the pairs of methods, in different simulated scenarios

* Scenarios

Pairs of stratification methods Presence of HEC Absence of HEC Presence of HEC Absence of HEC

11 gen; 9 env 11 gen; 9 env 11 gen; 13 env 11 gen; 13 env
(GP)_: PC1-AMMI 15.60 16.00 13.80 9.60
(GP)m: PC2-GGE 9.21 8.89 8.61 6.81
(GP): 1, 6.46 4.68 7.83 5.39
PC1-AMMI: PC2-GGE 9.10 13.10 8.50 11.40
PC1-AMMI: |, 6.57 4.76 7.86 5.44
PC2-GGE: |, 6.64 4.67 7.89 5.46

* gen: genotypes; env: environments; HEC: high ecovalence cultivars

36 Crop Breeding and Applied Biotechnology - 17: 32-39, 2017



Environmental stratification in cotton in the presence or absence of genotypes with high ecovalence

The results of the present study do not support the widely diffused recommendation of cultivars based on defining
favorable or unfavorable environments. However, it should be noted that the PEW obtained in the different scenarios
(from 6.8 to 13.8%) shows that, in some situations, the more complex models were not efficient to evaluate SG.

Although (GP) was slightly superior to | , showing advantage in incorporating variance information on environmental
stratification, maximizing GP was not efficient when the objective was to increase SG, since Pearson’s correlations between
SG and GP were very low, ranging from 0.03 to 0.06 (Table 2). Even if this method was advantageous in relation to the
others, the computational cost to try all possible environments partitions into two groups would make it impractical
in situations with high numbers of environments; therefore, it should be interpreted as a reference in relation to the
capture of the GP.

In all scenarios, the PC1-AMMI method had higher SG, PW, and PEW than (GP) . Results confirm the classic assumption
conferred to the AMMI analysis, which is able to separate the variation of interaction into pattern and noise, and it is
not appropriate to completely explore the GEl, at least for partitions disjoined into two groups.

PC1-AMMI and (GP) had the greatest PCW between each other in three of the four scenarios (Table 3), always
superior to 9.5%. Taking the ratio between PCW of the two methods and the PW of (GP) , a measure of how PC1-AMMI
could be used in substitution of (GP) was obtained. In this regard, the best scenario is that where the number of
environments is lower than that of genotypes, and where HEC are present: 62.4% (15.6 + 25.0); and the worst scenario,
33.3% (9.6 + 28.8), is when the number of environments is superior to that of genotypes, and HEC are absent. Thus, it
is useful to consider whether, and how, more complex AMMI models would be able to identify the partitions in which
(GP), was superior to PC1-AMMI.

On the other hand, our results did not corroborate some of the consolidated and well disseminated statements
regarding the use of AMMI analysis. In the evaluation of an AMMI model, besides the number of PCs to be chosen, a
primary consideration is how much of the variation is explained by the first PC capture (Lavoranti et al. 2007, Yang et al.
2009, Gauch 2013). There were higher values for GP when HEC was present, while higher PW and PEW were observed
in the absence of HEC. Indeed, scenarios with higher captures of the GEI via GP were not those in which PC1-AMMI
had better evaluations when compared with the others (Table 2). Pearson’s correlations between SG and GP obtained
for the PC1-AMMI method was low (< 0.16), but higher than those for (GP) .

The presence of HEC may have influenced the pattern and magnitude of the GEIl captured in the first PC of the AMMI
analysis. With GEI concentrated in a few genotypes, decomposition via SVD (singular values decomposition) seems to

Table 4. Selection gains (%) obtained by each stratification method in simulations that a given method was exclusive winner in the
different scenarios simulated (two sample sizes, in the presence or absence of high ecovalence cultivars - HEC)

Sample size Stratification method Winning method in the presence of HEC Winning method in the absence of HEC
(GP), PC1-AMMI PC2-GGE I, (GP),  PC1-AMMI PC2-GGE I,
(GP), 15.3 12.2 12.8 12.6 12.5 10.7 11.1 10.3
11gen PC1-AMMI 14.3 13.8 12.9 12.8 11.4 12.0 11.2 10.4
9env PC2-GGE 14.5 125 14.6 13.0 11.2 10.5 12.7 10.5
l, 14.0 11.9 12.6 14.1 10.5 9.7 10.6 11.6
*Control 13.6 11.0 11.8 11.9 9.8 8.8 9.8 9.3
Mean 14.3 123 13.0 12.9 11.1 10.3 11.1 10.4
(GP), 14.2 11.7 12.0 11.9 11.5 10.0 10.3 9.7
11gen PC1-AMMI 13.4 12.9 12.1 12.0 10.6 11.1 10.4 9.8
13 env PC2-GGE 13.5 11.9 13.6 12.2 10.5 9.9 11.9 9.9
l, 13.3 11.4 11.9 13.1 9.6 9.1 9.8 10.8
*Control 13.1 11.0 11.4 11.6 9.3 8.6 9.4 9.2
Mean 13.5 11.8 12.2 12.1 10.3 9.8 10.4 9.9

* No stratification; gen: Genotypes; env: environments; HEC: high ecovalence cultivars
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seek this pattern. In the study of Silva Filho et al. (2008), the two HEC presented, in modulus, the highest scores of
the first PC. These considerations are supported by Ferraudo and Perecin (2014), who claim that the AMMI model is
efficient to capture interaction when there is strong fluctuation in the ranking of genotypes along the environment,
i.e., with high ecovalence.

In all scenarios, when comparing PC2-GGE and PC1-AMMI, the estimates of SG, PW and PEW were higher in PC2-GGE,
while those of GP were higher in PC1-AMMI. An explanation for GP values is that, in SVD analyzes, the first PC always
captures more variation than the second, although the data matrices used by PC1-AMMI and PC2-GGE are different.
Including the genotype’s effects in the GGE analysis may lead to a buffering effect to the estimates of GP, since there
was little variation in the presence or absence of HEC for the same scenario of sample size (Table 2).

Gauch et al. (2008) stated that the PC1 of the AMMI analysis is highly correlated with the PC2 of the GGE analysis.
However, the PCW values between the two methods were slightly lower than 10% in the presence of HEC, and slightly
greater than this value in the absence of HEC (Table 3). The ratio between the PCW values of the two methods and PW
values of the PC1-AMMI is an estimate on how close PC2-GGE is from PC1-AMMI. When including HEC, these values
were 30.4% (9.1 + 29.9), when 11 genotypes and nine environments were analyzed, and 32.6% (8.5 + 26.1), when 11
genotypes and 13 environments were simulated. In the absence of HEC, these values were 31.8% (13.1 + 41.2) and
33.6% (11.4 + 33.9), respectively.

The combined use of AMMI and regression models to address different aspects of GEl has been reported (Ferreira
et al. 2006, Ferraudo and Perecin 2014). This approach supports that stratification-PC2 via GGE as the most satisfactory
method. Indeed, Yan et al. (2007) stated that the original model of the GGE analysis is also called regression model sites
or locations (SREG - linear-bilinear regression model site), a multivariate regression.

However, results do not allow the exclusive recommendation of PC2-GGE. In the scenario with the highest PW and
PEW for this method (with 11 genotypes, 13 environments and including HEC), there was 63.3% PW, and 54.2% PWE.
Thus, in approximately 36% of the cases, there are potentially more efficient models regarding cultivars recommendation.
Furthermore, PC1-AMMI and/or PC2-GGE identified the greatest SG of 74.8 to 80.9% (PW,_, , . +PW . —PCW

avrcacae): THUS, in at least 20% of the cases, the partitions that provided greater SG were not identified by these methods.

The PC2-GGE method presented its lower estimates of PW and PEW in scenarios where HEC were excluded from
the simulations. In the data set used, HEC were among the low yielding cotton cultivars. The inclusion or exclusion of
HEC may have changed the magnitude of GEl in the samples. However, these considerations may not be extended in
cases where the HEC are among the high yielding, a matter of great practical concern. Unfortunately, no data set with
such configuration was available. Thus, choosing the stratification methods goes beyond measuring, decomposing, and
capturing the GEl in the partitions found by a particular method. It is important to know the nature of the GEI, how it
is affected by genotypes and whether specific levels of treatments are decisive for the interaction, as mentioned by
Crossa et al. (2015).

In order to verify if the stratification methods explore different aspects of GEl, we computed the SG, for each method,
when a given method was exclusive winner (Table 4). When PC1-AMMI was exclusive winner, in general, smaller SG were
obtained for all methods; on the other hand, when (GP) was exclusive winner, higher SG were observed. Increasing the
number of environments reduces the SG by any method. The SG in the presence and absence of HEC are not comparable,
since the simulations were carried out on the data set with different means.

Specific levels of treatment, such as genotypes of high ecovalence, can be decisive in the study of the GEl, influencing
the choice of the stratification method. The | method is the least recommended for a general use, and it presents
less correlation with the other methods. While bearing in mind that there are situations in which other methods are
potentially more advantageous, we believe that stratification by PC2-GGE should be recommended.
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