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Abstract A fast, simple and sensitive high performance liquid chromatographic (HPLC) method has
been developed for determination of 10x-methoxy-6-methyl ergoline-8f-methanol (MDL, a main
metabolite of nicergoline) in human plasma. One-step liquid-liquid extraction (LLE) with diethyl ether
was employed as the sample preparation method. Tizanidine hydrochloride was selected as the internal
standard (IS). Analysis was carried out on a Diamonsil ODS column (150 mm x 4.6 mm, 5 pm) using
acetonitrile-ammonium acetate (0.1 mol/L) (15/85, v/v) as mobile phase at detection wavelength of
224 nm. The calibration curves were linear over the range of 2.288-73.2 ng/mL with a lower limit of
quantitation (LLOQ) of 2.288 ng/mL. The intra- and inter-day precision values were below 13% and
the recoveries were from 74.47% to 83.20% at three quality control levels. The method herein described
was successfully applied in a randomized crossover bioequivalence study of two different nicergoline
preparations after administration of 30 mg in 20 healthy volunteers.
© 2012 Xi’an Jiaotong University. Production and hosting by Elsevier B.V.
Open access under CC BY-NC-ND license.

1. Introduction

Nicergoline (10x-methoxy-1,6-dimethylergoline-8-methanol-
5-bromonicotinat), a semisynthetic ergoline derivative with
a-adrenergic blocking [1] and vasodilating activities, has been
clinically used for improving the brain metabolism and treating
cerebrovascular disorders and senile mental impairment [2].
Pharmacokinetic and metabolic studies [3,4] have shown that
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nicergoline is rapidly absorbed and extensively metabolized to
1-methyl-100-methoxy-9, 10-dihydrolysergol (MMDL) after oral
administration, which is further N-demethylated to form 10a-
methoxy-9,10-dihydrolysergol (MDL) as the main metabolite.
Consequently, almost no nicergoline could be detected in human
plasma and pharmacokinetic studies of nicergoline have been
mainly based on the determination of MDL. To our knowledge,
some methods, such as radioimmunoassay [5,6], HPLC-UV [7,8]
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and HPLC-MS [9-11], have been used for the determination of
nicergoline and its metabolite MDL in biological matrixes.

This paper described a simple, rapid and sensitive HPLC-UV
method for the determination of MDL in human plasma. An
LLOQ of 2.288 ng/mL was achieved and the sample preparation
was simple involving a single liquid-liquid extraction with diethyl
ether. This method was validated and applied in a randomized
crossover bioequivalence study, following oral administration of
two different nicergoline preparations in 20 healthy volunteers.

2. Experimental
2.1. Chemicals and materials

MDL (purity 92.47%, by HPLC peak area normalization
method) was obtained from IVAX Pharmaceuticals s.r.o (Cesko).
Tizanidine hydrochloride (purity 99.8%) used as internal stan-
dard (IS) was supplied by YS Company (Sichuan, China).
Acetonitrile (HPLC grade) was provided by Honeywell Interna-
tional Incorporated (Muskegon, KL, USA). Other chemicals
were all of analytical grade. Double-distilled water, prepared from
demineralized water, was used throughout the study.

2.2.  Preparation of standard and quality control samples

Stock solutions of MDL and IS were prepared by dissolving
the accurately weighed standards in methanol and double-
distilled water to concentrations of 91.5 pg/mL and 2.00 pg/mL,
respectively. The stock solution of MDL was then appropriately
diluted with methanol to obtain working standard solutions at
seven concentrations of 0.0572, 0.1144, 0.2288, 0.4575, 0.915,
1.3725 and 1.83 pg/mL, and the IS stock solution was also diluted
in double-distilled water to the concentrations of 0.0625, 0.125,
0.25, 0.5, 1 and 1.5 pg/mL. All the solutions were stored at 4 °C.

The calibration standard samples were prepared by spiking
working standard solution (20 uL) of MDL into 500 pL. blank
plasma to give concentrations of 2.288, 4.576, 9.152, 18.3, 36.6,
54.9 and 73.2 ng/mL. Quality control (QC) samples were gener-
ated with the same process to yield final concentrations of 4.576,
18.3 and 54.9 ng/mL. All spiked samples were then extracted as
the sample preparation procedure described below.

2.3.  Preparation of plasma samples

To a 500 uL aliquot of plasma thawed at room temperature,
20 pL of IS solution (1.00 pg/mL), 10 mg sodium fluoride (NaF)
and 0.2mL sodium hydroxide (5mol/L) were added. The
mixture was vortexed for 1 min and extracted with 2.5 mL of
diethyl ether by vortex mixing for 10 min and centrifugation at
3000 rpm for 5 min. The upper organic layer was transferred into
another set of clean glass tubes and evaporated to dryness at
40 °C under a gentle stream of air. The residue was reconstituted
in 70 pL of mobile phase, followed by vortexing and centrifuga-
tion at 3000 rmp for 5 min. An aliquot of 20-50 puL supernatant
was injected into the HPLC system.

2.4. Apparatus and chromatographic condition

An LC-10A liquid chromatograph (Shimadzu, Kyoto, Japan)
was used in this study. The system comprised a pump (LC-10A),

a manual injector, a column oven and a UV-VIS spectro-
photometric detector (SPD-10A). The HPLC system was con-
trolled with Chromtek chromatography workstation (Version
5.3; Alltech, USA). The HPLC separation was carried out on a
Diamonsil ODS column (150 mm x 4.6 mm, 5um) with the
detector operated at 224 nm. The mobile phase composed of
acetonitrile-0.1 M ammonium acetate (15:85, v/v) was delivered
at a flow rate of 1.0 mL/min. The column oven temperature was
set at 30 °C.

2.5.  Pharmacokinetic application

The present method was applied in a randomized crossover
equivalence study of two capsule formulations of nicergoline
in twenty healthy male volunteers (aging 18-28 years; body
mass index 19-24) following single oral administration of
30 mg nicergoline capsule from either SN pharmaceutical
company (Harbin, China) or Ethypharm pharmaceutical Co.
Ltd. (EPC, France). Venous blood samples were collected into
heparinized tubes immediately before administration and at
the following times after dosing: 1, 2, 2.5, 3, 3.5, 4, 4.5, 6, 9,
12, 16 and 30 h. Plasma samples were obtained by centrifuga-
tion of whole blood and stored at —20 °C until analysis. After
1 week wash-out period the subjects were crossed-over.

3. Results and discussion
3.1.  Selection of internal standard

A proper IS should possess similar characteristics for extrac-
tion, chromatography and detection as the analyte, and be
well resolved from all other chromatographic peaks. There-
fore, two compounds, tizanidine hydrochloride and azasetron
hydrochloride, had been tried as IS for their similar structures
with MDL. Tizanidine hydrochloride was preliminarily chosen
as IS for its similarity to MDL in polarity, retention time and
extraction efficiency.

Further investigation was developed to evaluate the corre-
lation of recovery between the MDL and IS. 20 pL working
standard solutions of MDL with concentration range of
0.0572-1.83 ng/mL were evaporated, respectively, in seven
glass tubes under gentle stream of air at 40 °C. After addition
of 500 pL human blank plasma and 20 pL IS at the corre-
sponding concentration range of 0.0625-2 ug/mL, the samples
spiked in duplicates were then extracted as described in
Section 2.3. The measured concentrations and recoveries of
MDL and IS were calculated based on the standard curves,
respectively. As a result, the recoveries of MDL and IS were
highly correlated with a correlation coefficient (r) of 0.85, and
tizanidine hydrochloride was selected as IS finally.

3.2.  Optimization of the extraction

Since MDL is liposoluble and has low concentration in
plasma, liquid-liquid extraction is applied to isolate MDL
from other substances in human plasma samples. Six govern-
ing parameters: extraction solvent (trichlormethane, ethyl
acetate, diethyl ether and methyl tert-butyl ether), extraction
volume (2, 2.5 and 3 mL), alkalizer volume (0.1, 0.2 and
0.3mL, Smol/L), alkalizer concentration (0.5, 2.5, 5 and
6 mol/L, 0.1 mL), equilibrium time (0, 5, 15 and 30 min) and
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enzyme inhibitor (0, 5, 10 and 15 mg) were optimized by the
univariate approach. According to the experiment, diethyl
ether and methyl tert-butyl ether both gained good recoveries
with no interference and diethyl ether was finally selected as
the extraction solvent for its lower price and temperature to
evaporate. The addition of proper (0.2 mL, 5 mol/L) sodium
hydroxide solution could shift MDL and the IS to their non-
ionized forms and improve the extraction recovery. No
equilibrium time was required because MDL could bind to
the plasma protein immediately after being added into plasma;
however, some NaF were necessary as enzyme inhibitor to
protect the drug from metabolism in vitro. As a result, MDL
was found to be exhaustively extracted with 2.5 mL diethyl
ether, 0.2 mL sodium hydroxide of 5 mol/L, 10 mg NaF and
without equilibrium time.

3.3. Validation of the method

3.3.1.  Selectivity and specificity

Typical chromatograms of human blank plasma, blank plasma
spiked with MDL and IS, and plasma samples obtained after
drug administration are shown in Fig. 1. Under optimized
chromatographic conditions, no interferences were found at
the retention time of MDL (8.280+0.34 min) and IS (6.883+
0.49 min).

3.3.2.  Linearity and LLOQ

Calibration curves were obtained by assaying standard plasma
samples at seven concentration levels in the range of 2.288—
73.2 ng/mL with least squares linear regression. The linearity
was determined by plotting the peak-area ratios (y) of MDL to
IS versus the nominal concentration (x) of MDL. Linear
regression equation was y=2.83 x 1072x+0.41 x 107> with
correlation coefficient (r) of 0.9990. The LLOQ for MDL
was 2.288 ng/mL.

3.3.3.  Extraction recovery

The extraction recovery of MDL from plasma was determined
at three QC levels by comparing peak areas (=35, at each
concentration) extracted from plasma with those obtained
from the same amounts of unextracted solutions. The recov-
eries of MDL at three concentration levels were 70.47%,
83.20% and 81.09%, respectively.

3.34. Precision and accuracy

The intra-day precision and accuracy were calculated by
quintet quantitation of MDL at three QC levels on the same
day, and inter-day precision and accuracy by repeated analysis
on three different days (n=>5 series per day). The measured
concentrations of MDL were calculated based on linearity
plots. The precision was assessed by values of the relative
standard deviation (RSD), while the accuracy by relative error
(RE), and the results are summarized in Table 1. In both
situations, the RSD values and RE were all less than 15%,
which was considered to be acceptable according to the
guidance of State Food and Drug Administration (SFDA).

3.3.5.  Stability

The short-term (at room temperature for 8 h), long-term (at
—20°C for 45 days), three freeze-thaw cycles and post-
treatment (in the reconstituted extract at room temperature
for 9 h) stability had been evaluated by analyzing replicates
(n=3) at three QC levels. The data of stabilities are shown in
Table 2. No significant change in the concentration of MDL
was found under the condition described previously.

3.4. Application in bioequivalence study

The method described above had been successfully used for
determination of MDL in plasma in a randomized crossover

A B
0.005 0.005
0.004 0.004
0.003 _ 0,003
F 0.002 C 0.002
0.001 0.001 1 5
0.000 0.000
0 5 10 0 3 10
Time(min)
Do_oos
0.004
_ 0003
£ 0.002
0.001 1 2
0.000
0 3 10 0 5 10
Time(min) Time(min)

Figure 1 Typical chromatograms of a blank human plasma (A), a blank plasma spiked with MDL (18.3 ng/mL) and IS (B), and human
plasma samples obtained at 3 h after single oral dose of two nicergoline capsules (C for test preparation and D for reference preparation).

1, 1S; 2, MDL.
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Table 1  Precision and accuracy of MDL in plasma.
Spiked Intra-day precision (n=>5) Inter-day precision (n=5)
concentration
(ng/mL) Measured RE (%) RSD Measured RE (%) RSD
concentration (%) concentration (%)
(mean +SD) (mean +SD)

4.576 4.28+0.53 —6.5 12.5 4.48+0.43 —2.1 12.5
18.300 17.06+0.82 —6.8 4.9 17.264+1.04 —5.7 6.1
54.900 49.68+2.84 —9.5 5.8 55.65+3.77 1.4 7.7

Table 2  Stability of MDL in plasma.
Spiked concentration  Short-term stability Long-term stability Freeze and thaw stability Post-preparation stability
(ng/mL)
Mean+SD RSD Mean +SD RSD Mean+SD RSD Mean+SD RSD
(o) (%) (%) (%)

4.576 4.2+0.1 2.7 4.5+0.3 7.2 4.5+0.4 9.9 4.5+0.3 5.8
18.3 16.4+0.1 0.6 17.6+1.0 5.7 17.6+1.2 6.6 17.1+0.2 1.4
54.9 51.4+23 4.6 54.8+2.0 3.7 53.7+1.8 3.5 51.6+1.9 3.8
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Figure 2 Mean plasma concentrations vs. time profiles of MDL
in 20 healthy volunteers following a single oral dose of 30 mg of
test (SN, m) and reference (EPC, A) preparations.

bioequivalence study following single oral administration of
30 mg of two different nicergoline preparations in 20 healthy
volunteers. The mean plasma concentration of MDL versus
time curves for both preparations are shown in Fig. 2.
Pharmacokinetic parameters were calculated by DAS 2.1.1
statistical software (Pharmacology Institute of China) and
resulted pharmacokinetic parameters are summarized in
Table 3. The values of the 90.0% confidence intervals for
Chax» AUCy_, and AUC,_, were 99.1-112.7%, 99.2-108.7%
and 97.0-105.5%, respectively, which all fell within the range
of 75-133% and 80.0-125.0% defined by the SFDA. These
observations confirm the bioequivalence of the test sample
with the reference product in terms of rate and absorption.

4. Conclusion

A simple, rapid and accurate method has been developed and
validated for the determination of MDL, a metabolite of

Parameter Test Reference P value®
Ty, (h) 8.4274+1.217  9.3054+1.797 NS
Trnax (h) 3.400+0.417 3.300+0.479 NS

Conax (ng/mL) 34.504+10.231 32.851+10.869 NS

AUC,_, 353.752£67.617 340.047 £ 64.966 NS
[ng/(h mL)]
AUC,y_ ., 388.380466.735 382.912462.208 NS
[ng/(h mL)]

T, : elimination half time; 7}, time to maximum concentra-
tion; Cpax:. maximum concentration; AUC,_,: area under the
plasma concentration—time curve from 0 h to the last concentra-
tion observed; AUC,_.,: area under the plasma concentration—
time curve from 0 h to infinity.

“NS, no significant difference (P<0.05).

nicergoline, in human plasma using the HPLC method with
UV detection. The method, which is rapid with run time of
10 min and sensitive with LLOQ of 2.288 ng/mL, has been
demonstrated to be suitable for human pharmacokinetic studies
of nicergoline.

References

[1] C. Heitz, J.J. Descombes, R.C. Miller, et al., A adrenoceptor
antagonistic and calcium antagonistic effects of nicergoline in the
rat isolated aorta, Eur. J. Pharmacol. 123 (1986) 279-285.

[2] T. Makoto, Y. Toshihiko, O. Koichi, et al., Antioxidant proper-
ties of nicergoline: inhibition of brain auto-oxidation and super-
oxide production of neutrophils in rates, Neuroscie. Lett. 248
(1998) 68-72.



66

R. Zheng et al.

[3] F. Arcamone, A.G. Glasser, J. Grafnetterova, et al., Studies on the
metabolism of ergoline derivatives. Metabolism of nicergoline in
man and in animals, Biochem. Pharmacol. 21 (1972) 2205-2213.

[4] L. Wei, J.H. Wang, Metabolites identification of nicergoline in
beagle dog blood by the study of CID fragmentation pathways
using HPLC/TOF-MS, J. Fourth Mil. Med. Univ. 30 (24) (2009)
3163-3165 (in Chinese).

[5] C.A. Bizollon, J.P. Rocher, P. Chevalier, Radioimmunoassay of
nicergoline in biological material, Eur. J. Nucl. Med. 7 (1982)
318-321.

[6] E. Ezan, L. Delestre, S. Legendre, et al., Inmunoassays for the
detection of nicergoline and its metabolites in human plasma,
J. Pharma. Biomed. Anal. 25 (2001) 123-130.

[71 W.Z. Chen, Y.H. Wu, D. Zhang, et al., Determination of 10z-
methoxy-6-methylergoline-85-methanol in human plasma by HPLC,
West Chin. J. Pharm. Sci. 24 (5) (2009) 519-520 (in Chinese).

[8] J. Yu, C.B. Du, Determination of 10z-methoxy-9,10-dihydroly-
sergol (a nicergoline metabolite) in human plasma by HPLC,
J. Pharm. Anal. 18 (2) (1998) 78-80 (in Chinese).

[9] K. Banno, S. Horimoto, M. Mabuchi, Assay of nicergoline and
three metabolites in human plasma and urine by high-perfor-
mance liquid chromatography—atmospheric pressure ionization
mass spectrometry, J. Chromatogra. 568 (1991) 375.

[10] X.G. Li, S.X. Xia, D.C. Huang, et al, Bioequivalence of
nicergoline tablets in healthy volunteers, Chin. J. Clin. Pharma-
col. Ther. 12 (8) (2007) 949-952 (in Chinese).

[11] Z.Y. Qian, H. Zheng, Y. Xiang, et al.,, Bioequivalence of
nicergoline tablets in healthy volunteers, Chin. Hosp. Pharm. J.
30 (20) (2010) 1752-1755 (in Chinese).



	Determination of metabolite of nicergoline in human plasma by high-performance liquid chromatography and its application...
	Introduction
	Experimental
	Chemicals and materials
	Preparation of standard and quality control samples
	Preparation of plasma samples
	Apparatus and chromatographic condition
	Pharmacokinetic application

	Results and discussion
	Selection of internal standard
	Optimization of the extraction
	Validation of the method
	Selectivity and specificity
	Linearity and LLOQ
	Extraction recovery
	Precision and accuracy
	Stability

	Application in bioequivalence study

	Conclusion
	References




