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ABSTRACT
Context: 1D is a novel derivative of curcumin and shows very promising antitumor activities in various
cancer cell lines.
Objective: To characterize its preclinical pharmacokinetic profiles, a novel liquid chromatography-tandem
mass spectrometry (LC-MS/MS) method was developed and validated for the quantification of 1D in
rat plasma.
Materials and methods: An aliquot of 50lL plasma sample was processed by protein precipitation with
methanol. Chromatographic separation was accomplished on a Zorbax Eclipse Plus C18 column (2.1mm
� 50mm, 1.8lm) with a gradient elution system (water/0.1% formic acid and methanol). Detection was
performed by multiple reaction monitoring (MRM) mode using electrospray ionization in the positive ion
mode. The optimized fragmentation transition for 1D was m/z 491.2 ! 361.2.
Results: The method was linear over the concentration range of 5–1000 ng/mL. The intra- and inter-day
precisions were less than 9.8% and the accuracy was within ± 14.5%. The mean recovery of 1D ranged
from 102.5 to 105.9%. No matrix effects and significant sample loss during sample processing were
observed. The validated method has been successfully applied to a pharmacokinetic study in rats
after intravenous administration of 1D. Non-compartmental pharmacokinetic parameters, including half-
life (t1/2), apparent volume of distribution (Vz), clearance (CLz), and area under the concentration-time
curve (AUC(0–t)) were 4.92 h, 46.56 L/kg, 6.33 L/h/kg, and 806.70lg/L/h, respectively.
Discussion and conclusions: Results demonstrated that 1D displayed favourable pharmacokinetic
properties for further in vivo pharmacologic evaluation, which could be facilitated by the validated
LC-MS/MS method.
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Introduction

Curcumin is a natural polyphenol compound derived from tur-
meric [Curcuma longa Linn., (Zingiberaceae)]. It has been used
widely in Ayurvedic medicine for centuries because it is non-toxic
and has various therapeutic properties, including antioxidant
(Altintoprak et al. 2016; Momeni and Eskandari 2017), analgesic
(Jacob et al. 2013; Bulboaca et al. 2017), anti-inflammatory (Ma
et al. 2017; Shakeri and Boskabady 2017), and antibiotic activities
(Xie et al. 2015; Izui et al. 2016). Recently, a number of preclinical
studies have demonstrated that curcumin has anticancer effects on
a variety of tumours, including pancreatic (Bimonte et al. 2016),
oesophageal (Lin et al. 2014), gastric (Barati et al. 2019), liver
(Ren et al. 2018), lung (Liu et al. 2017), and uterine cancers (Li
et al. 2013). Mechanism studies have found that it can participate
in various biological pathways involved in apoptosis, tumour pro-
liferation, chemo- and radiotherapy sensitization, tumour invasion,
and metastases (Shehzad et al. 2013; Mehta et al. 2014; Su et al.
2017; Yang et al. 2017; Hurtado et al. 2018; Yu et al. 2018; Zhang

et al. 2018). Although its advantages of safety, efficiency, and low
toxicity, clinical applications of curcumin are restricted by its short
half-life, low solubility, and poor stability (Anand et al. 2007;
Zhou et al. 2014; Akbar et al. 2018). These inherent problems
prompted us to synthesize novel curcumin analogues with better
pharmacokinetic properties.

In the pursuit of safe and effective anti-tumour agents, we
have designed and synthesized many curcumin derivatives (Qiu
et al. 2013; Shen et al. 2015; Tong et al. 2016), among which, 1D
[(E,E)-4-(4,6-bis(4-methoxystyryl)pyrimidin-2-yloxy)butyl carba-
mimidothioate hydrobromide] has shown excellent antitumor
activity (Tong et al. 2016). The IC50 values of 1D treatment for
48 h in four human cancer cell lines were estimated to be
0.79 lM in HT29 cells, 1.00 lM in HCT116 cells, 0.92lM in
HJ1299 cells, and 0.99lM in A549 cells, respectively, which indi-
cated that 1D had increased antitumor activity in vitro relative
to curcumin. Based on its superior pharmacological activity, 1 D
was selected as a drug candidate for treating tumours.
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Although the pharmacological activity and mechanism of 1D
were studied in-depth, the pharmacokinetic (PK) properties were
still unknown. It is well known that during the development of a
new drug candidate, it is essential to obtain information regard-
ing its pharmacokinetic parameters as early as possible (Baselga
et al. 2012; US Food and Drug Administration [FDA] 2018). To
further understand the pharmacokinetic characters of 1D, a sim-
ple, rapid, and sensitive liquid chromatography-tandem mass
spectrometry (LC-MS/MS) method was developed and validated
in this study, and was applied to the pharmacokinetic study of
1D in rats following single-intravenous administration. The
method developed in this study will support and facilitate the
design and selection of drug candidates with desirable pharmaco-
kinetic properties. Moreover, our results will support optimiza-
tion of dosing regimens for future preclinical efficacy studies.

Materials and methods

Reagents and chemicals

1D (Figure 1(A), purity > 99%) and the internal standard (IS)
1G [(E,E)-2-(4-(4,6-bis(4-methoxystyryl)pyrimidin-2-yloxy)bu-
tyl)-1,1,3,3-tetramethylisothiouronium hydrobromide] (Figure
1(B), purity > 99%) were synthesized and purified as previously
described (Tong et al. 2016). LC-MS-grade methanol (MeOH)
and HPLC-grade formic acid (HCOOH) were purchased from
TEDIA (Fairfield, OH, USA). Analytical grade polyethylene gly-
col 400 (PEG400), poly (propylene glycol) 400 (PG400), and
DMSO were obtained from Nanjing Chemical Reagent Co.
(Nanjing, China). Ultra-pure water for the mobile phase was
purified using a Milli-Q system (Millipore, Bedford, MA, USA).
Blank plasma was purchased from Chundu Biotechnology Co.,
Ltd. (Wuhan, Hubei, China) and was stored at �80 �C.

Instruments and analytical conditions

An AB ACIEX API 4000 triple-quadrupole mass spectrometer
(Framingham, MA, USA) with electrospray ionization (ESI)
interface was coupled with an Agilent 1290 Infinity II (Palo Alto,
CA, USA) high performance liquid chromatography system con-
sisting of a G7120A pump, a G4212-60008 inline degasser, a
G7167B autosampler, and a G7116B column oven. Separation of

the analyte and IS was achieved by using a Zorbax Eclipse Plus
C18 column (2.1mm � 50mm, 1.8lm) maintained at 40 �C. H2O
(containing 0.1% HCOOH) (solvent A) and MeOH (solvent B)
were used as gradient eluting mobile phases. The gradient was set
as follows: 0min 35% B, 1.5min 35% B, 1.6min 95% B, 3.5min
95% B, 3.6min 35% B, 5.0min 35% B, then stopped. The flow
rate was set at 0.4mL/min and the injection volume was 2lL.

The analytes were determined in positive ESI mode and quanti-
fied by multiple-reaction monitoring (MRM) mode. The source
parameters were as follows: ion spray voltage, 5500V; temperature,
550 �C; collision gas, 8 psi; curtain gas, 20 psi; ion source gas 1,
55 psi; and ion source gas 2, 55 psi, respectively. Compound
dependent parameters which were optimized manually were as fol-
lows: entrance potential (EP), 10V; cell exit potential (CEP), 13V;
collision energy (CE), 24V for 1D and 35V for IS; and decluster-
ing potential (DP), 50V for 1D and 60V for IS, respectively.

Quantification was performed using MRM mode. The transi-
tions were m/z 491.2 ! 361.2 for 1D and 547.2 ! 415.1 for IS
(Figure 2), respectively. All the operations, acquiring and analysis of
data, were controlled by AB Sciex Analyst software (version 1.6.3).

Stock and working solution preparation

Stock solutions of 1D and IS at a concentration of 500lg/mL
were prepared by dissolving accurate amounts of reference stand-
ards in MeOH. Stock solutions were further diluted with MeOH
to get a series of working solutions at the concentrations of 50,
100, 200, 500, 1000, 2000, 5000, and 10000 ng/mL for 1D and
4000 ng/mL for IS. All stock and working solutions were stored
at �20 �C and brought to room temperature before use.

Plasma samples for calibration were prepared by spiking 5lL
of corresponding 1D working solutions into blank plasma to
obtain final concentration levels of 5, 10, 20, 50, 100, 200, 500,
and 1000 ng/mL. Quality control (QC) samples of 5, 10, 100, and
500 ng/mL were prepared similarly.

Plasma sample preparation

IS working solution (5lL) and 95lL of MeOH were added to 50lL
of plasma sample in a 1.5mL centrifuge tube. The mixture was then
vortexed for 3min and centrifuged at 13,400 rpm for 10min. A 2lL
aliquot of the supernatant was injected for LC-MS/MS analysis.

Method validation

A full method validation was performed according to US FDA
guidelines (FDA 2018) with respect to specificity, linearity, preci-
sion, accuracy, recovery, matrix effect, and stability.

Specificity

The LC-MS/MS method specificity was evaluated by comparing
blank plasma from six individual rats with corresponding spiked
plasma samples and plasma samples from rats after intravenous
administration to exclude interference of endogenous substances.

Linearity and sensitivity

An eight-point standard calibration curve over the concentration
range of 5–1000 ng/mL was constructed by using the peak
area ratio (y) of 1D to the IS versus concentration (x).
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Figure 1. Chemical structures of 1 D (A) and IS (B).
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Each calibration curve was performed individually by using least
square weighted (1/x2) linear regression. As the minimum stand-
ard of the calibration curve, the lower limit of quantification
(LLOQ) should have an analyte response at least 5 times the
blank response. The calibration curve was acceptable if the

correlation coefficient (r) value was greater than 0.99 and the
back-calculated concentration had a precision that did not
exceed 15% of the relative standard deviation (RSD) and accur-
acy was within 15% of the nominal concentration (20%
for LLOQ).

+MS2 (491.20) CE (52): 12.759 to 25.690 Volts from Sample 2 (1d-Q3) of 1d.wiff (Turbo Spray) Max. 5.2e5 cps.

60 80 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500
m/z, Da

0.0

2.0e4

4.0e4

6.0e4

8.0e4

1.0e5

1.2e5

1.4e5

1.6e5

1.8e5

2.0e5

2.2e5

2.4e5

2.6e5

2.8e5

3.0e5

3.2e5

3.4e5

3.6e5

3.8e5

4.0e5

4.2e5

4.4e5

4.6e5

4.8e5

5.0e5
5.2e5

In
te

ns
ity

, c
ps

491.1

361.4

131.1
415.3

NN

O

H3CO OCH3

+

S

NH2

NH2

Br
-

+MS2 (547.20) CE (52): 23.103 to 25.690 Volts from Sample 2 (1g-MS2) of 1g.wiff (Turbo Spray) Max. 4.0e5 cps.

60 80 100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540
m/z, Da

0.0

2.0e4

4.0e4

6.0e4

8.0e4

1.0e5

1.2e5

1.4e5

1.6e5

1.8e5

2.0e5

2.2e5

2.4e5

2.6e5

2.8e5

3.0e5

3.2e5

3.4e5

3.6e5

3.8e5

4.0e5

In
te

ns
ity

, c
ps

547.3

415.0

415.9
373.1361.4

NN

O

H3CO OCH3

+

Br
-

S

N

N

(A)

(B)

Figure 2. Product ion mass spectrum of 1 D (A) and IS (B).
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Precision and accuracy

The intra- and inter-day accuracy and precision of 1D were
performed by analyzing five replicates of QC samples (5, 10,
100, and 500 ng/mL) on the same day and on three consecutive
days. The precision was expressed as RSD and accuracy was
expressed as the deviation of the mean from the nominal value.
Acceptable criteria included precision within 15% RSD and
accuracy within ± 15%.

Recovery and matrix effect

Recovery and matrix effect were analyzed at four QC concentra-
tions (5, 10, 100, and 500 ng/mL). The recovery was investigated
by comparing the responses of the analytes in blank matrix sam-
ples (analytes spiked prior to deproteinization) with those in
post-extracted blank plasma samples (analytes added after depro-
teinization) (n¼ 5). The matrix effect was calculated by compar-
ing the responses of the analytes in post-extracted blank plasma
samples with those of corresponding standard solutions (n¼ 5).

Stability

The stability of 1D in rat plasma was evaluated in five replicates
at three QC levels under various storage conditions. These results
were compared with those obtained from freshly prepared sam-
ples to calculate the percentages of intact drug remaining. Short-
term and long-term stability were evaluated by storing plasma
samples at room temperature for 6 h and �20 �C for 1month
before sample preparation. Freeze-thaw stability of QC samples
was assessed after three freeze-thaw cycles (�20 to 25 �C).
Autosampler stability was evaluated by keeping the extracted
plasma samples in the autosampler for 24 h before analysis.
Samples were considered to be stable if assay values were within
the acceptable limits of accuracy (±15%) and precision
(15% RSD).

Pharmacokinetic studies and data analysis

The applicability of the developed bioanalytical LC-MS/MS
method was evaluated by quantitative determination of 1D in
rat plasma after single intravenous administration. All experi-
mental procedures and animal care were performed following
approval from the Ethic Committee of Laboratory Animals of
the Affiliated Hospital of Qingdao University. Six male
Sprague–Dawley rats, weighing 200 ± 15 g, were obtained from
Beijing Vital River Experimental Animal Co. Ltd (Beijing,
China). The animals were quarantined for 1week prior to the
study and were maintained on a 12 h light/12 h dark cycle at
22 ± 2 �C and at 50 ± 10% relative humidity. The rodents were
given a commercial rat chow and water ad libitum. An intraven-
ous dose of 5mg/kg was selected based on our previous toxico-
logical and pharmacodynamic studies in rats (unpublished data).
The administration solution was prepared by dissolving 1D in
PEG400: PG400: DMSO: saline (30: 30: 1: 39, v/v/v/v) to give a
concentration of 2mg/mL. After fasting overnight, rats were
given the prepared administration solution at 5mg/kg via the tail
vein. Blood samples (0.2mL) were collected into heparinized
tubes by retro-orbital puncture at 0 (pre-dose), 5, 10, 20, 30, and
45min, and 1, 1.5, 2, 4, 8, 12, and 24 h after dosing. Plasma was
separated by centrifugation at 4500 rpm for 10min and stored at
�20 �C until analysis.

The pharmacokinetic parameters including area under the
concentration-time curve (AUC), apparent volume of distribu-
tion (Vz), elimination half-life (t1/2), and clearance (CLz) were
calculated by a non-compartmental analysis method using the
DAS 3.0.2 pharmacokinetic programme. As observable parame-
ters, the maximum plasma concentration (Cmax) and the time to
reach the maximum concentration (Tmax) were obtained directly.

Results and discussion

LC-MS/MS optimization

The MS intensity of 1D and IS was optimized after infusion of
each standard solution into the mass spectrometer. The signal
intensity of the compounds was found to be greater in the posi-
tive mode after testing each compound in both positive and
negative modes. The protonated molecular ion [MþH]þ was
chosen as the parent ion in the Q1 full scan spectra for 1D at
m/z 491.2 and for IS at m/z 547.2. The parent ion was used as
the precursor ion to obtain the production in the Q3 spectra.
The fragmentations with the highest relative abundance were at
m/z 361.2 and 451.1 for 1D and IS, respectively. Therefore,
quantification was performed using MRM mode and the transi-
tions were m/z 491.2 ! 361.2 for 1D and m/z 547.2 ! 415.1
for IS. The MS parameters, such as DP and CE, were optimized
to ensure that MRM transitions were sensitive.

Various mobile phases with different concentrations of aceto-
nitrile (ACN), MeOH and HCOOH were tested to obtain short
run times, well-resolved peaks, and peaks with symmetrical
shapes. Finally, high response, good separation, and superior sen-
sitivity of the analyte peaks were obtained by using a gradient
eluted mobile phase consisting of MeOH and H2O (containing
0.1% HCOOH).

Internal standard selection

An appropriate IS is important to ensure the reproducibility and
accuracy of LC-MS/MS method by adjusting the deviations
derived from operational and/or instrumental errors. The chro-
matographic behaviour, recovery, and ionization properties of IS
should be similar to the analytes. Analogues of the analytes are
often applied as IS. In this study, the pyrimidine-substituted cur-
cumin analogue 1G, which was the homologue of 1D, was
selected as IS based on their consistent recovery and the non-
interfering molecular ion peaks.

Extraction process optimization

Due to the complex nature of plasma, pre-treatment of plasma
samples is an important step in removing proteins and potential
interference prior to LC-MS/MS analysis. Different extraction
conditions were investigated, including protein precipitation by
MeOH or ACN, and liquid-liquid extraction by ethyl acetate.
Results showed that the sensitivity and specificity of these meth-
ods could all meet the research requirements. Compared to the
liquid-liquid extraction method, extraction procedure of protein
precipitation required less time and could decrease the cost of
the assay. Finally, MeOH was selected as the precipitation solvent
because it was compatible with the mobile phase and could avoid
asymmetric and spread-out peak shapes.
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Method validation

Specificity

The typical chromatograms of blank plasma, blank plasma spiked
with 1D and IS, and plasma sample obtained 10min after intra-
venous administration of 1D are presented in Figure 3. No sig-
nificant interference from blank rat plasma was observed at the
retention time of the analytes. The retention time of 1D and IS
was approximately 3.8min.

Linearity and sensitivity

Good linearity was obtained over the eight concentrations rang-
ing from 5 to 1000 ng/mL for 1D. The regression equation was

y¼ 0.005961xþ 0.010111 (r¼ 0.998). All standards were deviated
by less than 10.6% of nominal concentrations. The LLOQ was
5 ng/mL with a precision of 4.5% and an accuracy of
96.4% (n¼ 5).

Precision and accuracy

Table 1 shows the results of the intra- and inter-day precision and
accuracy for 1D determined by the QC samples at four concen-
tration levels (5, 10, 100, and 500 ng/mL) with five replicates at
each level. The accuracy was assessed by calculating the recovery
relative to the nominal value, which was between 86.1–114.5%.
The values for intra- and inter-day precision were less than 9.8%
in all cases. All the results were within the acceptable criteria.

(A)

(B)

(C)

Figure 3. Representative MRM chromatograms of 1 D (1) and IS (2) in rat plasma samples: (A) blank plasma sample; (B) blank plasma sample spiked with 1 D (5 ng/
mL, LLOQ) and IS (400 ng/mL); and (C) plasma sample at 10min after an intravenous administration of 5mg/kg 1D.
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Recovery and matrix effect

As shown in Table 2, the extraction recovery of 1D was in the
range of 102.5–105.9% at four concentration levels and the matrix
effects of the four QC concentration samples ranged from
91.3–97.5%. The extraction recovery and matrix effect of IS were
calculated to be 108.4 ± 4.9% and 91.0 ± 32.7%, respectively. No sig-
nificant matrix effects on the analytes were observed. Results indi-
cated that the extent of recovery of 1D and IS was consistent and
reproducible, no co-elution substances affected the ionization of the
analytes, and the protein precipitation efficiency was satisfactory.

Stability

Stability experiments were performed and the results are sum-
marized in Table 3. No significant changes in concentrations of
1D were measured after storage at room temperature for 6 h,
storage at �20 �C for 1month, storage in autosampler for 24 h,
and three freeze-thaw cycles. The data confirmed the stability of
1D in rat plasma during the storage and sample processing.

Application of the method

The validated method was successfully applied to study the phar-
macokinetic behaviours of 1D in rats following a single

intravenous administration at 5mg/kg. The plasma concentra-
tion-time profile is presented in Figure 4. The typical pharmaco-
kinetic parameters from a non-compartmental model analysis
were as follows: AUC(0-t)¼806.70 ± 259.05 ug/L�h, t1/2¼
4.92 ± 2.00 h, CLz¼ 6.33 ± 2.04 L/h/kg, Vz¼ 46.56 ± 27.32 L/kg.
The results are summarized in Table 4. The results properly

Table 1. Intra- and inter-day precision and accuracy of the method for 1 D in rat plasma (n¼ 5).

Spiked concentration (ng/mL) Measured concentration (mean ± SD, ng/mL) RSD (%) Accuracy (%)

intra-day 5 4.84 ± 0 .38 7.9 96.8
10 10.26 ± 0 .61 6.0 102.6
100 105.71 ± 7.99 7.6 105.7
500 493.10 ± 48.11 9.8 98.6

inter-day 5 4.94 ± 0.33 6.7 98.8
10 10.15 ± 0.73 7.2 101.5
100 99.74 ± 7.83 7.8 99.7
500 497.14 ± 30.24 6.1 99.4

Table 2. Recovery and matrix effect of the method for 1 D and IS in rat plasma (n¼ 5).

Compd. Spiked concentration (ng/mL)

Recovery Matrix effect

mean ± SD (%) RSD (%) mean ± SD (%) RSD (%)

1D 5 103.7 ± 6.0 5.8 97.3 ± 6.3 6.5
10 105.9 ± 10.6 10.0 97.5 ± 9.7 9.9
100 102.5 ± 6.9 6.8 91.3 ± 0.8 0.9
500 103.5 ± 7.7 7.4 95.3 ± 2.6 2.8

IS 400 108.4 ± 4.9 4.5 91.0 ± 2.7 3.0

Table 3. Stability of the method for 1 D in rat plasma (n¼ 5).

Spiked concentration (ng/mL) Condition Measured concentration (mean ± SD, ng/mL) RSD (%) Accuracy (%)

10 Control 10.34 ± 0.7 6.8 103.4
6 h at 25 �C 10.27 ± 0.56 5.5 102.7
4 weeks at �20 �C 10.61 ± 0.55 5.2 106.1
Three freeze-thaw cycles 10.12 ± 0.66 6.5 101.2
Autosampler for 24 h 10.36 ± 0.75 7.2 103.6

100 Control 100.27 ± 7.02 7.0 100.3
6 h at 25 �C 104.71 ± 5.16 4.9 104.7
4 weeks at �20 �C 98.39 ± 7.52 7.6 98.4
Three freeze-thaw cycles 99.36 ± 6.92 7.0 99.4
Autosampler for 24 h 101.51 ± 6.43 6.3 101.5

500 Control 520.75 ± 35.48 6.8 104.2
6 h at 25 �C 530.28 ± 34.32 6.5 106.1
4 weeks at �20 �C 518.57 ± 43.30 8.4 103.7
Three freeze-thaw cycles 503.88 ± 33.79 6.7 100.8
Autosampler for 24 h 481.19 ± 42.98 8.9 96.2
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Figure 4. Mean concentration-time curves of 1 D following single-dose intraven-
ous administration at 5mg/kg in rats (mean± SD, n¼ 6).
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indicated that moderate clearance and high extravascular distri-
bution would be exhibited by 1D in vivo.

Conclusions

In this study, a sensitive, rapid, and reproducible LC-MS/MS
method for the quantification of 1D was developed and fully
validated in rat plasma. Advantages of this method included a
small blood sample amount requirement, sufficient recovery rate
by a simple single-step protein precipitation, and a short running
time for high throughput analysis. The present method was suc-
cessfully applied to a pharmacokinetic study of 1D in rats, and
could probably be used to determine the concentration of 1D in
other biological matrices in future ADMET studies. The results
of this study indicated that 1D possessed favourable in vivo
pharmacokinetic characteristics, including moderate clearance
and high extravascular distribution, providing valuable informa-
tion for its further development as a novel antitumor agent. As a
promising preclinical candidate for the treatment of tumours,
more research should be done on 1D in the future.

Disclosure statement

No potential conflict of interest was reported by the authors.

Funding

This work was supported by the Beijing Medical and Health
Foundation under Grant B17106-023 and the Affiliated Hospital of
Qingdao University under Grant 2198.

References

Akbar MU, Zia KM, Akash MSH, Nazir A, Zuber M, Ibrahim M. 2018.
In vivo anti-diabetic and wound healing potential of chitosan/alginate/
maltodextrin/pluronic-based mixed polymeric micelles: Curcumin thera-
peutic potential. Int J Biol Macromol. 120:2418–2430.

Altintoprak N, Kar M, Acar M, Berkoz M, Muluk NB, Cingi C. 2016.
Antioxidant activities of curcumin in allergic rhinitis. Eur Arch
Otorhinolaryngol. 273:3765–3773.

Anand P, Kunnumakkara AB, Newman RA, Aggarwal BB. 2007.
Bioavailability of curcumin: problems and promises. Mol Pharm. 4:
807–818.

Barati N, Momtazi-Borojeni AA, Majeed M, Sahebkar A. 2019. Potential
therapeutic effects of curcumin in gastric cancer. J Cell Physiol. 234:
2317–2328.

Baselga J, Mita AC, Schoffski P, Dumez H, Rojo F, Tabernero J, DiLea C,
Mietlowski W, Low C, Huang J, et al. 2012. Using pharmacokinetic and
pharmacodynamic data in early decision making regarding drug develop-
ment: a phase I clinical trial evaluating tyrosine kinase inhibitor, AEE788.
Clin Cancer Res. 18:6364–6372.

Bimonte S, Barbieri A, Leongito M, Piccirillo M, Giudice A, Pivonello C, de
Angelis C, Granata V, Palaia R, Izzo F. 2016. Curcumin anticancer studies
in pancreatic cancer. Nutrients. 8:pii:E433.

Bulboaca AE, Bolboaca SD, Stanescu IC, Sfrangeu CA, Bulboaca AC. 2017.
Preemptive analgesic and antioxidative effect of curcumin for experimen-
tal migraine. Biomed Res Int. 2017:4754701.

Hurtado M, Sankpal UT, Ranjan A, Maram R, Vishwanatha JK, Nagaraju
GP, El-Rayes BF, Basha R. 2018. Investigational agents to enhance the effi-
cacy of chemotherapy or radiation in pancreatic cancer. Crit Rev Oncol
Hematol. 126:201–207.

Izui S, Sekine S, Maeda K, Kuboniwa M, Takada A, Amano A, Nagata H.
2016. Antibacterial activity of curcumin against periodontopathic bacteria.
J Periodontol. 87:83–90.

Jacob JN, Badyal DK, Bala S, Toloue M. 2013. Evaluation of the in vivo anti-
inflammatory and analgesic and in vitro anti-cancer activities of curcumin
and its derivatives. Nat Prod Commun. 8:359–362.

Li B, Takeda T, Tsuiji K, Wong TF, Tadakawa M, Kondo A, Nagase S,
Yaegashi N. 2013. Curcumin induces cross-regulation between autophagy
and apoptosis in uterine leiomyosarcoma cells. Int J Gynecol Cancer. 23:
803–808.

Lin ML, Lu YC, Chen HY, Lee CC, Chung JG, Chen SS. 2014. Suppressing
the formation of lipid raft-associated Rac1/PI3K/Akt signaling complexes
by curcumin inhibits SDF-1a-induced invasion of human esophageal car-
cinoma cells. Mol Carcinog. 53:360–379.

Liu WL, Chang JM, Chong IW, Hung YL, Chen YH, Huang WT, Kuo HF,
Hsieh CC, Liu PL. 2017. Curcumin inhibits LIN-28A through the activa-
tion of miRNA-98 in the lung cancer cell line A549. Molecules. 22:pii:
E929.

Ma F, Liu F, Ding L, You M, Yue H, Zhou Y, Hou Y. 2017. Anti-
inflammatory effects of curcumin are associated with down regulating
microRNA-155 in LPS-treated macrophages and mice. Pharm Biol. 55:
1263–1273.

Mehta HJ, Patel V, Sadikot RT. 2014. Curcumin and lung cancer-a review.
Target Oncol. 9:295–310.

Momeni HR, Eskandari N. 2017. Effect of curcumin on kidney histopatho-
logical changes, lipid peroxidation and total antioxidant capacity of serum
in sodium arsenite-treated mice. Exp Toxicol Pathol. 69:93–97.

Qiu P, Xu L, Gao L, Zhang M, Wang S, Tong S, Sun Y, Zhang L, Jiang T.
2013. Exploring pyrimidine-substituted curcumin analogues: design, syn-
thesis and effects on EGFR signaling. Bioorg Med Chem. 21:5012–5020.

Ren B, Luo S, Tian X, Jiang Z, Zou G, Xu F, Yin T, Huang Y, Liu J. 2018.
Curcumin inhibits liver cancer by inhibiting DAMP molecule HSP70 and
TLR4 signaling. Oncol Rep. 40:895–901.

Shakeri F, Boskabady MH. 2017. Anti-inflammatory, antioxidant, and immu-
nomodulatory effects of curcumin in ovalbumin-sensitized rat. BioFactors.
43:567–576.

Shehzad A, Park JW, Lee J, Lee YS. 2013. Curcumin induces radiosensitivity
of in vitro and in vivo cancer models by modulating pre-mRNA process-
ing factor 4 (Prp4). Chem Biol Interact. 206:394–402.

Shen T, Jiang T, Long M, Chen J, Ren DM, Wong PK, Chapman E, Zhou B,
Zhang DD. 2015. A curcumin derivative that inhibits vinyl carbamate-
induced lung carcinogenesis via activation of the Nrf2 protective response.
Antioxid Redox Signal. 23:651–664.

Su J, Zhou X, Yin X, Wang L, Zhao Z, Hou Y, Zheng N, Xia J, Wang Z.
2017. The effects of curcumin on proliferation, apoptosis, invasion,
and NEDD4 expression in pancreatic cancer. Biochem Pharmacol. 140:
28–40.

Tong S, Zhang M, Wang S, Yin R, Yu R, Wan S, Jiang T, Zhang L. 2016.
Isothiouronium modification empowers pyrimidine-substituted curcumin
analogs potent cytotoxicity and Golgi localization. Eur J Med Chem. 123:
849–857.

US Food and Drug Administration (FDA). 2018. Guidance for industry: bio-
analytical method validation. [accessed 2018 Aug 20]. https://www.fda.
gov/ucm/groups/fdagov-public/@fdagov-drugs-gen/documents/document/
ucm070107.pdf. When was this accessed?

Xie M, Fan D, Zhao Z, Li Z, Li G, Chen Y, He X, Chen A, Li J, Lin X, et al.
2015. Nano-curcumin prepared via supercritical: Improved anti-bacterial,
anti-oxidant and anti-cancer efficacy. Int J Pharm. 496:732–740.

Table 4. Pharmacokinetic parameters of 1 D following single-dose intravenous
administration at 5mg/kg in rats (n¼ 6).

Parameters Unit

Intravenous

Mean SD

AUC(0�t) ug/L�h 806.70 259.05
AUC(0�1) ug/L�h 852.60 243.07
MRT(0�t) h 3.40 1.20
MRT(0�1) h 4.70 1.22
t1/2 h 4.92 2.00
Tmax h 0.08 0.00
Vz L/kg 46.56 27.32
CLz L/h/kg 6.33 2.04
Cmax ug/L 610.17 100.75

AUC(0�t): area under the curve from time zero to the last sampling time point;
AUC(0�1): area under the curve from time zero to the infinity; MRT(0�t): mean
residence time from time zero to the last sampling time point; MRT(0�1): mean
residence time from time zero to the infinity; t1/2: elimination half-life; Tmax:
time of maximum concentration; Vz: apparent volume of distribution; CLz: clear-
ance; Cmax: maximum concentration

PHARMACEUTICAL BIOLOGY 293

https://www.fda.gov/ucm/groups/fdagov-public/-drugs-gen/documents/document/ucm070107.pdf
https://www.fda.gov/ucm/groups/fdagov-public/-drugs-gen/documents/document/ucm070107.pdf
https://www.fda.gov/ucm/groups/fdagov-public/-drugs-gen/documents/document/ucm070107.pdf


Yang C, Ma X, Wang Z, Zeng X, Hu Z, Ye Z, Shen G. 2017. Curcumin indu-
ces apoptosis and protective autophagy in castration-resistant prostate
cancer cells through iron chelation. Drug Des Devel Ther. 11:431–439.

Yu X, Shi L, Yan L, Wang H, Wen Y, Zhang X. 2018. Downregulation
of glucose-regulated protein 78 enhances the cytotoxic effects of
curcumin on human nasopharyngeal carcinoma cells. Int J Mol Med. 42:
2943–2951.

Zhang HH, Zhang Y, Cheng YN, Gong FL, Cao ZQ, Yu LG, Guo XL. 2018.
Metformin incombination with curcumin inhibits the growth, metastasis,
and angiogenesis of hepatocellular carcinoma in vitro and in vivo. Mol
Carcinog. 57:44–56.

Zhou GZ, Zhang SN, Zhang L, Sun GC, Chen XB. 2014. A synthetic curcu-
min derivative hydrazinobenzoylcurcumin induces autophagy in A549
lung cancer cells. Pharm Biol. 52:111–116.

294 J. SUN ET AL.


	Abstract
	Introduction
	Materials and methods
	Reagents and chemicals
	Instruments and analytical conditions
	Stock and working solution preparation
	Plasma sample preparation
	Method validation
	Specificity
	Linearity and sensitivity
	Precision and accuracy
	Recovery and matrix effect
	Stability
	Pharmacokinetic studies and data analysis

	Results and discussion
	LC-MS/MS optimization
	Internal standard selection
	Extraction process optimization
	Method validation

	Specificity
	Linearity and sensitivity
	Precision and accuracy
	Recovery and matrix effect
	Stability
	Application of the method

	Conclusions
	Disclosure statement
	References



<<
	/CompressObjects /Tags
	/ParseDSCCommentsForDocInfo true
	/CreateJobTicket false
	/PDFX1aCheck false
	/ColorImageMinResolution 150
	/GrayImageResolution 150
	/DoThumbnails false
	/ColorConversionStrategy /sRGB
	/GrayImageFilter /DCTEncode
	/EmbedAllFonts true
	/CalRGBProfile (sRGB IEC61966-2.1)
	/MonoImageMinResolutionPolicy /OK
	/ImageMemory 1048576
	/LockDistillerParams true
	/AllowPSXObjects true
	/DownsampleMonoImages true
	/PassThroughJPEGImages false
	/ColorSettingsFile (None)
	/AutoRotatePages /All
	/Optimize true
	/MonoImageDepth -1
	/ParseDSCComments true
	/AntiAliasGrayImages false
	/GrayImageMinResolutionPolicy /OK
	/JPEG2000ColorImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/ConvertImagesToIndexed true
	/MaxSubsetPct 100
	/Binding /Left
	/PreserveDICMYKValues false
	/GrayImageMinDownsampleDepth 2
	/MonoImageMinResolution 600
	/sRGBProfile (sRGB IEC61966-2.1)
	/AntiAliasColorImages false
	/GrayImageDepth -1
	/PreserveFlatness true
	/CompressPages true
	/GrayImageMinResolution 150
	/CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
	/PDFXBleedBoxToTrimBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/AutoFilterGrayImages true
	/EncodeColorImages true
	/AlwaysEmbed [
	]
	/EndPage -1
	/DownsampleColorImages true
	/ASCII85EncodePages false
	/PreserveEPSInfo false
	/PDFXTrimBoxToMediaBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/CompatibilityLevel 1.6
	/MonoImageResolution 600
	/NeverEmbed [
	]
	/CannotEmbedFontPolicy /Warning
	/AutoPositionEPSFiles true
	/PreserveOPIComments false
	/JPEG2000GrayACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/PDFXOutputIntentProfile ()
	/JPEG2000ColorACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/EmbedJobOptions true
	/MonoImageDownsampleType /Bicubic
	/DetectBlends true
	/EncodeGrayImages true
	/ColorImageDownsampleType /Bicubic
	/EmitDSCWarnings false
	/AutoFilterColorImages true
	/DownsampleGrayImages true
	/GrayImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/AntiAliasMonoImages false
	/GrayImageAutoFilterStrategy /JPEG
	/GrayACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/ColorImageAutoFilterStrategy /JPEG
	/ColorImageMinResolutionPolicy /OK
	/ColorImageResolution 150
	/PDFXRegistryName ()
	/MonoImageFilter /CCITTFaxEncode
	/CalGrayProfile (Gray Gamma 2.2)
	/ColorImageMinDownsampleDepth 1
	/JPEG2000GrayImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/ColorImageDepth -1
	/DetectCurves 0.1
	/PDFXTrapped /False
	/ColorImageFilter /DCTEncode
	/TransferFunctionInfo /Preserve
	/PDFX3Check false
	/ParseICCProfilesInComments true
	/ColorACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/DSCReportingLevel 0
	/PDFXOutputConditionIdentifier ()
	/PDFXCompliantPDFOnly false
	/AllowTransparency false
	/PreserveCopyPage true
	/UsePrologue false
	/StartPage 1
	/MonoImageDownsampleThreshold 1.5
	/GrayImageDownsampleThreshold 1.5
	/CheckCompliance [
		/None
	]
	/CreateJDFFile false
	/PDFXSetBleedBoxToMediaBox true
	/EmbedOpenType false
	/OPM 1
	/PreserveOverprintSettings true
	/UCRandBGInfo /Remove
	/ColorImageDownsampleThreshold 1.5
	/MonoImageDict <<
		/K -1
	>>
	/GrayImageDownsampleType /Bicubic
	/Description <<
		/ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
		/PTB <>
		/FRA <>
		/KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
		/NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
		/NOR <>
		/DEU <>
		/SVE <>
		/ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
		/DAN <>
		/JPN <>
		/CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
		/SUO <>
		/CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
		/ESP <>
	>>
	/CropMonoImages true
	/DefaultRenderingIntent /Default
	/PreserveHalftoneInfo false
	/ColorImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/CropGrayImages true
	/PDFXOutputCondition ()
	/SubsetFonts true
	/EncodeMonoImages true
	/CropColorImages true
	/PDFXNoTrimBoxError true
>>
setdistillerparams
<<
	/PageSize [
		612.0
		792.0
	]
	/HWResolution [
		600
		600
	]
>>
setpagedevice


