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Abstract: The identification of adulteration practices of medicinal plants used as herbal medicine is
very important to ensure the quality, safety, and efficacy. In this study, thin layer chromatography
(TLC) and proton nuclear magnetic resonance (\H-NMR)-based metabolite fingerprinting coupled
with multivariate analysis were used for authentication of Curcuma xanthorrhiza extract from Curcuma
aeruginosa. Curcumin contents obtained from C. xanthorrhiza extract from various regions were in
the range of 0.74%-1.23%. Meanwhile, curcumin contents obtained from C. xanthorrhiza extract
adulterated with 0%, 10%, 25%, 40%, 50%, and 75% of C. aeruginosa were 1.02%, 0.96%, 0.86%, 0.69%,
0.43%, and 0.27%, respectively. The decreasing of curcumin contents in adulterant concentrations
of 40% and more in C. xanthorrhiza rhizome could indicate the adulteration with other rhizomes.
Multivariate analysis of PCA (principal component analysis) using data set obtained from 'H-NMR
spectra clearly discriminated pure and adulterated C. xanthorrhiza with C. aeruginosa. OPLS-DA
(orthogonal projections to latent structures-discriminant analysis) successfully classified pure and
adulterated C. xanthorrhiza with higher R2X (0.965), R2Y (0.958), and Q2(cum) (0.93). It can
be concluded that 'H-NMR-based metabolite fingerprinting coupled with PCA and OPLS-DA
offers an adequate method to assess adulteration practice and to evaluate the authentication of
C. xanthorrhiza extracts.
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1. Introduction

Curcuma xanthorrhiza, also known as Javanese turmeric or Temulawak, belongs to family
Zingiberaceae and is a native medicinal plant from Indonesia [1]. This plant is widely cultivated
around the world, especially in Southeast Asia, due to its variety of pharmacological activities,
such as anticancer, antimicrobial, anti-inflammatory, antioxidant, anti-candida, anti-hyperglycemic,
and antihypertensive effects [2,3]. Most of potential pharmacological activities of C. xanthorrhiza are
believed to come from various bioactive and phytochemical compounds, including xanthorrhizol
(1.48%-1.63%); curcuminoids, such as curcumin and demethoxycurcumin (1%-2%); phelandren;
camphor; tumerol; sineol; borneol; flavonoids; and sesquiterpenes [4]. Traditionally, this herb is
utilized as home remedies, such as jamu prescriptions, food supplements, and herbal drinks, but recently,
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this plant has also been gaining popularity and is extensively used as raw material in pharmaceutical
and cosmetic industries [5].

Due to high demand for C. xanthorrhiza in the herbal industries and the price of this herb normally
being higher than other herbs in the traditional market in Indonesia, adulteration commonly occurs,
and this has caused a major problem [6,7]. The practice of adulteration, either intentionally or
unintentionally, usually includes partial or full substitution of an original crude mixture of medicinal
plants with other substances which are cheaper, and either free from or inferior in therapeutic
properties [8]. The most common rhizome used as a C. xanthorrhiza adulterant is C. aeruginosa (which
also belongs to family Zingiberaceae) due to the similar colors and similar biological activities of the
two rhizomes [7].

The authentication of C. xanthorrhiza is necessary to be carried out in order to ensure the
quality, safety, and efficacy of raw material and its finished products [9]. Several analytical methods
have been reported which applied the fingerprinting analytical approach using high performance
liquid chromatography with a diode array detector [9], gas chromatography-time of flight mass
spectrometry, and ultrahigh-performance liquid chromatography-quadrupole time-of-flight mass
spectrometry [10]; capillary electrophoresis [11]; and high performance thin layer chromatography [12].
Thin layer chromatography (TLC) method has been developed for analysis of drugs and medicinal
plants including Curcuma species. TLC could be used for qualitative and semiquantitative analysis,
required less organic solvent, and required less time for analysis. Moreover, optimization of the TLC
system could be performed in curcumin analysis for medicinal plant authentication [13]. The latter
metabolomic approach using 'H-NMR-based metabolite fingerprinting is gaining popularity in
the field of discrimination and authentication of medicinal plants. This method offers simultaneous
identifications of various groups of secondary and primary metabolites [14,15]. In addition, this method
is powerful, fast, reproducible, requires minimal sample preparation, and could be used to analyze
metabolite profiles with only a crude extract [16,17]. Combined with chemometrics such as principal
component analysis (PCA), partial least square-discriminant analysis (PLS-DA), and orthogonal
projections to latent structures-discriminant analysis (OPLS-DA), the huge datasets generated from
TH-NMR measurements could be handled [18,19] and can be used to assess the authentication of
C. xanthorrhiza extract.

In the best of our knowledge, there is no publication regarding the authentication of C. xanthorrhiza
extract adulterated with C. aeruginosa. In this study, a thin layer chromatography (TLC) method
was validated and employed for the determination of curcumin contents in C. xanthorrhiza extracts.
The curcumin contents in C. xanthorrhiza could be used to evaluate the adulteration indication of this
extract. The objective of this study was to develop thin layer chromatography (TLC) and proton
nuclear magnetic resonance (H-NMR)-based metabolite fingerprinting coupled with multivariate
analysis of PCA and OPLS-DA for the authentication and discrimination of C. xanthorrhiza extract from
C. aeruginosa.

2. Results and Discussion

2.1. Analytical Method Validation

Validation of TLC method was performed by determining the performance characteristics which
included selectivity, linearity and range, detection limit and quantitation limit, accuracy, and precision
according to the International Conference on Harmonization (ICH) Q2(R1). Selectivity test was
conducted on C. xanthorrhiza sample from Bantul. Resolution (Rs) value was calculated to assess the
separation of curcumin peak from other peaks. The retention factor (Rf) value of curcumin was 0.50;
meanwhile, the Rf value of other peak suspected as demethoxycurcumin was 0.32, and the mean
Rs value of curcumin obtained was 2.43, indicating that curcumin peak was fully separated from other
peaks, as can be seen in Figure 1. Thus, it can be concluded that the developed method is selective for
curcumin determination.
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Figure 1. Chromatogram of Curcuma xanthorrhiza sample. Chromatographic conditions: mobile phase,
chloroform:methanol:formic acid (94:3:3 v/v); (1: demethoxycurcumin; 2: curcumin).

In a linearity test, the peak area versus concentration of curcumin standard was plotted to obtain
the calibration curve equation and correlation coefficient. The calibration curve equation of the
curcumin obtained was y = 45.883x + 6042.9 with a correlation coefficient (r) of 0.9972. This method is
linear in the range of 250—450 ng. Detection limit and quantitation limit of curcumin were 20.62 ng
and 68.72 ng respectively. These results were obtained based on the standard deviation approach
of the calibration curve. Accuracy and precision were assessed in the sample by standard addition
method. These tests were performed at three concentration levels (low, medium, high) with three
replications of each concentration. The accuracy and precision of this method were determined by
calculating the recovery and relative standard deviation (RSD) value, respectively. Table 1 showed the
results of the accuracy and precision study of the sample by the standard addition method. The three
concentration levels of addition consisted of low level (10 ug/mL), medium level (12.5 pg/mL), and high
level (15 pg/mL). The mean value of recovery obtained was within the required range of 80%-110%
for low level and 90%-107% for the medium and high level [20]. The RSD percentages (the precision
parameter) at three concentration levels were below the maximum limit of Horwitz’s RSD value which
is 11.3% for the low level and 8% for the medium and high levels. These results of this study showed
that this method is highly precise and accurate for determining curcumin in all concentration levels.

Table 1. Results of an accuracy and precision study using the standard addition method.

Addition Levels Analyte Taken  Analyte Found

o, o,

on the Sample (mg/L) (mg/L) Recovery (%) SD CV (%)
Low 9.99 10.19 101.97 0.59 5.77
Medium 12.49 12.49 100.00 0.39 3.15

High 14.99 15.16 101.16 0.80 5.26




Molecules 2020, 25, 3928 40f 13

2.2. Determination of Curcumin Contents in the Samples

Table 2 shows the curcumin contents of C. xanthorrhiza extract from various regions and
the curcumin contents of C. xanthorrhiza adulterated with various concentration of C. aeruginosa.
The percentages of RSD obtained from all samples meet the acceptance criteria according to Horwitz’s
RSD, which is below 4% [20]. Curcumin contents obtained from C. xanthorrhiza extract from various
regions were in the range of 0.74%-1.23%, as can be seen in Figure 2A. Meanwhile, curcumin contents
obtained from C. xanthorrhiza extract adulterated with 0%, 10%, 25%, 40%, 50%, and 75% of C. aeruginosa
were 1.02%, 0.96%, 0.86%, 0.69%, 0.43%, and 0.27% respectively (Figure 2B). There is a decrease in the
level of curcumin content with an increasing level of C. aeruginosa (the adulterant) added.

Table 2. Results of curcumin analysis of the samples.

Sample FoAt?:éy:‘;o) SD CV (%)
Karanganyar 1.15 0.01 0.00
Sleman 1.02 0.01 0.99
C. xanthorrhiza from various regions Bantul 1.06 0.01 0.95
Kulon Progo 1.23 0.01 0.82
Pati 0.74 0.01 1.36
0% 1.02 0.01 0.99
10% 0.96 0.03 3.14
C. xanthorrhiza adulterated with various 25% 0.86 0.01 1.17
concentrations of C. aeruginosa 40% 0.69 0.02 2.90
50% 0.43 0.01 2.35
75% 0.27 0.00 0.00

The decreasing of curcumin contents in the samples of C. xanthorrhiza rhizome could indicate that
these samples are adulterated with another rhizome which has a lower concentration of curcumin; in this
case, C. aeruginosa rhizome. The curcumin concentration in C. aeruginosa was around 0.01%-0.57% [21]
so that it would decrease the curcumin content when it was used as an adulterant in C. xanthorrhiza.
Therefore, curcumin concentration could be used as a parameter for quality control of C. xanthorrhiza
powdered rhizome to ensure its authenticity. The determination of curcumin contents using TLC
method could be used to assess C. xanthorrhiza adulteration, especially at adulterant concentrations of
40% and higher.

2.3. TH-NMR Spectra Analysis

Representative one-dimensional 'H-NMR spectra of C. xanthorrhiza obtained from several regions
are presented in Figure 3. The used of phosphate buffer (KH;PO4) in D,O was to maintain pH
value of the compounds because the stable pH value is important to maintaining the stability of the
compounds; therefore, it offers better resolution spectra. Moreover, TSP 0.01% was for chemical shift
calibration of 'H-NMR signals. Generally, the 'H-NMR spectra of plant extract could be divided into
three categories; namely, the organic acid and amino acid region (chemical shifts of 0.00-3.00 ppm),
the carbohydrates/glucose region (chemical shifts of 3.01-5.00 ppm), and the aromatic region (chemical
shifts of 6.00-8.00 ppm) [15]. 'H-NMR spectra are considered fingerprint spectra because there are no
samples with identical 'H-NMR spectra. All C. xanthorrhiza samples from several regions presented
similar 'H-NMR spectral patterns in all categorized areas (amino/organic acid, carbohydrate/glucose,
and aromatic) as can be seen in Figure 3, even though there are some differences either in signal
pattern or in intensities. It indicated that most of the metabolites in C. xanthorrhiza from several regions
were similar.
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Figure 2. Curcumin contents of (A) C. xanthorrhiza from various regions; (B) C. xanthorrhiza adulterated
with various concentrations of C. aeruginosa.

The "H-NMR spectra of C. xanthorrhiza differ from 'H-NMR spectra of C. aeruginosa in several
chemical shift regions (Figure 4). C. aeruginosa showed higher contents of organic acid/amino acid
compared to C. xanthorrhiza indicated by higher intensity of the spectra in the region of 0.00-3.00 ppm.
On the other hand, the glucose/carbohydrate content of C. aeruginosa is very low compared to that
in C. xanthorrhiza. In the aromatic region (6.00-8.00 ppm), C. xanthorrhiza has higher signal intensity
compared to C. aeruginosa, especially in the curcumin region which indicated higher curcumin
concentration in C. xanthorrhiza. Curcumin could be identified at 7.28 ppm (singlet), 3.65 ppm
(singlet), 6.77 ppm (doublet), 7.17 ppm (doublet), and 7.56 ppm (singlet), whereas the signals of
demethoxycurcumin appeared at 3.66 ppm (singlet), 5.86 ppm (singlet), and 6.92 ppm (doublet).
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Figure 3. 'H-NMR spectra of C. xanthorrhiza from several regions.

Even though the 'H-NMR spectra of pure C. xanthorrhiza differ from the spectra of pure
C. aeruginosa, in adulterated samples, it was very difficult to state whether the spectra were from
authentic or adulterated samples because they possess very similar spectra. The spectra of adulterated
C. xanthorrhiza with 25% of C. aeruginosa and even in 40% concentration of C. aeruginosa still showed
very similar "H-NMR spectra with authentic spectra of C. xanthorrhiza (Figure 4). A deep investigation
could distinguish them by such things as decreasing intensities in the aromatic and carbohydrate
regions and the spectral changes in the amino/organic acid region. However, it possibly makes the
mistake of justifying the samples when there is no information regarding to the samples. Therefore,
an adequate statistical method such as multivariate analysis is needed to overcome these problems.

2.4. Multivariate Analysis

The ASCII data generated from 'H-NMR spectra were Pareto scaled before multivariate analysis.
Pareto scaling was used to diminish the effects of variables that do not have important roles in
classification. The strong signal intensities which do not have significant influences on classification
were removed while the weak signals with significant influence were taken to obtain optimum
separation. 'H-NMR data were subjected to PCA to visualize the dissimilarities and similarities
among samples via a PCA score plot. It can be used to predict adulteration in C. xanthorrhiza samples
with C. aeruginosa. PCA is unsupervised pattern recognition method used to decrease the amount
of multivariate data set when there is a correlation [15,22,23]. By employing PCA, all samples
were grouped with the maximum separation based on the signal intensities in the 'H-NMR spectra
representing the metabolites [24].
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Figure 4. 'H-NMR spectra of pure C. xanthorrhiza, pure C. aeruginosa, and adulterated C. xanthorrhiza
with C. aeruginosa.

PCA using two principal components (PC) showed a clear separation between pure C. xanthorrhiza,
pure C. aeruginosa, and adulterated C. xanthorrhiza using several concentration levels of C. aeruginosa
(Figure 5). Hundreds of original variables used for making PCA model were reduced to be principal
components, which explains the original variables. PC1 and PC2 could represent 97% of variance
explained by 73% of PC1 and 24% of PC2. The scores appearing close to each other in PCA indicated
more similarities among them. Samples having identical characteristics overlapped in the same score
plot. C. xanthorrhiza samples with higher adulterant (C. aeruginosa) concentration appeared close to
pure C. aeruginosa, indicating that the higher the adulterant concentration, the higher the similarities to
adulterant in metabolite contents.
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Figure 5. PCA score plot of pure C. xanthorrhiza, adulterated C. xanthorrhiza, and pure C. aeruginosa.

Another multivariate analysis technique, namely, OPLS-DA, was subjected to differentiate pure
C. xanthorrhiza and adulterated C. xanthorrhiza with C. aeruginosa and other species. OPLS-DA is
supervised pattern recognition which uses orthogonal X and Y variables for classification.
OPLS-DA using two predictive and six orthogonal components revealed complete differentiation
between pure and adulterated samples of C. xanthorrhiza presented in OPLS-DA score plot (Figure 6A).
The OPLS-DA model had higher R2X (0.965), R2Y (0.958), and Q2(cum) (0.93) values. Higher R2X
and R2Y values (close to 1) indicated good of fitness of the model. Meanwhile, the strength of the
predictivity of the model was evaluated by Q2(cum) value. The higher Q2(cum) value (more than
0.5) indicated the strong predictivity of the developed model [25,26]. Supervised pattern recognition
including OPLS-DA needed to be validated. A permutation test was carried out to validate the
OPLS-DA model (Figure 6B). The X variables were kept intact while the Y variables were permuted
during a permutation test. The R2 and Q2 models of Y variables were permutated 100 times (on the
left side) and then compared to the original model (on the right side). To be categorized as a valid
model, the original model of R2 and Q2 must be higher than all the permutated models. Moreover, the
vertical axis intersection of Q2 must be zero or lower than zero [27]. The permutation test resulted in
the highest R2 and Q2 values over other permutated models of R2 and Q2, and the intersection of Q2
was (0.0, —0.537). Therefore, the permutation test confirmed the validity of OPLS-DA model.
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Figure 6. OPLS-DA score plot of pure and adulterated C. xanthorrhiza (A) and permutation test of

OPLS-DA model (B).

3. Materials and Methods

3.1. Plant Materials

Rhizomes of C. xanthorrhiza were obtained from Sleman, Bantul, Kulon Progo (Yogyakarta),
Karanganyar and Pati (Central Java), whereas rhizomes of C. aeruginosa were obtained from Yogyakarta.
The authentication of rhizomes used was performed in Department of Pharmaceutical Biology,
Faculty of Pharmacy, Universitas Gadjah Mada. These rhizomes were washed and then chopped into
small and thin pieces. The chopped rhizomes were air dried at around 40-50 °C eight hours a day for
five days and then ground into fine powder. These powdered rhizomes were used as samples for TLC

analysis and 'H-NMR measurements.
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3.2. Thin Layer Chromatography Analysis

Samples and standard solutions of curcumin were applied to TLC plate of silica gel 60 F254 (Merck,
Darmstadt, Germany) with the CAMAG Linomat 5 Sample Applicator using the following settings:
the first application was, from the x-axis and y-axis, 10.0 and 10.0 mm, respectively; band length
3.0 mm; and track distance 9.0 mm. Chromatographic analysis was carried out in a flat bottom
chamber up to elution distance of 100 mm, using chloroform:methanol:formic acid (94:3:3 v/v) as
the mobile phase. After the elution finished, the plate was scanned using CAMAG TLC Scanner 4
(CAMAG, Muttenz, Switzerland) with slit dimensions of 5.00 x 0.20 mm and scanning speed 20 mm/s.
Curcumin contents were measured in absorption mode at UV wavelength 427 nm. Linomat 5 Sample
Applicator and TLC Scanner 4 were controlled by winCATS Planar Chromatography Manager software
SN 2110W018 V1.4.9 (CAMAG, Muttenz, Switzerland).

3.3. Analytical Method Validation

The TLC method was validated for selectivity, linearity and range, detection limit and quantitation
limit, accuracy, and precision according to the International Conference on Harmonization (ICH)
Q2(R1). The detection limit and quantitation limit were based on the standard deviation of the response
and the slope [28]. For preparation of the standard solution used during validation, 10 mg of curcumin
was accurately weighed and transferred to a 10.0 mL volumetric flask, dissolved, and diluted to
volume with methanol to obtain the standard solution of curcumin with the concentration of 1000 mg/L.
An intermediate standard solution with the curcumin concentration of 50 mg/L was prepared by
transferring 0.25 mL of a curcumin standard solution into a 5.0 mL volumetric flask and diluting it to
volume with methanol. For linearity evaluation, five different concentrations of calibration standard of
curcumin were obtained by spotting each of 5, 6,7, 8, and 9 uL of the intermediate standard solution
on a TLC plate. The amounts of curcumin in the calibration standard series obtained were 250, 300,
350, 400, and 450 ng respectively.

3.4. Sample Preparation for TLC Analysis

A 100 mg amount of C. xanthorrhiza rthizomes from each region was accurately weighed and placed
into a 2 mL microtube, and then 1.5 mL methanol was added. The mixtures were vortexed for 5 min
and then followed by centrifugation at 4000 rpm for 5 min. To prepare sample stock solution, 1 mL
supernatant from the previous extraction was transferred to a 10.0 mL volumetric flask and diluted
to volume with methanol. Test solutions were prepared by transferring 2.0 mL of each sample stock
solution of C. xanthorrhiza extract from Bantul, Kulon Progo, and Karanganyar, and transferring 4.0 mL
of each sample stock solution of C. xanthorrhiza extract from Sleman and Pati, into respective 5.0 mL
volumetric flasks and diluting to volume with methanol. Binary mixtures of C. xanthorrhiza from
Sleman with various concentrations (10%, 25%, 40%, 50%, and 75%) of C. aeruginosa as adulterant were
also prepared. Extraction of each binary mixture was done according to the previous step. Sample stock
solution for binary mixture was prepared by transferring each 1.0 mL supernatant from the previous
extraction to 10.0 mL volumetric flask for mixtures of 10% and 25% C. aeruginosa, and transferring each
1.0 mL supernatant from the previous extraction to respective 5.0 mL volumetric flasks for mixtures of
40%, 50%, and 75% C. aeruginosa, and then diluting to volume with methanol.

3.5. Sample Preparation for |H-NMR Measurements

Pure dried powder samples of C. xanthorrhiza from each region, C. aeruginosa, and binary mixtures
of C. xanthorrhiza with various concentrations of C. aeruginosa were prepared for 'H-NMR measurements.
Binary mixtures were prepared by mixing C. xanthorrhiza from Sleman with various concentrations
(10%, 25%, 40%, 50%, and 75%) of C. aeruginosa as adulterants in a total weight of 5 g.
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3.6. 1TH-NMR Measurements

The method used was according to Kim et al. [15] with slight modifications. In total, 25 mg
of each dried powder samples (pure and binary mixture) was placed in a separate 2 mL microtube
and then supplemented with 0.5 mL of CD3;0D and 0.5 mL of KH,PO, buffer (pH 6.0) in D,O
containing TSP 0.01%. The mixture was vortexed (Vortex Mixer Maxi Mix'™ 1I, Thermo Fisher
Scientific, Waltham, MA, USA) for 1 min followed by ultrasonication for 20 min and centrifugation
(Centrifuge MPW-260, MPW Med. Instruments, Warsaw, Poland) at 13,000 rpm for 10 min to obtain
a clear supernatant. Approximately of 0.8 mL of each supernatant was transferred to an NMR tube
and immediately subjected to 'H-NMR measurements using a preset setting for all the samples.
The 'H-NMR measurements were implemented using a 500 MHz NMR Spectrometer (JEOL ECZR,
JEOL Ltd., Tokyo, Japan).

3.7. Bucketing of 'TH-NMR Spectra and Multivariate Analysis

'H-NMR data processing was according to Gad and Bouzabata [29] with modifications.
The 'H-NMR spectra were manually phase corrected, and subsequently, baseline correction was
performed. Baseline correction was performed using polynomial fit in third order mode. The spectra
were then normalized using total area before being binned to obtain ASCII data. The normalized
'H-NMR spectra were automatically binned to ASCII files using MestreNova software (version 12.0,
Mestrelab Research, Santiago de Compostela, Spain). Spectra intensities were reduced to buckets with
the spectral width (6 0.04) forming a region of 0.08-10.04 mg/L and the total variables of 250 chemical
shifts bin were generated for each 'H-NMR spectrum. The generated ASCII files were subjected
to multivariate analysis. Before performing PCA and OPLS-DA, the data were scaled using Pareto
scaling. PCA and OPLS-DA were performed using SIMCA 14.0 software (Sartorius, Malmo, Sweden).
OPLS-DA was validated using permutation test to confirm the validity of OPLS-DA model.

4. Conclusions

TLC analysis and 'H-NMR-based metabolite fingerprinting coupled with multivariate analysis of
PCA and OPLS-DA were successfully used for authentication and discrimination of C. xanthorrhiza
extract. TLC analysis allows determination of curcumin contents of C. xanthorrhiza extract which
could also be used to assess indication of adulteration of this extract. 'H-NMR-based metabolite
fingerprinting coupled with PCA and OPLS-DA facilitated consistent discrimination among pure
C. xanthorrhiza extract from adulterated ones.

Author Contributions: All authors made equal contributions to preparing this manuscript. Conseptualization,
A.R.and A.W,; Methodology, A.R., TW., A.W. and S.R.; writing original draft, TW.; writing — review & editing, A.W.
and A.R;; supervision, A.R. and S.R. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Ministry of Research and Technology/National Agency for Research
and Innovation, Republic of Indonesia through scheme World Class Research 2020 with contract number
869/UN1/DITLIT/DIT-LIT/PT/2020. This research is partially funded by the Indonesian Ministry of Research
and Technology/National Agency for Research and Innovation, and Indonesian Ministry of Education and
Culture, under World Class University Program managed by Institut Teknologi Bandung with contract number
1913D/11.B04.2/SPP/2020.

Acknowledgments: The authors acknowledge the Faculty of Pharmacy, Universitas Gadjah Mada and the
Integrated Research and Testing Laboratory (LPPT), Universitas Gadjah Mada for facilitating instrument use for
this research.

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



Molecules 2020, 25, 3928 12 of 13

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

Ramdani, E.D.; Marlupi, U.D.; Sinambela, J.; Tjandrawinata, R.R. A new method of xanthorrhizol isolation
from the rhizome extract of Curcuma xanthorrhiza. Sch. Acad. ]. Biosci. 2016, 4, 732-737.

Rukayadi, Y. In vitro anticandidal activity of xanthorrhizol isolated from Curcuma xanthorrhiza Roxb.
J. Antimicrob. Chemoter. 2006, 57, 1231-1234. [CrossRef]

Jantan, I.; Saputri, EC.; Qaisar, M.N.; Buang, F. Correlation between chemical composition of curcuma
domestica and curcuma xanthorrhiza and their antioxidant effect on human low-density lipoprotein oxidation.
Evid. Based Complement. Altern. Med. 2012, 2012, 1-10. [CrossRef] [PubMed]

Husni, Z.B. Andrographis paniculata and Curcuma xanthorrhiza Extracts and Active Constituents Inhibit
Morphine Glucuronidation. Thesis, Universiti Sains Malaysia, Malaysia, 2016. Available online: http:
//eprints.usm.my/32348/1/ZULHILMI_HUSNI_24%28NN%29.pdf (accessed on 7 February 2020).
Mangunwardoyo, W. Antimicrobial and identification of active compound Curcuma xanthorrhiza Roxb. Ijbas
2012, 12, 69-78.

Remya, R.; Syamkumar, S.; Sasikumar, B. Isolation and amplification of DNA from turmeric powder.
Br. Food |. 2004, 106, 673—-678. [CrossRef]

Rafi, M.; Rohaeti, E.; Miftahudin, A.; Darusman, L.K. Differentiation of Curcuma longa, Curcuma xanthorrhiza
and Zingiber cassumunar by thin layer chromatography fingerprint analysis. Indones. J. Chem. 2011, 11, 71-74.
[CrossRef]

Wikara, T.; Sulistiowaty, A.; Murhandini, S.; Usia, T. Fingerprint study of Curcuma xanthorrhiza rhizome by
high performance thin layer chromatography (HPTLC). J. Jamu Indones. 2016, 1, 9-14. [CrossRef]

Rafi, M.; Wulansari, L.; Heryanto, R.; Darusman, L.K.; Lim, L.W.; Takeuchi, T. Curcuminoid’s content and
fingerprint analysis for authentication and discrimination of Curcuma xanthorrhiza from Curcuma longa by
high-performance liquid chromatography-diode array detector. Food Anal. Methods 2015, 8, 2185-2193.
[CrossRef]

Lee, J.; Jung, Y.; Shin, ].H.; Kim, H.; Moon, B.; Ryu, D.; Hwang, G.S. Secondary metabolite profiling of
Curcuma species grown at different locations using GC/TOF and UPLC/Q-TOF MS. Molecules. 2014, 19,
9535-9551. [CrossRef]

Lechtenberg, M.; Quandt, B.; Nahrstedt, A. Quantitative determination of curcuminoids in Curcuma
rhizomes and rapid differentiation of Curcuma domestica Val. and Curcuma xanthorrhiza Roxb. by capillary
electrophoresis. Phytochem. Anal. 2004, 15, 152-158. [CrossRef]

Kharade, S.S.; Samal, K.C.; Rout, G.R. High performance thin layer chromatography fingerprint profile of
rhizome extracts of five important Curcuma species. Proc. Natl. Acad. Sci. Biol. Sci. 2017, 87, 1335-1341.
[CrossRef]

Kotra, V.S.R,; Satyabanta, L.; Goswami, T.K. A critical review of analytical methods for determination of
curcuminoids in turmeric. J. Food Sci. Technol. 2019, 56, 5153-5166. [CrossRef] [PubMed]

Awin, T.; Mediani, A.; Shaari, K; Fauzi, SM.M.; Sukari, M.A.H.; Lajis, N.H.; Abas, F. Phytochemical profiles
and biological activities of Curcuma species subjected to different drying methods and solvent systems:
NMR-based metabolomics approach. Ind. Crop. Prod. 2016, 94, 342-352. [CrossRef]

Kim, HK.; Choi, Y.H.; Verpoorte, R. NMR-based metabolomic analysis of Plants. Nat. Protoc. 2010, 5,
536-549. [CrossRef] [PubMed]

Krishnan, P. Metabolite fingerprinting and profiling in plants using NMR. J. Exp. Bot. 2004, 56, 255-265.
[CrossRef] [PubMed]

Petrakis, E.A.; Cagliani, L.R.; Polissiou, M.G.; Consonni, R. Evaluation of saffron (Crocus sativus L.) adulteration
with plant adulterants by 'H NMR Metabolite Fingerprinting. Food Chem. 2015, 173, 890-896. [CrossRef]
[PubMed]

Sun, L.; Wang, M.; Ren, X.; Jiang, M.; Deng, Y. Rapid authentication and differentiation of herbal medicine
using 'H-NMR fingerprints coupled with chemometrics. J. Pharm. Biomed. Anal. 2018, 160, 323-329.
[CrossRef]

Windarsih, A.; Rohman, A.; Swasono, R.T. Application of TH-NMR based metabolite fingerprinting and
chemometrics for authentication of Curcuma longa adulterated with C. heyneana. JARMAP 2019, 13, 1-8.
[CrossRef]


http://dx.doi.org/10.1093/jac/dkl132
http://dx.doi.org/10.1155/2012/438356
http://www.ncbi.nlm.nih.gov/pubmed/23243446
http://eprints.usm.my/32348/1/ZULHILMI_HUSNI_24%28NN%29.pdf
http://eprints.usm.my/32348/1/ZULHILMI_HUSNI_24%28NN%29.pdf
http://dx.doi.org/10.1108/00070700410558201
http://dx.doi.org/10.22146/ijc.21423
http://dx.doi.org/10.29244/jjidn.v1i2.30607
http://dx.doi.org/10.1007/s12161-015-0110-1
http://dx.doi.org/10.3390/molecules19079535
http://dx.doi.org/10.1002/pca.759
http://dx.doi.org/10.1007/s40011-016-0709-z
http://dx.doi.org/10.1007/s13197-019-03986-1
http://www.ncbi.nlm.nih.gov/pubmed/31749463
http://dx.doi.org/10.1016/j.indcrop.2016.08.020
http://dx.doi.org/10.1038/nprot.2009.237
http://www.ncbi.nlm.nih.gov/pubmed/20203669
http://dx.doi.org/10.1093/jxb/eri010
http://www.ncbi.nlm.nih.gov/pubmed/15520026
http://dx.doi.org/10.1016/j.foodchem.2014.10.107
http://www.ncbi.nlm.nih.gov/pubmed/25466103
http://dx.doi.org/10.1016/j.jpba.2018.08.003
http://dx.doi.org/10.1016/j.jarmap.2019.100203

Molecules 2020, 25, 3928 13 of 13

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Gonzalez, G.A.; Herrador, A.M. A practical guide to analytical method validation, including measurement
uncertainty and accuracy profiles. Trac Trends Anal. Chem. 2007, 26, 227-238. [CrossRef]

Nurcholis, W.; Khumaida, N.; Syukur, M.; Bintang, M. Variability of curcuminoid content and lack of
correlation with cytotoxicity in ethanolic extracts from 20 accessions of Curcuma aeruginosa Roxb. Asian Pac.
J. Trop. Dis. 2016, 6, 887-891. [CrossRef]

Miller, J.N.; Miller, J.C. Statistics and Chemometrics for Analytical Chemistry, 6th ed.; Prentice Hall: Harlow, ND,
USA, 2010. Available online: https://lib.hpu.edu.vn/handle/123456789/28549 (accessed on 20 January 2020).
Mediani, A.; Abas, F,; Khatib, A.; Tan, C.P; Ismail, 1.S.; Shaari, K.; Ismail, A.; Lajis, N.H. Phytochemical and
biological features of Phyllanthus niruri and Phyllanthus urinaria harvested at different growth stages revealed
by 'H NMR-based metabolomics. Ind. Crop. Prod. 2015, 77, 602-613. [CrossRef]

Longobardi, F.; Ventrella, A.; Bianco, A.; Catucci, L.; Cafagna, I.; Gallo, V.; Mastrorilli, P.; Agostiano, A.
Non-targeted 'H-NMR fingerprinting and multivariate statistical analysis for the characterization of the
geographical origin of Italian sweet cherries. Food Chem. 2013, 141, 3028-3033. [CrossRef] [PubMed]
Olawode, E.O.; Tandlich, R.; Cambray, G. TH-NMR profiling and chemometrics analysis for selected honeys
from South Africa, Zambia, and Slovakia. Molecules 2018, 23, 578. [CrossRef] [PubMed]

Worley, B.; Powers, R. Multivariate analysis in metabolomics. Curr. Metab. 2013, 1, 92-107.

Gogna, H.; Hamid, N.; Dorai, K. Metabolomic profiling of the phytomedicinal constituents of Carica papaya
L. leaves and seeds by 'H-NMR spectroscopy and multivariate statistical analysis. J. Pharm. Biomed. Anal.
2015, 115, 74-85. [CrossRef]

ICH. Validation of Analytical Procedures: Text and Methodology Q2(R1). Int Conf Harmon Tech Requir
Regist Pharm for Human Use. 2005. Available online: https://www.gmp-compliance.org/guidelines/
gmp-guideline/ich-q2rl-validation-of-analytical-procedures-text-and-methodology (accessed on 10 January
2020).

Gad, H.A,; Bouzabata, A. Application of chemometrics in quality control of turmeric (Curcuma longa) based
on ultraviolet, Fourier transform infrared, and 'H-NMR spectroscopy. Food Chem. 2017, 237, 857-864.
[CrossRef]

Sample Availability: Samples of the compounds C. xanthorrhiza and C. aeruginosa are available from the authors.

@ © 2020 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.trac.2007.01.009
http://dx.doi.org/10.1016/S2222-1808(16)61152-0
https://lib.hpu.edu.vn/handle/123456789/28549
http://dx.doi.org/10.1016/j.indcrop.2015.09.036
http://dx.doi.org/10.1016/j.foodchem.2013.05.135
http://www.ncbi.nlm.nih.gov/pubmed/23871055
http://dx.doi.org/10.3390/molecules23030578
http://www.ncbi.nlm.nih.gov/pubmed/29510542
http://dx.doi.org/10.1016/j.jpba.2015.06.035
https://www.gmp-compliance.org/guidelines/gmp-guideline/ich-q2r1-validation-of-analytical-procedures-text-and-methodology
https://www.gmp-compliance.org/guidelines/gmp-guideline/ich-q2r1-validation-of-analytical-procedures-text-and-methodology
http://dx.doi.org/10.1016/j.foodchem.2017.06.022
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Analytical Method Validation 
	Determination of Curcumin Contents in the Samples 
	1H-NMR Spectra Analysis 
	Multivariate Analysis 

	Materials and Methods 
	Plant Materials 
	Thin Layer Chromatography Analysis 
	Analytical Method Validation 
	Sample Preparation for TLC Analysis 
	Sample Preparation for 1H-NMR Measurements 
	1H-NMR Measurements 
	Bucketing of 1H-NMR Spectra and Multivariate Analysis 

	Conclusions 
	References

