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Abstract. The separation and UV absorbance detection of colchicine by three different capillary electro-
phoretic methods is described. Colchicine is known as a neutral compound, being able to be determined
by electrokinetic chromatography. For the first time, a non-aqueous capillary electrophoretic method is
described, based on the electromigration of ionized colchicine induced by 10 mM HCIlO4 in a mixture of
methanol:acetonitrile (1:2, v/v) containing 60 mM ammonium formiate, opening up new perspectives in
the trace analysis of the highly toxic drug from clinical and food samples using online coupling of the CE
system to a mass spectrometer. For the quantitative assessment of colchicine content from meadow saf-
fron (Colchicum autumnale L.) seeds and 1 mg colchicine tablets, a simple, quick and sensitive micellar
electrokinetic chromatographic method was developed and fully validated according to ICH guidelines in
terms of selectivity, linearity, accuracy, intermediate precision and limits of detection and quantification
(95.2 ng mL™). In order to further improve the detection limits, allowing the analysis of trace levels of
colchicine in biosamples and food products, an on-column preconcentration using sweeping-MEKC was
investigated. Linearity of response was observed on 10-160 ng mL ™" colchicine, with an estimated detec-
tion limit of around 3 ng mL™" colchicine. By further improving the affinity of the separation vector to-
wards colchicine this limit could be further decreased. Preliminary application of the method for the de-
tection of trace amounts of colchicine spiked in non-fat milk and human urine (10 ng mL ") shows en-
couraging results. (doi: 10.5562/ccal765)

Keywords: colchicine, capillary electrophoresis, NACE, MEKC, sweeping-MEKC

Abbreviations: COL — colchicine; IS — internal standard; CE — capillary electrophoresis; DAD — diode ar-
ray detector; NACE — non-aqueous capillary electrophoresis; EOF — electroosmotic flow; SDS — sodium
dodecyl sulfate; CZE — capillary zone electrophoresis; MEKC — micellar electrokinetic chromatography;
MEEKC — microemulsion electrokinetic chromatography.

amelioration (haploid plants), genetics and drug
development.*® Hence, colchicine is a lead compound

Colchicine (Figure la), a toxic proto-alkaloid of mea-
dow saffron (Colchicum autumnale L., Colchicaceae)
and flame lily (Gloriosa superba, Colchicaceae), is one
of the oldest drugs used by the human kind, mainly in
the treatment of autoinflammatory diseases and gout.'
Colchicine has anti-inflammatory, anti-mitotic, and anti-
fibrotic activity.? It also finds applications in various
other diseases like pseudogout, familial Mediterranean
fever, cirrhosis of the liver and bile, and amyloidosis.3
Its mechanism of action is due to the specific interaction
with tubulin, perturbing the assembly dynamics of mi-
crotubules.* Therefore, besides its therapeutic value, its
molecule is also an important tool in areas like plant

for the development of other potent anti-cancer drugs.

Colchicine can also be ingested with non-
therapeutic purposes with other food products, inno-
cuously (e.g., in milk, via cattle and sheep grazing on
alkaloid-producing plants, or veterinary use of colchi-
cine on cattle, accidental poisoning)’” or insidiously
(e.g., intentional poisoning).'®"!

Due to its genotoxicity, even at low concentra-
tions, it could not be established for humans an accepta-
ble daily intake (ADI) of colchicine,'? and consequently
it has been prohibited in livestock farming (Annex IV of
European Council Regulation (EEC) No. 2377/90),
because its residues in foodstuffs of animal origin
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constitute a hazard to consumers health, whatever the
limit. Moreover, the US Centers for Disease Control and
Prevention included it on the list of biotoxins of concern
in case of a chemical emergency."

Many studies have dealt with the development of
separation techniques for the determination of colchi-
cine, based on TLC-densitometry,'*'" high performance
liquid chromatography using UV ' or MS detec-
tion.** 27 Nevertheless, highly sensitive electrochemi-
cal methods of quantification are also described,”®* but
their lack of selectivity hinders the analysis of complex
matrixes (i.e. plant extracts, biological fluids and foods-
tuffs).

Comparatively, only a few papers have been deal-
ing with the analysis of colchicine by electromigration
techniques,"***> amongst which two describing the use
of microchip micellar electrokinetic chromatography.
One of the major drawbacks of the described electro-
phoretic techniques, applied to clinical drug monitoring
of colchicine, toxicological screening and food analysis,
is their relatively high limit of detection and
quantification (the lowest theoretical LOD reported is
360 ng mL™).

As reported in literature, after a 2 mg single dose
oral administration of colchicine the maximum mean
plasmatic concentration (cp.) reached 1is around
0.6 ng mL™".* Because of an enterohepatic cycle the
bile/plasma concentration ratio of colchicine can rise up
to 47.27 With therapeutic daily doses of 0.5-2.0 mg,
plasma concentrations average 1 ng mL™'. Anything
between 5-160 ng mL ™" colchicine in blood, falls into
the toxic or lethal levels as it has been reported on sev-
eral fatal suicide cases, without being a clear correlation
with the ingested drug.*® Moreover, while colchicine
plasma levels have been retrospectively determined
following a lethal ingestion, no clear correlation be-
tween plasma levels and outcome has been established,
although death has followed a single oral ingestion of as
little as 8 mg of colchicine.*

Considering the above mentioned facts, the analy-
sis of trace levels of colchicine is imposed from a great
number and variety of samples encountered in the fields
of pharmaceutical, clinical, forensic, food and feedstuff
industry. This demand puts an extra pressure in devel-

Figure 1. Structures of colchicines (a) and p-xylenolsulfo-
phthaleine (b).
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oping cost-effective, fast, sensitive, high performance
and high throughput methods of analysis of minute
amounts of the proto-alkaloid.

EXPERIMENTAL

Material and Methods

Chemicals and Reagents
Analytical grade colchicine (98 %) for biochemistry,
sodium hydroxide, hydrochloric acid (37 % w/w), ace-
tonitrile, dichloromethane, isopropanol, acetone, petro-
leum ether, ethanol, methanol, SDS were all purchased
from Merck, Germany. Boric acid, phosphoric acid
(85 % w/w), ammonium formate (> 99 %), p-xylenol-
sulfonephthalein were all purchased from Sigma Al-
drich. All mentioned reagents were used without any
further treatment. Ultrapure water (18.2 MQ, Barnstead
EASYPure ROdi) was used for the preparation of buf-
fers and related aqueous solutions. Aqueous buffers at
various pHs were prepared by dissolving the suitable
electrolyte (phosphoric acid, boric acid) in ultrapure
water and adjusting with NaOH (1 M) or HCI (1 M)
with the aid of a pH-meter (Consort, Belgium).

During sample preparation high purity nitrogen
(5.0 purity, Linde Gaz Romania) was used for solvent
evaporation.

Reference and Sample Preparation

The stock solutions of colchicine (1 mg mL™") were
freshly prepared in methanol each day and were stored
in the dark. Each day aliquots of the stock solution were
diluted in 10 mL volumetric flasks with water or organ-
ic solvent (NACE).

Due to colchicine’s neutral behavior (pK,= 1.85 in
water)”® and high solubility in water (measured
logP = 1.30 *, estimated logP = 1.32 CSPredict soft-
ware, ChemSilico LLC **) its sample extraction differ
from those usually applied to alkaloids.** Moreover, the
nature of the sample matrix strongly affects the extrac-
tion technique.

Vegetal samples (meadow saffron seeds) were
prepared by Soxhlet extraction during 150 minutes
using 95 % ethanol with an extraction ratio of 2.25 %
m/v seeds/solvent. Before extraction, the seeds were
defatted using petroleum ether, dried at room tempera-
ture and pulverized.

The pharmaceutical samples were tablets with
Img declared amount of colchicine (Biofarm SA, Bu-
charest, Romania). After the determination of the aver-
age weight of tablets (0.1019 g), they were pulverized.
A known amount of powder was transferred in a volu-
metric flask and adjusted to 10 mL with methanol. The
colchicine was extracted by ultrasonication for 10 min
and the suspension was then centrifuged for 3 min at
5000 rpm.
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The obtained extract or clear supernatant was ap-
propriately diluted with the running buffer or water and
injected into the CE system for further MEKC analysis.

Spiked skim (1.5 % fat) milk samples (10 ng mL™"
colchicine) purchased from the local store (3 mL) were
previously treated with HC1 37 % (12 uL HC1 37 % w/w
to 1 mL milk) in order to free the bound colchicine and
eliminate the most of fat and proteins.** After centrifu-
gation (5 min at 5000 rpm) the supernatant was ex-
tracted by liquid-liquid extraction using dichlorome-
thane:isopropanol (95:5, v/v) in a ratio of 3:10 sam-
ple/organic solvent mixture. The obtained organic phase
was evaporated over dry N, and the residue was
dissolved in an appropriate volume of micelle-free
high conductivity buffer (100 mM phosphate buffer
pH = 4.0), added to match the conductivity of the
running buffer.

Spiked human urine samples (10 ng mL™" colchi-
cine) from healthy voluntaries were simply diluted
with a micelle-free buffer (20 mM phosphate buffer
pH = 4.0), and filtered before being injected into the CE
system.

In sweeping-MEKC separations, each sample was
spiked with 80 ng mL ™' p-xylenolsulfonephthalein as an
internal standard.

Instrumentation and Method Description

Method development and analytical measurements were
carried out on an Agilent 3D CE system (Agilent Tech-
nologies, Waldbronn, Germany). The CE system was
equipped with a diode-array detector, the capillary being
thermostated by air-cooling. Data acquisition was carried
out by 3D-CE Chemstation Rev. A.08.03(843). Detection
wavelengths in all cases were 243 and 350 nm, bandwith
of 30 nm. Both CZE and MEKC were performed using
bare fused-silica capillaries (S0 pum LD., L = 64.5 cm,
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Figure 2. Non-aqueous capillary zone electrophoresis using
10 mM HCI1O,4 with 60 mM HCOONH, in methanol : acetoni-
trile (1:2, v/v), bare fused silica capillary (L = 64.5 cm, i.d. 50
um), 20 kV, 25 °C, hydrodynamic injection, detection 243
nm; Sample: colchicine and acetone (as a neutral EOF marker)
in the running buffer.

[ = 56 cm, with extended light path (B.F = 3), Agilent
Technologies, Germany).

The new capillary was pre-conditioned prior to use
by flushing successively with 1.0 M sodium hydroxide for
20 min, 0.1 M sodium hydroxide for 20 min, de-ionized
water for 20 min, and running buffer for 20 min.

At the beginning of the day the capillary was pre-
conditioned with 0.1 M NaOH, water and running buffer
each for 10 minutes in regular sequence. Between runs the
capillary was flushed with running buffer for 3 minutes. In
case of NACE, the same pre-conditioning protocol was
applied, employing methanolic solutions of NaOH (1 M
and 0.1 M) and pure methanol.

For aqueous CZE separations 25 mM phosphate
buffer (pH = 2.50 and pH = 1.30 adjusted with HCI 1 M)
and for MEKC 10 mM borate buffer (pH = 9.30) with
25 mM sodium dodecylsulphate with no organic modifier
was used. Prior the analysis, all buffers and samples were
passed through a 0.45 pm pore-sized syringe filter
(SPARTAN 13, Whatman GmbH, Germany). Samples
were loaded by hydrodynamic injection (250 mbar-s).
Throughout all the analysis the capillary was thermostated
at 20 °C (if not otherwise mentioned), applying a separa-
tion potential of +30 kV (465 V/cm) (if not otherwise
mentioned) with a short linear ramp between 0 to 0.3
minutes.

Sweeping-MEKC was performed at 50 °C in near-
zero EOF conditions created by a 5 minute flush of the
capillary with HCI 0.1 M before every 8"-10™ analysis.
An 88.5 cm long (80 cm effective length, i.d. 50 pum,
Polymicro Technologies, Germany) uncoated fused
silica capillary with a BGE of phosphate buffer (20 mM,
pH = 4) containing 3% (v/v) acetonitrile and 50 mM
SDS. Samples were injected at the cathode by pressure
(washing mode, 930 mbar, 36 s) and analyzed at —30 kV
(reversed polarity). Throughout the separation a linear
gradient (0—-10 min) of 10 mbar pressure was applied
from the inlet-end of the capillary.

RESULTS AND DISCUSSION

Aqueous and Non-aqueous Capillary Zone Electro-
phoresis

Unlike other alkaloids, colchicine behaves as a neutral
compound, it is highly soluble in water, and regardless
of the pH of the aqueous buffer it migrates with the
electroosmotic flow. Using 25 mM phosphate buffer
(pH = 2.50) a single peak at 4.47 minutes is detected
corresponding to the co-eluted peaks of colchicine and
solvent. Further lowering the pH of the running buffer
to 1.30, the ionization of colchicine is still not observed
and the co-eluted peak shows a higher migration time
(12 minutes) due the further decrease of the EOF
mobility.

Croat. Chem. Acta 84 (2011) 383.
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Table 1. Separation parameters of colchicine by micellar electrokinetic chromatography without and with on column preconcen-

tration

MEKC

Sweeping-MEKC

Capillary
Preconditioning in between runs

Running buffer

Bare fused silica with extended light path
(B.F=3)L=64.5cm,/=56cm,id. 50 um
Flushing 3 minutes with the running buffer
10 mM borate buffer (pH = 9.3) with

Bare fused silica L = 88.5 cm, /=80 cm,
i.d. 50 pm

20 mM phosphate buffer (pH = 4) with

25 mM SDS 50 mM SDS and 3 % v/v acetonitrile
Temperature 20 °C 50°C
Separation potential 30 kV (465 V/cm) -30kV (339 V/em)

Separation pressure -

Sample injection (% of the total
capillary volume)

Hydrodynamic 250 mbar-s
(0.54 %; ~5.92 nL)

10 mbar (0 — 10 minute linear gradient)

Hydrodynamic 33480 mbar-s
(60.93 %; ~1059 nL)

Detection 243/30 nm and 350/30 nm
Linear range 200 — 2000 ng mL™" 10— 160 ng mL™"
Limit of detection 3141 ngmL™" 2.84ngmL™
Colchicine’s migration time 7.64 min 10.73 min
(RSD =2.5%, n=10) (RSD =2.10 %, n = 10)
Total analysis time 11 min® 18 min®

@ capillary preconditioning comprised.

The chemical and physical properties of organic
solvents are different from that of water, which could
change the pK, value of the solute and the radius of its
hydration shell, thus non-aqueous capillary electropho-
resis (NACE) could be used to improve separation se-
lectivity of compounds if they are difficult to be ana-
lyzed in aqueous systems. Since, the ratio of the proto-
nated and neutral forms of a very weak basic drug in an
acidic, but totally non-aqueous medium may be smaller;
the extent of electroosmotic flow is therefore expected
to have a significant influence on colchicine’s apparent
mobility in such a medium. The nature of non-aqueous
solvents proves to be critical in NACE. These solvents
having a large value of dielectric constant/viscosity (&/7)
ratio could give rise to appreciable electroosmotic mo-
bilities. In this regard, acetonitrile, with a dielectric
constant of 37.5 and a viscosity of 0.34 mPa s, has
perhaps the most favourable &/ value (110 mPa' s
even higher than that for water (78.5 mPa' s). Other
organic solvents having high &/ values are acetone
(69 mPa' s') and methanol (59 mPa' s).* Since in
pure acetonitrile the solubility of electrolytes can be
troublesome, as solvent for non-aqueous capillary elec-
trophoretic separations, a mixture of methanol-
acetonitrile was considered. Furthermore, as described
in the literature, the fastest EOF is given by a mixture of
approximatively 25-30 %, v/v methanol in acetonitrile,
containing amonium acetate as electrolyte.***® There-
fore, in the following NACE assays a mixture of 1:2 v/v,
methanol in acetonitrile was used as solvent. Ammo-
nium formate (60 mM) was the chosen as electrolyte,
whereas several organic and inorganic acids were added
into the running buffer with the aim of influencing the
ionization of colchicine. The molecule of colchicine

Croat. Chem. Acta 84 (2011) 383.

could not be ionized by formic acid and trifluoroacetic
acid added to the running buffer, whereas perchloric
acid, at a reasonably low concentration (10 mM) al-
lowed the determination of colchicine by NACE-CZE.
The different electrophoretic behavior of colchicine in
the presence of perchloric acid compared with other
strong acids was attributed to an ion pairing effect, in-
stead of a simple protonation due to the added acids.
Perchloric acid acts as a strong electrolyte even in pure
acetonitrile and thus can be considered fully dissociated
in the used running buffer. The electroosmotic mobility
(33 - 10* em®* V' s') was determined by injecting
acetone as a neutral EOF marker, the peaks being identi-
fied based on their known UV spectra (Figure 2).

Table 2. Linear regression parameters and its statistical evalu-
ation

200 — 2500 ng mL ",

Parameters Injection 250 mbar-s Conditions
(n=5,N=15)
Correlation
coefficient (1) 0.9990
Intercept -0.0196 + 0.0034*
Slope 0.000357 £ 0.000011*
Cochran’s test
Comparative
Ccalc, =0.496 Cthcor
Loestof the (0.05:5:2)=0.683  Cee™ Cineor
omogeneity of
variances
Fisher’s test
o Feale.= 6516.26 Fipeor
Slgmﬁcant (005)1713) =467 Feate. > Fineor.
slope
Fisher’s test
s 33 Fcalc.= -2.71 Flheor
Validity of (0.053;10)=3.71 e = Fncor
regression

@ standard deviation (n=3).
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Even though the described NACE method
represents an absolute novelty in the CE analysis of
colchicine, with the standard UV detection setup, it still
does not allow the analysis of minute amounts of
protoalkaloid from biological samples.

Micellar Electrokinetic Chromatography

Method Development

A 10 mM boric acid adjusted to the desired pH with 1
M NaOH was selected as running buffer. Since, in the
most common working pH range (pH = 2-12), colchi-
cine’s ionization in aqueous solutions can not be signifi-
cantly influenced by the pH of the buffer, its value has
been set at pH = 9.30, this pH offering a conveniently
high EOF (5.88 - 10* cm® V' s and consequently
shorter migration time of the solute.

Based on linear solvation energy relationships,
surfactant concentration could influence retention beha-
vior of uncharged solutes by changing the phase ratio
without significantly affecting selectivity.*’ The selec-
tivity offered by sodium dodecyl sulfate (strong hydro-
gen-bond acid) was appropriate and by increasing its
concentration only results in general increase of reten-
tion and a decrease of UV detection sensitivity, without
any improvement on separation. Therefore, a concentra-
tion of 25 mM SDS was chosen as the optimized condi-
tion, since both resolution and peak shape were accept-
able. The final, separation parameters are summarized
in Table 1.

MEKC Method Validation

The proposed method was validated according to ICH
guidelines ** in terms of specificity, linearity, accuracy
and precision. Furthermore, as an estimation of the
method’s analytical performance, limits of detection and
quantification were also calculated.

On each of the three consecutive days of valida-
tion, five calibration standards in the range of
200-2500 ng mL™" colchicine were employed. Three
sets of five control samples were also prepared from
individual weightings and stored in dark. The standard
and control samples were injected hydrodynamically at
250 mbar-s (~ 5.64 nL). The detection and quantification
was done at 243 nm. The recorded average migration
time for colchicine in the optimized separation condi-
tions was 7.64 minutes, with a relative standard devia-
tion in the range of 0.53-2.5 %.

Specificity. The specificity of the method was assessed
based on the obtained migration times and peak purity
analysis offered by the DAD detector. In case of the
pharmaceutical sample analysis, the assay of placebo
samples assured the lack of any interference.

Linearity. Using the corrected areas (= peak area / mi-
gration time) of colchicine’s peaks recorded at 243 nm a
five leveled regression curve was constructed. The re-

Table 3. Statistical evaluation of method’s accuracy
(n=5,N=15)
200-2500 ng mL™"
Parameters Injection 250 mbar-s
Nominal/ o
ng mL ' Recovery/ %
200 104.95
400 97.00
800 100.97
1600 99.59
2400 99.87
Mean recovery/% 100.47
Cochran’s test _ Ciheor(0.05;5;2) =
(Ccalc. < Ctheor.) Cca]c. 0.496 0.683
Fisher’s test -~ Fineo(0.05;4;10) =
(Fcalc, < Fthcor.) Fcalc - 106 3.48

Confidence

V)
interval (p = 0.05) 10047 + 2.84%

gression parameters and its statistical evaluation are
presented in Table 2.

Accuracy. The method’s accuracy was assessed on five
independent control samples, prepared in three different
days, being statistically evaluated by the comparative
test of homogeneity of variances (Cochran’s test) and
the wvalidity of average recovery (Fisher’s test)
(Table 3).

Precision. Intermediate precision was established based
on the obtained recoveries of six independently
weighted control samples at the lower limit of linear
range (200 ng mL™") on three different series prepared in
three different days. The obtained data was statistically
evaluated, its values being summarized in Table 4.

Limits of Detection and Quantification. The limits of
detection (LOD) and quantification (LOQ) were calcu-
lated as (3.3 ¢/S) and (10 o/S), respectively, where o is
the standard deviation of the intercepts and S is the
slope of the calibration curve. The calculated LOD and
LOQ were found to be 3141 ng mL"' and
95.20 ng mL™', respectively.

The validated MEKC method was successfully
applied to the quantification of colchicine from meadow
saffron (Colchicum autumnale 1.) seeds and tablets

Table 4. Statistical evaluation of the intermediate precision
(k=3,n=6,N=18)

200 ng mL™

Ceale. =0.472
Cineor(0.05;3;6) = 0.677
(Ccalc. < Ctheor.)
4.84%

6.35%

Parameters

Cochran’s test
Comparative test of the homo-
geneity of variances intra-group

Intra-day precision (CVr)
Inter-day precision (CVR)

Croat. Chem. Acta 84 (2011) 383.
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(1 mg colchicine, Biofarm S.A., Bucharest) (Figure 3).
The sample extraction and pretreatment was carried out
according to method described at Section 2.2. The col-
chicine content of Colchicum seeds and pharmaceutical
sample content uniformity (per tablet) are summarized
in Table 5, which are in compliance with the Romanian
Pharmacopeia’s normative (£10 %).*

Although the analytical performances of the pre-
sented MEKC method are remarkable, it is still limited
to samples with a concentration of around 100 ng mL™'
colchicine. Therefore, pharmaceutical samples (tablets,
injectable solutions) and plant extracts (aerial and un-
derground parts) can be successfully analyzed, but is
improper for the quantitative determination of trace
amounts of the proto-alkaloid found in biological sam-
ples (urine, plasma) or as a residue in food and feed-
stuffs. Therefore, the efficiency of different on-column
preconcentration techniques by sample stacking with
reverse migrating vector (i.e. micelles)®® in micellar
electrokinetic chromatography was investigated.

In these conditions, from the cathodic end of the
capillary, a large volume of micelle free sample (having
a similar conductivity with the background electrolyte)
is injected hydrodynamically. The capillary was pre-
viously preconditioned with the micellar running buffer,
making sure that the EOF is completely suppressed.
Both ends of the capillary are introduced into the micel-
lar background solution and the separation voltage is
applied with the negative polarity at the injection end. In
the lack of a significant electroosmotic flow the nega-
tively charged micelles on their way through the sample
zone, towards the detection end of the capillary, sweep
up the neutral analytes, stacking them in narrow bands
and that are finally separated by normal MEKC. The pH
of the sample and the running buffer must be kept the

CcoL

absorbance/mAU

time/nfin
Figure 3. MEKC electropherograms for the quantitative assay
of colchicine from vegetal extracts and pharmaceutical sam-
ples; 10 mM borate buffer (pH = 9.30) with 25 mM SDS, bare
fused silica capillary (L = 64.5 cm, i.d. 50 pm, B.F. = 3),
30 kV, 20 °C, hydrodynamic injection 250 mbar-s, detection
243 nm; 1 — colchicine tablets extract; 2 — standard colchicine
(50 pg mL™"); 3 — Colchicum autumnale L. seeds extract
sample.

Croat. Chem. Acta 84 (2011) 383.

Table 5. Colchicine determination through different electro-
migration techniques

Samples (n = 3) Aqueous MEKC
Colchicine tablets, 1 mg
Biofarm S.A. Bucharest (mg/tablet) 0.939 £ 0.005
Colchicum autumnale seeds, 051140012

Soxhlet extraction (g/100 g seeds)

lowest possible, avoiding the generation of unwanted
EOF, without compromising the solubility of the surfac-
tant. The effectiveness of the stacking is dependent on
the analyte’s affinity towards the micelles, the higher
affinity the larger the extent of stacking.

Near-zero EOF conditions could be obtained by
decreasing the zeta potential of the capillary’s inner wall
double-layer by an acid pretreatment. Due to the pH
hysteresis effect, the re-equilibration of the surface
charge on the fused silica appears to be a slow process
and the silanol groups’ dissociation may take several
weeks at intermediate pH.’"* Therefore, the bare fused
silica capillaries were flushed at the beginning of the
day for 15 minutes by 0.1 M HCI and this acid pre-
treatment step has been repeated for 5 minutes at every
810" analysis, assuring a near-zero EOF during all
subsequent assays. The running buffer was set to
pH = 4, its composition being optimized for the best
signal to noise ratio and highest resolution of colchicine.

Since there is no electroosomotic flow capable of
maintaining the “plug” flow in the bubble cell, using
this separation technique, there is no boost of sensitivity
offered by the capillaries with an extended light path.
Instead of an axial compression of the separated frac-
tions entering the detection cell, the solutes are diluted
in the expanded capillary, resulting in lower signals
compared with the ones obtained by the same length of
a normal capillary. Therefore, for the highest sample
load and separation efficiency, a long bare fused silica
capillary (L = 88.5 cm, / = 80 cm, 50 um i.d.) was used
with a total inner volume of 1.737 pL.

Considering the highest gain in sensitivity, best
resolution and the shortest analysis time, different com-
positions of the background electrolyte were tested,
finally arriving to 50 mM SDS in 20 mM phosphate
buffer (pH = 4) with a content of 3 % (v/v) acetonitrile.
The optimum running parameters are presented in Table
1. The organic modifier was added to the running buffer
for the improvement of resolution between the peaks of
the added internal standard and colchicine.

Even though the injected sample volume in
sweeping-MEKC is almost 180-fold higher than in
simple MEKC, the gain in sensitivity is somewhat less
(around 20 fold) due to the relatively high hydrophilici-
ty of colchicine. The obtained lower limit of the linear
range (10 ng mL™) is already the lowest ever reported
for colchicine by an electromigration method.
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Table 6. Statistical evaluation of the two types of hydrodynamic sample injections in sweeping-MEKC

Hydrodynamic sample injection at 50 mbar for 670 s

Hydrodynamic sample injection by flushing at 930 mbar for
36 s, with the use of IS

3 series of 5 levels of concentration (intra-day assays)
10 — 160 ng mL™" colchicine

Slope/ Intercept/ R Slope/ Intercept/ R
ng mL™ mAU min™' ng mL™ mAU min™'

0.0071454 0.048484 0.9963 0.012996 0.066698 0.9986
Average recovery/ % 96.4 Average recovery/ % 99.3
R.S.D. of recovery/ % 11.9 R.S.D. of recovery/ % 5.7

Comparative test of Comparative test of
variances intra-group Ceaic=0.601 variances intra-group Ceaic=0.629
Cthcor(oaos;s;z) = 0,68 Cmcor(0,0S;S;Z) = 0,68
Confidence limits of the 96.42 + 6.04 Confidence limits of the 9935+ 4.18

average recovery/ %

average recovery/ %

The long time taken (670 s) for the high sample
volume load at the highest hydrodynamic pressure in-
jection (50 mbar) allowed by the Agilent 3D-CE system
can be overcame by flushing the capillary with the sam-
ple for 36 s with at 930 mbar. The evaluation of the
obtained regression parameters by the two forms of
sample injection demonstrated the lack of any statisti-
cally significant difference. However, for the assurance
of the sample injection reproducibility and the method’s
accuracy, p-xylenolsulfonephthalein (p-xylenol blue,
Figure 1b) as internal standard must be employed (Table
6). The internal standard was chosen according to its
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Figure 4. Sweeping-MEKC electropherograms for the quan-
titative assay of colchicine from spiked skimmed milk (A) and
healthy human urine (B); 20 mM phosphate buffer (pH = 4)
with 50 mM SDS, bare fused silica capillary (L = 88.5 cm,
/=80 cm, i.d. 50 um), -30 kV, 10 mbar pressure linear gra-
dient 0 — 10 min, hydrodynamic injection 33480 mbar-s,
detection 243/30 nm; IS — p-xylenolsulfonephthalein.

matching polarity with colchicine and its pK, value
(pK, = 2.0), making sure that it is not a naturally occur-
ring compound in the studied samples (vegetal extracts,
urine and milk). Therefore, p-xylenolsulfonephthalein is
in its non-dissociated form at the pH of the running
buffer and is swept along by the SDS micelles similarily
as colchicine.

For the further improvement of the analysis time,
when most of the sample focalization has been carried
out, an external pressure was applied on inlet end of
the capillary (linear gradient to 10 mbar, between
0-10 minutes). Therefore, the full analysis time of col-
chicine using on-column sample preconcentration by
Sweeping-MEKC was achieved in less than 18 minutes,
with an estimated limit of detection of 2.84 ng mL™".

The developed sweeping-MEKC method was
tested for the determination of colchicine from spiked
urine and skimmed milk samples (10 ng mL™" colchi-
cine) (Figure 4). Using the given parameters, none of
the real samples of skimmed milk (1.5 % fat) purchased
from the local store contained traces of colchicine. Fur-
thermore, urine of healthy voluntaries was spiked with
standard colchicine for the assessment of recovery
(96.3-101.4 %, n = 5). In function of the nature of the
sample matrix and the used pre-treatment changes in
colchicine’s migration times are observed, therefore
regression must be assessed by using calibration sam-
ples prepared in the analyzed matrix free of colchicine.

CONCLUSION

The performance, perspectives and limitations of three
different electromigration techniques for the quantita-
tive determination of colchicine from vegetal, pharma-
ceutical, food and biological fluid samples was eva-
luated.

For the first time, the separation of colchicine as a
charged molecule was described employing non-

Croat. Chem. Acta 84 (2011) 383.
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aqueous capillary electrophoresis. This technique opens
up new perspectives in the trace analysis of the highly
toxic drug from clinical and food samples; using vo-
latile buffer additives, without the need of any pseudo-
stationary phase (surfactants in MEKC) capable of
inducing strong ion-suppression, therefore allowing
the online coupling of the CE system to a mass spec-
trometer.

A validated, sensitive method by micellar electro-
kinetic chromatography was developed for the quantita-
tion of colchicine from meadow saffron seeds (Colchi-
cum autumnale L.) collected from the surroundings of
Cluj-Napoca, Romania, the main natural source of the
proto-alkaloid. Furthermore, passing a full validation, it
proves to be a valuable tool for the industrial pharmacy
in the quality control and content uniformity assays.

However, the main drawback of the proposed
MEKC method as well as of those few capillary and
microchip electrophoretic methods presented in the
literature is their limited sensitivity, which hinders their
use in the in clinical drug monitoring, toxicological
screening and food analysis (residues). Therefore, de-
veloping a fast and highly sensitive electromigration
technique with an on-column preconcentration was
attempted, using sweeping micellar electrokinetic chro-
matography. Even though the preconcentration efficien-
cy is not at its maximum value using SDS micelles, the
preliminary results show a limit of detection of around
3 ng mL " colchicine, the lowest ever reported by capil-
lary electrophoresis according to our knowledge. By
further improving the retention factor of the separation
vector (mixed-micelles or microemulsion) this limit
could be further decreased, allowing the quantification
of trace levels of colchicine in biological fluids or food
products. Preliminary application of the method for the
detection of trace amounts of colchicine spiked in skim
milk and human urine (10 ng mL ") shows encouraging
results.

Acknowledgements. This work was partly supported by
CNCSIS-UEFISCSU, project number PN II-RU 469/2010.
The authors are also grateful the CEEPUS network CII-HU-
0010-04-0910 and to prof. Jacques Crommen for his great
support and assistance in the first phase of NACE method
development.

REFERENCES

1. S. L. Wallace, Am. J. Med. 30 (1961) 439-448.

2. A. Brossi, H. J. C. Yeh, M. Chrzanowska, J. Wolff, E. Hamel, C.
M. Lin, F. Quin, M. Suffness, and J. Silverton, Med. Res. Rev. 8
(1988) 77-94.

3. E. Ben-Chetrit and M. Levy, Semin. Arthritis Rheum. 28 (1998)
48-59.

4. B. Bhattacharyya, D. Panda, S. Gupta, and M. Banerjee, Med.
Res. Rev. 28 (2008) 155-183.

Croat. Chem. Acta 84 (2011) 383.

5.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31
32.

33.

34.

35.

36.

37.

E. Bodoki et al. Capillary Electromigration Techniques for the Quantitative Analysis of Colchicine

E. D. J. Supena, W. Muswita, S. Suharsono, and J. B. M.
Custers, Sci. Hortic. 107 (2006) 226-232.

M. Ravi and S. W. L. Chan, Nature 464 (2010) 615-618.

F. T. Peters, J. Beyer, A. H. Ewald, and H. H. Maurer, TIAFT
Bull. 35 (2005) 3-6.

G. Hamscher, B. Priess, H. Nau, and E. Panariti, Anal. Chem. 77
(2005) 2421-2425.

Y. Gaillard, M. Cheze, and G. Pépin, Ann. Biol. Clin. (Paris) 59
(2001) 764-765.

B. Dehon, J.-L. Chagnon, E. Vinner, J. Pommery, D. Mathieu,
and M. Lhermitte, Biomed. Chromatogr. 13 (1999) 235-238.

B. Weakley-Jones, J. E. Gerber, and G. Biggs, Am. J. Forensic
Med. Pathol. 22 (2001) 203-206.

Products, The European Agency for the Evaluation of Medicinal
Products: Committee for Veterinary Medicinal. Colchicine

summary report EMEA/MRL/044/95-FINAL.  European
Medicines Agency, 1995, pp. 1-2.
Emergency  Preparedness and Response, Biotoxins

http://www.bt.cdc.gov/agent/agent listchem-category.asp.

E. Bodoki, R. Oprean, L. Vlase, M. Tamas, and R. Sandulescu,
J. Pharm. Biomed. Anal. 37 (2005) 971-977.

T. M. Sarg, M. M. El-Domiaty, M. M. Bishr, O. M. Salama, and
A. R. El-Gindy, 4nalyst 114 (1989) 575-578.

P. Ondra, I. Valka, J. Vicar, N. Sitliipinar, and V. Simaének,
J. Chromatogr. A 704 (1995) 351-356.

R. J. Ko, W. Y. Li, and R. T. Koda, J. Chromatogr. B, Biomed.
Appl. 525 (1990) 411-418.

Q. H. Chen, S. Hou, L. C. Gan, Y. B. Li, X. Song, and Z. Cai,
Yakugaku Zasshi 127 (2007) 1485-1490.

E. Ellington, J. Bastida, F. Viladomat, and C. Codina, Phyto-
chem. Anal. 14 (2003) 164-169.

H. R. Petty, M. Fernando, A. L. Kindzelskii, B. N. Zarewych, M.
B. Ksebati, L. M. Hryhorczuk, and S. Mobashery, Chem. Res.
Toxicol. 14 (2001) 1254—1258.

F. Alali, K. Tawaha, and R. M. Qasaymeh, Phytochem. Anal. 15
(2004) 27-29.

J. Pietsch, J. Giinther, T. Henle, and J. DreBler, J. Sep. Sci. 31
(2008) 2410-2416.

A. Tracqui, P. Kintz, B. Ludes, C. Rougé, H. Douibi, and P.
Mangin, J. Chromatogr. B 675 (1996) 235-242.

S. Zhou and M. Hamburger, J. Chromatogr. A 755 (1996) 189 —204.
F. C. W. Sutherland, M. J. Smit, L. Herbst, J. Els, H. K. L.
Hundt, K. J. Swart, and A. F. Hundt, J. Chromatogr. A 949
(2002) 71-77.

J. Beyer, F. T. Peters, T. Kraemer, and H. H. Maurer, J. Mass.
Spectrom. 42 (2007) 621-633.

E. Abe, A.-S. Lemaire-Hurtel, C. Duverneuil, 1. Etting, E.
Guillot, Ph. de Mazancourt, and J.-C. Alvarez, J. Anal. Toxicol.
30 (2006) 210-215.

J. Wang and M. Ozsoz, Talanta, 37 (1990) 783-787.

E. A. Kasim, Anal. Lett. 35 (2002) 1987-2004.

E. Bodoki, R. Sandulescu, and L. Roman, Cent. Eur. J. Chem. 5
(2007) 766-778.

H. Zhang, Bioelectrochemistry, 68 (2006) 197-201.

E. Bodoki, S. Laschi, I. Palchetti, R. Sandulescu, and M.
Mascini, Talanta, 76 (2008) 288-294.

H.-S. Kou, T.-P. Lin, T.-C. Chung,
Electrophoresis, 27 (2006) 2293-2299.

Q. Lu, Ch. L. Copper, and G. E. Collins, Anal. Chim. Acta. 572
(2006) 205-211.

C. L. D. Newman, B. C. Giordano, Ch. L. Copper, and G. E.
Collins, Electrophoresis, 29 (2008) 803-810.

Y. Jiang, J. Wang, Y. Wang, H. Li, J. P. Fawcett, and J. Gu,
J. Chromatogr. B 850 (2007) 564—568.

R. Vanbinst, J. Koenig, V. Di F M. E. Bohlin, L. G. Blomberg,
and N.H.H. Heegaard, Electrophoresis 26 (2005) 40434049,
and A. Hassoun, Forensic Sci. Int. 128 (2002) 35-40.

and H.-L. Wau,


http://dx.doi.org/10.1016/0002-9343(61)90052-3�
http://dx.doi.org/10.1002/med.2610080105�
http://dx.doi.org/10.1016/S0049-0172(98)80028-0�
http://dx.doi.org/10.1002/med.20097�
http://dx.doi.org/10.1002/med.20097�
http://dx.doi.org/10.1016/j.scienta.2005.08.006�
http://dx.doi.org/10.1038/nature08842�
http://dx.doi.org/10.1021/ac048668+�
http://dx.doi.org/10.1002/(SICI)1099-0801(199905)13:3%3c235::AID-BMC827%3e3.0.CO;2-N�
http://dx.doi.org/10.1097/00000433-200106000-00020�
http://dx.doi.org/10.1097/00000433-200106000-00020�
http://www.bt.cdc.gov/agent/agent%20listchem-category.asp�
http://dx.doi.org/10.1016/j.jpba.2004.10.006�
http://dx.doi.org/10.1039/an9891400575�
http://dx.doi.org/10.1016/0021-9673(95)00185-P�
http://dx.doi.org/10.1016/S0378-4347(00)83417-9�
http://dx.doi.org/10.1016/S0378-4347(00)83417-9�
http://dx.doi.org/10.1248/yakushi.127.1485�
http://dx.doi.org/10.1002/pca.702�
http://dx.doi.org/10.1002/pca.702�
http://dx.doi.org/10.1021/tx0155101�
http://dx.doi.org/10.1021/tx0155101�
http://dx.doi.org/10.1002/pca.738�
http://dx.doi.org/10.1002/jssc.200800128�
http://dx.doi.org/10.1016/0378-4347(95)00386-X�
http://dx.doi.org/10.1016/S0021-9673(96)00617-6�
http://dx.doi.org/10.1016/S0021-9673(02)00008-0�
http://dx.doi.org/10.1002/jms.1191�
http://dx.doi.org/10.1002/jms.1191�
http://dx.doi.org/10.1016/0039-9140(90)80119-Z�
http://dx.doi.org/10.1081/AL-120014288�
http://dx.doi.org/10.2478/s11532-007-0034-8�
http://dx.doi.org/10.1016/j.bioelechem.2005.07.001�
http://dx.doi.org/10.1016/j.talanta.2008.02.048�
http://dx.doi.org/10.1002/elps.200500860�
http://dx.doi.org/10.1016/j.aca.2006.05.039�
http://dx.doi.org/10.1002/elps.200700591�
http://dx.doi.org/10.1016/j.jchromb.2006.12.022�
http://dx.doi.org/10.1002/elps.200500288�
http://dx.doi.org/10.1016/S0379-0738(02)00161-5�

E. Bodoki et al. Capillary Electromigration Techniques for the Quantitative Analysis of Colchicine

38.
39.
40.
41.
42.

43.

44,

45.

M. Deveaux, N. Hubert, and Ch. Demarly, Forensic Sci. Int. 143
(2004) 219-222.

R. N. Hill, R. G. Spragg, M. K. Wedel, and K. M. Moser, Ann.
Intern. Med. 83 (1975) 523-524.

C. F. Poole, M. Cooke, and 1. D. Wilson, Encyclopedia of sepa-
ration science, 1% edition, Academic Press, 2000.

K. Bombuwala, Th. Kinstle, V. Popik, S. O. Uppal, J. B. Olesen,
J. Vifia, and C. A. Heckman, Beilstein J. Org. Chem. 2 (2006).
CS Predict, Property prediction software, ChemSilico LLC,
Tewksbury, 2003, https://secure.chemsilico.com/index.php.

R. Verpoorte, Liquid chromatography, in: C. F. Poole, M.
Cooke, 1. D. Wilson (Eds.), Encyclopedia of Separation Science,
Volume 5, Level III - Practical Applications, Alkaloids, High
speed countercurrent chromatography, Academic Press, San
Diego, 2000, pp.1949-1956

A. Bjerhovde, T. G. Halvorsen, K. E. Rasmussen, and S.
Pedersen-Bjergaard, Anal. Chim. Acta. 491 (2003) 155-161.

G. N. W. Leung, H. P. O. Tang, T. S. C. Tso, and T. S. M. Wan,

46.

47.
48.

49.

S1.

52.

391

J. Chromatogr. A 738 (1996) 141-154.

J. Tjormelund, A. Bazzanella, H. Lochmann, and K. Biachmann,
J. Chromatogr. A 811 (1998) 211-217.

S. K. Poole and C. F. Poole, Analyst, 122 (1997) 267-274.

ICH Harmonised Tripartite, Validation of Analytical Procedures:
Text and Methodology Q2(R1), Current Step 4 version,
November 2005, International Conference on Harmonisation of
Technical Requirements for Registration of Pharmaceuticals for
Human Use, 2005.
http://www.ich.org/LOB/media/MEDIA417.pdf.

Romanian Pharmacopoeia, X" ed., Editura Medicala, Bucuresti,
1998.

J.-B. Kim and S. Terabe, J. Pharm. Biomed. Anal. 30 (2003)
1625-1640.

W. J. Lambert and D. L. Middleton, Anal. Chem. 62 (1990)
1585-1587.

M. E. Bohlin, L. G. Blomberg, and N. H. H. Heegaard,
Electrophoresis, 26 (2005) 4043—-4049.

Croat. Chem. Acta 84 (2011) 383.


http://dx.doi.org/10.1016/j.forsciint.2004.02.040�
https://secure.chemsilico.com/index.php�
http://dx.doi.org/10.1016/S0003-2670(03)00768-2�
http://dx.doi.org/10.1016/0021-9673(96)00061-1�
http://dx.doi.org/10.1016/S0021-9673(98)00214-3�
http://dx.doi.org/10.1039/a605799c�
http://www.ich.org/LOB/media/MEDIA417.pdf�
http://dx.doi.org/10.1016/S0731-7085(02)00509-5�
http://dx.doi.org/10.1021/ac00214a009�
http://dx.doi.org/10.1002/elps.200500288�


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 600
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 2.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 600
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


