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Abstract: Sweet potato (Ipomoea batatas L.) is one of the most important food crops worldwide, with
leaves of different varieties showing purple, green and yellow, and these leaves provide a dietary
source of nutrients and various bioactive compounds. The objective of this study was to identify
the active constituents of chlorogenic acids (CGAs) in different methanolic extract of leaves of three
varieties of sweet potato (purple CYY 98-59, green Taoyuan 2, and yellow CN 1927-16) using liquid
chromatography–tandem mass spectrometry. Genotype-specific metabolite variations were observed;
CGAs and three isomeric peaks were detected in sweet potato leaf extracts (SPLEs). Among them,
the yellow SPLE contained the highest contents of 3,5-dicaffeoylquinic acid (3,5-di-CQA) and 3,4-
dicaffeoylquinic acid (3,4-di-CQA), followed by the green SPLE, whereas the purple SPLE retained
lower 3,5-di-CQA content compared to yellow and green SPLEs. All three SPLEs contained lower
4,5-dicaffeoylquinic acid (4,5-di-CQA) and CGA contents compared to 3,5-di-CQA and 3,4-di-CQA,
although CGA constituents were not significantly different in genotypes, whereas purple SPLE
contained higher 4,5-di-CQA content compared to yellow and green SPLEs. This study indicates that
SPLs marketed in Taiwan vary widely in their biological potentials and may impart different health
benefits to consumers.

Keywords: sweet potato leaf; chlorogenic acids; liquid chromatography-tandem mass spectrometry

1. Introduction

There is increasing interest in using antioxidants from plants as functional foods and
nutraceutical products with antioxidant properties. There is also great interest in the use
of potent dietary antioxidants in preventive strategies, with applications ranging from
oxidative reactions in foods and pharmaceuticals to the role of reactive oxygen species (ROS)
in chronic degenerative diseases [1,2]. On a global scale, sweet potato (Ipomoea batatas L.)
ranks fifth after the cultivation of rice, wheat, corn, and cassava [3]. Sweet potato leaves
(SPLs) are a leafy vegetable consumed by humans and are currently widely used for food
due to their high yield, drought tolerance, and ability to grow in different climates and
farming systems [4]. SPLs contain higher amounts of sugars, proteins, minerals, and
various vitamins than other leafy vegetables [5,6], and are rich in polyphenols and various
other components [7]. It is necessary to select appropriate fresh SPLs for commercial-
scale extraction to obtain an end product with a very high content of chlorogenic acid
(CGA) derivatives.
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CGAs are among the most abundant polyphenols in the human diet, and their bi-
ologically active compounds are shown to have various health benefits and antioxidant
properties [8]. CGAs are complex molecules exhibiting different physiochemical properties
due to positional esterification on the quinic acid moiety, leading to regioisomers [9]. CGA
consists of one or more cinnamic acids, including p-coumaric acid, caffeic acid (CA), and any
molecule formed by the ester bond between ferulic acid (FA) and quinic acid (QA), result-
ing in p-coumarinylquinic acids (CoQA), caffeoylquinic acids (CQAs), and feruloylquinic
acids (FQAs) [10,11]. The main phenolic components of SPLs are CA, QA, and derivatives
such as 3,4,5-tri-CQA (3,4,5-tricaffeoylquinic acid), 4,5-di-CQA (4,5-dicaffeoylquinic acid),
3-mono-CQA, 3,4-di-CQA (3,4-dicaffeoylquinic acid), and 3,5-di-CQA (3,5-dicaffeoylquinic
acid). Furthermore, isochlorogenic acid A, isochlorogenic acid B, and isochlorogenic acid C
are also termed 3,5-di-CQA, 3,4-di-CQA, and 4,5-di-CQA, respectively (Figure 1) [12–14],
and the constituents are associated with the specific genotypes [15]. The total phenolic com-
pounds of eight Japanese SPL varieties range from 6.3 to 13.5 g GAE/100 g DW [16], while
four Taiwanese varieties (TNG10, TNG57, TNG66, and YSP) have relatively lower contents
due to the water extraction method used [17]. Zhang et al. [18] identified 37 compounds in
SPLs with ethyl acetate extracts, including 20 phenolic acids, 12 flavonoids, 3 organic acids,
1 nucleoside, and 1 ester. Among them, caffeic acid ethyl ester, trans-N-feruloyltyramine,
cis-N-feruloyltyramine, trans-N- (p-coumaroyl) tyramine, 4,5-feruloyl courmaoylquinic
acid, 7-hydroxy-5-methoxycoumarin, 7,3′-dimethylquercetin, and indole-3-carboxaldehyde
were first detected in sweet potato leaves [19]. Leaves of nine sweet potato cultivars grown
in central Europe contained 7 polyphenolic compounds, including 5 CGAs (3-CQA, 4-CQA,
5-CQA, 3,4-di-CQA, and 3,5-di-CQA) and 2 flavonoids (quercetin-3-O-galactoside and
quercetin-3-O-glucoside) [20]. However, bioactivity data of Taiwanese indigenous SPL on
CGA derivatives have so far been only sporadically studied, and limited information is
available on the CGA composition of these dietary sweet potato genotypes. Increasing CGA
content in SPLs is a goal for producing food security and providing available nutrients to a
large portion of the world’s population.

Previously, we illustrated that more than half of 27 indigenous Taiwanese colored
vegetables contained quercetin, morin, and myricetin, and that purple SPL exhibited
especially higher antioxidant activity than others due to its higher cyanidin, quercetin,
and polyphenol levels compared to other vegetables [21]. Furthermore, we reported
that purple SPLE and its components, cyanidin and quercetin, have anti-inflammatory
effects through modulation of NFκB and decreased expression of ERK1, ERK2, and p38
MAPK on human aortic endothelial cells (HAECs) were pretreated with 100 µg/mL purple
SPLE or 10 µM cyanidin and quercetin for 18 h, followed by TNF-α (2 ng/mL) for 6 h.
The results from our previous study show that purple SPLE, cyanidin, and quercetin
significantly inhibited TNF-α-induced monocyte-endothelial cell adhesion and attenuated
ICAM-1 and E-selection expression [22]. We also found that yellow, purple, and red
SPLEs can improve tumor necrosis factor (TNF)-α-induced insulin resistance by activating
insulin signaling, thus resulting in increased glucose uptake [23]. The higher contents of
total phenols, flavonoids, and anthocyanins, and antioxidant properties in these colored
leaves may be the reason for their wide medicinal use. Some indigenous Taiwanese
SPLs have unique biologically active components, polyphenols and flavonoids being the
main components, that have potential health-promoting benefits including antioxidant,
anti-diabetic, anti-cancer, anti-hepatotoxicity, antihypertensive, anti-inflammatory, and
antibacterial effects [24–29]. However, there is still a need to identify complete profiles
of CGAs related to their biological activities, especially the qualitative and quantitative
analysis of the bioactive components present in the leaves of three sweet potato cultivars.
The results of our study may be used to develop future SPLs for food and medicinal
industries and produce high-value nutraceuticals.
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Figure 1. Structure of chlorogenic acid (CGA) and isochlorogenic acids, 3,5-dicaffeoylquinic acid
(3,5-di-CQA), 3,4-dicaffeoylquinic acid (3,4-di-CQA), and 4,5-dicaffeoylquinic acid (4,5-di-CQA).

2. Results and Discussion
2.1. The Extraction Yields of Different Sweet Potato Leaf

The extraction yields of purple, green, and yellow SPLEs were 24.03± 0.24%, 18.50± 0.25%,
and 17.27 ± 0.37%, respectively. Accordingly, the yields of SPLE fractions showed obvious
variation due to variable water content. The methanol extract of sweet potato leaves has
the highest phenolic acid content, followed by the peel, whole root, and fleshy tissue [30].
In one study, the extraction rates of purple SPLE were significantly higher than green
and yellow SPLEs, indicating that purple SPLE exhibited higher cyanidin, quercetin, and
polyphenol levels [21].

2.2. LC-MS/MS Analysis of CGA and CQA

CGA and CQAs were identified from their precursor ions, fragmentation patterns,
and retention times, as shown in Table 1 and Figure 2. One single base peak was detected
in each compound standard, and values of all peaks were relatively steadily distributed
in SPLE samples. The retention time of the peaks in the mass spectra of standard CGA,
3,4-di-CQA, 3,5-di-CQA, and 4,5-di-CQA were successfully separated in 7.5 min. The
signal- to-noise (s/n) ratios (18.2–30.2) of each analyte at 5 ng mL−1 were all greater than 10
(data not shown). In addition, the calibration curve of GCA, 3,5-di-CQA, 3,4-di-CQA, and
4,5-di-CQA compounds were analyzed from 5 to 200 ng mL−1, the correlation coefficients (r)
values of which were all higher than 0.99 (Table 1) and the method showed that the results
had good linearity. CGAs are chemically diverse, and their various regio- and geometrical
isomers can make discrimination challenges. The elution order of these metabolites was
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considered to assist in their annotation, and mass spectrometric data obtained [M + H]-
as the parent ion in ESI negative modes and chromatographic elution order were also
considered when determining the regio- and geometric isomers of annotated metabolites.
The metabolite with a precursor ion at m/z 353 was annotated as CGA, as it produced a
fragment ion at m/z 191. Moreover, the identification of metabolites with the parent ion at
m/z 515 was identified as CQAs, as they produced a product ion at m/z 353. 3,5-di-CQA,
3,4-di-CQA, and 4,5-di-CQA had the same parent ion (m/z 515) and product ion (m/z 353),
which were detected separately based on their differential retention times. Hence, based
on elution order and fragmentation patterns, metabolites identified as GCA, 3,5-di-CQA,
3,4-di-CQA, and 4,5-di-CQA were at peak 1, peak 3, peak 2, and peak 4, respectively.

Table 1. Retention time (RT), parent ions, product ions, linear equation (5~200 ng mL−1), and
correlation coefficient (r) of each compound standard.

Compound ESI
Mode

RT
(min)

Parent
Ions (m/z)

Product
Ions (m/z) Linear Equation r

Chlorogenic acid - 3.98 353 191 Y = 7.41X − 30.9 0.9973
3,5-di-CQA - 6.86 515 353 Y = 100.83X − 298.9 0.9976
3,4-di-CQA - 6.65 515 353 Y = 66.52X − 357.6 0.9989
4,5-di-CQA - 7.17 515 353 Y = 99.79X − 350.5 0.9997
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Figure 2. LC-MS/MS analysis of chlorogenic acid (CGA, peak 1), 3,4-dicaffeoylquinic acid (3,4-di-
CQA, peak 2), 3,5-dicaffeoylquinic acid (3,5-di-CQA, peak 3), and 4,5-dicaffeoylquinic acid (4,5-di-
CQA, peak 4).

2.3. CGA and CQAs Contents of Different Sweet Potato Leaf

Mean SPL levels of the four peaks calculated as the concentrations (µg/g DW) from
all SPL tested samples are shown in Figure 3. Both 3,5-di-CQA and 3,4-di-CQA were
rich in the yellow SPLs at levels of 2094 ± 230 µg/g DW and 3167 ± 203 µg/g DW,
respectively. All yellow SPLs had significantly higher 3,5-di-CQA and 3,4-di-CQA contents
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than other genotypes, suggesting that 3,5-di-CQA and 3,4-di-CQA compounds both play
important roles in bioactivity in yellow SPLs. The amounts of CGA (9~15 µg/g DW)
and 4,5-di-CQA (480~804 µg/g DW) compounds found in all genotypes were notably
lower than the amounts of 3,5-di-CQA (1300~2100 µg/g DW) and 3,4-di-CQA (1270~3170
µg/g DW) detected. CGA in all samples did not show any significant differences among
genotypes, whereas purple SPLs (804.27 ± 56.60 µg/g DW) contained more 4,5-di-CQA
compared to green (527.20 ± 41.10 µg/g DW) and yellow (480.51 ± 31.80 µg/g DW) SPLs.
Jung et al. [31] and Krochmal–Marczak et al. [20] reported that the dominating compounds
in sweet potato leaves were 5-CQA and 3-CQA, respectively. The identification and
quantification of structurally related compounds are challenging and may require reliable
advanced analytical techniques. The 3,4-di-CQA contents (Figure 3) found in our study
were higher than in a previous study [30], which may have been due to our methanolic
extraction compared to their 80% ethanol extraction. Different extraction solvents result in
differences in extract compositions, and consequently, apparent bioactivities.
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Figure 3. Content (µg/g DW) of chlorogenic acid (CGA), 3,5-di-CQA (3,5-dicaffeoylquinic acid),
3,4-di-CQA (3,4-dicaffeoylquinic acid), and 4,5-di-CQA (4,5-dicaffeoylquinic acid) of purple (P, CYY
98-59), green (G, Taoyuan 2), and yellow (Y, CN 1927-16) leaf extracts. All MS/MS data for analytes
were collected in the multiple reaction monitoring (MRM) mode, using MassLynx v4.1 software. The
concentrations of CGAs were expressed as means ± standard deviations (n = 3). Means with different
letters among the three genotypes of sweet potato leaves indicate statistical significance at p < 0.05.

Many researchers reported that the influence of different extraction solvents, such
as methanol, ethanol, acetone, propanol, and ethyl acetate, have been commonly used to
extract phenolics from fresh plant leaves [32,33]. In addition, the drying method also affects
the contents of CGA derivatives in the SPL, with freeze-drying retaining the highest amount
of total CGA derivatives, followed by 30 ◦C cool air drying [34]. In our study, changes in
CQA contents during sample extraction may be dependent on the sweet potato genotype
and solvent used, and the polarities of SPLEs differ due to extracts from the three different
genotypes having different CQA compounds, which could influence their uptake and
cellular distributions [35,36]. CQAs are lipophilic, which may affect the specific interaction
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of each compound’s hydrophobicity, and which in turn would affect its distribution within
leaf tissue [37,38]. CQA compounds in SPLEs are therefore multifunctional, and their
activities and mechanisms of action largely depend on the composition and conditions of
the test system.

Plant secondary metabolites are important in the production of flavors, pharmaceuti-
cals, food additives, and many other applications; therefore, ways to produce important
secondary metabolites effectively at a large scale are needed [39]. In this study, SPLEs reveal
their potential to be developed as active ingredients or food additives, thus increasing
the economic value of Taiwanese SPLs in the food industry. Food supplements and diets
containing CGAs and derivatives such as SPL, either in dry form, capsules, or tea, may
be useful in reducing oxidative damage and helping the food and drug industry alleviate
oxidative-induced chronic diseases. CGAs and their derivatives are normal constituents
of the human diet, since they are present in colored vegetables. The latter have also been
used as additives for food coloration purposes. These different CGAs and derivatives
may exhibit effective biological activities and are a likely cause of differences among these
cultivars. The determination of CGAs and derivatives in SPLEs is valuable for increasing
the bioactivity of SPL products. Therefore, effective-dose in vivo studies are worthy of
further investigation. SPLs are found abundantly in any market in Taiwan, and they impart
various health benefits to consumers. SPLE can be used to develop products with high nu-
traceutical value, thus playing a significant role in providing good nutrition and improving
human health. People can consume SPLs as a low-cost, nutritious food, and use them as a
low-cost medicine for the treatment of diseases. CGA derivatives are generally abundant
in yellow SPLs, so the latter could provide an accessible chemical resource for testing
different genotypes to maximally harness bioactivity. The results of such research could
also help consumers select yellow SPLs with high levels of health-promoting compounds.
In addition, the profiling of CGA in differentiated genotypes contributes to the possible
identification of any underlying biochemical mechanisms concerning CGA biosynthesis
among genotypes. The over-expression of the IbPAL1 gene promotes CGA accumulation
and biosynthetic pathway gene expression in the leaves of Sushu 16, providing it with
nutritional quality improvement [40]. Furthermore, sweet potato breeders can also use this
information to develop genotypes with superior health-benefiting properties and produce
specific leaf colors preferred by consumers.

Since some of the SPL possesses good antioxidant activity, its protective effects may
come from its rich content of CGA and derivatives. Surprisingly, CGA compounds occur
at extremely low levels, suggesting that the amounts of CGA in all SPLEs are in very low
concentrations. Alternatively, the CGA may be converted to 4,5-di-CQA, 3,4-di-CQA, or 3,5-
di-CQA derivatives by removal of the ester bond between FA and QA. Meanwhile, 3-CQA
and 3,5-di-CQA are stable under acidic conditions, while the isomerization of 3-CQA to
4-CQA/5-CQA and 3,5-di-CQA to 3,4-di-CQA and 4,5-di-CQA occur rapidly at neutral and
basic pH values [38]. Bolanos et al. [41] demonstrated that 3,5-di-CQA was present in the
highest amounts in SPLs, and its content depended on the genotype of examined cultivars
and the 4,5-di-CQA stage of leaf development [19]. Differences observed in the intensities of
fragment ions can be ascribed to variances in energy distribution, which cause structurally
similar isomers to behave differently under the described mass spectrometric conditions.
Alternatively, 3,5-di-CQA and 3,4-di-CQA derivatives might be more stable when being
extracted in methanol than CGA and 4,5-di-CQA compound derivatives, which indicates
several possibilities that suggest further investigation. Anti-diabetic effects have been
demonstrated for several components of SPLs, such as myricetin [42], CA derivatives [43],
CGA [44], anthocyanins [45], and the stage of leaf development CQA derivatives [19]. The
therapeutic potential of CGAs as anti-diabetic agents for use in certain disorders and a
full framework of CGA metabolic pathways in the human body are worthy of further
investigation. The mechanisms and intensities of anti-diabetic effects may depend on
the particular CGA derivative used. Do CGAs have specific biological functions in vivo?
Currently, we are working on the CGAs of SPLEs to test whether any CGA compound
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can improve the intake of 2-NBDG through the expression of GLUT4 in myoblast cell
line C2C12.

3. Materials and Methods
3.1. Source of SPLs and Preparation of SPLEs

Three varieties and breeding lines of purple (CYY 98-59), green (Taoyuan 2), and yellow
(CN 1927-16) leaves of sweet potato (Ipomoea batatas L.) were provided and identified by
the Department of Agronomy, Chiayi Agricultural Experiment Station, Chiayi, Taiwan.
Leaves were washed, air-dried, weighed, and lyophilized (Freeze Dryer- 5060, Panchum
Scientific, Taipei, Taiwan). Dried samples were then ground into powder, screened through
a 40-mesh sieve (with an aperture of 0.475 mm), and stored at −80 ◦C. A half gram of
powder from each sample was extracted with 5 mL of methanol, stirred on a stirring plate
at 25 ◦C for 2 h, centrifuged at 4 ◦C and 12,000 rpm for 10 min, followed by collection
of the supernatant. The remaining residue was re-extracted twice until the residue was
colorless. The three extracts were combined, filtered through #1 filter paper (Whatman,
Hillsboro, OR, USA), and the filtrate concentrated in vacuo at 25 ◦C to dryness to obtain
the methanolic extract. Dried filtrates were weighed to determine the extracted yield of
soluble constituents. The extraction yield (%) was calculated as the dried filtrate weight (g)
divided by the sample weight (g, dry mass) × 100%. Methanolic extracts were then stored
at −80 ◦C for further assays.

3.2. Ultra Performance Liquid Chromatography-Triple Quadrupole Mass Spectrometry (UPLC-MS/MS)

One hundred micrograms of SPLE powder were dissolved in 100% methanol and then
made up to 5 mL as an SPLE solution. Solid-phase extraction cartridges (streataTM 33 µm,
200 mg/3 mL, Phenomenex, Denver, CO, USA) were conditioned with 6 mL methanol
and 6 mL ultrapure water (Direct-Q® 3, Merck, Darmstadt, Germany) before being loaded
with SPLE samples. A 0.5 mL SPLE solution was injected into the activated solid-phase
extraction cartridges and then washed with 6 mL of 10% methanol. Elution was carried
out with 6 mL 100% methanol and added to a final volume of 10 mL with 100% methanol.
The fraction was then filtered using a 0.2 µm filter (PureTech, 13 mm Nylon, Taiwan) into a
UPLC glass vial.

UPLC-ESI-MS/MS analysis was performed using a Waters Acquity Ultra Performance
LC system (Waters, Milford, MA, USA) equipped with a TQS triple quadrupole MS/MS sys-
tem (Waters, Milford, MA, USA). The Acquity UPLC BEH C8 column (150 mm × 2.1 mm
with particle size of 1.7 µm) was maintained at 30 ◦C at a flow rate of 0.3 mL/min. A
binary solvent system was used that consisted of 5% acetonitrile with 0.1% formic acid
(solvent A) and 100% acetonitrile with 0.1% formic acid (solvent B). The gradient elution
program was performed as follows: 0–1 min, 5% B; 1–10 min, 41% B; 10–11 min, 99% B;
11–12 min, 99% B; 12–13 min, 5% B; and 13–15 min, 5% B. The injection volume was 2 µL via
autosampler. Separate injections (using the same chromatographic settings and conditions)
were performed for negative electrospray ionization (ESI) modes. ESI parameters were as
follows: capillary voltage of 2.5 kV, sampling cone voltage of 2 V, desolvation temperature
of 200 ◦C, cone gas flow of 150 L/h, and desolvation gas flow of 800 L/h. Data were
acquired and processed using Mass Lynx 4.1 software (Waters, Milford, MA). To ensure
experimental reproducibility, three independent biological replicates were prepared, and
three instrumental technical replicates were analyzed.

Standards for CGA, chlorogenic acid (CGA), 3,5-dicaffeoylquinic acid (3,5-di-CQA
or isochlorogenic acid A), 3,4-dicaffeoylquinic acid (3,4-di-CQA or isochlorogenic acid B),
and 4,5-dicaffeoylquinic acid (4,5-di-CQA or isochlorogenic acid C) were purchased from
Sigma-Aldrich (Missouri, USA). For content measurement of CGA and three ICGAs in
SPLE, standard solutions in a concentration range of 5 to 200 ng mL−1 containing CGA,
3,5-di-CQA, 3,4-di-CQA, and 4,5-di-CQA were freshly prepared in 50% methanol.
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3.3. Identification and Determination of CGAs and ICGAs by UPLC-MS/MS

Quantification of CGAs and ICGAs were performed using MRM on a UPLC-MS/MS
system. The concentrations of CGAs or ICGAs in SPL samples (ug/g DW) were calculated
using the following equation: (C × 20 × V × F)/M × 1000, where C was the concentration
of each compound in the test solution from the standard curve (ng mL−1), V was the final
volume of the sample (mL), M was the amount of sample in grams, and F was the dilution
factor of the test solution.

3.4. Statistical Analysis

All analyses were determined in triplicate, and results are expressed as means and
standard deviations (SDs). An analysis of variance (ANOVA) with the Duncan’s test at 0.05
was performed using SPSS version 23.0 (SPSS, Chicago, IL, USA).

4. Conclusions

Taiwanese SPLs were identified as containing potent polar antioxidants, confirming
that 3,5-di-CQA and 3,4-di-CQA account for high proportions of CQAs and are the main
isomers of CQAs in SPLs. SPLEs from different genotypes displayed variations in an-
tioxidant substances. These compounds occur in relatively major amounts in the yellow
SPLE, and have been shown to have large bioactivity, which is likely to impact human
health. SPLs can be viable and economical sources of antioxidants in the diet. Some of the
beneficial effects of CGA derivates might be mediated through their effects on metabolic
pathways and biological functions for possible clinical applications. Our observations may
enhance the potential application of SPLs as an inexpensive source of natural antioxidants,
especially for the currently fast-growing functional food industry.
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