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ABSTRACT

Background: As the major bioactive compounds in citrus and grape, it is significant
to use the contents of flavonoids and phenolic acids as quality evaluation criteria to
provide a better view of classifying the quality and understanding the potential
health benefits of each fruit variety.

Methods: A total of 15 varieties of citrus and 12 varieties of grapes were collected
from Fujian, China. High-performance liquid chromatography method was used for
the simultaneous determination of 17 phenolic compounds, including gallic acid,
chlorogenic acid, caffeic acid, syringic acid, p-coumaric acid, ferulic acid, benzoic
acid, salicylic acid, catechin, epicatechin, resveratrol, rutin, naringin, hesperidin,
quercetin, nobiletin and tangeritin in the peels of citrus and grape cultivars. Further,
the cultivars of citrus and grape were classified using principal component analysis
(PCA) and hierarchical cluster analysis (HCA).

Results: A thorough separation of the 17 compounds was achieved within 100 min.
The tested method exhibited good linearity (the limits of detection and limits of
quantification were in the range of 0.03-1.83 pug/mL and 0.09-5.55 pug/mL,
respectively), precision (the relative standard deviations of repeatability were
1.02-1.97%), and recovery (92.2-102.82%) for all the compounds, which could be
used for the simultaneous determination of phenolic compounds in citrus and grape.
Hesperidin (12.93-26,160.98 pg/g DW) and salicylic acid (5.35-751.02 pg/g DW)
were the main flavonoids and phenolic acids in 15 citrus varieties, respectively.
Besides, the hesperidin (ND to 605.48 pg/g DW) and salicylic acid (ND to
1,461.79 ug/g DW) were found as the highest flavonoid and the most abundant
phenolic acid in grapes, respectively. A total of 15 citrus and 12 grape samples were
classified into two main groups by PCA and HCA with strong consistency.

Subjects Agricultural Science, Food Science and Technology, Plant Science
Keywords Phenolic metabolites, Principal component analysis, Hierarchical cluster analysis,
Citrus, Grape
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INTRODUCTION

Phenolic compounds are secondary metabolites widely distributed in fruits and vegetables,
which are essential for the nutritional, commercial, and organoleptic qualities of the
fruit. The growing interest in phenolic metabolites is mainly due to their biological
activities, such as anti-inflammation, antioxidant, antimicrobial and anticancer (Gu et al.,
2019; Lou ¢ Ho, 2017; Rasines-Perea ¢ Teissedre, 2017). Observational studies have
shown that polyphenols significantly reduced the risk of hypertension and cardiovascular
disease (CVD) (Rasines-Perea ¢ Teissedre, 2017).

Grapes and citrus contain a considerable amount of different phenolic compounds in
peels, leaves, pulp and seeds, contributing to high nutritional value (De Paula Menezes
Barbosa, Ruviaro ¢ Macedo, 2018; Ernawita et al., 2017; Liew et al., 2018). As a major
bioactive compound in citrus and grape, it is significant to use phenolic compound content
as a quality/nutritional evaluation criteria for different varieties of these fruits grown
in different environmental conditions to provide a quantifiable classification of the
quality and potential health benefits of each fruit variety. Besides, phenolic acids and
flavonoids are the most abundant phenolic compounds in grapes and citrus (Da Silva
Padilha et al., 2017; Wang et al., 2017).

Several methods have been reported for simultaneous determination of flavonoids and
phenolic acids in citrus or grape. Wang et al. (2019) identified 254 flavonoid metabolites
including eight isoflavone, 21 flavanone, 24 anthocyanins, 39 flavonol, 147 flavone and
15 polyphenol in the peels of five citrus varieties by UPLC-ESI-MS/MS method. Wang et al.
(2017) investigated the flavonoids in the peels of 35 citrus varieties by li quid chromatography
combined with electrospray ionization mass spectrometry (LC-ESI-MS/MS) and ultra-
performance liquid chromatography combined with diode array detector (UPLC-DAD).

In addition, RP-High-performance liquid chromatography (HPLC)/DAD was applied to
determine the flavonoids and phenolic acids in grapes (Da Silva Padilha et al., 2017).

Many studies have investigated the analysis and detection of phenolic compounds in
citrus and grape varieties, but little is known to the simultaneous determination of flavonoids
and phenolic acids in the peel extracts of citrus and grape. Considering the similar
phenolic groups in citrus and grapes, we hypothesized that a quantification and
identification method could be established to simultaneously determine several phenolic
compounds for citrus and grape. Therefore, this study aimed to develop a novel, direct,
optimized and validated method for the simultaneous identification and quantification of
phenolic compound in citrus and grape peel extracts using HPLC-DAD with a fast sample
preparation. The study was also designed to apply principal component analysis (PCA)
and hierarchical cluster analysis (HCA) as exploratory methods to analyze the phenolic
compound profile, and to understand the differences between varieties of citrus and grape.

MATERIALS AND METHODS
Chemicals

All 17 standard compounds of gallic acid, chlorogenic acid, caffeic acid, syringic acid,
p-coumaric acid, ferulic acid, benzoic acid, salicylic acid, catechin, epicatechin, rutin,
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Table 1 Citrus and grape cultivars used in this study.

Number Scientific name (Latin name) Chinese name Abbreviation
Citrus

1 Citrus grandis(L.) Osbeck “Duweiwendan” Duweiwendan DWWD
2 Citrus grandis(L.) Osbeck “Hongmianmiyou” Hongmianmiyou HMMY
3 Citrus grandis(L.) Osbeck “Hongroumiyou” huangjinyou HRMY
4 Citrus grandis(L.) Osbeck “Guanximiyou” Guanximiyou GXMY
5 Citrus grandis(L.) Osbeck “Huangroumiyou” Huangjinyou HJY

6 Citrus paradisi x Citrus sp. “Huyou” Huyou HY

7 Citrus paradisii Macf. Putaoyou PTY

8 Citrus grandis (L.) Osbeck “Pingshanyou” Pingshanyou PSY

9 Citrus nobilis Lour. “Gonggan” Gonggan GG

10 Citrus chuana Hort. ex Tseng’ Wenzhoumigan WZMY
11 Citrus nobilis Lour. Nanfengmiju NFM]
12 Citrus. reticulata x C. sinensis Maogujucheng MGJC
13 Citrus sinensis Osbeck Niuheerqicheng NHEQC
14 Citrus limon (L.) Bur Youlike YLK

15 Citrus reticulata Blanco Fuju FJ
Grape

1 Vitis vinifera L. x V. labruscaL. Xiahei XH1

2 Vitis vinifera L. x V. labruscaL. Xiahei XH2

3 Vitis vinifera L. x V. labruscaL. Xiahei XH3

4 Vitis vinifera L. Biankou BAK

5 Vitis vinifera L. Donggxian DX

6 Vitis vinifera L. x V. labruscaL. Meiman MM

7 Vitis vinifera L. Hongru HR

8 Vitis vinifera L. x V. labruscaL. Huangmi HM

9 Vitis vinifera L. Baijixin BJX

10 Vitis vinifera L. x V. labruscaL. Yesheng YS

11 Vitis vinifera L. x V. labruscaL. Jufeng JE

12 Vitis vinifera L. x V. labruscaL. Jumeigui IMG

naringin, hesperidin, quercetin, resveratrol, nobiletin and tangeritin were purchased from
Sigma (St. Louis, MO, USA), and were certified as >98% purity. The compounds were
prepared in methanol-dimethyl sulfoxide (DMSO) (v/v, 50:50), and stored at —18 °C for
2 weeks. During development of the HPLC-DAD method, working standard solutions
were obtained by dilution of individual phenolic stock solutions with DMSO (v/v, 50:50)
solution to obtain five different concentrations for calibration curves. All the other
reagents of analytical grade were bought from Sinopharm Chemical Reagent Co., Ltd.
(Shanghai, China).

Fruit materials
Fifteen varieties of citrus listed in Table 1 were harvested from trees in local farms at
Pudang, Fujian, China, between October 2012 and January 2013. Twelve varieties of grapes
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were collected from Jianou, Fujian, China (Table 1). Following this, the peel of each fruit
was separated from the edible portion, and then freeze-dried, ground and finally stored
at —20 °C prior to use.

Sample preparation

A mixture of 0.1 g peel sample and 1.0 mL methanol-DMSO (50:50 v/v) was placed in
a centrifuge tube, stirred for 10 min at room temperature, and centrifuged at 9,000xg rpm
for 15 min at 4 °C. The resulting residues were extracted twice with the same extraction
solvent (one mL). All the supernatants were combined and made up to 5.0 mL with
methanol. All the sample solutions were filtered through a 0.45 pm membrane filter
before use.

Simultaneous separation and quantitative analysis of phenolic
metabolites

Phenolic metabolites were separated by an Agilent 1260/6410 HPLC system (Agilent,
Santa Clara, CA, USA) consisting of an L-2455 diode array detector (DAD) and
LiChrospher®lOORP-18e column (4.0 x 250 mm, 5 pm particle size, Merck, Darmstadt,
Germany). The mobile phases consisted of solution A (water with 2% (v/v) acetic acid) and
solution B (100% acetonitrile); gradient elution was performed as follows: 4% B in the
first 5 min, increased to 8% at 18 min; kept isocratically with 8% B for the following 22 min,
then increased to 30% B at 75 min, 50% B within next 15 min followed by another isocratic
step with 50% B for 5 min, and linear gradient back to 4% B in 5 min. The flow rate
was 0.8 mL/min and the total run time was 100 min. 10 uL of each solution was injected
for analysis. The detector was monitored at 280 nm and 330 nm. Electrospray mass
spectrometry was performed in the positive ion mode; dry gas, N2, flow rate, 8 L/min;
pressure, 40 psi; temperature. 250 °C; capillary voltage. 4,500 v; and fragmentor voltage,
135 v. MS2 scans ranged from 50 m/z to 2,000 m/z. Quantification of each compound
was carried out by an external standard method using calibration curves. Calibration linear
curve for each compound was constructed by regression peak area (y) and concentration
(C). At least five spots within the linear range were used to obtain the regression curve.

Limit of detection and limit of quantification

The Limit of detection (LOD) and limit of quantification (LOQ) for each compound were
calculated by repeat injections (n = 10) of a mixture of standard solution at a known
concentration. The LOD and LOQ values were then calculated based on the standard
deviation (SD) of the response and the slope (Bressolle, Bromet-Petit & Audran, 1996), as
shown in Egs. (1) and (2),

3.30

100
LOQ=— (2)

where o is the SD of the response, S is the slope of the calibration curve.
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Repeatability

The repeatability was evaluated by five consecutive injections of a mixture of the standard
solution in 1 day. The relative standard deviations (RSDs) of peak area for each compound
were used to evaluate the repeatability.

Recovery rate

The recovery was studied by calculating the mean recoveries of the analysts using the
standard addition method (Francisco ¢ Resurreccion, 2009). The reference standards were
added at three different concentration levels (approximately equivalent to 0.8, 1.0 and
1.2 times of the known concentration of the matrix) with three parallels at each level. Then,
the solutions were extracted and analyzed. The recovery was calculated using the Eq. (3):

Amount determined — Original amount
x 100% (3)

Recovery (%) = Amount spiked

Statistical analysis

All the samples were prepared and analyzed in triplicate. All data were expressed as the
mean * SD. Multiple group comparison was done by ANOVA and Tukey’s test (P < 0.05)
using SAS 9.4 (NC, USA). PCA and HCA were performed with IBM SPSS version 22
(NY, USA) to classify and discriminate among the citrus and grape cultivars.

RESULTS

HPLC method validation

HPLC chromatographic profiles

The chromatographic profiles of the standard solutions and the sample representatives
monitored at 280 nm/330 nm were shown in Fig. 1. The HPLC condition obviously
separated these compounds in the standard solutions and the sample representatives
within the running time. Then the method was validated.

Linearity, LOD and LOQ

All results of method validation are summarized in Table 2. The linearity of each
compound was created in a wide concentration ranging from 0.09 to 100 mg/mL for
different compounds. All the correlation coefficients (1) of the calibration curves were
above 0.9976, indicating good linearity of the calibration curves. The LODs and LOQs of
the 17 compounds were in the range of 0.03-1.83 pg/mL and 0.09-5.55 pg/mL,
respectively, suggesting good sensitivity of the developed method.

Precision
The precision of the method was assessed by repeatability, which was evaluated by five
consecutive injections of a sample representative (GG as citrus representative and JF as
grape representative) in one day. RSDs of peak area for each compound were used to
evaluate repeatability.

As indicated in Table 2, the RSDs of repeatability were 1.02-1.97%, which were less than
3.5% for all the compounds, revealing good precision of this method.
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Figure 1 HPLC chromatograms with the compounds. (A) standard solutions; (B) citrus representative sample-GG sample in Table 1; (C) grape
representative sample—]JF sample in Table 1. Peak numbers: (1) Gallic acid; (2) Catechin; (3) chlorogenic acid; (4) caffeic acid; (5) syringic acid;
(6) epicatechin; (7) p-Coumaric acid; (8) ferulic acid; (9) benzoic Acid; (10) salicylic acid; (11) rutin; (12) naringin; (13) hesperidin; (14) resveratrol;
(15) quercetin; (16) nobiletin; (17) Tangeretin.

Full-size ] DOIL: 10.7717/peerj.9083/fig-1

Recovery

The recoveries of all the 17 compounds were in the range of 92.2-102.82%, with RSD
values less than 5%, indicating that the established method was accurate enough for the
determination of the 17 compounds in citrus and grape.

Distribution of the 16 phenolic components in 15 citrus cultivars

A total of eight flavonoids, including rutin, naringin, hesperidin, quercetin, nobiletin,
tangeritin, catechin and epicatechin (Tables 3A and 4A) were used to represent the
flavonoid compositions in citrus and grape.

Flavonoid composition

Hesperidin was the primary flavonoid compound in all of the citrus samples with
concentration from 12.93 to 26160.98 pg/g dry weight (DW) among the 15 citrus
varieties (Table 3A). While catechin and epicatechin were not major compounds.
Epicatechin was under the detection limit in nine citrus samples (Table 3A). Specifically,
Wenzhoumigan had the highest content of hesperidin, followed by Nanfengmiju, both
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Table 2 Regression equation, correlation coefficient, linear range, limit of detection (LOD) and limit of quantification (LOQ) of the phenolic

compositions.
Compound Wavelength m/z Retention Linearity Linear range LOD LOQ Repeatability Recovery
(nm) time (min) (ng/ml) (ug/ml) (pug/ml) (n=5) (%)
Calibration  Correlation 8 8 8
equations” coefficient
Gallic acid 280 170 4.93 y =16486.96 0.9999 0.11-100 0.03 0.09 1.11 101.58
x — 1935.75
Catechin 280 290 19.2 y = 4362.63 0.9998 0.43-100 0.13 0.39 1.18 92.20
x — 1075.23
Chlorogenic 280 354  21.61 y=11217.41 0.9997 0.18-100 0.05 0.15 1.66 95.56
acid x — 3852.84
Caffeic acid 330 180  24.29 y =2373091 0.9999 0.09-100 0.03 0.09 1.28 98.48
x — 4696.96
Syringic acid 280 198  27.12 y =20842.32 0.9999 0.40-100 0.12 0.36 1.02 98.89
x — 3904.67
Epicatechin 280 290 30.99 y =8484.05  0.9998 2.5-100 0.72 2.18 1.41 99.58
x — 2672.05
p-Coumaric 330 164  40.23 y =36409.07 0.9999 0.86-100 0.26 0.79 1.24 99.22
acid x — 5490.19
Ferulic acid 330 194 5216 y=2104721 0.9999 0.27-100 0.08 0.24 1.53 102.82
x — 3361.75
Benzoic acid 280 123 54.95 y =3309.42 0.9999 0.53-100 0.16 0.48 1.49 93.60
x —99.98
Salicylic acid 330 138 57.21 y = 4286.10 0.9991 2.5-100 1.19 3.61 1.90 94.30
x — 2290.45
Rutin 280 611 60.16 y = 4643.32 0.9976 0.52-100 0.15 0.45 1.44 92.20
x + 1353.07
Naringin 280 581 64.97 y =12259.00 0.9999 0.38-100 0.11 0.33 1.22 96.34
x — 1724.35
Hesperidin 280 611 66.34 y =11424.82 0.9998 0.50-100 0.15 0.45 1.20 98.54
x — 2542.83
Resveratrol 330 228  69.80 y =26014.88 0.9999 0.22-100 0.07 0.21 1.37 96.09
x — 4569.33
Quercetin 330 302 76.52 y = 4515.99 0.9991 2.5-100 0.13 0.39 1.97 94.74
x —16433.83
Nobiletin 330 403 93.08 y =15335.05 0.9999 0.80-200 0.24 0.73 1.20 100.39
x — 2413.05
Tangeritin 330 373 97.09 y =15914.66 0.9994 2.5-200 1.83 5.55 1.55 96.27
x+12562.01
Note:

“ y is peak area and x is concentration of each standard (pg/mL).

of which had far higher hesperidin than other cultivars (Table 3A). In addition, nobiletin
and tangeritin were abundant in Wenzhoumigan, but were not major components in

most of other citrus cultivars. Hongmianmiyou had the highest content of narigin, and

Maogu jucheng had the highest content of quercetin. Rutin presented higher concentration

in Putaoyou (14-134 times) than the other citrus cultivars. These results provide insight

into specific citrus sources for different flavonoids.
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Table 4 The contents of flavonoids and phenolic acid in the skin of the 12 grape cultivars analyzed in this study (ug/g DW)".

(A) The contents of flavonoids in the skin of the 12 grape cultivars analyzed in this study (ug/g DW)*

Naringin Hesperidin Rutin Quercetin Nobiletin Tangeritin Catechin Epicatechin

XH1l 148+012¢g 159.6 + 1232 e 93.79 +5.08 ¢ 270.00 £ 890b 2575+2.63d 525+041de 5733+269e 5212+375e
XH2 1.63+005¢g 241.02 +445¢c 201.95+£372c 33943 +858a 03x0.02g 11.15+ 0.53 ¢ 4058 £ 1.22f 9855+ 4.81d
XH3 2637 +0.87c 351.92+284b 5136+215f 320.77 £ 1553 a 036+0.02g 3.41+0.13e 9744 +131d 10255 +4.88d
BAK 5020 +2.56b 30.38+1.95gh 910.12 +2596a ND' f 245+0.11fg 101.13£286a 243.08+944b 5383 213 e
DX 897 +0.13de 209.94+13.04d 17.06 +£0.46 gh 28.85+20le 691 +0.88f 100.13+535a 3131+181f NDg

MM 1299 +152d 103.82+558f 32673+351b NDf 60.19 £4.33a 2572+1.05b 132.01 +1.68c 2062 +6.95a
HR 10643 +526a NDi 441 +039h 7457 £255d 4622 +334b 3.08+0.2 215+021¢g 37.00 £ 1.26 f
HM 836 + 0.62 def 33.84 + 2.88¢g 9593 + 201 e 6.90 + 0.27 f 37.73+1.05¢c NDe 32289 +4.77a 11759 £ 751 ¢
QT 371+0.53efg 1036+ 1131 16247 +1.07d NDf 1575+ 047 e 2626+239b 3465 +162f 29.81+097f
YS 357 +049fg 13.17+0.75hi 10511 £6.67e¢ NDf ND g 10.85 +0.85cd 873 £5.09d 36.26 £ 1.69 f
JE 2637 +£0.87c 351.92+284b 5136%215f 320.77 £ 1553 a 036 +0.02g 341£0.13e 9744 +£131d 10255 +4.88d
JMG 253+010g 60548 £553a 33.02+202fg 19480+3.08c 051+00lg 341+024e 56.79 £ 236 e 15312+ 697 b
Total 252.62 2111.46 2053.31 1556.07 196.54 293.79 1202.97 989.57

(B) The phenolic acid contents in the skin of the 12 grape cultivars analyzed in this study (ug/g DW)*

Gallic acid Chlorogenic acid Caffeic acid  Syringic acid p-Coumaric acid Ferulic acid Benzoic acid  Salicylic acid

XH1 236+0.13d 33.58+0.67 ¢ ND ¢ 069 +006f NDf 18.62 +0.77a 20.77 +0.79d 1424 +5.83 d
XH2 7.89+03la 4377 +067b 346 £0.09b 1.6 £0.08 e 0.67 £ 0.04 e 1.79 £ 0.06 e  4.95 + 0.56 f 16.73 £ 1.24 h
XH3 352+032b 3574+0.54c¢ 381 £0.09b 289+017c¢ 872+031a 1.58 + 0.07 ef 2253 +091d 11.33 +0.49 hi
BAK 81+02a 41.76 + 1.84b 656 +036a NDg 2.19 £ 0.05d 371+037d 357+030fg 39.73+035¢g
DX ND f 23128 £3.79 a 668 +023a 6.68+023a NDf 391 +£007d 13.07+0.22e 44634 +7.08 f
MM 298 £0.27bc 2511 +064e¢ 361 £1.21 ND g 568 +0.13 b 522 +006c 63.75+1.00a 89246 +558b
HR ND f 30.17 £332cde NDc ND g ND f ND g 3743 £145c ND
HM 217+0.18d 3537 +1.6¢c 292+006b 211+021d NDf 124 £0.03ef NDg 69.66 + 143 f
QT 25+0.07 cd 2692 +0.78 de 289+006b NDg ND f 0.85+0.04f 27+034fg 16.51 £ 1.13 h
YS ND f 3249 +3.12 cd ND ¢ 0.76 + 0.06 f 3.32 £ 0.04 c ND g 3.51 £0.08 fg 102.81 £532¢
JE 352+032b 3574 +0.54 ¢ 381+0.01b 289+0.17c 872+031a 1.58 + 0.07 ef 2253 +091d 11.33 +0.49 hi
JMG 1.05+0.14e¢ 13.46 + 0.64 f 041 +001¢c 6.14+006b 23+0.04d 743 +027b 5459 +3.57b 1461.79 + 12.58 a
Total 34.08 585.39 34.44 23.77 31.61 45.93 249.39 3211.08

Notes:

“ Values are means + standard deviations of means from three repeats. Different letters in each column indicate significant difference between samples (P < 0.05).
” Not detectable.

Phenolic acid compounds

The concentrations of phenolic acids were lower than those of flavonoids (Tables 3B vs.

3A). As shown in Table 3B, salicylic acid was the most dominant extractable phenolic

acid, with content varying from 5.35 to 751.02 pg/g DW in the samples. The content of

salicylic acid was the highest in Pingshanyou, which was 2-139 times higher than that

of other samples. Benzoic acid was the second highest phenolic acid of all the citrus

cultivars, ranging from 3.09 to 163.37 ug/g DW, which was the most abundant phenolic

acid in Niuheerqicheng. The content of other phenolic acids was below 50 pg/g DW or
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the detection limit. Especially the gallic acid was only distributed in HRMY, GCMY, HJY,
GG and FJ cultivars.

Distribution of the 16 components in 12 grape cultivars

Flavonoid composition

The content and variation of each flavonoid compound in grape cultivars is summarized in
Table 4A. Overall, the contents of flavonoids in the peels of grapes were lower than those in
citrus (Tables 3A vs. 4A). However, similar to the flavonoid distribution in citrus,
considerable differences in content of flavonoid compounds were detected among grape
varieties. One obvious example is the rutin content in the three Xiahei samples.

The concentration of rutin varied from 51.36 pug/g DW in Xiahei3 to 201.95 ug/g DW in
Xiahei2. Among the eight flavonoid compounds, hesperidin was the most abundant,
followed by rutin, quercetin, catechin and epicatechin (Table 4A).

The variation of these flavonoids in different grape varieties is shown in Table 4A. Rutin
was the most abundant compound in Biankou. Quercetin was the most abundant
flavonoid in Xiaheil and Xiahei2, whereas the concentration of hesperidin was ranking as
No. 1 in Xiahei3. Hesperidin was also the most dominant compound in Biankou, Yesheng,
Jufeng and Jumeigui cultivars (Table 4A).

Phenolic acid compounds

Similar with citrus, salicylic acid was also the most abundant phenolic acid in grape
(Tables 3B vs. 4B). The content of salicylic acid in Jumeigui reached 1,461.79 pg/g DW,
while it was below detection limit in Hongru (Table 4B). Chlorogenic acid was the
second abundant phenolic acid (585.39 pg/g DW in total), followed by benzoic acid
(249.39 ug/g DW in total). The total amount of other acids was quite similar, which was
below 50 pg/g DW.

Classification of citrus and grape cultivars

For citrus, PCA was generated with two significant principal components (PCs) explaining
52.50% and 38.56% of the variance, respectively (Data S2). The CPV of the two PCs
therefore explained 92.14% of the total variance. The resulting data was then plotted to
produce a 2D dimensional graphic of PCA scores (Fig. 2A). In general, the 15 citrus
cultivars were clustered into three groups: Samples 1-7 (Duweiwendan, Hongmianmiyou,
Huangjinyou, Guangximiyou, Huangjinyou, Huyou and Putaoyou) in Table 1 as group I,
sample 12 (Maogujucheng) as group II and the other seven samples as group III

All of the samples were sorted into two main clusters using HCA analysis (A and B,

Fig. 2B). Samples 1-7 and 12 were in cluster A, whereas the other samples were in cluster
B. Both cluster A and B were further divided into subgroup Al: Samples 1-6, subgroup
A2: samples 7 and 11, subgroup B1: Samples 9, 14 and 15 and subgroup B2: samples

10, 11 and 13. Though there was some difference, significant overlap in the clustering of
results between PCA and HCA was found. Generally, Cluster B included all the citrus
cultivars in group III classified by PCA (Figs. 2A vs. 2B); samples 1-7 were always in one
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Figure 2 Classification of 15 citrus varieties. (A) 2D dimensional graphic of PCA scores of the 15 citrus
cultivars by the 16 phenolic components, the 15 citrus cultivars were clustered into three groups
(I, IT and III); (B) HCA dendrogram of the 15 citrus cultivars by the 16 phenolic components, all of the
tested samples were sorted into two main clusters (A and B) with two subgroups (A1, A2, B and B2) for
each cluster. Full-size k&) DOT: 10.7717/peerj.9083/fig-2
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Figure 3 Classification of 12 grape varieties. (A) 3D dimensional graphic of PCA scores of the 12 grape
cultivars by the 16 phenolic compounds, the 12 grape cultivars were also classified into two groups
(Iand II); (B) HCA dendrogram of the 12 grape cultivars by the 16 phenolic compounds, the 12 samples
were grouped into two main clusters (A and B) with two subgroups (A1, A2, B1 and B2) for each cluster,
and A1l has two subgroups (A1l and A12). Full-size K&l DOT: 10.7717/peerj.9083/fig-3

group (group I or cluster A). The difference in grouping sample 12 may be due to the PCA
method only considering two main PCs, while HCA considering all of the components.
For grape, three significant PCs explaining 43.89%, 21.95% and 18.66% of the variance,
respectively, corresponding to a CPV of 83.10% of the total variance were taken for further
PCA analysis (Data S2). A 3D graphic of PCA scores was generated, which is shown in
Fig. 3A. Generally, the 12 grape cultivars were also classified into two groups (Fig. 3A).
XH1, XH2, XH3, JH and HR were in group I and the other grape cultivars were in group II.
When HCA was used to cluster samples, the 12 samples were also grouped into two main
clusters with two subgroups for each cluster (Fig. 3B). Though HCA clustered DX,
MM and JMD in one group and the other cultivars in another group, both HCA and PCA
classified XH1, XH2, XH3, JH and HR in one group, indicating a strong consistency
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between these two methods in evaluating similar patterns of plant cultivars belonging to
the same genus.

DISCUSSION

In this study, HPLC method was used to verify that the established method has high
sensitivity and good precision, which is sufficient to determine 17 compounds in citrus and
grape. Peel extract rather than pulp extract was used due to its higher phenolic content in
citrus (Sir Elkhatim, Elagib ¢» Hassan, 2018). Flavonoids are classified into flavanone,
flavonol, flavone, isoflavone, flavan-3-ols and anthocyanin, and hesperidin belongs to
flavanone (Liew et al., 2018). The results showed that flavonoid hesperidin was the main
flavonoid compound in all citrus samples, which was consistent with previous studies
(Ernawita et al., 2017; Gomez-Mejia et al., 2019; Lou ¢» Ho, 2017), where the authors
concluded that hesperidin was a dominant flavonoid compound in citrus. Naringin
(28.15-8,203.71 ug/g DW), quercetin (4.07-1,816.04 pg/g DW), nobiletin (not
detectable (ND)-2,661.66 pg/g DW), tangeritin (ND-769.76 ug/g DW) and rutin
(13.43-1,801.38 pg/g DW) were also abundant in citrus samples. These results were
different from those reported by Zhang et al. (2014), in which naringin was an abundant
compound. Among 16 samples, naringin was not detected in eight samples, while its
concentrations were between 1,160 pg/mL and 13,610 pg/mL in the other eight samples
(Zhang et al., 2014).

Generally, the concentrations of phenolic acids were lower than those of flavonoids,
which is expected since methanol: DMSO (50:50, v/v) is more suitable for extracting
flavonoids than phenolic acids, which has been reported by Magwaza et al. (2016).

Our results differ from previous studies (Liew et al., 2018) which found that ferulic

acid was the main phenolic acid in citrus peel extracts, and the abundance of phenolic
acids in citrus varied in the following order: ferulic acid > caffeic acid > 4-hydroxybenzoic
acid > protocatechuic acid. Zhang et al. (2014) also reported that ferulic acid was

the most abundant phenolic acid in the peels of citrus fruits, with ferulic acid
(1,613.34-7,780.17 pug/g DW) > caffeic acid (46.24-1,273.47 ug/g DW ) ~ p-coumaric acid
(154.55-834.77 ug/g DW) > sinapic acid (ND-342.84 pg/g DW). However, Xi et al. (2017)
reported that caffeic acid was the main phenolic acid in the citrus species, with caffeic
acid (9.31-741.4 pg/g DW) > chlorogenic acid (2.7-527.5 pg/g DW) > Gallic acid
(ND-90.69 ng/g DW) > ferulic acid (ND-2.75 ng/g DW). In our study, the variation order
of the phenolic acid contents observed was as follows: salicylic acid > benzoic acid >
chlorogenic acid > ferulic acid > caffeic acid > p-coumaric acid > syringic acid > gallic acid.
These differences resulted from the genetic difference of the citrus cultivars, and
environmental and pedoclimatic factors (Zhang et al., 2014).

Similar to the flavonoid distribution in citrus, considerable differences in content of
flavonoid compounds were detected among grape varieties. Findings in concentration
difference among samples have been widely reported in the literatures (Colombo et al,
2019; Li & Sun, 2019; Tang et al., 2018), which was related to the variety of grape,
environmental and pedoclimatic factors, and management of the vineyard. Despite that
the order of abundance is different from the results by other authors, the abundance of
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rutin, quercetin, catechin and epicatechin in grape is the same (Tang et al., 2018). It is
worth highlighting that the abundance of hesperidin in citrus has been widely reported
(De Paula Menezes Barbosa, Ruviaro & Macedo, 2018; Gomez-Mejia et al., 2019), while
it is rarely reported in grape. Our study provides an idea on the distribution of
hesperidin in the peels of grapes. In addition, salicylic acid is also the most abundant
phenolic acid in grapes. The difference between our results and the study by Liu et al.
(2018), who mentioned that caffeic acid was the major phenolic acid in grape, was
attributed to a more limited number of phenolic acid types determined by these authors.

Principal component analysis and HCA are powerful chemometric methods that
have been widely used for classification studies (Shawky & Abou El Kheir, 2018). PCA
involves unsupervised pattern recognition, which is the most frequently used method
for reducing the dimensionality of numerical datasets in a multivariate space. It transforms
the original set of variables to a new set of uncorrelated variables that are called PCs
(Abegaz et al., 2019). PCA has been widely used for taxonomic discrimination, quality
assessment or classification between plants from different geographic origins, and
authenticity verification (for example, in Chinese herbal medicines) (Yan et al., 2020).
Plotting the PCA scores highlighting the similarities and differences between groups.

In order to map a PCA score, the initial eigenvalues were generated by inputting the
average concentration of 16 determined phenolic components in the citrus or grape
samples into SPSS software. PCs were selected to meet the requirement of cumulative
percent variance (CPV) > 70-85% (Yi et al., 2015).

Hierarchical cluster analysis is a statistical method used for finding relatively
homogeneous clusters of objects based on measured characteristics. Samples with the most
similarities are clustered preferentially (Yan et al., 2020). To obtain the HCA dendrogram,
the 16 phenolic compounds were set as variables, Ward’s method was selected as the
cluster method, and squared Euclidean distance as the interval measurement (Yi ef al,
2015; Zhao et al., 2017). PCA and HCA were used to analyze the chemical analysis of
15 citrus and 12 grape varieties. The results showed that citrus and grape were divided into
two main groups by PCA and HCA with strong consistency.

CONCLUSIONS

A highly precise and accurate HPLC-DAD method was herein developed and validated for
the first time for simultaneous determination of 16 phenolic compounds in the peel of
different citrus and grape cultivars, which verified our hypothesis. The method was
eventually applied to quantify the phenolic constituents in the fruits of different citrus
species and grape varieties to monitor their quality. Among the 16 compounds, hesperidin
and salicylic acid were used as representative compounds for quality control of citrus and
grape cultivars. In addition, chemometric analysis, including PCA and HCA, were
performed to cluster 15 citrus and 12 grape cultivars. The quantitative data of the 16
phenolic compounds in citrus and grape samples were determined by the established
HPLC protocol. The results revealed that citrus and grape were clustered into two main
groups by PCA and HCA with strong consistency. This study provides information on the
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distribution of phenolic compounds in different citrus or grape cultivars in Fujian China,
and gives a raw idea about the genetic relationship of these cultivars.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

This work was supported by the Fujian Special Research Projects for Public Scientific
Research Institutions (No. 2019R1032-1), the Fujian academy of agricultural science:
FAAS Hundred Talents Project (No. YC2015-10), the Seed Projects of the Ministry of
Agriculture (No. 111821301354052031) and Fujian academy of agricultural science
Projects (No. A2017-8). The funders had no role in study design, data collection and
analysis, decision to publish, or preparation of the manuscript.

Grant Disclosures

The following grant information was disclosed by the authors:

Fujian Special Research Projects for Public Scientific Research Institutions: 2019R1032-1.
Fujian Academy of Agricultural Science—FAAS Hundred Talents Project: YC2015-10.
Seed Projects of the Ministry of Agriculture: 111821301354052031.

Fujian Academy of Agricultural Science Projects: A2017-8.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions

e Yuan Chen conceived and designed the experiments, performed the experiments,
prepared figures and/or tables, authored or reviewed drafts of the paper, and approved
the final draft.

e Yanyun Hong conceived and designed the experiments, analyzed the data, authored or
reviewed drafts of the paper, and approved the final draft.

e Daofu Yang performed the experiments, prepared figures and/or tables, and approved
the final draft.

e Zhigang He performed the experiments, analyzed the data, prepared figures and/or
tables, and approved the final draft.

e Xiaozi Lin analyzed the data, authored or reviewed drafts of the paper, and approved the
final draft.

e Guojun Wang contributed to data analysis, authored or reviewed drafts of the paper,
and approved the final draft.

e Wenquan Yu conceived and designed the experiments, authored or reviewed drafts of
the paper, and approved the final draft.

Data Availability
The following information was supplied regarding data availability:
The raw measurements are available in the Supplemental Files.

Chen et al. (2020), PeerdJ, DOI 10.7717/peerj.9083 14/16


http://dx.doi.org/10.7717/peerj.9083#supplemental-information
https://peerj.com/
http://dx.doi.org/10.7717/peerj.9083

Peer/

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peer;j.9083#supplemental-information.

REFERENCES

Abegaz F, Chaichoompu K, Genin E, Fardo DW, Konig IR, Mahachie John JM, Van Steen K.
2019. Principals about principal components in statistical genetics. Briefings in Bioinformatics
20(6):2200-2216 DOI 10.1093/bib/bby081.

Bressolle F, Bromet-Petit M, Audran M. 1996. Validation of liquid chromatographic and gas
chromatographic methods Applications to pharmacokinetics. Journal of Chromatography B:
Biomedical Sciences and Applications 686(1):3-10 DOI 10.1016/S0378-4347(96)00088-6.

Colombo F, Di Lorenzo C, Regazzoni L, Fumagalli M, Sangiovanni E, De Sousa LP,
Bavaresco L, Tomasi D, Bosso A, Aldini G, Restani P, Dell’Agli M. 2019. Phenolic profiles
and anti-inflammatory activities of sixteen table grape (Vitis vinifera L.) varieties.

Food & Function 10(4):1797-1807 DOI 10.1039/C8FO02175A.

Da Silva Padilha CV, Miskinis GA, De Souza ME, Pereira GE, De Oliveira D, Bordignon-
Luiz MT, Dos Santos Lima M. 2017. Rapid determination of flavonoids and phenolic acids in
grape juices and wines by RP-HPLC/DAD: Method validation and characterization of
commercial products of the new Brazilian varieties of grape. Food Chemistry 228:106-115
DOI 10.1016/j.foodchem.2017.01.137.

De Paula Menezes Barbosa P, Ruviaro AR, Macedo GA. 2018. Comparison of different Brazilian
citrus by-products as source of natural antioxidants. Food Science and Biotechnology
27(5):1301-1309 DOI 10.1007/s10068-018-0383-4.

Ernawita WRA, Hesse J, Hipler UC, Elsner P, Bohm V. 2017. In vitro lipophilic antioxidant
capacity, antidiabetic and antibacterial activity of citrus fruits extracts from aceh, Indonesia.
Antioxidants 6:11 DOI 10.3390/antiox6010011.

Francisco ML, Resurreccion AVA. 2009. Development of a reversed-phase high performance
liquid chromatography (RP-HPLC) procedure for the simultaneous determination of phenolic
compounds in peanut skin extracts. Food Chemistry 117(2):356-363
DOI 10.1016/j.foodchem.2009.03.110.

Gomez-Mejia E, Rosales-Conrado N, Leon-Gonzalez ME, Madrid Y. 2019. Citrus peels waste as a
source of value-added compounds: extraction and quantification of bioactive polyphenols.
Food Chemistry 295:289-299 DOI 10.1016/j.foodchem.2019.05.136.

Gu C, Howell K, Dunshea FR, Suleria HAR. 2019. LC-ESI-QTOF/MS characterisation of
phenolic acids and flavonoids in polyphenol-rich fruits and vegetables and their potential
antioxidant activities. Antioxidants 8(9):405 DOI 10.3390/antiox8090405.

Li L, Sun B. 2019. Grape and wine polymeric polyphenols: their importance in enology.

Critical Reviews in Food Science and Nutrition 59(4):563-579
DOI 10.1080/10408398.2017.1381071.

Liew SS, Ho WY, Yeap SK, Sharifudin SAB. 2018. Phytochemical composition and in vitro
antioxidant activities of Citrus sinensis peel extracts. Peer] 6(1):e5331 DOI 10.7717/peerj.5331.

Liu Q, Tang GY, Zhao CN, Feng XL, Xu XY, Cao SY, Meng X, Li S, Gan RY, Li HB. 2018.
Comparison of antioxidant activities of different grape varieties. Molecules 23(10):2432
DOI 10.3390/molecules23102432.

Chen et al. (2020), PeerdJ, DOI 10.7717/peerj.9083 15/16


http://dx.doi.org/10.7717/peerj.9083#supplemental-information
http://dx.doi.org/10.7717/peerj.9083#supplemental-information
http://dx.doi.org/10.1093/bib/bby081
http://dx.doi.org/10.1016/S0378-4347(96)00088-6
http://dx.doi.org/10.1039/C8FO02175A
http://dx.doi.org/10.1016/j.foodchem.2017.01.137
http://dx.doi.org/10.1007/s10068-018-0383-4
http://dx.doi.org/10.3390/antiox6010011
http://dx.doi.org/10.1016/j.foodchem.2009.03.110
http://dx.doi.org/10.1016/j.foodchem.2019.05.136
http://dx.doi.org/10.3390/antiox8090405
http://dx.doi.org/10.1080/10408398.2017.1381071
http://dx.doi.org/10.7717/peerj.5331
http://dx.doi.org/10.3390/molecules23102432
https://peerj.com/
http://dx.doi.org/10.7717/peerj.9083

Peer/

Lou S-N, Ho C-T. 2017. Phenolic compounds and biological activities of small-size citrus:
kumquat and calamondin. Journal of Food and Drug Analysis 25(1):162-175
DOI 10.1016/j.jfda.2016.10.024.

Magwaza LS, Opara UL, Cronje PJ, Landahl S, Ortiz JO, Terry LA. 2016. Rapid methods for
extracting and quantifying phenolic compounds in citrus rinds. Food Science & Nutrition
4(1):4-10 DOI 10.1002/fsn3.210.

Rasines-Perea Z, Teissedre PL. 2017. Grape polyphenols’ effects in human cardiovascular diseases
and diabetes. Molecules 22(1):68 DOI 10.3390/molecules22010068.

Shawky E, Abou El Kheir RM. 2018. Rapid discrimination of different Apiaceae species based on
HPTLC fingerprints and targeted flavonoids determination using multivariate image analysis.
Phytochemical Analysis 29(5):452-462 DOI 10.1002/pca.2749.

Sir Elkhatim KA, Elagib RAA, Hassan AB. 2018. Content of phenolic compounds and vitamin C
and antioxidant activity in wasted parts of Sudanese citrus fruits. Food Science ¢ Nutrition
6(5):1214-1219 DOI 10.1002/fsn3.660.

Tang GY, Zhao CN, Liu Q, Feng XL, Xu XY, Cao SY, Meng X, Li S, Gan RY, Li HB. 2018.
Potential of grape wastes as a natural source of bioactive compounds. Molecules 23(10):2598
DOI 10.3390/molecules23102598.

Wang F, Chen L, Chen H, Chen S, Liu Y. 2019. Analysis of flavonoid metabolites in citrus peels
(Citrus reticulata “Dahongpao”) using UPLC-ESI-MS/MS. Molecules 24(15):2680
DOI 10.3390/molecules24152680.

Wang Y, Qian ], Cao J, Wang D, Liu C, Yang R, Li X, Sun C. 2017. Antioxidant capacity,
anticancer ability and flavonoids composition of 35 citrus (Citrus reticulata Blanco) varieties.
Molecules 22(7):1114 DOI 10.3390/molecules22071114.

Xi W, Lu J, Qun J, Jiao B. 2017. Characterization of phenolic profile and antioxidant capacity of
different fruit part from lemon (Citrus limon Burm.) cultivars. Journal of Food Science and
Technology 54(5):1108-1118 DOI 10.1007/s13197-017-2544-5.

Yan X, Wang W, Chen Z, Xie Y, Li Q, Yu Z, Hu H, Wang Z. 2020. Quality assessment and
differentiation of Aucklandiae Radix and Vladimiriae Radix based on GC-MS fingerprint and
chemometrics analysis: basis for clinical application. Analytical and Bioanalytical Chemistry
412(7):1535-1549 DOI 10.1007/s00216-019-02380-2.

Yi T, Zhu L, Peng W-L, He X-C, Chen H-L, Li J, Yu T, Liang Z-T, Zhao Z-Z, Chen H-B. 2015.
Comparison of ten major constituents in seven types of processed tea using HPLC-DAD-MS
followed by principal component and hierarchical cluster analysis. LWT—Food Science and
Technology 62(1):194-201 DOI 10.1016/j.1wt.2015.01.003.

Zhang YM, Sun Y], Xi WP, Shen Y, Qiao LP, Zhong LZ, Ye XQ, Zhou ZQ. 2014. Phenolic
compositions and antioxidant capacities of Chinese wild mandarin (Citrus reticulata Blanco)
fruits. Food Chemistry 145:674-680 DOI 10.1016/j.foodchem.2013.08.012.

Zhao X, Kong W, Zhou Y, Wei J, Yang M. 2017. Evaluation and quantitative analysis of 11
compounds in Morinda officinalis using ultra high performance liquid chromatography and
photodiode array detection coupled with chemometrics. Journal of Separation Science
40(20):3996-4003 DOI 10.1002/jssc.201700484.

Chen et al. (2020), PeerdJ, DOI 10.7717/peerj.9083 16/16


http://dx.doi.org/10.1016/j.jfda.2016.10.024
http://dx.doi.org/10.1002/fsn3.210
http://dx.doi.org/10.3390/molecules22010068
http://dx.doi.org/10.1002/pca.2749
http://dx.doi.org/10.1002/fsn3.660
http://dx.doi.org/10.3390/molecules23102598
http://dx.doi.org/10.3390/molecules24152680
http://dx.doi.org/10.3390/molecules22071114
http://dx.doi.org/10.1007/s13197-017-2544-5
http://dx.doi.org/10.1007/s00216-019-02380-2
http://dx.doi.org/10.1016/j.lwt.2015.01.003
http://dx.doi.org/10.1016/j.foodchem.2013.08.012
http://dx.doi.org/10.1002/jssc.201700484
https://peerj.com/
http://dx.doi.org/10.7717/peerj.9083

	Simultaneous determination of phenolic metabolites in Chinese citrus and grape cultivars
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


