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Abstract: This study aimed to construct objective and accurate geographical discriminant models
for tea leaves based on multielement concentrations in combination with chemometrics tools.
Forty mineral elements in 87 tea samples from three growing regions in Guizhou Province (China),
namely Meitan and Fenggang (MTFG), Anshun (AS) and Leishan (LS) were analyzed. Chemometrics
evaluations were conducted using a one-way analysis of variance (ANOVA), principal component
analysis (PCA), linear discriminant analysis (LDA), and orthogonal partial least squares discriminant
analysis (OPLS-DA). The results showed that the concentrations of the 28 elements were significantly
different among the three regions (p < 0.05). The correct classification rates for the 87 tea samples
were 98.9% for LDA and 100% for OPLS-DA. The variable importance in the projection (VIP) values
ranged between 1.01-1.73 for 11 elements (Sb, Pb, K, As, S, Bi, U, P, Ca, Na, and Cr), which can be
used as important indicators for geographical origin identification of tea samples. In conclusion,
multielement analysis coupled with chemometrics can be useful for geographical origin identification
of tea leaves.
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1. Introduction

The identification of the geographical origin of tea leaves (Camelia sinensis) is remarkably important
in current globalized trade because it is directly related to tea product provenance. Likewise, the
knowledge of tea leaves’ origin is highly valuable to tea producers to assure the quality of the tea
being produced. Tea tree (Camellia sinensis (L.) O. Ktze.) originated from southwest China, where it has
been cultivated for at least 2000 years [1]. Teas (Camellia sinensis), which belong to the Theaceae family,
Camellia, are perennial evergreen shrubs or small arbor plants. Interestingly, a “tea seed fossil” more
than one million years old was discovered at Yuntou Mountain in Puan County (Guizhou Province,
China) [2].

According to 2016 data from the Food and Agriculture Organization (FAO) (http://faostat.fao.
org/), the worldwide planting acreage and yield of Camellia sinensis are approximately 409.92 x 10* hm?
and 5.95 x 10° t, respectively. In China, the Camellia sinensis planting acreage is approximately
224.06 x 10* hm? (accounting for 54.66% of the global planted area), and fresh tea leaves production is
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approximately 2.41 x 10° t (40.56% of the global annual production). Both the planting acreage and
yield of Camellia sinensis in China ranked first in the world. By the end of 2016, the tea planting area
in Guizhou Province (China) was over 4.67 x 10° hm?, and the planting area has been ranking the
first in China for several years, which shows that Guizhou has been a very important tea production
base in China [2]. Its environmental conditions, e.g., low latitude, high altitude, and often cloudy, are
ideal for producing high-quality tea [2]. In 2017, green tea produced in Guizhou successfully received
the geographical indication (GI) of the Ministry of Agriculture, China, and consequently, GI-certified
teas have been sold at much higher prices than noncertified tea products. Anshun (AS), Leishan (LS),
Meitan and Fenggang (MTFG) are the main tea trees growing in areas in Guizhou. Unfortunately, fake
tea products with fake certificates of GI have appeared on the domestic and international market and
have seriously damaged the reputation of Guizhou tea [3,4]. Therefore, the traceability of specific tea
is beneficial to protect the brands and GI of Guizhou teas and promote benefits to both consumers
and producers.

Many studies have examined the authentication of food and agricultural products, such as
onions [5], sechium edule [6], pomelos [7], rice [8,9], winter wheat [10], potatoes [11], wolfberry [12],
sesame seeds [13], lemon [14], artichoke [15], olive oils [16], tomato [17], honeysuckle [18], and
polygala tenuifolia [19]. In terms of the discrimination of tea leaves origin, a variety of methods
have been applied, including high-performance liquid chromatography (HPLC) coupled with
spectrophotometry [20], 'H nuclear magnetic resonance (HNMR) spectroscopy [21], Fourier transform
near-infrared spectroscopy (FT-NIRS) [22], gas chromatography-mass spectrometry (GC-MS) [23],
taste sensor techniques [24], and stable isotope signature (C, H, O, N, Sr, and B) technology [3,25].
Among these different analytical methods, inductively coupled plasma mass spectrometry (ICP-MS)
and inductively coupled plasma atomic emission spectrometry (ICP-AES) are the most effective
and reliable tools for the determination of the quantitative composition of mineral elements in tea
leaves. The cost of multielement analysis is lower than that of stable isotopes and organic components.
Moreover, the concentrations of mineral elements in tea leaves are also more stable and less affected by
the processing steps, storage time, and analytical conditions compared with other components in tea
leaves [4,26,27]. For example, Marcos et al. [28] used 26 trace metals to distinguish 15 types of tea from
ten different countries. Similarly, 17 trace elements were analyzed to classify tea samples from Asia,
Africa, China, India, and Sri Lanka [29]. Ma et al. [4] also analyzed 37 trace elements coupled with
LDA to classify the geographical origin of green tea and obtained a high recognition of 98.2% and a
satisfactory predictive ability of 96.4%. Moreover, for the white tea from three regions (Fuding city,
Zhenghe county, and Jianyang city), the accuracy of origin-based identification using mineral element
analyses reached 98.44%, 95.31%, and 100%, respectively by LDA, support vector machines (SVM)
analysis, and K-Nearest Neighbor (KNN) methods [30]. Furthermore, Ni et al. [25] reported that 23
elements, 12 metal isotope ratios and four stable isotope ratios (613C, 515N, §2H, and 6180) were used
to discriminate the geographical origin of three types of green tea in combination with PCA, LDA,
partial least squares discrimination analysis (PLS-DA), and a decision-making tree (DT), obtaining an
accuracy of 90.0% with the DT method.

These studies mainly focused on classifying different categories of tea (green, black, oolong, and
scented) or the different countries of origin. However, it is still a great challenge to discriminate
the planting regions of tea leaves from the same category (fresh unprocessed leaves) with a small
regional scope (Guizhou Province, China). To our knowledge, few studies have been conducted on
geographical origin discrimination of Guizhou tea leaves compared to other regions, especially with
the application of OPLS-DA [2,25]. It is of great value and meaningful for the global tea trade to trace
the geographical origins of Guizhou tea, protect the regional brand and establish a quality safety
traceability system for Guizhou tea, as Guizhou is the largest tea raw material center in China.

Accordingly, the aim of the current study was to assess the potential use of multivariate statistics
tools (PCA, LDA, and OPLS-DA) combined with multielement data obtained by ICP-MS and ICP-AES
analyses of tea leaves for the differentiation of teas according to their geographical origin. This work
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is different from others reporting the classification of tea sourced from regions separated by large
distances, where significant differences in soil composition might be expected and had a remarkable
impact on the chemical composition of tea leaves. Finally, this is the first work reporting the
classification of tea leaves grown in Guizhou province according to their geographic origin.

2. Results and Discussion

2.1. Differences in the Elemental Concentrations

The concentrations of 40 mineral elements in tea leaves are summarized in Table 1. The ranges
of elements concentrations were in good agreement with the levels obtained in some previous
studies [1,3,4]. Especially, the mean concentrations of Mn showed a distributing characteristic of
AS > MTFG > LS. Similarly, green tea was found to be a rich source of Mn [31]. A Kolmogorov-Smirnov
test showed that the concentrations of the 40 mineral elements in the 87 tea samples followed a normal
distribution (p > 0.05). Moreover, the average concentrations of Cd, As and Cr in tea samples from
these three regions were below the limit standard values (1 mg-kg ™!, 2 mg-kg ™!, and 5.0 mg-kg ')
of Cd, As, and Cr in NY659-2003 [32]. The Pb concentrations were far below the Chinese National
Standard Limit GB2762-2017 (5 mg-kg ') [33]. In addition, the concentration of Cu in the tea leaves
from the three regions were lower than the green food (tea) standard limiting value (30 mg-kg ')
of the NY/T288-2012 [34]. Besides, compared with the limits (3.0 mg-kg~! for Pb and 1.0 mg-kg~!
for Cd) of the law of the European Union [35,36], all of tea leaves samples were below the limit values,
which revealed that the quality of the tea leaves in these three regions (Guizhou Province, China)
was excellent, and there is no heavy metal pollution in tea leaves from these three regions. Similarly,
the concentrations of Pb, Cu, As, Hg, Cd, and Cr in young tea leaves and mature tea leaves from
another region (Puan county) of Guizhou Province (China) were all lower than the standard limit
values in China [2]. Furthermore, potassium was the most abundant element found in the tea leaves
samples overall.

According to the results of one-way ANOVA testing, the mean concentrations of Al, Cu, Fe, Gd,
Mg, Mn, Rb, Se, Sm, Sr, T], and Zn were not significantly different among the three regions (AS, LS,
and MTFG) (p > 0.05). Therefore, these twelve elements were rejected for further statistical analysis
to discriminate the geographical origin of tea. In contrast, the mean concentrations of 28 elements
(As, Ba, Bi, Ca, Cd, Ce, Co, Cr, Cs, Dy, Er, Ho, K, La, Li, Na, Nb, Nd, Ni, P, Pb, Pr, S, Sb, Th, U, W,
and Y) in tea leaves were significantly different among the three regions (p < 0.05) and could be used
for further statistical analysis of traceability. In addition, the Duncan’s multiple comparison analysis
was performed for the 28 elements with significant differences (p < 0.05). The results showed that the
tea leaves from different geographical origins had their own elemental fingerprinting characteristics.
In particular, the tea samples from AS exhibited the highest concentrations of As, Bi, Ca, Cr, Cs, Dy,
Er, Ho, Li, Nb, Ni, Pb, Th, U, W, and Y and the lowest concentrations of Cd, K, and Na compared
with those from the other two regions (LS and MTFG). The tea samples from LS could be clearly
differentiated from the other samples based on their highest Ba, Na, and Sb concentrations and the
lowest As, Bi, Ca, Ce, Co, Cr, Dy, Er, Th, U, W, Y, Ho, La, Li, Nb, Nd, Ni, P, Pr, and S contents. Moreover,
the tea samples from MTFG could be distinguished from the ones from AS and LS as they presented
the highest concentrations of S, Cd, Ce, Co, K, La, Nd, P, and Pr and the lowest concentrations of Ba,
Cs, Pb, and Sb. Furthermore, the large standard deviations shown by some elements reflected the
great variability among samples from the same region, which is similar to the study by Ma et al. [4].
The reason may be that the collected varieties and the elemental compositions of soils were different,
which affected elemental concentrations in the tea leaves [8,27].
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Table 1. Minimum (Min), maximum (Max), average concentrations (Mean), standard deviations (SD) of concentrations of 40 elements in tea leaves collected from
Anshun (AS), Leishan (LS), and Meitan and Fengggang (MTFG).

AS (n=19) LS (n=24) MTEFG (n = 44)
Element ) ; : p-Value
Min Max Mean SD Min Max Mean SD Min Max Mean SD

Alb 270 540 371 72 240 530 416 78 200 630 420 100 0.126 €
Asb 0.073 0.221 0.128 0.039 0.020 0.112 0.050 0.024 0.028 0.099 0.059 0.018 0.000 d
Bab 7.3 31.2 12.7 5.6 74 19.7 12.8 3.5 2.7 28.4 9.7 5.1 0.0184
Bib 0.006 0.022 0.013 0.004 0.002 0.010 0.005 0.002 0.002 0.013 0.006 0.002 0.000 d
Cab 0.29 0.52 0.39 0.07 0.20 0.31 0.25 0.03 0.22 0.42 0.31 0.05 0.000d
Cdb 0.028 0.088 0.051 0.019 0.016 0.243 0.053 0.046 0.022 0.180 0.081 0.034 0.001 4
Ce? 0.071 0.345 0.156 0.082 0.037 0.162 0.096 0.038 0.047 0.828 0.215 0.163 0.001 d
Cob 0.068 1.530 0.419 0.443 0.065 0.676 0.320 0.171 0.152 2.610 0.628 0.530 0.0194d
Crb 0.49 1.85 0.91 0.35 0.13 0.73 0.41 0.19 0.19 1.16 0.53 0.25 0.000 d
Csb 0.090 1.740 0.480 0.438 0.052 0.592 0.220 0.148 0.018 0.752 0.162 0.179 0.000 d
Cub 15.10 26.10 18.50 2.55 10.80 24.10 17.28 3.36 11.40 22.10 16.94 2.35 0.115¢
Dy ? 45 23.9 10.2 5.6 1.9 22.6 6.0 4.5 3.0 24.5 9.7 5.4 0.0114
Er@ 2.4 17.8 5.8 3.5 0.8 13.9 3.1 3.2 1.3 17.6 5.2 3.6 0.028 d
Feb 57 275 115 50 66 189 111 28 83 173 114 20 0.934 ¢
Gda 5.0 35.7 12.4 7.7 2.1 28.5 8.2 6.2 43 27.9 12.0 6.8 0.065 €
Ho? 0.8 6.4 2.0 14 0.1 49 1.1 1.0 0.4 49 1.8 1.1 0.0254
KP 1.38 2.29 1.63 0.21 1.63 2.23 1.94 0.17 1.72 2.39 2.06 0.16 0.000d
Lab 0.036 0.181 0.079 0.044 0.016 0.178 0.059 0.039 0.029 0.295 0.100 0.070 0.0214
Lib 0.05 0.22 0.10 0.04 0.02 0.13 0.06 0.03 0.04 0.17 0.08 0.03 0.001 d
Mg b 0.15 0.28 0.19 0.03 0.15 0.23 0.19 0.02 0.15 0.24 0.20 0.02 0.185¢
Mnb 159 2050 921 570 273 1555 743 331 205 2290 836 450 0.436 €
Na P 20 70 47 13 30 100 73 19 30 80 52 15 0.000 4
Nb 2 2.6 12.2 53 2.3 0.5 5.4 2.6 1.3 1.3 7.8 3.6 15 0.000 d
Nd P 0.022 0.149 0.057 0.034 0.009 0.122 0.041 0.029 0.021 0.188 0.067 0.043 0.027 4
Ni P 11.55 34.50 18.78 6.28 5.55 19.65 11.58 4.03 6.63 33.00 13.24 4.88 0.000 d
pP 0.476 0.620 0.541 0.040 0.406 0.551 0.482 0.042 0.427 0.639 0.559 0.049 0.000 d
Pbb 0.413 0.937 0.574 0.153 0.106 0.476 0.268 0.092 0.093 0.463 0.218 0.073 0.000 d
Prb 0.006 0.037 0.015 0.008 0.003 0.035 0.011 0.008 0.006 0.053 0.019 0.012 0.0194
Rb P 16.7 83.0 53.0 19.0 21.7 135.0 66.8 25.2 16.7 161.0 53.0 31.3 0.116 ¢
gb 0.271 0.390 0.322 0.029 0.252 0.316 0.289 0.017 0.282 0.383 0.333 0.024 0.000 d
Sbb 0.021 0.070 0.038 0.010 0.022 0.071 0.045 0.014 0.009 0.032 0.019 0.006 0.000d
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Table 1. Cont.
AS (n=19) LS (n=24) MTEG (n = 44)
Element - - - p-Value
Min Max Mean SD Min Max Mean SD Min Max Mean SD
Seb 0.07 0.18 0.11 0.03 0.04 0.17 0.09 0.03 0.05 0.21 0.11 0.04 0.114 ¢
Smb 0.003 0.034 0.011 0.007 0.002 0.025 0.008 0.006 0.003 0.040 0.013 0.009 0.054 €
Srb 5.28 12.85 7.89 2.23 2.51 11.15 5.88 1.81 3.30 18.60 6.92 3.21 0.055 ¢
Thb 0.003 0.037 0.008 0.007 0.002 0.010 0.005 0.002 0.002 0.012 0.006 0.002 0.006 d
T1P 0.009 0.044 0.024 0.012 0.003 0.030 0.012 0.006 0.004 0.139 0.021 0.022 0.058 ¢
ua 2.8 8.6 4.8 15 1.0 43 2.3 0.7 1.8 6.6 44 1.2 0.000 4
wb 0.010 0.235 0.060 0.069 0.007 0.193 0.033 0.037 0.011 0.096 0.033 0.018 0.0334d
Yb 0.033 0.191 0.074 0.045 0.008 0.113 0.032 0.024 0.024 0.174 0.067 0.033 0.000 d
Znb 43.8 62.2 52.4 5.0 41.1 59.8 48.3 5.5 40.6 75.7 50.9 6.0 0.058 €

2 The unit for the element concentrations was ug-kg’l. b The unit for the element concentrations was mg-kgfl. ¢ There is no significant difference for the element concentrations among
the three regions (p > 0.05). 4 There is significant difference for the element concentrations among the three regions (p < 0.05). The units of Ca, K, Mg, P, and S were %. Data were expressed

on the basis of a dry weight (DW) of tea leaves.
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Different soil conditions in two different tea gardens may be an important factor resulting in great
differences in the mineral element content, and soil conditions are also a widely accepted basis for
the geographical origins discrimination of tea [30]. However, the influence of tea varieties, picking
season, leaves grade of maturity, and other factors cannot be ignored in mineral elements of various
geographical regions. In addition, other reports have described the relevance between tea minerals
and soil minerals. Zhao et al. [27] proposed that Na, Mg, Ca, Cr, Fe Ni, Rb, Sr, Cd, Tl, and Pb were
extremely significant correlated between tea leaves and topsoil at the level of p < 0.01. Chen et al. [37]
found that the total rare earth element content in soil is positively correlated with that in fresh tea
leaves. Zhang et al. [2] reported the concentrations of Mn, Al, Cu, Ni, As and Hg in young tea leaves
were positively correlated with the contents of corresponding elements in soil. Nevertheless, it must be
noted that the uptake of elements by plants is not solely from the soil but also other possible sources.
Notably, a significant correlation of Pb concentrations between young tea leaves and air were found,
and surface contamination, caused by atmospheric deposition during tea growth, was the main source
for the Pb accumulated in Longjing tea, and the non-edaphic contribution of atmospheric deposition
was distance dependent on the proximity to the main traffic area [38]. Conclusively, although there are
other possible sources for elements in tea leaves with the exception of soil, regional differences among
these three regions can still exist. Thereby, the significant differences in the elemental concentrations in
tea leaves provided reliable materials for further statistical analysis of origin discrimination.

2.2. Principal Component Analysis (PCA)

Principal component analysis (PCA) is a very important tool, especially in the preliminary steps
of multivariate analysis, for performing exploratory analysis to obtain an overview of data and find
patterns in complex experimental data [8]. To evaluate the differences in the tea leaves from AS,
LS and MTFG, the concentrations of 28 mineral elements with significant differences (p < 0.05) were
subjected to PCA, an unsupervised technique. Under unsupervised PCA learning, six principal
components (PCs) with eigenvalues exceeding one were extracted, which accounted for 75.802% of the
total variance. To be specific, each PC is a linear combination of the 28 original measured variables
(concentrations of 28 elements). More specifically, PC1, PC2, PC3, PC4, PC5, and PC6 contributed to
approximately 32.238%, 18.086%, 9.688%, 6.505%, 5.076%, and 4.210% of the total variance, respectively.
The concentrations of Bi, Ca, Ce, Cr, Dy, Er, Ho, La, Li, Nb, Nd, Ni, Pr, Th, U, and Y showed the highest
weights in PC1. The concentrations of As, Co, Sb, and Pb had the highest weights in PC2. Additionally,
the contents of Cd, Cs, K, P, and S had the highest weights in PC3. The concentrations of Na, W, and
Ba were the dominating features variables corresponding to PC4, PC5, and PC6, respectively.

Figure 1 shows the two-dimensional scatter plot of the scores obtained for PC1-PC2 and PC1-PC3,
explaining 50.324% and 41.926% of the total variance, respectively. The results indicate that the trends
for the cluster of tea samples from the three regions were not very satisfactory and that a partial
overlap phenomenon existed among the three groups (Figure 1a). The scatter plot for the PC1-PC3
scores showed the strong overlap among the three groups (AS, LS, and MTFG) (Figure 1b), and the
reason could be the lower variance contribution rate. Similar strong overlap results were achieved in
studies focused on tea and Agaricus bisporus mushroom traceability based on PCA [25,39]. Likewise,
the PCA could not distinguish rice samples grown in Korea and China, with the exception of rice
samples grown in the Philippines and other regions [8]. Therefore, other statistical analysis methods
should be applied to gain better tea classification results.
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Figure 1. Score scatter plots of the first three principal components (a) PC1 versus PC2; (b) PC1
versus PC3).

2.3. Linear Discriminant Analysis (LDA)

The linear discriminant analysis technique is a supervised pattern recognition method.
In supervised pattern recognition, objects are classified into group clusters with predetermined
models for the class. This approach differs from unsupervised methods such as cluster analysis
(CA) and PCA [40]. Some researchers have already reported satisfying classification results obtained
by LDA [40,41]. To acquire a more satisfying classification of the tea samples originating from the
three regions (AS, LS, and MTFG), LDA was performed based on the concentrations of the 28 elements
exhibiting significant differences (p < 0.05) in the ANOVA test. Consequently, nine elements (As, K, La,
Na, Nb, Pb, S, Sb, and U) were selected and two discriminant functions were constructed according
to the Wilks” lambda values. Each discriminant function was evaluated for its statistical significance
in terms of the Wilks’ Lambda factor. The range of the Wilks” Lambda factor is from 1.0 (zero
discriminatory power) to 0.0 (perfect discrimination) [4,13]. These two functions explained 100%
of the total variance (function 1 explained 62.7% of the total variance and function 2 accounted for
37.3%) (Figure 2), and the Wilks’ lambda values for function 1 (canonical correlation = 0.946) and
function 2 (canonical correlation = 0.913) were 0.018 and 0.166, respectively (p1 = 0.000 and p, = 0.000,
respectively). The results showed that there were significant differences among these three regions.
The constructed standardized discriminant functions are as follows:

Function 1 = — 0.492 As + 0.888 K + 0.368 La + 0.563 Na + 0.100 Nb — 0.880 Pb — 0.875S + 0.591 Sb —
0.036 U

Function 2 = 0.246 As + 0.366 K — 0.011 La — 0.365 Na + 0.593 Nb — 0.924 Pb + 0.148 S — 0.648 Sb +
0.625U

The discrimination of tea samples from AS, LS, and MTFG was verified by plotting a scatter
plot of the two functions’ scores (Figure 2). From Figure 2, it appears that the distribution area of the
Meitan and Fenggang (MTFG) tea samples was relatively concentrated. However, the Leishan (LS)
tea samples were spread out and thus appeared to be more diverse. Overall, these results indicated
that the tea leaves samples from different regions were well distinguished from one another. Thereby,
the LDA method based on the mineral element fingerprints can be suitable to verify the origins of the
tea leaves.
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Figure 2. Scores scatter plot of the constructed standardized discriminant functions (function 1
and function 2) of the linear discriminant analysis (LDA) model based on the significantly different

elements concentrations.

Figure 3. Scores scatter plot of principal components 1 and 2 of the orthogonal partial least squares
discriminant analysis (OPLS-DA) results obtained from data on 28 multielement compositions of tea
samples with three different geographical origins (Black representing Anshun, Green representing
Leishan, and Red representing Meitan and Fenggang). The ellipse on the score plot represents the 95%
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The discriminant functions achieved a good recognition ability (% of the objects belonging to the
training set correctly classified) of 98.9% based on the 28 mineral element concentrations presenting
significant differences (p < 0.05) (Table 2). To evaluate the predictive capacity, the generated model was
validated by the leave-one-out cross-validation method. As a result, the predictive ability of this model
(% of the objects belonging to the testing set correctly classified using the developed model) was 98.9%
as well, which revealed that the LDA model showed satisfactory results for the classification of tea
samples from different regions in Guizhou Province (China). In this LDA, the established Fisher’s
linear discrimination functions for each region were as follows:

Group 1 (Anshun) = 175.669 As — 0.001 K — 23.971 La — 0.152 Na — 984.548 Nb + 69.683 Pb + 0.071 S
— 291.927 Sb — 3695.292 U — 115.915
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Group 2 (Leishan) = 10.517 As + 0.003 K + 27.5 La + 0.162 Na — 813.812 Nb + 6.788 Pb + 0.041 S +
264.153 Sb — 4417.603 U — 94.021

Group 3 (Meitan and Fenggang) = 110.136 As + 0.002 K + 9.008 La — 0.05 Na + 718.577 Nb — 12.620 Pb
+0.054 S — 225.517 Sb — 1800.63 U — 110.986

Table 2. Classification results of tea samples and percentage of observations correctly classified by LDA
and OPLS-DA based on 28 significantly different elements of 87 tea samples from the three regions.

Predicted Group Membership

Tea region Verification Samples Correctly Classified (%)
& Model P AS LS MTEG y °
AS 19 19 0 0 100
LS 24 0 23 1 95.8
MTFG LDA 44 0 0 44 100
Total 87 19 23 45 98.9
AS 19 19 0 0 100
LS 24 0 24 0 100
MTFG ~ OPLSDA 44 0 0 44 100
Total 87 19 24 44 100

A very high percentage of correct classification represents the stability and the strong relationship
between the extracted profiles and the origins. A very high predictive percentage of the validated
set indicated the high ability to classify the origin of the tea samples based on the relative profiles of
the selected nine elements (As, K, La, Na, Nb, Pb, S, Sb, and U). Na and Pb were also used to classify
the geographical origin of tea in the study by Zhao et al. [27]. Likewise, a high geographical origin
discrimination rate of tomato samples (99.9% of cases correctly classified) was acquired according to
LDA in the study by Fragni et al. [42]. As a whole, these results indicated that the combination of
multi-elemental concentrations and LDA can be a robust and reliable method for geographical origin
discrimination of tea samples.

2.4. Orthogonal Partial Least Squares Discriminant Analysis (OPLS-DA)

OPLS-DA was developed based on partial least squares discriminant analysis (PLS-DA).
Compared with PLS-DA, the systematic variation in the X variable is decomposed into two parts,
namely, the part linearly related to the Y axis and the part orthogonal to the Y axis. With the increase
in the orthogonal variation components, OPLS-DA provides more explanation and reduces the error
associated with results [43]. The OPLS-DA performed on the concentrations from 28 elements aimed to
differentiate eighty-seven tea samples from the three regions in Guizhou. The results showed that two
prediction principal components and two orthogonal principal components were selected from the
model constructed by the training set (87 samples). Moreover, for the model parameters, R*X = 0.657
showed that the four principal components have a 65.70% explanatory power for the variation in
the X variables (31.40% for the predict principal component and 34.30% for the orthogonal principal
component). R?Y = 0.834 indicated that the two predictive principal components of the model have
an explaining ability of 83.40% for the variation in the Y variables. Q* = 0.789 denoted that the two
prediction principal components for the model had a prediction ability of 78.90% for tea samples from
the three areas (AS, LS, and MTFG). In summary, the constructed OPLS-DA model performed well in
this study (Figure 3).

The two-dimensional scatter plot of scores for the first and second principal components is shown
in Figure 3. There was an obvious tendency of aggregation for tea samples from each region, and
the tea samples from the three tea areas can be well separated from one another. Among them,
the X axis was the first principal component and showed that the first principal component can
separate the tea samples from the three regions from one another. The Y axis was the second principal
component, indicating that the tea samples from MTFG can be separated from AS and LS via the
second principal component.
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The eighty-seven samples in the training set were used as validation set samples to back test
the model to identify the correct classification rate (Table 2). The results are summarized in Table 2.
The percentage of correctly classified tea samples using the OPLS-DA model for the three regions was
100%, indicating a very satisfactory classification result. The variable importance in the projection
(VIP) is a weighted sum of squares of the PLS weight, and a value >1 is generally used as a criterion to
identify a variable’s importance to the model [8,44]. The variable importance in the projection (VIP)
values for the OPLS-DA model are shown in Figure 4. Eleven elements (Sb, Pb, K, As, S, Bi, U, P, Ca,
Na, and Cr) were found to be significant for determining the geographical origin of the tea samples as
a result of their VIP values of >1 (Figure 4). In particular, the VIP values of Sb and Cr were 1.730 (the
biggest) and 1.011 (the smallest), respectively, suggesting that Sb can be considered the most significant
parameter for geographical origin discrimination among the three tea cultivation regions in this study.
Similarly, Pb, K, Bi, Ca, and Cr were found to be significant for differentiating the geographical
origin of rice grains from China, the Philippines, and Korea [8]. Moreover, our research results are
similar to previous studies [8,11,25,39,45,46] that indicated that multivariate analysis, particularly
PLS-DA and OPLS-DA approaches, could clearly distinguish various agricultural products (potatoes,
mushrooms, ginseng, cereals, and tea). Furthermore, it was also found that the discriminant accuracy
of the OPLS-DA model (completely correct classification, 100%) was higher than the LDA model
(existing one mistake sample, 98.9%), demonstrating that the OPLS-DA model is more reliable for
discriminating tea leaves from the three regions in Guizhou Province (Table 2).

0
SbPb K As S Bi U P CaNaCrCsNbCd Y Ce Ni Ba Li Co Pr La NdDy Th Er Ho W
Elements

Figure 4. Variable importance in the projection (VIP) obtained from the OPLS-DA model for
geographical origin discrimination of tea leaves.

The results from previous works revealed that different agricultural product cultivars had
influences on the correct geographical origin identification rate [47,48]. Therefore, in subsequent
research, single tea tree cultivar should be considered for geographical origin traceability of Guizhou
tea. It was also confirmed that some stable isotope indicators (313¢C, 515N, 6180, 5?H, 5'!B, and
87Sr /86Sr) could be effective and suitable chemical markers for the regional discrimination of tea
samples based on multivariate approaches [3,19,49]. Hence, stable isotope ratios of tea samples,
such as §13C, 515N, 5180, 52H, 5!'B, and 8Sr/%Sr, can be analyzed to identify new geographical
authentication indicators for the regional discrimination of Guizhou tea. Meanwhile, although the
results presented in this study indicated that classification can be successful, a complementary study
involving a larger number of tea samples would be necessary to establish better classification models
for tea samples. Also, other chemometrics tools e.g., k-nearest neighbors (k-NN), support vector
machine (SVM) and Random Forest (RF) were applied to classify grapes, which indicated that k-NN,
RF and SVM perform best with up to 85.7%, 98.3% and 93.3% accuracy rate, respectively [50]. As a
result, we can use these chemometrics tools to discriminate Guizhou tea in future studies.
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3. Materials and Methods

3.1. Sample Collection

Fresh tea leaf samples (approximately 0.25 kg each) with one bud and two recently expanded
leaves were collected from three regions in Guizhou Province (southwest of China), including 19
samples from Anshun City (AS), 24 samples from Leishan County (LS), and 44 samples from Meitan
and Fenggang Counties (MTFG) (Figure 5). The longitude and latitude of each sampling site were
recorded using a global positioning system (GPS). The tea tree cultivars, including Fuding small-leaf
tea, Qianmei 601 tea, and Maitan moss tea, were widely distributed in these three regions. The major
soil types in these tea production areas are sandy yellow soil from the weathering of sandstone and
mudstone in LS, clayey yellow soils from the weathering of dolomite and limestone in AS, and a
mixture of clayey yellow soils and sandy yellow soils in MTFG.
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Figure 5. Leaf samples collected from three tea production regions in Guizhou Province, China.

3.2. Sample preparation

Leaf samples were washed with tap water and then ultrapure water (18.2 M()-cm) to remove
the dust and particles on the surface of the leaves. The samples were dried in a thermostatic
air-blower-driven drying oven (Langgan Laboratory Equipment Co. Ltd., Shanghai, China) at 60 °C
until reaching a constant weight. Subsequently, the tea samples were ground using a portable
high-speed universal grinder (60-300 mesh, SE-750, Shengxiang Electrical Appliance Co. Ltd.,
Yongkang city, Zhejiang Province, China), sieved with a 0.075 mm nylon mesh, and then placed
in polyethylene plastic bags for further chemical analysis.

3.3. Chemical Analysis

The ground and sieved tea samples were analyzed at an accredited laboratory (ALS Minerals-ALS
Chemex Co. Ltd., Guangzhou, China) using ICP-AES (Vista-MPX, Agilent, Santa Clara, CA, USA) and
ICP-MS (7700x, Agilent). For the analysis, the ICP-MS and ICP-AES operation parameters proposed
by Zhang et al. [2] were used in this study. For the tea sample analysis, a 1.0 g ground and sieved
tea sample was accurately weighed, combined with 5 mL concentrated HNOj3 in a Teflon digestion
vessel and digested slowly at room temperature for approximately 8 h to digest the organic matter and
release gases before heating for 3 h in a graphite furnace. After cooling, the sample was dissolved and
transferred to a volumetric flask and the digestion solution was diluted to a constant volume (25 mL)
with 2% hydrochloric acid (HCI).
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3.4. Quality Control

For quality assurance and quality control (QA/QC) of this analytical procedure, method blanks,
duplicates and certified reference materials (CRMs) (GL03 and SpL01) were analyzed. These two
standards materials are in-house and self-developed standards and have been used for more than
20 years in ALS Minerals-ALS Chemex. SPLO1 is spinifex grass leaves collected from a location near
our lab at Mount Isa, Gulf Country of Queensland, Australia. GL03 is made from eucalyptus leaves
collected from trees near the lab here in Brisbane, Queensland, Australia. In particular, the CRMs
(GL03 and SpL01) were measured 5 times and 8 times, respectively. Nine duplicate samples were
set up in this measurement and accounted for 10.3% of the total samples. At least one blank sample
was prepared for every ten tea samples in the same manner as described for tea sample digestion.
Additionally, the measured values of all the elements in the blank samples were less than or equal to
two-fold of the limit of detection (LOD). The LOD, the limit of quantitation (LOQ) (the upper limit
of detection), CRM recoveries and relative deviation of duplicate samples (RDDS) for this analytical
method are summarized in Table 3.

Table 3. The limits of detection (LOD), limit of quantitation (LOQ), recoveries of certified reference
materials (CRMs), and relative deviation of duplicate samples (RDDS).

Elements LOD (ug-g~™) LOQ (ug-g~)  Recoveries of CRMs (%) RDDS (%)
Al 10 25,000 77.78—128.57 0.00—7.84
As 0.005 10,000 88.74—108.53 1.35-18.75
Ba 0.1 9000 87.88—103.03 0.00—2.13
Bi 0.001 9000 83.33—117.39 0.00—33.33
Ca 10 40,000 93.25—109.68 0.00—3.85
cd 0.001 2000 85.71-128.57 0.00-9.23
Ce 0.001 500 90.46—105.88 0.72—6.90
Co 0.002 9000 91.12—-109.52 0.17—5.64
Cr 0.05 10,000 90.13—113.92 2.00—34.18
Cs 0.001 500 95.00—115.00 0.84—12.50
Cu 0.01 9000 92.34-109.91 0.23-5.61
Dy 0.0005 1000 85.00—110.00 2.08—23.53
Er 0.0005 1000 81.40—125.00 0.00—17.24
Fe 1 50,000 89.76—109.34 0.38—5.22
Gd 0.0005 1000 84.92—103.70 0.70—17.33
Ho 0.0001 1000 87.50—106.25 0.00—33.33
K 10 100,000 93.68—108.84 0.27-2.20
La 0.001 9000 90.65—107.41 0.00—8.33
Li 0.02 10,000 86.67—113.33 0.00—11.11
Mg 10 300,000 91.11-110.34 0.23-2.36
Mn 0.1 50,000 91.05-110.31 0.45-3.09
Na 10 100,000 80.00—120.00 0.00—25.00
Nb 0.0005 500 82.50—112.80 3.23-20.00
Nd 0.001 1000 84.14—105.00 0.00—18.52
Ni 0.02 9000 92.44-109.00 0.00—5.57

P 5 50,000 93.22—108.55 0.21-2.52
Pb 0.005 9000 89.05—109.52 0.11-7.64
Pr 0.001 1000 83.33—112.90 0.00-11.11
Rb 0.01 9000 97.99—108.43 0.39-8.14
S 10 100,000 93.10—110.10 0.00—2.48
Sb 0.002 9000 82.47-107.10 1.82-22.08
Se 0.02 1000 96.23—117.39 0.00—12.50
Sm 0.001 1000 82.61—114.81 0.00—25.00
Sr 0.02 10,000 96.49—107.84 0.25-6.32
Th 0.001 1000 87.50—106.45 0.00—23.08
Tl 0.001 1000 94.87—115.38 0.00—-5.75
U 0.0005 9000 87.97-112.78 0.00—32.08
w 0.002 9000 86.21—115.25 0.00—20.55
Y 0.001 500 89.55—110.45 0.65—8.40

Zn 0.1 9000 93.62—109.12 0.20-5.23
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3.5. Statistical Analysis

Data were expressed on the basis of a dry weight (DW) of tea leaves. The Statistical analysis was
performed with IBM SPSS Statistics 20.0 (SPSS, Inc., Chicago, IL, USA) and SIMCA-P version 13.0
(Umetrics, Umea, Sweden). One-way analysis of variance (ANOVA) was used to test the differences
of multielement concentrations among the three regions. The differences between each of the two
groups were tested by the least significant difference method (LSD). The least-significant difference
test was performed at the 0.05 probability level. PCA was used to provide an unsupervised analysis
to discriminate the tea samples from three regions using 28 significantly different elements (p < 0.05).
The dataset with all the significantly different variables was assessed using LDA and OPLS-DA to
construct the tea geographical discrimination models. The statistical significance of each discriminant
function was evaluated on the basis of the Wilks’ Lambda factor [4]. Predictive ability of the LDA
model was evaluated by leave-one-out cross-validation. Furthermore, the S-plot was generated from
the OPLS-DA model in order to screen the variables with the largest influence contributing to the
separation among groups. Q? is defined as the proportion of variance in the data predicted by a model.

4. Conclusions

The concentrations of 28 mineral elements (As, Ba, Bi, Ca, Cd, Ce, Co, Cr, Cs, Dy, Er, Ho, K, La,
Li, Na, Nb, Nd, Ni, P, Pb, Pr, S, Sb, Th, U, W, and Y) were significantly different in the three regions
(AS, LS, and MTFG) in Guizhou Province (p < 0.05). The tea samples from these three regions can be
well separated from one another based on the twenty-eight significantly different elements coupled
with LDA and OPLS-DA models. Moreover, classifying results from the OPLS-DA model (correct
classification of 100%) performed better than the LDA model (98.9%). Eleven elements (Sb, Pb, K,
As, S, Bi, U, P, Ca, Na, and Cr) were regarded as good tracers for geographical origin identification
of tea samples in the OPLS-DA. Overall, the combination of mineral element fingerprinting and
chemometrics can be an effective and reliable method for the geographical origin discrimination of tea
from different regions.

Author Contributions: Ruidong Yang and Rong Chen conceived and designed the experiments; Jian Zhang
and Chunlin Liu performed the field sampling; Jian Zhang and Chunlin Liu carried out the sample preparation;
Jian Zhang, Ruidong Yang, and Yishu Peng analyzed the data; Jian Zhang wrote the paper; Yuncong C. Li helped
revise the manuscript; All authors read and approved the final manuscript to be submitted to Molecules.

Funding: This work was funded by the National Natural Science Foundation of China (41463009), the Innovation
Group Major Research Project of Guizhou Province Education Department (KY[2016]024), the Construction Project
of the First-Class Subjects (Ecology) in Guizhou Province (GNYL[2017]007), the Important and Special Project
(Tea) of Guizhou Province Science and Technology Department and the Graduate Innovation Foundation Project
of Guizhou Province Education (QJH-YJSCXJH-2018-049).

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Chen, Y.X; Yu, M.G,; Xu, J.; Chen, X.C.; Shi, ].Y. Differentiation of eight tea (Camellia sinensis) cultivars in
China by elemental fingerprint of their leaves. J. Sci. Food Agric. 2009, 89, 2350-2355. [CrossRef]

2. Zhang, J.; Yang, R.D.; Chen, R.; Peng, Y.S.; Wen, X.F.; Gao, L. Accumulation of heavy metals in tea leaves and
potential health risk assessment: a case study from Puan county, Guizhou Province, China. Int. J. Environ.
Res. Public Health 2018, 15, 133. [CrossRef] [PubMed]

3.  Chang, C.T;; You, C.F; Aggarwal, S.K.; Chung, C.H.; Chao, H.C,; Liu, H.C. Boron and strontium isotope
ratios and major/trace elements concentrations in tea leaves at four major tea growing gardens in Taiwan.
Environ. Geochem. Health 2016, 38, 737-748. [CrossRef] [PubMed]

4.  Ma, G.C,; Zhang, Y.B.; Zhang, ].Y.; Wang, G.Q.; Chen, L.Y.; Zhang, M.L.; Liu, T.; Liu, X;; Lu, C.Y. Determining
the geographical origin of Chinese green tea by linear discriminant analysis of trace metals and rare earth
elements: taking Dongting Biluochun as an example. Food Control 2016, 59, 714-720. [CrossRef]

5. Ariyama, K.; Horita, H.; Yasui, A. Application of inorganic element ratios to chemometrics for determination
of the geographic origin of Welsh onions. J. Agric. Food Chem. 2004, 52, 5803-5809. [CrossRef] [PubMed]


http://dx.doi.org/10.1002/jsfa.3716
http://dx.doi.org/10.3390/ijerph15010133
http://www.ncbi.nlm.nih.gov/pubmed/29342877
http://dx.doi.org/10.1007/s10653-015-9757-1
http://www.ncbi.nlm.nih.gov/pubmed/26254888
http://dx.doi.org/10.1016/j.foodcont.2015.06.037
http://dx.doi.org/10.1021/jf049333w
http://www.ncbi.nlm.nih.gov/pubmed/15366824

Molecules 2018, 23, 3013 14 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Hidalgo, M.J.; Fechner, D.C.; Marchevsky, E.J.; Pelleranoa, R.G. Determining the geographical origin of
Sechium edule fruits by multielement analysis and advanced chemometric techniques. Food Chem. 2016, 210,
228-234. [CrossRef] [PubMed]

Yan, J.; Liu, J.; Xiong, Y.B.; Qin, W.; Tang, C. Identification of the geographical origins of pomelos using
multielement fingerprinting. J. Food Sci. 2015, 80, C228-C233. [CrossRef] [PubMed]

Chung, ILM,; Kim, ].K,; Lee, ] K.; Kim, S.H. Discrimination of geographical origin of rice (Oryza sativa L.) by
multielement analysis using inductively coupled plasma atomic emission spectroscopy and multivariate
analysis. J. Cereal Sci. 2015, 65, 252-259. [CrossRef]

Chung, I.M.; Kim, ] K.; Prabakaran, M.; Yang, ].H.; Kim, S.H. Authenticity of rice (Oryza sativa L.) geographical
origin based on analysis of C, N, O and S stable isotope ratios: a preliminary case report in Korea, China and
Philippine. J. Sci. Food Agric. 2015, 96, 2433-2439. [CrossRef] [PubMed]

Rashmi, D.; Shree, P.; Singh, D.K. Stable isotope ratio analysis in determining the geographical traceability of
Indian wheat. Food Control 2017, 79, 169-176. [CrossRef]

Chung, ILM.; Kim, J.K,; Jin, Y.I; Oh, Y.T.; Prabakaran, M.; Youn, K.J.; Kim, S.H. Discriminative study of a
potato (Solanum tuberosum L.) cultivation region by measuring the stable isotope ratios of bio-elements. Food
Chem. 2016, 212, 48-57. [CrossRef] [PubMed]

Zhang, S.S.; Wei, YM.; Wei, S,; Liu, H.Y.; Guo, B.L. Authentication of Zhongning wolfberry with geographical
indication by mineral profile. Int. ]. Food Sci. Tech. 2017, 52, 457—-463. [CrossRef]

Choi, Y.H.; Hong, C.K,; Kim, M.; Jung, S.0.; Park, J.; Oh, Y.H.; Kwon, ].H. Multivariate analysis to discriminate
the origin of sesame seeds by multi-element analysis inductively coupled plasma-mass spectrometry. Food
Sci. Biotech. 2017, 26, 375-379. [CrossRef] [PubMed]

Potorti, A.G.; Di Bella, G.; Mottese, A.F.; Bua, G.D.; Fede, M.R,; Sabatino, G.; Salvo, A.; Somma, R.; Dugo, G.;
Turco, V.L. Traceability of protected geographical indication (PGI) interdonato lemon pulps by chemometric
analysis of the mineral composition. J. Food Compos. Anal. 2018, 69, 122-128. [CrossRef]

Albergamo, A.; Rotondo, A.; Salvo, A.; Pellizzeri, V.; Bua, D.G.; Maggio, A.; Cicero, N.; Dugo, G. Metabolite
and mineral profiling of “Violetto di Niscemi” and “Spinoso di Menfi” globe artichokes by TH-NMR and
ICP-MS. Nat. Prod. Res. 2017, 31, 990-999. [CrossRef] [PubMed]

Rotondo, A ; Salvo, A.; Giuffrida, D.; Dugo, G.; Rotondo, E. NMR analysis of aldehydes in Sicilian extra-virgin
olive oils by DPFGSE techniques. AAPP Sci. Fis. Mat. Nat. 2011, 89, C1A8901002.

Fragni, R.; Trifiro, A.; Nucci, A.; Seno, A.; Allodi, A.; Di Rocco, M. Italian tomato-based products
authentication by multi-element approach: a mineral elements database to distinguish the domestic
provenance. Food Control 2018, 93, 211-218. [CrossRef]

Fan, L.X.; Chen, L.; Ding, R.Y.; Wang, L.; Zhang, B.C. Geographical discrimination of honeysuckle (Lonicera
japonica Thunb.) from China by characterization of the stable isotope ratio and multielemental analysis. Anal.
Lett. 2018, 51, 2507-2516. [CrossRef]

Zhao, Y.S.; Ma, X.F; Fan, LL.; Mao, FY,; Tian, H.L.; Xu, R.; Cao, Z.; Zhang, X.H.; Hu, X.Y,; Sui, H.
Discrimination of geographical origin of cultivated Polygala tenuifolia based on multi-element fingerprinting
by inductively coupled plasma mass spectrometry. Sci. Rep. 2017, 7, 12577. [CrossRef] [PubMed]

Wu, Q.J.; Dong, Q.H.; Sun, WJ.; Huang, Y.; Wang, Q.Q.; Zhou, W.L. Discrimination of Chinese teas with
different fermentation degrees by stepwise linear discriminant analysis (S-LDA) of the chemical compounds.
J. Agric. Food Chem. 2014, 62, 9336-9344. [CrossRef] [PubMed]

Lee, J.E,; Lee, B.J.; Chung, ].O.; Hwang, J.A.; Lee, S.J.; Lee, C.H.; Hong, Y.S. Geographical and climatic
dependencies of green tea (Camellia sinensis) metabolites: a IH NMR-based metabolomics study. J. Agri. Food
Chem. 2010, 58, 10582-10589. [CrossRef] [PubMed]

Ren, G.X,; Wang, S.P; Ning, ] M.; Xu, RR,; Wang, Y.X,; Xing, Z.Q.; Wan, X.C.; Zhang, Z.Z. Quantitative
analysis and geographical traceability of black tea using Fourier transform near-infrared spectroscopy
(FT-NIRS). Food Res. Int. 2013, 53, 822-826. [CrossRef]

Ye, N.S.; Zhang, L.Q.; Gu, X.X. Discrimination of green teas from different geographical origins by using
HS-SPME/GC-MS and pattern recognition methods. Food Anal. Method 2012, 5, 856-860. [CrossRef]

Chen, Q.S.; Zhao, ].W.; Guo, Z.M.; Wang, X.Y. Determination of caffeine content and main catechins contents
in green tea (Camellia sinensis L.) using taste sensor technique and multivariate calibration. J. Food Compos.
Anal. 2010, 23, 353-358. [CrossRef]


http://dx.doi.org/10.1016/j.foodchem.2016.04.120
http://www.ncbi.nlm.nih.gov/pubmed/27211642
http://dx.doi.org/10.1111/1750-3841.12746
http://www.ncbi.nlm.nih.gov/pubmed/25597424
http://dx.doi.org/10.1016/j.jcs.2015.08.001
http://dx.doi.org/10.1002/jsfa.7363
http://www.ncbi.nlm.nih.gov/pubmed/26243037
http://dx.doi.org/10.1016/j.foodcont.2017.03.025
http://dx.doi.org/10.1016/j.foodchem.2016.05.161
http://www.ncbi.nlm.nih.gov/pubmed/27374505
http://dx.doi.org/10.1111/ijfs.13301
http://dx.doi.org/10.1007/s10068-017-0051-0
http://www.ncbi.nlm.nih.gov/pubmed/30263553
http://dx.doi.org/10.1016/j.jfca.2018.03.001
http://dx.doi.org/10.1080/14786419.2016.1258563
http://www.ncbi.nlm.nih.gov/pubmed/27855490
http://dx.doi.org/10.1016/j.foodcont.2018.06.002
http://dx.doi.org/10.1080/00032719.2018.1446973
http://dx.doi.org/10.1038/s41598-017-12933-z
http://www.ncbi.nlm.nih.gov/pubmed/28974750
http://dx.doi.org/10.1021/jf5025483
http://www.ncbi.nlm.nih.gov/pubmed/25211192
http://dx.doi.org/10.1021/jf102415m
http://www.ncbi.nlm.nih.gov/pubmed/20828156
http://dx.doi.org/10.1016/j.foodres.2012.10.032
http://dx.doi.org/10.1007/s12161-011-9319-9
http://dx.doi.org/10.1016/j.jfca.2009.12.010

Molecules 2018, 23, 3013 15 of 16

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Ni, K.; Wang, J.; Zhang, Q.F; Yi, X.Y,; Ma, L.E; Shi, Y.Z.; Ruan, ].Y. Multi-element composition and isotopic
signatures for the geographical origin discrimination of green tea in China: A case study of Xihu Longjing. J.
Food Compos. Anal. 2018, 67, 104-109. [CrossRef]

Kelly, S.; Heaton, K.; Hoogewerff, J. Tracing the geographical origin of food: The application of multi-element
and multi-isotope analysis. Trends Food Sci. Tech. 2005, 16, 555-567. [CrossRef]

Zhao, H.Y,; Zhang, S.L.; Zhang, Z.W. Relationship between multi-element composition in tea leaves and in
provenance soils for geographical traceability. Food Control 2017, 76, 82-87. [CrossRef]

Marcos, A.; Fisher, A.; Rea, G.; Hill, S.J. Preliminary study using trace element concentrations and a
chemometrics approach to determine the geographical origin of tea. |. Anal. Atom. Spectrom. 1998, 13,
521-525. [CrossRef]

Moreda-Pifieiro, A.; Fisher, A.; Hill, S.J. The classification of tea according to region of origin using pattern
recognition techniques and trace metal data. . Food Compos. Anal. 2003, 16, 195-211. [CrossRef]

Ye, X.H.; Jin, S.; Wang, D.H.; Zhao, F; Yu, Y.; Zheng, D.Y.; Ye, N.X. Identification of the origin of white tea
based on mineral element content. Food Anal. Methods 2017, 10, 191-199. [CrossRef]

Brzezicha-Cirocka, ].; Grembecka, M.; Szefer, P. Monitoring of essential and heavy metals in green tea from
different geographical origins. Environ. Monit. Assess. 2016, 188, 183. [CrossRef] [PubMed]

Ministry of Agriculture of the People’s Republic of China (MAPRC). The Limit of Chromium, Cadmium,
Mercury, Arsenic and Fluoride in Tea; NY 659-2003; MAPRC: Beijing, China, 2003. (In Chinese)

National Health and Family Planning Commission of the People’s Republic of China (NHFPCPRC) and
China Food and Drug Administration (CFDA). National Standard for Food Safety: Limit of Contaminants in
Food; GB2762-2017; NHFPCPRC and CFDA: Beijing, China, 2017. (In Chinese)

Ministry of Agriculture of the People’s Republic of China (MAPRC). Green Food: Tea; NY/T 288-2012; MAPRC:
Beijing, China, 2012. (In Chinese)

Commission Regulation (EC), No. 629/2008 amending Regulation (EC) No. 1881/2006 of 19 December 2006
setting maximum levels for certain contaminants in foodstuffs. Official J. Eur. Union 2008, L173, 6-9.
Gasser, U,; Klier, B.; Kuhn, A.V,; Steinhoff, B. Current findings on the heavy metal content in herbal drugs.
Pharmeuropa 2009, 1, 37-49.

Chen, Q.; Li, M.H.; Lin, L.R.; Xu, X.N. Research on determination and correlation of rare earth content in tea
soil, root, leaf of tea area in Eastern Fujian. Qual Tech Supervision Res. 2013, 4, 19-23. (In Chinese)

Shi, J.C.; Wang, G.; He, Y.; Wu, J.].; Xu, ]. M. Lead accumulation in Westlake Longjing tea: Non-edaphic genesis
as revealed by regional scale estimate. J. Soils Sediments 2010, 10, 933-942. [CrossRef]

Chung, LM.; Kim, ] K,; Lee, K.J.; Lee, K.J.; Park, S.K.; Lee, ].H.; Son, N.Y,; Jin, Y.I.; Kim, S.H. Geographic
authentication of Asian rice (Oryza sativa L.) using multi-elemental and stable isotopic data combined with
multivariate analysis. Food Chem. 2018, 240, 840-849. [CrossRef] [PubMed]

Kara, D. Evaluation of trace metal concentrations in some herbs and herbal teas by principal component
analysis. Food Chem. 2009, 114, 347-354. [CrossRef]

Bertoldi, D.; Barbero, A.; Camin, F; Caligiani, A.; Larcher, R. Multielemental fingerprinting and geographic
traceability of Theobroma cacao beans and cocoa products. Food Control 2016, 65, 46-53. [CrossRef]

Fragni, R.; Trifiro, A.; Nucci, A. Towards the development of a multi-element analysis by ICP-oa-TOF-MS for
tracing the geographical origin of processed tomato products. Food Control 2015, 48, 96-101. [CrossRef]
Trygg, J.; Wold, S. Orthogonal projections to latent structures (OPLS). J. Chemometrics 2002, 16, 119-128.
[CrossRef]

Jumtee, K.; Bamba, T.; Fukusaki, E. Fast GC-FID based metabolic fingerprinting of Japanese green tea leaf for
its quality ranking prediction. J. Separat. Sci. 2009, 32, 2296-2304. [CrossRef] [PubMed]

Chung, LM.; Kim, ] K,; Lee, ] H.; An, M.]; Lee, KJ; Park, SK,; Kim, ].U.; Kim, M.].; Kim, SH. C/N/O/S
stable isotopic and chemometric analyses for determining the geographical origin of Panax ginseng cultivated
in Korea. . Ginseng Res. 2018, 42, 485-495. [CrossRef] [PubMed]

Chung, I.M.; Han, J.G.; Kong, W.S.; Kim, ] K.; An, M.]; Lee, ].H.; An, Y.J.; Jung, M.Y,; Kim, S.H. Regional
discrimination of Agaricus bisporus mushroom using the natural stable isotope ratios. Food Chem. 2018, 264,
92-100. [CrossRef] [PubMed]

Zhao, H.Y.; Guo, B.L.; Wei, YM.; Zhang, B. Effects of wheat origin, genotype, and their interaction on
multielement fingerprints for geographical traceability. |. Agric. Food Chem. 2012, 60, 10957-10962. [CrossRef]
[PubMed]


http://dx.doi.org/10.1016/j.jfca.2018.01.005
http://dx.doi.org/10.1016/j.tifs.2005.08.008
http://dx.doi.org/10.1016/j.foodcont.2017.01.006
http://dx.doi.org/10.1039/a708658j
http://dx.doi.org/10.1016/S0889-1575(02)00163-1
http://dx.doi.org/10.1007/s12161-016-0568-5
http://dx.doi.org/10.1007/s10661-016-5157-y
http://www.ncbi.nlm.nih.gov/pubmed/26899031
http://dx.doi.org/10.1007/s11368-010-0189-3
http://dx.doi.org/10.1016/j.foodchem.2017.08.023
http://www.ncbi.nlm.nih.gov/pubmed/28946350
http://dx.doi.org/10.1016/j.foodchem.2008.09.054
http://dx.doi.org/10.1016/j.foodcont.2016.01.013
http://dx.doi.org/10.1016/j.foodcont.2014.04.027
http://dx.doi.org/10.1002/cem.695
http://dx.doi.org/10.1002/jssc.200900096
http://www.ncbi.nlm.nih.gov/pubmed/19569110
http://dx.doi.org/10.1016/j.jgr.2017.06.001
http://www.ncbi.nlm.nih.gov/pubmed/30337809
http://dx.doi.org/10.1016/j.foodchem.2018.04.138
http://www.ncbi.nlm.nih.gov/pubmed/29853410
http://dx.doi.org/10.1021/jf3021283
http://www.ncbi.nlm.nih.gov/pubmed/23057662

Molecules 2018, 23, 3013 16 of 16

48. Zhao, H.Y,; Yu, C.D.; Li, M. Effects of geographical origin, variety, season and their interactions on minerals
in tea for traceability. J. Food Compos. Anal. 2017, 63, 15-20. [CrossRef]

49. Pilgrim, T.S.; Watling, R.J.; Grice, K. Application of trace element and stable isotope signatures to determine
the provenance of tea (Camellia sinensis) samples. Food Chem. 2010, 118, 921-926. [CrossRef]

50. Canizoa, B.V,; Escuderoa, L.B.; Péreza, M.B.; Pelleranob, R.G.; Wuillouda, R.G. Intra-regional classification
of grape seeds produced in Mendoza province (Argentina) by multi-elemental analysis and chemometrics
tools. Food Chem. 2018, 242, 272-278. [CrossRef] [PubMed]

Sample Availability: Samples of the compounds are not available from the authors.

@ © 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1016/j.jfca.2017.07.030
http://dx.doi.org/10.1016/j.foodchem.2008.08.077
http://dx.doi.org/10.1016/j.foodchem.2017.09.062
http://www.ncbi.nlm.nih.gov/pubmed/29037689
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Differences in the Elemental Concentrations 
	Principal Component Analysis (PCA) 
	Linear Discriminant Analysis (LDA) 
	Orthogonal Partial Least Squares Discriminant Analysis (OPLS-DA) 

	Materials and Methods 
	Sample Collection 
	Sample preparation 
	Chemical Analysis 
	Quality Control 
	Statistical Analysis 

	Conclusions 
	References

