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IN URINE BY HPLC/DAD AFTER SOLID
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Nicholas Parissis,' Weidong He,"* Trifon Kiratzidis’

'University of Ghent
Laboratory of Toxicology
Hospitaalstraat 13
9000 Ghent, Belgium

*Veria Medical Centre
Paster Street 8
59300 Veria, Greece

ABSTRACT

A rapid bioanalytical method has been developed for the
determination of pemoline in urine, using 4-methyl-primidone as
the internal standard. The analyte was isolated from urine with a
C, reverse solid-phase extraction column and analysed by high
performance liquid chromatography with a photo diode array
detector. The method was linear in the studied range of 0.20 to
1.40 pg/mL urine. For the standard curve a weighted (1/x%) linear
regression line (y = - 0.006 + 0.976x) was computed and validated
(R> = 0.998). The limit of quantitation was 0.04 pg/mL urine.
Recovery studies for the accuracy gave a mean percent recovery
of 93.9 and a predicted percent recovery in the range of 91.5 to
96.0. The precision, expressed as coefficient of variation, was in
the range of 2.03 to 3.67 pg/mL for the intraday and from 1.96 to
4.35 pg/mL for the inter-day. The ANOVA (analysis of variance)
tables were also given to validate the day to day reproducibility.
Application of the method to clinical samples was demonstrated.
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INTRODUCTION

Pemoline, Stimul®, 2-imino-5-phenyl-4-oxazolidinone, a CNS stimulant
with positive effects on psychomotor performance,' is structurally dissimilar to
the amphetamines and is indicated as an adjunctive therapy in children with
attention deficit hyperactivity disorder (ADHD); it decreases impulsive
behaviour and hyperactivity and increases attention.” It has been used in the
treatment of mental depression,’ as a mild stimulant in geriatric patients,’ in
narcolepsy,”’ and to increase alertness and relieve fatigue in multiple sclerosis
patients.”” It’s also used in cancer'™'' and AIDS patients™" suffering from
depressed moods, apathy, decreased energy, poor concentration, and weakness.

Pemoline is also an ingredient of an oral preparation, also containing
yohimbine and methyltestosterone, given with the intention of managing failure
of sexual desire and functioning in males and females." It should not be used
for prevention or treatment of normal fatigue.” When pemoline is misused to
enhance athletic performance (doping)," there is a risk of dangerous physical
overexertion. Because of the absence of a sense of fatigue, a drugged athlete
may be able to mobilize ultimate energy reserves and in extreme situations,
cardiovascular failure may result."”

General screening methods for stimulants, narcotic analgesics, or beta-
blockers used in doping control or toxicological analysis do not include
pemoline because of its difficulty of extraction and analysis."""***" This is
solved by giving special attention and developing a separate analytical method
for its detection in urine samples.”

Clinical studies concluded that since the optimum therapeutic serum
concentration shows wide variation between patients, the dosing regimen must
be determined individually. Routine monitoring in the clinical laboratory of the
pemoline serum concentrations is not useful because of this apparent variation in
optimum serum concentration and because of the linear relationship between
dose and concentration.”

In the USA, for children 6 years and over, and with ADHD, the initial oral
dose is 37.5 mg (20 mg in UK) given as a single dose each morning and it may
be increased by 18.75 mg a day at weekly intervals until the desired clinical
response is obtained. The effective dose for most patients is 56.25 to 75 mg a
day and the maximum recommended dose is 112.5 mg a day.""* The similarity
of the structures of Pemoline and 4-methyl-primidone (IS) are given in Figure 1.

Methods for the determination of pemoline in biological fluids have been
published since 1969 by UV spectrophotometry,” gas chromatography with
NPD,” GC-FID,” GC-NSD,” GC-ECD,”" high performance liquid
chromatography with UV detector,””™ mass-spectrometry” and thin-layer
chromatography.*
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Figure 1. Chemical structures of 4-methyl-primidone and pemoline.

This paper describes a gradient HPLC method with a photo diode array
detector (DAD) which facilitates quantification of the analyte. For the sample
preparation, a solid phase extraction (SPE) method was developed, which allows
extraction of a large amount of sample and obtaining an increased sensitivity of
determination.

EXPERIMENTAL

Liquid Chromatography System and Chromatographic Conditions

A Hewlett Packard model 1090M liquid chromatograph, equipped with a
HP 1040A diode array detector (DAD) was used. The system was controlled by
a HP 79994A HPLC work station which consists of a HP 9000-300 computer, a
HP 9133 disc driver, a HP 2225AB Thinkjet printer, and a HP 7440A Colour
Pro Graphics plotter. A Rheodyne injector with a 10 UL loop was fixed on the
instrument.

The analytical chromatographic column was a 100 mm X 3 mm i.d.
Chromsep glass column packed with Lichrosorb RP-18, 7 pm (Cat. no. 28297)
protected by a 10 mm X 2.1 mm i.d. reversed phase guard column (cat. no.
28141), all from Chrompack (Antwerp, Belgium). The sample clarification kit
was the ACRO LCI13 disposable filter assembly from Gelman Sciences,
Michigan, USA.
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The gradient elution consisting of water containing acetonitrile(A) was
applied with the following profile: 0 to 4 min, from 5 to 10%(v/v) A; 4 to 5 min,
from 10 to 15% A; 5 to 9.50 min, from 15 to 25% A and 9.50 to 12 min, 25% A
at a flow rate of 0.7 mL/min resulting in an average back pressure of 100-130
bar. The monitoring wavelength was set at 216 nm, bandwidth 4 nm, for the
pemoline detection with a reference wavelength at 550 nm, bandwidth 100 nm.
The degassing was with helium and the separation was performed at ambient
temperature. Ultraviolet spectra in 210-400 nm were memorized in peak-
controlled mode. That means at the apex, at the up- and downslopes of each
peak detected on the 216 nm signal, and also at the base after the peak. After an
equilibration time of about 60 min, the first injection could be applied.

Solid-phase extraction (SPE) C,, BondElut extraction columns (200 mg /
3.0 mL capacity) obtained from Varian (Belgium).

Reagents and Samples
Drug Standard

The pemoline was a gift from Abbott Laboratories Ltd. (Queenborough,
Kent, England, ME11 5EL). The internal standard, 4-methylprimidone, was
obtained from Aldrich Chemical Co (Belgium). Both were analysed by mass
spectrometry in order to confirm the absence of impurities, before used in our
laboratory.

Stock Solutions

Stock pemoline was prepared by dissolving the required amount of the
drug standard in methanol to give a 2 mg/mL solution.  Stock 4-
methylprimidone was also prepared in methanol to give a 0.5 mg/mL solution.
Initially, two identical stock standards were prepared from each chemical, so
that they could be checked against each other for stability. UV spectrometry
was used to assay these gravimetrically prepared standard solutions. To
calculate the maximum storage time, the standards were analysed monthly in
duplicate. This allowed the calculation and estimation of the sample standard

deviation s (s = difference between duplicates / ﬁ ). The mean of the duplicate
measurements were plotted with respect to time and the least-squares line
drawn. The smallest difference in 2 measured values that is significant at the
95% confidence level is approximately 3s. For this reason the maximum storing
time is given by the point at which the regression line reaches a concentration
which is 3s less than the initial concentration value of the stock standard.

The two above-mentioned stock solutions were stored at 4°C in dark
amber glass vials with tightly fitting, teflon-lined screw caps and controlled
monthly for stability, were found stable for 6 months.
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Solvents and Chemicals

All solvents and chemicals were of HPLC grade or of analytical-reagent
grade, obtained from Arco Chemical Products, (Gent, Belgium) and Merck,
(Darmstadt, Germany). The enzyme [B-glucuronidase (EC 3.2.1.31 G0876)
crude solution was purchased from Sigma Chemical Co. (St. Louis, MO, USA),
and was stored frozen at -22°C in the dark. Water was de-ionized, doubly
distilled, and stored in a glass container. A computer file was kept for all
chemicals which reflected the date of receipt, the amount received, the
molecular formula, molecular weight, and the date that purity was confirmed.

Preparation of Pemoline-Free Urine

Pemoline free urine was collected from pemoline free volunteers. Urine
was pooled, extracted, and after analysis, no peaks corresponding to pemoline
were observed.

Urinary Sample Collection and Storage

Urine samples were collected from each subject in 250 mL polyethylene
containers. As soon as possible, 5 mL aliquots were separated and stored in
polyethylene tubes at -22°C until analysis.

Calibration Standards

Pemoline working standard solution was prepared daily by diluting 1 mL
stock solution in 50 mL distilled water giving a concentration of 40 pg/mL of
pemoline. Calibration standards were prepared by adding 25, 100, 125, 150, and
175 pL working standard in 5 mL drug free urine corresponding to 0.2, 0.8, 1.0,
1.2, and 1.4 pg/mL of pemoline in urine. All reagents and standards,
refrigerated for storage were allowed to equilibrate for at least 2 hours at room
temperature before use.

Quality Control Sample

An additional stock standard, independent of that used for preparing the
working standards, was used to make the quality control (QC) samples.

QC samples at three concentration levels were prepared by pooling drug-
free urine and spiking with the separately prepared stock standard solution of
pemoline. The low quality control (LQC) and medium quality control (MQC)
were prepared by diluting the high quality control (HQL) of 1.40 pg/mL with
drug free urine in a ratio of 1:1.4 and 1:3.5 (v/v) respectively. The QC samples
were stored in glass vials at -22°C until they were analysed.
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To evaluate the long-term stability of pemoline in urine under the
specified freezing conditions, blank urine was spiked with pemoline at 2
concentrations and stored under required conditions. These were the stability
samples. Following the designated storage period, fresh urine was spiked with
pemoline at the same two concentrations as the stability samples; these were the
comparison samples. Ten replicates of each of the two stability samples were
simultaneously analyzed as a single batch, and the 40 responses are determined.

The pemoline was considered adequately stable if the ratios of the mean
response for the stability samples to that of the comparison samples, for a) the
combined high and low b) the low and c) the high concentration samples, all laid
within the range 90-110%.

The above three QC samples were used to validate the accuracy of the
method. They were also used in routine pemoline analysis, were analyzed in
duplicate immediately after the calibration standards, and their results provided
the basis of accepting or rejecting the run. At least four of the six QC samples
had to be within 20% of their respective nominal values. Two of the six QC
samples (not both at the same concentration) may be outside the * 20%
respective nominal value.

For the assessment of the precision of the method, 6 validation pools were
used, being authentic samples from a dosed healthy volunteer.

Sample Pretreatment

Calibration and quality control samples were thawed in a water bath at
37°C, 30 UL of internal standard stock solution was added and further analyzed
by LLE or SPE procedure.

To 5 mL of study urine sample, the pH was adjusted to 5 with 1M of acetic
acid or 1M of sodium acetate solutions. A 0.2 mL of B-glucuronidase crude
solution was added and the sample was stoppered, mixed well, and incubated at
37°C for 12 hours. Thereafter, 30 YL of LS. stock solution was added and
analyzed by LLE or SPE procedure.

Liquid-Liquid Extraction (LLE)

To 5 mL urine sample, a 0.1 g solid buffer NaHCO,/K,CO, (2:1) was
added to adjust the pH to 9.6. To remove non-polar interference, the sample
was first extracted with 3 mL n-pentane. After vortexing for 1 min,
centrifugation and separation, 2 mL saturated Na,SO, solution in water was
added in the water layer and the sample was extracted with 2 X 5 mL
dichloromethane.
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The organic layer was transferred to a second tube, filtered through the
sample clarification kit (pore size 0.2 pm), and evaporated to dryness under
vacuum. The residue was dissolved in 150 pPL methanol and then in 50 pL
water. A 10 pL aliquot was injected into the HPLC system.

Solid Phase Extraction (SPE)

Bond Elut C,; reverse phase SPE columns were mounted on a Vac-elut
(Analytichem International) vacuum manifold and each was conditioned
successively with 5 mL chloroform, 5 mL acetonitrile, 10 mL water, and 5 mL
water containing 0.1 g NaHCO,/K,CO, (2:1) buffer pH 9.6, by applying the
vacuum. The same buffer was also added to the 5 mL urine sample and loaded
onto the column at a flow of 1-2 mL/min or a vacuum of 2-4 in Hg.

Preconditioning allows the solvation of chains of the sorbent material and
produces a water-miscible layer with large surface area to allow an interaction to
take place with the urine sample. The flow must be controlled because the
columns are not densely packed and high flows may produce channeling effects
and consequently low column performance.

After the column was dried for 2 min, by increasing the vacuum up to 15 in
Hg, the pemoline and IS were eluted with 2 X 3 mL solution of acetonitrile:
dichloromethane (10:90). The collected extract was centrifuged and the water
layer was discarded with a pasteur pippet. The rest was filtered through the
sample clarification kit (pore size 0.2 pm) and evaporated to dryness under a
stream of nitrogen.

The residue was dissolved in 150 pL methanol and then in 50 pL water. A

portion of 10 UL was injected into the HPLC system or the tubes were closed
before stored at -22°C.

RESULTS

Chromatography

Typical chromatogram of spiked urine extract is shown in Figure 2. Under
the desired chromatographic conditions pemoline, 4-methyl-primidone and other
compounds are well separated. The approximate retention times for pemoline
and 4-methyl-primidone are 6.1 and 10.2 min respectively. The
chromatographic analysis was rapid allowing separation within 12 min.
Pemoline hasa A of 216 nm.
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Figure 2. Chromatogram by DAD, of a 5 mL spiked urine extract after SPE. 1.
Pemoline, 1.40 pg/mL urine; 2. 4-methyl-primidone, 3 plg/mL urine.

Method Validation
Statistical Analysis

The statistical analysis of the results was generated using the SPSS
programme for Microsoft Windows, version 7.5 (Microsoft, WA, USA) and
Excel for Microsoft Windows, version 97 (Microsoft, WA, USA).

The following acceptance criteria were used to evaluate the data; (a) p-
values for all statistical tests be < 0.05; (b) the within/between assay variability
be within 15%; (c) 75% of all QC samples analysed be within 15% of their
respective nominal values; (d) the correlation coefficient of calibration curves be
0.98 or the coefficient of determination (r’) be 0.96.”

Linearity Range

The linearity for pemoline was checked in the concentration range of 0.20
to 1.40 pg/mL urine. Consideration was taken that the response ratio of peak
areas (pemoline/I.S.) did not span over 150%.
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Choice of the Model: Weighted or Unweighted

For the calibration of an instrument, since the response of a higher standard
concentration preparation usually has a larger variability, the ordinary least-
squares approach may not be appropriate. In this case, a weighted least-squares
method is often considered to remove the heterogeneity of the variability. The
weight is selected so that the variance (s”) of the response at each standard
concentration preparations is stabilized [i.e. the variance (s?) of Y, at each
standard preparation remains a constant]. Selection of an appropriate weight
depends on the pattern of the standard deviation (s) of the response at each
standard concentration. For example, if the standard deviation (s) of the
response at standard concentration preparation X is proportional to X, an
appropriate choice for the weight is 1/x’, if is proportional to «/; the weight is
1/x and if it remains constant the weight is 1. These are the three possible
weights, commonly adopted in practice, for various situations.”

For the selection of weights, if there are replicates at each standard
concentration preparation X, Chow" suggested fitting the following linear
regression model to study the relationship between the standard deviation of the

instrument response Y and the standard X: SD(Y,) =3, + 3, \/; +B,x. Letqbe
the p value for testing the following hypotheses: H: B, = 3, = 0 vs H,: at least

one [ is not zero. Also, let A be the level of significance for weight selection.
The criterion for weight selection can be summarized as follows:

1.1fq>A 0 H, is not rejected and
SD (Y) = B3, = constant,

then no weight is necessary.

2. Ifq<Aand SS(b,/b,,b,) > SS(b, / b,,b,)
then weight = 1/x".

3.1If g <Aand SS(b,/b,,b,) <SS(b,/b,,b,)
then weight = 1/x.

SS(b, / b,,b,) denotes the extra regression sum of squares due to the inclusion of
the term [3,x provided that 3 and [3, Jx are already in the model.

Similarly, the contribution of the regression sum of squares due to

B, \/; after the two terms 3, and 3,x being included in the model is expressed by
SS(b, / b,,b,).
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The calibration curve for pemoline was obtained from spiked urine in one
day at 5 standard concentration preparations (x = 0.20, 0.80, 1.00, 1.20, and 1.40
Mg/mL) with n = 5 replicates for each point. The response ratio of peak areas
between pemoline and internal standard versus the theoretical concentration was
fitted by a least-squares linear regression. The standard deviations of the
response ratios at each level of standard concentration preparation were [SD(Y):
0.004, 0.017, 0.023, 0.032, and 0.045 respectively]. It can be seen that the
standard deviation at higher levels of standard concentration tends to be higher.
Therefore, a weighted least-squares method is necessary for determining the
standard curve.

We take A = 0.05 to be the level of significance for weight selection. Since
the calculated p value for testing the H : b, = b, = 0 is found to be p = 0.008 and
p < A then H, is rejected and weighting is necessary. This implies that the
standard deviation of the response ratios is highly correlated to the concentration
and a weight that is a function of X is needed, to stabilize the variance of the
response ratios.

Since SS(b, / b,b,) < SS(b, / b,,b,), or 6x10° < 12x107, weight = 1/x" is
selected. To select an appropriate statistical model for determining the standard
curve, Chow" proposed an ad hoc criterion. He recommended the following
selection procedure:

Starting with the linear model 3:

Y1: a+t lei + Bzxiz + B}Xi3

let p, be the p value for testing H,,: 3, =0.

If p, is smaller than A (a predetermined level of significance), select model
Y =a xiB or log (Y,) =log(a) + B log(x,), otherwise the model above reduces to:

Model 2: Y,=a + Bx, + B,x’
let p,be the p value for testing H,,: 3, = 0.
If p, is less than A, the above model is chosen, otherwise it is reduced to:
Model 1: Y,=a+ Bx
The results from the model selection procedure were: for model 1(H,,: B,
= 0), a p-value of <0.001; for model 2(H,,: B, = 0), a p-value of 0.133; and for

model 3(H,;: B, = 0), a p-value of 0.928. Model 1 is selected since hypothesis
H,, and H,, are both not rejected at the 5% level of significance sequentially.
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Standard calibration graph
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Figure 3. A typical weighted (1/x°) linear regression calibration line.

The typical equation describing the standard calibration line, as determined
by the weighted (1/x°) linear regression, was y = - 0.006 + 0.976 x, (Figure 3).
A coefficient of determination (R”) of 0.998, a standard error of the estimate (s,)
of 0.0289, a standard error of the slope (SEb) of 0.008 and a standard error of
the intercept (SEa) of 0.004 were obtained.

Assay Detection Limits

The limit of decision (qualitative), L, and the limit of quantitation, L,
were obtained by use of the slope (b) and the standard error of the intercept
(SEa) of the regression line.** The limit of decision, calculated from y-a = 3
SEa and y-a = b L, for pemoline was L, = 0.01 pg/mL in urine. The limit of
quantitation, calculated from y-a = 10 SEa and y-a=b L, was L = 0.04 pg/mL
in urine. This is the lowest concentration that can be determined with a 10%
maximum allowed relative standard deviation.

Accuracy / Recovery

The accuracy of the method is defined as the degree of agreement of test
results generated by the method to the true value.” The analytical recovery was
used to assess the accuracy and it was measured by spiking drug-free urine with
known concentrations of the standards (the 3 quality control samples: LQC,
MQC and HQC).
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Table 1

Recovered and Added Concentrations of Pemoline from a Recovery Study

Added Percent Absolute Percent

Day Mg/mL  Recovered  Recovery Bias Bias
1 0.40 0.36 90.0 0.04 10.0
0.37 92.5 0.03 7.5

2 0.37 92.5 0.03 7.5
0.36 90.0 0.04 10.0

3 0.35 87.5 0.05 12.5
0.37 92.5 0.03 7.5

1 1.00 0.95 95.0 0.05 5.0
0.97 97.0 0.03 3.0

2 0.96 96.0 0.04 4.0
0.94 94.0 0.06 6.0

3 0.96 96.0 0.04 4.0
0.97 97.0 0.03 3.0

1 1.40 1.32 94.3 0.08 5.7
1.35 96.4 0.05 3.6

2 1.36 97.1 0.04 2.9
1.30 92.9 0.10 7.1

3 1.31 93.6 0.09 6.4
1.34 95.7 0.06 43

After the extraction of the analyte from the matrix and injection onto the
analytical instrument, its response was compared with the response of the
standard injected directly to the column, which gave the analytical recovery.
The internal standard was added to the final injection solvent just before
injection.

Since the added amount, X, is a known quantity it is assumed fixed.
However the recovered amount, Y, is a random variable.

Table 1 gives the data from the recovery study, consisting of 18
determinations at 3 different added concentrations, in duplicate, on 3 different
days. This table also provides the percent recovery, Z, the absolute bias, B and
the percent bias, Pb, defined respectively as: Z = 100 (Y/X)%, B =Y-X, and
PB =100 (B/X)%.

Also we get as the mean percent recovery, Z = 93.9 and s’ = 7.53, the

mean absolute bias, B= 0.05, and sB2 =<0.001 the mean percent bias, PB=6.1
ands,,’ = 7.53.
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Table 2

Estimates of the Intercept and Slope for the Recovered Concentration

Intercept Slope
Estimate -0.02018 0.9686
Standard error 0.01003 0.00984
t statistics -2.012 98.489
p value 0.061 <0.0001

Hence the 95% confidence interval for percent recovery and percent bias
are given by (L, U)= Xt .., X (s/ Jn)®

(L, U)=93.9+2.11 x 0.647 or (92.5%, 95.3%)

(L, U,.) = 6.1 £2.11 x 0.647 or (4.7%, 7.5%)

PBY

Table 2 summarizes the estimates of the intercept and slope and their
estimated standard errors from fitting a simple linear regression model of the
recovered concentration on the known added concentration. The estimated
regression line is given by Y = - 0.0202 + 0.969 X, R* = 0.9984 and S, =
0.01715. (The p value for the null hypothesis of zero slope is less than 0.0001,
so the null hypothesis is rejected at the 5% level of significance). The null
hypothesis of the slope being equal to 1 is rejected at the 5% level of
significance if:"

b-1
arg= ‘ SE—(b) ‘ (0.025,n-2)
This gives:
‘ 0.969-1 ‘ ~ 315
0.00984 '

which is larger than t,. = 2.12. Hence we reject the null hypothesis of the
slope being 1 at the 5% level of significance.

Figure 4 displays the scatter diagram of the recovered and added
concentrations and the estimated regression line. Since R* = 0.9984 and the null
hypothesis of zero coefficient (3, = 0) for a quadratic term in the model (Y =a +

B, X + B, X’) was not rejected at the 5% level of significance (p = 0.0814 for B,),
the simple linear regression model is an appropriate statistical model.
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Recovery data
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Figure 4. Scatter plot and regression line of recovery data.

Table 3 gives the predicted percent recoveries, predicted percent biases and
their corresponding 95% confidence intervals. To test the validity of the simple
regression model, the test of lack of fit can be applied which gives the following
ANOVA Table 4 for lack of fit (LOF).*

The sum of squares due to lack of fit is 0.00088 and its p value is 0.085
since F=3.52<F . =454

As a result, we fail to reject the null hypothesis of no lack of fit. Based on
the evidence of no lack of fit and R* = 0.9984, the simple linear regression is an
adequate model for describing the relationship.

Precision

Precision of a quantitative method is the degree of agreement among
individual test results when the procedure is applied repeatedly to multiple
samplings. It is measured by analyzing repeatedly a ready-made sample pool
and expressed as the coefficient of variation of the results. From the previous
recovery experiment and Table 1, we can use the percent recovery values to
quantify the overall precision of the assay method. (Table 4).
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Added
Day  pg/mL
1 0.40
2
3
1 1.00
2
3
1 1.40
2
3
Source of
Variation
Regression
Residual
Lack of fit
Pure error
Total

Table 3

3165

Predicted Percent Recovery and Percent Bias
by Simple Linear Regression Model

Recovered

0.36
0.37
0.37
0.36
0.35
0.37
0.95
0.97
0.96
0.94
0.96
0.97
1.32
1.35
1.36
1.30
1.31
1.34

Predicted
Percent
Recovery

91.5

94.2 (93.2%, 95.2%)
96.0  (94.4%, 97.5%)
Table 4

95% CI

of

Recovery

(89.8%, 93.2%)

Predicted 95% CI
Percent of
Bias Bias

8.5  (6.8%,10.2%)

58 (4.8%, 6.8%)

40  (2.5%, 5.6%)

Anova Table for LOF for the Recovery Data

df

1
16

1
15
17

Sum of
Square

2.85232
0.00470
0.00088
0.00382
2.85702

Mean
Square

2.85232
0.00029
0.00088
0.00025

F Value p Value
9700.078 > 0.0001

3.52 0.085

By replacing the values in the equation: CV % = ( S,/ Z) x 100, we get a
2.92% CV. The within-run CV’s for pemoline analysis in 3 different urine
sample pools (n = 8 each) were 3.67, 2.03, and 2.17% for the respective
concentrations of 0.52 = 0.019, 1.00 = 0.020 and 1.29 + 0.028 ( x = s )g/mL.
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Table 5

Interday Precision for Pooled Urine 4

Day 1 Day 2 Day 3
X ;, Hg/mL 1.31 £ 0.040 1.31 £ 0.057 1.33 +£0.026

n=>5

CV, % 2.97 4.35 1.96
Immediate Precision

CV, % 3.09

n=15

95% upper
confidence limit for 6.06
Intermediate precision®
Table 6

Results of Day-to-Day Reproducibility

Pool 5 Pool 6
0.88 1.29
0.82 1.37
Day 1 0.80 1.30
0.85 1.33
nd" 1.27
0.79 1.24
0.83 1.27
Day 2 0.80 1.35
0.83 1.38
0.78 1.31
0.78 1.31
0.79 1.33
Day 3 0.84 1.36
0.83 1.30
0.80 1.35

‘nd = not determined.

The analysis was carried out in one laboratory by one operator, using the
same reagents and instruments over one day for each sample pool. The interday
precision (or reproducibility) is defined as the long-term variability of the
measurement process.



10: 12 24 January 2011

Downl oaded At:

ANALYSIS OF PEMOLINE IN URINE BY HPLC/DAD 3167

Table 7

ANOVA Table for Pooled Urine 5*

Degrees of  Sum of Mean
Source Freedom Squares Squares F Ratio p-Value
Between Days 2 0.0027 0.0013 1.7314 0.2220
Within Days 11 0.0085 0.0008
Total 13 0.0111

* Unequal sample sizes.

Table 8

ANOVA Table for Pooled Urine 6*

Degrees of  Sum of Mean
Source Freedom Squares Squares F Ratio p-Value
Between Days 2 0.0012 0.0006 0.3358 0..7213
Within Days 12 0.0217 0.0018
Total 14 0.0229

* Equal sample sizes.

One pooled urine sample (Pool 4), analyzed in quintuplicate on 3 different
days over a two-week period, gave the results and the between-run CV’s shown
in Table 5. Table 6 gives the results and Tables 7 and 8 give the ANOVA of the
day to day reproducibility for two different levels of pemoline in urine pools 5
and 6.

For pooled urine 6, the p-value is 0.7213. This means that if the null
hypothesis, H , is true ( and the day means don’t differ ), there is 72.13% chance
of getting day means that differ so much. In other words the null hypothesis is
very credible and there is statistically no difference between the different day
means.” For pooled urine 5, the p-value is 0.2220 or the H_ is credible.

Selectivity
Selectivity of an analytical method is its ability to measure accurately an

analyte in the presence of interference that may be expected to be present in the
sample matrix."
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2004
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Figure 5. Chromatogram of an extracted blank urine.

In Figure 5, where we examine the chromatographic blank from urine, in
the expected time windows of the analytes we found a lack of response for n =5
independent sources of the same matrix. Also peak homogeneity could be
demonstrated by plotting the absorbance ratio (or by calculating the area ratio)
of two signals acquired at two different wavelengths.

Comparison Between LLE and SPE Methods

In order to cross-validate the developed methods, several spiked urine
samples (n = 10), were analyzed using the two methods. The mean percent
extraction recoveries of pemoline were: 94 and 26, and the coefficient of
variation: 2.9 and 10.2, for the SPE and LLE methods, respectively. The results
are demonstrating the low extraction efficiency of the LLE method.

DISCUSSION

Approximately 75% of an oral dose is excreted in the urine within 24
hours, about 43% is excreted unchanged. From the total single oral dose of
pemoline, more than 50% is metabolised to pemoline glucuronide, 4% pemoline
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Figure 6. UV spectra of pemoline (A) and 4-methyl-primidone (B) at 216 nm under the

described conditions.
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dione and unidentified polar metabolites. Only negligible amounts are excreted
in faeces.™ Pemoline dione is active (although much less active than pemoline)
and may contribute to the CNS stimulant activity of the main drug. Pemoline
glucuronide, which has high polarity, can be hydrolyzed enzymatically with 3-
glucuronidase at the optimum conditions of pH 5 and at 37°C for about 12
hours.

When 4-methyl-primidone, theophylline, and 8-chloro-theophyline were
chromatographed and compared to serve as internal standards, the first was
chosen since it gave a retention time larger than that of pemoline which was not
the case with the other two.

The low extraction recovery of pemoline by the LLE method is due to its
very low solubility in non-polar solvents. The addition of Na,SO, in order to
decrease the solubility of the drug in water did not improve significantly the
results. It is known™ that at pH higher than 11, a decrease in the percentage of
drug extracted is observed, due probably to a decomposition of the drug.

The combination of HPLC with diode-array detection (DAD) is considered
as a highly effective screening method. It gives the advantage of identifying the
analytes both by retention time and UV spectrum. It allows the acquisition of
UV spectral data during the elution of the peak without stopping the solvent
flow. The UV spectra of pemoline and 4-methyl-primidone under the described
chromatographic conditions are shown in Figure 6.

HPLC-DAD offers the advantage to separate and quantify pemoline
without derivatization and at low temperature, that is without risk of
decomposition.

We preferred for SPE the acetonitrile: dichloromethane solvent mixture to
that of acetonitrile: diethylether since the former involved no interfering peaks
in the blank samples. After the evaporation of the solvent, the sample residue
was dissolved first in methanol to ensure a good solubilization and then diluted
with water to provide better injection quality. The use of acetonitrile is known
to increase the peak widths, creating a loss in efficiency and selectivity. "

After every 100 injections, it is necessary to change the guard column to
maintain good injection quality and peakwidth and to prevent excessive
pressure.

SPE technique is more selective than LLE and gives much cleaner extracts.
The reason is, that in SPE, 2-3 clean-up steps are included while in LLE only
one. One clean-up step occurs during loading the sample on the column under
controlled flow, one possible washing step with an intermediate polarity solvent,
and one clean-up during elution and selective desorption of the analyte, leaving
the interference behind on the column.
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