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A HPLC system for separation and determination of methylxanthines and selected drugs
has been developed. Teophylline, 1-methylxanthine, 3-methylxanthine, 1,3-dimethyluric acid,
caffeine, paracetamol, furosemide, dexamethasone, prednisolone, cefazolin and imipenem
have been determined. A RP—18¢ column with a RP—18 pre-column and a DAD detector
were used. Gradient elution with 0.05% TFA aqueous solution with acetononitrile at the
flow rate of 0.8 mL min~! was applied. The developed system was used to determine the
examined compounds in urine samples.

Opracowano uktad chromatograficzny do rozdzielania i oznaczania metyloksantyn oraz
wybranych lekow. Oznaczono teofiling, 1-metyloksantyng, 3-metyloksantyng, kwas
1,3-dimetylomoczowy, kofeing oraz paracetamol, furosemid, deksametazon, prednizolon,
cefazoling i imipenem. Zastosowano kolumn¢ RP—18e z pre-kolumna RP—18 oraz detektor
DAD. Fazg ruchoma stanowit uktad gradientowy 0.05% wodny roztwor TFA z acetonitrylem,
predko$é przeptywu wynosita 0.8 mL min~'. Opracowany uktad chromatograficzny zasto-
sowano do oznaczenia badanych zwigzkow w probkach moczu.
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Purines are ones of basic components of the building material of animal and plant
cells. Exemplary derivatives of purines are e.g. alkaloids, like xanthines and methyl-
xanthines. Basic components of alkaloids are xanthine and its direct metabolites:
hypoxathine and uric acid. Monitoring of these compounds is very useful in medical
diagnostics. For this purpose, mainly HPLC methods [1-3] are utilized. Methylxanthi-
nes are pure alkaloids which contain nitrogen atoms in a heterocyclic configuration.
A group of methylxanthines include, among others, teophylline (1,3-dimethylxanthine)
and caffeine (1,3,7-trimethylxanthine). They both have practical application in medi-
cine. Theophylline is one of the main components of bronchi relaxing drugs. Caffe-
ine, as a stimulating system for central nervous system, is added to analgesics to
intensify their activity. Due to often side effects of theophylline treatment it is impor-
tant to monitor its concentration in either serum or urine of the patients. Monitoring
should also include metabolites of theophylline (like 1-methylxantine, 3-methylxan-
thine or 1,3-dimethyluric acid). C, [4], C , [5-10] and C  [11] -packed columns
were used for determination of methylxanthines in urine samples. Gradient elution
with acetic acid—methanol [4, 6-7, 11] and 0.05% aq. solution of trifluoroacetic
acid—acetonitrile [7], as well as isocratic elution with acetic buffer—methanol [2] was
applied. DAD [4-8, 10-11] and MS [9] detectors were most often used. The admin-
istrated drugs disturbed HPLC determination of methylxanthines. HPLC methods
for determination of drugs investigated in this study in urine samples are described
elsewhere. In the previous reports, a HPLC system with C, [13] and C,, [14-20]
columns was used. However, these papers usually refer to the determination of
a single drug, or 2—3 drugs from one group, e.g. only analgesics, or only antibiotics.
The mobile phases used included isocratic systems: acetonitrile—phosphate buffer
[13—15], methanol-water [16], methanol-TFA [17], methanol-acetic buffer [18],
borate buffer [19], and gradient systems: methanol-water [20] as well. Detection was
performed with a DAD detector. A method for simultaneous determination of
methylxanthines with cardiac drugs, anticonvulsants, and antibiotics (sulfapyridine,
sulfamethoxazole, septra) was described in the earlier paper [12]. However, there
have been no reports of chromatographic systems in which teophylline and its meta-
bolites along with drugs from different groups (analgesics, diuretics, anti-inflamma-
tory drugs and antibiotics) were determined simultaneously. In this work, we have
attempted to develop a HPLC system for simultaneous determination of five methyl-
xanthines (teophylline, 1-methylxanthine, 3-methylxanthine, 1,3-dimethyluric acid
and caffeine) and other drugs, which were administrated to patients under theophyl-
line treatment. For separation and determination of methylxanthines (without drugs)
a LiChrosorb RP—18 (7 pum) stationary phase, a 100—4.6 column, and gradient elution
have been applied [10]. In this study, a 125-3 column packed with LiChroCARD
Purospher RP-18e (5 pum) and accompanied with 4—4 (5 um) pre-column packed
with LiChroCARD LiChrospher 100 RP—18 stationary phase have been used. Some
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parameters of gradient elution were changed compared to reference [10]. This modi-
fication allowed one to simultaneously separate and determine methylxanthines and
selected drugs: paracetamol (4-acetaminephenol), furosemide (5-(aminosulfonyl)-4-
-chloro-2-([2-furanylmethyl]amino) benzoic acid), dexamethasone (9 o-fluoric-16-
-a-methylprednisolone), prednisolone (1-dehydrocortisone), cefazolin, and imipenem.

EXPERIMENTAL

1 mg mL~" aqueous standard solutions of teophylline (THPH), 1,3-dimethyluric acid (13DMU) (Sigma)
and 1-methylxanthine (1MX), 3-methylxanthine (3MX) and caffeine (CAFF) (all from Aldrich), furosemide,
dexamethasone, prednisolone and cefazolin (from Sigma) and paracetamol and imipenem (from Fluka) were
prepared.

Acetonitrile, water, and trifluoroacetic acid (TFA) of HPLC grade used in this work were purchased
from Merck, Germany.

HPLC analyses were performed using a Merck—Hitachi chromatograph equipped with a L6200A pump
and a L4500A diode-array detector (DAD). Chromatographic separations were carried out on a LiChroCARD
Purospher column RP—18e, 125-3 mm, particle size 5 pm accompanied with a LiChroCARD 4—4 mm pre-
column packed with LiChrospher 100 RP—18, particle size 5 um (Merck, Germany) at a room temperature.

Gradient elution with 0.05% TFA aqueous solution (A) and acetonitrile (B) at a flow rate of
0.8 mL min™' was applied. The following gradient program was applied: 0 min 95% A and 5% B, 3 min
95% A and 5% B, 10 min 90% A and 10% B, 19 min 90% A and 10% B, 30 min 80% A and 20% B, 40 min
100%A.

Urine samples from patients treated with teophylline and selected drugs were examined. Urine samples
were collected within 24 h and subsequently they were frozen at the temperature of —20°C. After defrosting,
1 mL of a urine sample was acidified with 1 mL of phosphate buffer (pH 6.8; 0.067 mol L). Then, the
samples were precipitated with acetonitrile (1 mL) and centrifuged for 10 min (2500 rpm). The examined
material was separated applying solid-phase extraction (SPE) using a Bakerbond System with C , columns
(500 mg, 3 mL). The columns were conditioned with methanol (2 x 2 mL) and water (1 x 2 mL). The
prepared samples were passed through the columns. Then, the columns were dried and the analytes were
eluted with methanol (1 x 1 mL) [13]. The eluates were analyzed applying HPLC. The volume of the solu-
tion in every single injection was 20 pL.

Detection was performed at different wavelengths, depending on the type of compound. For all
methylxanthines the wavelength was set to A =275 nm, for paracetamol and cefazolin it was A =254 nm, for
furosemide, dexamethasone and prednisolone A =240 nm, and for imipnem A =300 nm.

Calibration plots for the examined drugs were obtained using the following series of standard solutions:
paracetamol 30—500 pg mL, furosemide 10-300 png mL!, dexamethasone 100400 pg mL™, prednisolone
80—400 png mL™, cefazolin 20-500 pg mL!, imipenem 20—100 pug mL'. Calibration lines for teophylline
and other methylxanthines were obtained for series of solutions of the concentrations ranging from 1 to
100 pg mL, and from 1 to 50 pg mL, respectively. The number of experimental points taken for regression
was n = 6. Every analyte was injected thrice. LOD, LOQ, and inter- and intra- day precision and accuracy of
determination of methylxanthines and drugs were determined in blank urine samples (n = 3).
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Chromatographic separation and determination of five methylxanthines (caffeine,
1-methylxantine, 3-methylxantine, 1,3-dimethyluric acid, teophylline) and drugs belon-
ging to four groups (paracetamol, furosemide, dexamethasone, prednisolone, cefazolin,
imipenem) has been performed. Drugs were determined in three combinations used
in treatment (Tab. 1). The obtained chromatogram is shown in Figure 1 and the corres-

ponding retention times are listed in Table 2.

RESULTS AND DISCUSSION

Table 1.  Determined methylxanthines and other drug mixtures
Drugs
Methylxanthines
Analgesics | Diuretics Demulcents Antibiotics
N g 2
0. 2 2 2 g = =]
i~ (=] =
Tlglz| 2| g = s | 3| % 2
g D 2
- g S & 2 o £
8 o
1 + + + + + + + + +
2 + + + + + + + + +
3 + + + + + + + + +
Table 2.  Retention times and recoveries of methylxanthines and drugs
Compound tr, Added, Found, Recoveries,
P min ug mL™! ug mL! %
IMX 0.90 10 10.2 102
2 |3MX 128 10 9.5 95
Eé 13DMU 2.93 10 9.6 96
ey
g
02‘3' THPH 3.55 10 9.7 97
CAFF 14.53 10 9.8 98
Paracetamol 2.03 200 202 101
Furosemide 3495 200 158 79
% | Dexamethasone 28.99 200 199 99.5
=1
2 | Prednisolone 29.09 200 167 83.5
Cefazolin 7.60 200 201 100.5
Imipenem 8.88 200 150 75
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Figure 1. Chromatogram of methylxanthines and drugs (1 — 3MX, 2 — 1MX, 3 — paracetamol,
4 —-13DMU, 5 — THPH, 6 — imipenem, 7 — CAFF, 8 — prednisolone, 9 — furosemide)

All examined compounds were well separated. The measured retention times
indicate that the proposed method can not be used to simultaneous determination of
dexamethasone and prednisolone. However, these drugs are not used simultaneously
in the treatment so such determination is unnecessary. In order to estimate accuracy
of determination, recovery studies were performed. For this purpose 200 pg of drugs
and 10 pg of methylxanthines were added to 1 mL-in-volumes urine samples of healthy
people, thus not accepting either teophylline or other drugs. Chromatogram of
the sample obtained after SPE procedure (see Experimental section) is shown in
Figure 2. It spans only over 10 min, because after that time only baseline was recor-
ded. Urine sample of a healthy human (blank sample) was submitted to SPE proce-
dure and chromatogram of the eluat (after elution with methanol) from C , columns
on Bakerbond system was recorded at four wavelength (240, 254, 275 and 300 nm).
While carrying out chromatographic separation of urine samples, time change of the
wavelength was suggested. It was possible only in case when the wavelength was
self-evident and the determined methylxanthines and drugs exhibited maximum of
absorption and retention times. Due to the application of the time change of the wave-
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length, chromatograms of urine sample exhibiting the peaks of particular analytes

were free from the matrix effect.
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Figure 2. Chromatograms of blank sample (eluat) of urine from healthy patient after SPE procedure

Recoveries of particular compounds are given in Table 2. The applied sample
preparation method allowed one to achieve recoveries of 75—101% for the examined
drugs and 95-102% for the examined methylxanthines. Regression parameters of the
calibration plots are listed in Table 3.

Table 3. Regressions parameters of calibration plots of methylxanthines and drugs

Compound Slope Intercept R? LOD, ng LOQ, ng
IMX 115690 -8834.4 0.999 1 33
é 3MX 40952 —33960 0.998 1 33
g 13DMU 85515 =77913 0.997 1 33
fg THPH 38370 112375 0.996 12 4
CAFF 33294 366812 0.994 12 4
Paracetamol 46151 376561 0.999 1.6 52
Furosemide 27913 473779 0.971 2 6.6
% | Dexamethasone 64309 —6 % 10° 0.997 2 6.6
g Prednisolone 11372 2% 10° 0.966 2 6.6
Cefazolin 18147 3% 10° 0.995 1 33
Imipenem 14323 296673 0.999 2 6.6
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Intra- and inter- day precision and accuracy of the applied method for three different
additions of methylxanthines and drugs are presented in Table 4.

Table 4. Inter- and intra-day precision of determination of methylxanthines and drugs

Within-day Between-day
Compound In“pgut Measur?]d, SD L COV, Recovery, Measur?ld, S“% CV, | Recovery,
o g mbL g mL % % g mbL mlt % %
1 1.01 0.03 2.7 101 0.99 0.01 15 99
IMX 5 5.00 0.02 1.6 100 5.00 0.02 | 1.6 100
10 10.20 0.02 22 102 10.15 0.01 13 101
1 0.95 0.03 34 95 0.98 0.02 | 22 98
3MX 5 4.97 0.08 82 99 4.95 0.06 | 6.1 99
10 9.50 0.05 4.8 95 9.81 0.05 | 48 98
1 0.97 0.02 1.94 97 0.96 0.02 | 1.79 96
13DMU 5 4.92 0.02 1.94 98 4.92 0.03 | 2.00 98
10 9.71 0.03 2.38 97 9.67 0.04 | 2.13 97
1 0.97 0.02 2.14 97 0.99 0.01 | 097 99
THPH 5 4.97 0.01 0.53 99 4.98 0.01 | 0.59 99
10 9.82 0.02 1.53 98 9.79 0.03 | 127 97
1 0.95 0.01 1.05 95 0.95 0.02 | 1.81 95
CAFF 5 4.92 0.02 1.78 98 491 0.02 | 1.81 98
10 9.85 0.01 1.31 98 9.82 0.02 | 1.74 98
100 101.0 0.01 1.70 101 100.0 0.01 | 1.70 100
Paracetamol 150 149.5 0.01 1.71 99 149.0 0.01 | 195 99
200 202.0 0.02 1.35 101 202.0 0.02 | 135 101
100 79.0 0.02 1.79 79 79.5 0.03 | 2.67 79.5
Furosemide 150 119.0 0.11 3.70 79 120.0 0.12 | 3.79 80
200 162.0 0.02 218 81 163.0 0.02 | 1.74 81

(Continuation on the next page)
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Table 4. (Continuation)
Within-day Between-day
Compound thgm Measurcfii, SD . (;)V, Recgvery, Measur(ifi, 5“2 CS)V, ReC(D)very,
L ug mL pug mL % % pug mL mL % %
100 99.5 0.01 0.71 99.5 100.5 0.06 | 333 100.5
Dexamethasone | 150 147.5 0.02 240 98 146.5 0.03 | 241 98
200 200.0 0.04 3.54 100 199.0 0.05 | 2.84 99.5
100 83.0 0.02 1.70 83 84.0 0.01 | 0.84 84
Prednisolone 150 1245 0.01 0.57 83 124.0 0.01 | 1.14 83
200 166.0 0.01 0.85 83 167.0 0.01 | 042 83.5
100 100.5 0.01 0.70 100.5 101.5 0.01 | 0.70 101.5
Cefazolin 150 149.7 0.00 0.24 99.8 150.5 0.01 | 047 100
200 200.5 0.01 035 100 200.0 0.01 | 0.71 100
25 18.5 0.04 3.82 74 18.7 0.02 | 1.89 75
Imipenem 50 37.8 0.01 0.56 76 373 0.01 | 133 75
100 752 0.00 0.47 75 75.7 0.01 | 1.40 76

The proposed chromatographic system was subsequently used to examine real
samples. Urine samples were taken from patients, who were treated with teophylline
and analgesics, diuretics, and antibiotics. The contents of drugs and methylxanthines
in urine samples were determined from the calibration lines. The obtained results are
presented in Table 5.

Table 5. The contents of methylxanthines and other drugs in urine samples of treated patients
Marked, mg 24 h™
Compound
Sample 1 Sample 2 Sample 3 Sample 4 Sample 5

3MX 55.00 £ 0.38 1024 +0.10 | 28.98+0.12 7.68 £0.20 10.00 +£ 0.24
.::é 1IMX 13.60+£0.12 1012+£0.14 | 29.42+0.16 | 43.50+0.20 15.82+0.02
§ 13DMU 22.40+0.20 1662£0.06 | 68.06+0.08 | 8538+0.78 | 37.14=0.14
§ THPH 107.96 + 0.20 1552+ 0.08 | 124.06 +0.08 13.34+0.04 | 15822+0.72

CAFF 16.22+0.12 - 20.36+0.16 - -

(Continuation on the next page)
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TableS5. (Continuation)
Marked, mg 24 h™!
Compound
Sample 1 Sample 2 Sample 3 Sample 4 Sample 5

Paracetamol 393.92+0.14 | 13496+ 0.08 | 446.90£0.08 - -
é’n Furosemid 86.04 £ 0.04 7726+0.10 93.40 £0.02 - -

Cefazolin - - - 436.20£0.16 | 433.42+£0.12

The following compounds were determined in the examined urine samples: teo-
phylline (t,;= 4.25 min), 1-methylxanthine (t, = 1.23 min), 3-methylxanthine
(t; = 0.91 min), 1,3-dimetyluric acid (t, = 3.07 min), caffeine (t, = 15.25 min), para-
cetamol (t, = 2.10 min), furosemide (t, = 36.35 min) and cefazolin (t, = 8.05 min).
Exemplary chromatogram of a urine sample of a patient treated with teophylline and
other drugs is shown in Figure 3. The differences between retention times of the
analytes in model samples (Fig. 1) and in real urine sample are a result of a matrix
effect. The presence of particular analytes was confirmed by standard addition method
and from UV spectra recorded within the range 200—400 nm.

Intensity, AU

Figure 3.
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The chromatographic system described in this paper allows one to determine teo-
phylline, its metabolites, and also other drugs, which are administrated to patients.
It should be emphasized that until now there has been no published report on a chroma-
tographic system suitable for simultaneous determination of these types of drugs.
Small amount of urine (1 mL) needed to perform the analysis, fast and easy sample
preparation, and convenient analysis time make the developed method applicable to
the estimation of the content of particular drugs, methylxanthines, and their metabo-
lites in urine samples.

AN BN =

12.
13.

14.
15.
16.

17.
18.
19.

20.

REFERENCES

. Flig E., Hermann T.W., Gadzinowski J. and Szczapa H., Chem. Anal., 42, 451 (1997).

. Czauderna M. and Kowalczyk J., J. Chromatogr. B, 744, 129 (2000).

. Mei D.A., Gross G.J. and Nithipatikom K., Anal. Biochem., 238, 34 (1996).

. Georga K.A., Samanidou V.F. and Papadoyannis I.N., J. Chromatogr. B, 759, 209 (2001).

. Rasmussen B.B. and Bresen K., J. Chromatogr. B, 676, 169 (1996).

. Gorodischer R., Zmora E., Ben-Zvi Z., Warszwaski D., Yaari A., Sofer S. and Arnaud M.J., Eur. J.

Clin. Pharmacol., 31, 497 (1986).

. Bendriss E.-K., Markoglou N. and Wainer I.W., J. Chromatogr. B, 746, 331 (2000).

. Caubet M.-S., Elbast W., Dubuc M.-C. and Brazier J.-L., J. Pharm. Biomem. Anal., 27,261 (2002).
. Schneider H., Ma L. and Glatt H., J. Chromatogr. B, 789, 227 (2003).

. Zydron M., Baranowski J. and Baranowska 1., J. Sep. Sci., 27, 1166 (2004).

. Schrader E., Klaunick G., Jorritsma U., Neurath H., Hrisch-Ernst K.I., Kahl G.F. and Foth H.,

J. Chromatogr. B, 726, 195 (1999).

Ambrowe D.L. and Fritz J.S., J. Chromatogr. B, 709, 89 (1998).

Pufal E., Sykutera M., Rochholz G., Schiitz H.W., Sliwka K. and Kastach H.-J., Fresen. J. Anal.
Chem., 367, 596 (2000).

Jensen L.S., Valentine J., Milne R.W. and Evans A.M., J. Pharm. Biomed. Anal., 34, 585 (2004).
El-Saharty Y.S., J. Pharm. Biomed. Anal., 33, 699 (2003).

Nava-Ocampo A.A., Velazquez-Armenta E.Y., Reyes-Pérez H., Ramirez-Lopez E. and
Ponce-Monter H., J. Chromatogr. B, 730, 49 (1999).

AbuRuz S., Millership J., Heaney L. and McElnay J., J. Chromatogr. B, 798, 193 (2003).

Metz P., Kohlhepp S.J. and Gilbert D.N., J. Chromatogr. B, 773, 159 (2002).

Garcia-Capdevila L., Lopez-Calull C., Arroyo C., Moral M.A., Mangues M.A. and Bonal J.,
J. Chromatogr. B, 692, 127 (1997).

Bangnati R., Ramazza V., Zucchi M., Simonella A., Leone F., Bellini A. and Fanelli R., 4nal.
Biochem., 235, 119 (1996).

Received June 2006
Accepted July 2006



