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Aim: A rapid UPLC-MS/MS method for the determination of tamoxifen (TAM), N-desmethyltamoxifen,
4-hydroxytamoxifen and endoxifen in human plasma was validated, after a simple protein precipita-
tion. Materials and methods: The analysis was achieved on a C'® analytical column, using a gradient
elution with a mobile phase of water and acetonitrile for 4.5 min. Results: The validated method demon-
strated good linearity between 1 and 500 ng/ml for TAM and N-desmethyltamoxifen; between 0.2 and
100 ng/ml for endoxifen and between 0.1 and 50 ng/ml for 4-hydroxytamoxifen. The method also pro-
vided satisfactory results in terms of within day and between day imprecisions and accuracy, and also in
terms of time stability and specificity. Conclusion: The method is applied routinely for TAM monitoring
from patients undergoing therapy.

Lay abstract: Tamoxifen is a drug widely used in the treatment of hormone-dependent breast cancer.
However, interindividual variations of drug concentration are described, according to the metaboliza-
tion of each woman. We have developed and validated a rapid method to quantify tamoxifen and its
metabolites in the plasma, using a chromatographic analytical technique coupled with mass spectrometry
detection (UPLC-MS/MS). This method could routinely be used to adapt the treatment and give the right
dose to the right patient.
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For the last four decades in early breast cancer overexpressing estrogen receptors, tamoxifen (TAM) has been the
standard therapy for nonmenopausal women, as it is able to reduce the risk of recurrence and decrease breast
cancer mortality [1]. The TAM is a selective estrogen receptor modulator, which is able to competitively antagonize
estrogen receptors on breast tissue. However, this drug is ambivalent concerning its target tissues with agonist
estrogen effects on bone, endometrium and also liver. This explains its beneficial effects, such as increased mineral
bone density (2], and also its side effects such as thromboembolic events (3], increased endometrial cancer events [4]
and hot flushes (5.

The TAM (Figure 1) is mainly metabolized in the liver by two pathways. The first one is 4 hydroxylation,
catalyzed by CYP2D6, resulting in the formation of the most antiestrogenic component, the 4-hydroxytamoxifen
(40OHTAM) (Figure 1), as has been shown iz vitro since 1977 (6,7. However, its contribution to TAM effect is
considered low, at less than 10%.

Approximately 92% of TAM metabolism is due to N-demethylation to form N-desmethyltamoxifen (NDTAM;
Figure 1), which is then metabolized to a number of molecules, such as endoxifen (ENDO; Figure 1), formed
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Figure 1. Structures of tamoxifen and its main derivatives.

after hydroxylation by CYP2D6, but also demethylation by CYP3A4 from 4OHTAM (s]. Overall, more than 22
metabolites of TAM have been identified.

The TAM could be considered as a prodrug, as its metabolites are more active than the drug itself. The
antiestrogenic activities of ENDO and 4OHTAM are similar [9], but plasmatic concentrations of ENDO in patients
receiving TAM therapy are fivefold higher than that of 4OHTAM [10], with large interpatient variability [11], mainly
due to the polymorphisms of the main cytochrome p450 enzyme CYP2D6. More than 100 genetic variants have
been described [12], resulting in a wide range of enzyme activities, from low to ultra-metabolizer phenotypes.
However, the impacts of CYP2D6 variants on the TAM pharmacogenomics are controversial [13]. Therefore, in a
recent work [14], the clinicians were encouraged not to use CYP2D6 polymorphisms to guide adjuvant endocrine
therapy selection. Recent data have suggested that low ENDO concentration and decreased CYP2D6 activities
predict shorter distant relapse-free survival [15] and a threshold ENDO concentration to achieve therapeutic benefit
has been suggested [10].

At the same time, the impact of TAM transporter polymorphisms needs to be explored [15].

Therefore, the availability of an analytical method to quantify plasmatic concentrations of TAM and its metabo-
lites could be useful for therapeutic drug monitoring to improve TAM therapy.

Methods for the quantification of TAM and its main metabolites were developed in the 80s in serum [16],
but also in bile fluid [17]. However, only TAM, NDTAM and 4OHTAM were quantified, as ENDO was not
yet identified [16,18]. Since 2000, the importance of ENDO as a biologically active metabolite has resulted in the
development of full metabolite analytical methods [19]. Quantification can be performed in rodents [20] and in
human matrices such as scalp [21], tumors [18], dried blood [22] and serum [16,23,24], but more usually plasma [25-30].
For most of these methods, the separation of analytes is performed by GC [51], HPLC [16,18,19] or more recently by
UPLC [21,28,32]. Various detection methods have been described, such as UV or fluorimetry [24,33], and single mass [21]
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or MS/MS (28,301, with different levels of sensitivity. For plasmatic quantification, various preanalytical preparations
have been described: protein precipitation [16,29], solid-phase extraction [18,21] and liquid-liquid extraction [28].

According to the available clinical data, plasmatic concentrations range from 20 to 307 ng/ml [18,30], from
25 to 530 ng/ml (18, from 0.22 to 200 ng/ml [18,34] and from 0.32 to 19 ng/ml 119,34] for TAM, NDTAM,
40OHTAM and ENDO, respectively. Very few available methods could quantify quickly TAM and its three main
metabolites with a satisfactory LOQ. Depending on the analytical procedures, the run times to quantify TAM and
its metabolites by UPLC-MS/MS range from 6 [28] to more than 10 min [29,30]. It appears, therefore, necessary to
optimize these methods and develop a rapid and sensitive method to quantify TAM and its metabolites in human
plasma.

In view of future pharmacokinetic studies, we developed a method to quantify TAM, NDTAM, 4OHTAM and
ENDO in plasma with a low LOD of around 0.2 to 0.5 ng/ml, with a range from 1 to 500 ng/ml for both TAM
and NDTAM, and from 0.1 to 50 and 0.2 to 100 ng/ml, for 4OHTAM and ENDO, respectively. This method
requires only 100 pl of plasma and involves a protein precipitation step with formic acid for the purification of
plasma samples. A validation procedure, according to international guidance, was fully successfully performed.

Experimental

Chemicals & reagents

The TAM, NDTAM, 4O0HTAM, ENDO, NDTAM-D5, OHTAM-D5 and ENDO-D5 were purchased from
Toronto Research (Canada). The TAM-(V, N-dimethyl-13C2)-15 N was obtained from Sigma Chemical Company
(Quentin Fallavier, France). Optima-grade methanol and formic acid were purchased from VWR (Fontenay sous
Bois, France), acetonitrile and ammonium formate were obtained from Biosolve Chimie (Dieuze, France) and
Sigma Chemical Company, respectively. Ultrapure water was provided from our Millipore system, MilliQ Plus
(Molsheim, France).

Preparation of calibrators & quality control samples
Stock solutions of studied analytes and internal standards were prepared, at 1 mg/ml of Z-isomer, in methanol.
These stock solutions were diluted from 10 to 5000 ng/ml for TAM and NDTAM, from 2 to 1000 ng/ml for
ENDO and from 1 to 500 for 4OHTAM in water/methanol 30/70, with formic acid 0.1%, in order to solubilize
the analytes. These diluted solutions were extemporaneously further diluted in blank plasma to yield the following
calibrator concentrations from 1, 5, 20, 100, 250 and 500 ng/ml; from 0.2, 1, 4, 20, 50 and 100 ng/ml and from
0.1, 0.5, 2, 10, 25 and 50 ng/ml for both TAM and NDTAM, ENDO and 4OHTAM, respectively.

Internal standard solutions were extemporaneously diluted in acetonitrile: formic acid 0.1%, for final concen-
tration 5 and 20 ng/ml for ENDO and OHTAM and for TAM and NDTAM, respectively.

For the preparation of quality control (QC) samples, independent stock solutions were prepared as above, to
yield the following concentrations in plasma: 1, 2.5, 40 and 400 ng/ml; 0.2, 0.5, 8 and 80 ng/ml and 0.1, 0.25, 4
and 40 ng/ml, for both TAM and NDTAM, ENDO and 4OHTAM, respectively.

All the stock solutions and intermediary solutions were aliquoted and stored at -80°C.

Instrumentation

The UPLC-MS/MS analysis was conducted using an Acquity UPLC H-Class System coupled to a Xevo TQD
Tandem Mass spectrometer (Waters, MA, USA). The ESI was operated in positive ionization mode. Multiple ion
monitoring chromatograms were acquired using MassLynx Mass Spectrometry Software 4.1 (Waters).

Chromatographic & mass spectrometer conditions
An Acquity UPLC BEH C18 (50 x 2.1 mm, 1.7 pum) analytical column was used. Mobile phase A was water:
formic acid (100:0.5, v:v) ammonium formiate 2 mM, and mobile phase B was acetonitrile: formic acid (100:0.5,
viv). A linear gradient was ramped up from 40 to 95% of solvent B in 2.5 min at flow rate 0.6 ml/min. These
conditions were maintained during 0.75 min to clean the column and initial conditions were then restored (95-40%
B, 0.05 s, 40% B, 0.1 s). The temperatures were 10 and 50°C, for the autosampler and the column, respectively,
and the injected volume was 7 pl. The total run time of this analysis is 4.5 min.

MS/MS was performed in the positive ion ESI mode. The dessolvation temperature, the cone gas and the ion
spray voltage were 600°C, 1 1/h and 1 kV, respectively. The cone voltage was kept at +50 V for OHTAM and
NDTAM-d5, and +45 V for the other studied molecules. The dwell times were 0.005 s. Nitrogen was used as
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Table 1. Retention times and multiple reactions monitoring transitions for tamoxifen, it three metabolites and internal

standards by UPLC-MS/MS.

Analyte Retention time (min)  Parent (m/z) Quantification Confirmation Cone voltage (V) Collision energy (eV)
transition (m/2) transition (m/z)

Z-Endoxifen 0.95 374 58 129 45 22/25

Endoxifen-D5 0.89 379 - 152 45 21

Hydroxytamoxifen 1.01 388 72 129 50 27/29

Hydroxytamoxifen-D5  0.97 393 - 134 45 25

N- 1.93 358 58 91 45 22/36

desmethyltamoxifen

N- 1.93 363 - 134 50 28

desmethyltamoxifen-

D5

Tamoxifen 2.01 372 72 129 45 25/26

Tamoxifen-(N,N- 2.01 375 47 75 40 29/45

dimethyl-'3C;)-15

N.

the nebulizing and curtain gas (800 1/h). Collision was achieved with argon, the autosampler injector was at 10°C
and the source temperature was 150°C. Multiple reactions monitoring mode was applied for the quantification,
MS/MS settings are presented in Table 1.

Calibration curves were constructed by plotting the peak area ratios of the analytes to internal standards versus
the known concentrations with a weight factor of 1/concentration.

Sample preparation

A total of 100 pl of water:formic acid 100:1 (v:v) was added to 100 pl of plasma samples in 1.5 ml microcentrifuge
tubes, and vigorously vortexed during 30 s in order to remove protein interaction with plasma. Methanol (100 pl)
was added and the aliquots were transversely agitated during 10 min at room temperature. The samples (300 pl)
were again vortexed after the addition of 400 pl of internal standard solution and then centrifuged at 18,000 x g
for 10 min at 4°C. Finally, 300 pl of supernatant was mixed with 300 pl of water: formic acid (100:0.2, v:v)
ammonium formate 2 mM directly in the vials.

Validation
The UPLC-MS/MS method was validated in agreement with the Guidance for Industry, Bioanalytical Method
Validation, as specified by the US FDA [35,36] and according to EMEA guidance (37). A full validation procedure was
performed, including specificity, selectivity, linearity, within-run and between-run precision and accuracy, recovery
of analytes, stability after sample preparation [38], LOD and LLOQ, the effects of dilution.

Calibration standards of seven levels (including blank) and sets of QC samples (four concentrations) were
prepared.

Selectivity, specificity & sensitivity

Six different blank human EDTA plasma samples were processed, with and without TAM and metabolites, in
order to ensure the absence of interfering peaks. The effects of the matrix on ion suppression, ion enhancement
and extraction efficiency were also determined.

In a second time, at the LLOQ (0.1, 0.2 and 1 ng/ml for 4OHTAM, ENDO and both TAM and NDTAM,
respectively), samples were processed in order to identify the absence of interfering peaks with and without po-
tential interfering molecules. Zoledronic acid, acetylsalicylic acid, ranitidine, esmolol, propranolol, amitriptyline,
furosemide, lidocaine, midazolam, clorazepate dipotassium, pantoprazole, acetaminophen, salbutamol and metopi-
mazine at the final concentration of 1 pg/ml were added to plasma samples, before protein precipitation procedure,
and the analysis was done using the described procedures. All these drugs were chosen in large panel pharmacologic
classes as potential co-medications.
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Recovery from plasma & mass spectrometric matrix effects

The extraction recovery for TAM, metabolites and the internal standards added to human plasma were determined
at the four levels of QC, in five replicates. The extraction recovery, expressed as a percentage, was evaluated by the
ratio of the area of extracted QC and the area of drug-free plasma, spiked with QC solutions, at the corresponding
concentrations.

The ionization recovery, expressed as a percentage, was evaluated by the ratio of the area of drug-free plasma
spiked with QC solutions, and the area of QC solutions at the corresponding concentrations, directly injected into
the column. Carryover between samples was also determined.

Matrix effects were evaluated by the ratio between the area of hemolyzed plasmas or opalescent plasmas, and the
area of normal plasmas, expressed in percentage for two levels of QC (QC low and QC high), in three replicates.

Calibration curve & sample quantification

Calibration curves were prepared in drug-free plasma spiked with working solutions of TAM and metabolites
standards. The range of standard concentrations tested were from 0.1 to 50 ng/ml, from 0.2 to 100 ng/ml, from
1 to 500 ng/ml, for 4OHTAM, ENDO and both TAM and NDTAM, respectively. Six calibration curves were
analyzed by weighted linear regression (1/x).

The peak area ratios of TAM and metabolites to that of respective internal standards were analyzed by linear
regression to estimate the slope, intercept and correlation coefficient of the calibration curve. Standard curves in
each analytical run were used to calculate the concentrations of the QC samples.

Intraday & interday precision & accuracy

The precision and accuracy of the assay was determined from the QC plasma samples.

To determine intraday precision and accuracy, four different concentrations of QC samples were analyzed in
five replicates. Precision was expressed as the RSD% of peak area ratios for the five replicates, of each QC sample.
Accuracy was evaluated by calculating the concentration of each QC sample, using the calibration curve that was
obtained on the same day, and determining the relative error percentage of the measurement. The results were also
expressed as the 95% CI for the mean of individual bias (95% CI of accuracy [%]).

To determine interday precision and accuracy, the QC samples were analyzed on six separate days. Precision
was expressed as the RSD% for each level concentration of each QC sample, on six separate days. Accuracy was
evaluated by calculating the percentage difference between expected concentration and the mean concentration of
each QC sample on six separate days. Limits of acceptable intra and interday precision and accuracy were set at
RSD% <15% and £15% deviation from expected, respectively.

Limit of quantification & detection

The LOD was set as the lowest concentration of the analytes (TAM, metabolites and internal standards) that
could be detected with a S/N ratio of 3:1. The LLOQ and LOQ were defined as the lowest concentration of the
calibration samples that could be quantified, with an acceptable level of precision (RSD < 20%) and accuracy
(RE% =+ 20%). The LOQ samples were analyzed in quadruplicate and evaluated as unknown samples on six
different days.

Dilution effects

The integrity of the dilution had been monitored by diluting QC samples (n = 5 replicates for each dilution) above
upper limit of quantification (500, 50 and 100 ng/ml, for TAM and NDTAM, for OHTAM and for ENDO).

Stability of the extracted samples

The QC samples were tested for extracted sample stability (extracted samples waiting in the autosampler during
12 to 24 h), short-term room temperature conditions (4 to 12 h at room temperature with light conditions) and
long-term storage conditions (-80°C). The calculated response at t = 0 h was compared with the calculated response
at the different times.

Patients & sampling

The clinical protocol was approved by the ethics committee of Grand Ouest (Comité de Protection des Personnes
Grand Ouest IV- Eudract number: 2008-007652-10). Ten women with early breast cancer (mean age and SD
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Figure 2. Main chromatograms of plasmatic tamoxifen method. Main representatives total ion current chromatograms blank extracted
matrix (A), extracted plasma standard containing 0.25 ng/ml OHTAM, 0.5 ng/ml ENDO, 2.5 ng/ml of NDTAM and TAM (B), and an
extracted plasma from patient at steady state taken daily 20 mg of tamoxifen (C).

ENDO: Endoxifen; NDTAM: N-desmethyltamoxifen; OHTAM: Hydroxytamoxifen; TAM: Tamoxifen.

63.4 & 13.2) had been diagnosed for estrogen receptor-positive tumors and received TAM therapy 20 mg/day for
at least 5 weeks. Blood samples were taken in the morning before ingesting a new dose of TAM, and between 18
and 24 h after the last TAM intake. After centrifugation (1000 x g, 10 min at 4°C), EDTA plasma was immediately
stored at -80°C until analysis.

Results & discussion
Among the various tools to individualize treatment based on blood concentration, UPLC-MS/MS is widely used
to optimize therapeutic effectiveness for drugs in many therapeutic classes [39]. In our work, an efficient separation of
TAM and its metabolites was obtained using a classical reversed phase octadecylsilyl column C18 [24,40], according
to their hydrophobicity (Figure 2: representative chromatogram). This ethylene-bridged hybrid column reduces
unwanted silanol interaction increasing peak tailing. A gradient mobile phase was applied to perform adequate
separation of early hydrophilic interfering matrix components as described [28]. Mass spectrometric conditions and
the product ions used for identification and quantification have been widely previously described and adapted to
our method [21,23,26,29,41]. ESI is the most common ionization technique, especially for polar analytes, like TAM
and its metabolites. Internal standards as labeled derivatives of each specific analyte were chosen despite the use of
a unique internal standard in some methods [221. Moreover, the relative efficiency of ionization of analytes and its
internal standard should not be affected by using stable isotope-labeled analogs.

The sample pretreatment is a crucial step of an analytical method. Of course, SPE 18] and liquid-liquid
extraction [19,21,28] improve the purification of extracts. However, manual SPE could be of poor reproducibility and
expensive, and liquid-liquid extraction requires adapted evaporation equipment. Therefore, protein precipitation
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Table 2. Assayed concentrations of calibration standards of tamoxifen and N-desmethyltamoxifen.

Nominal con- Assayed concentration Mean RE (%)

centration

(ng/ml)

Run 1 Run 2 Run 3 Run 4 Run 5 Run 6

1 1.01 0.87 0.88 0.97 0.99 1.08 0.97 -3.2%

5 5.0 5.4 4.7 4.9 4.9 4.8 4.9 -0.7%
TAM 20 19.9 21.5 22.1 20.1 19.7 19.8 20.5 2.6%

100 100.0 100.0 107.2 103.8 105.6 90.4 101.1 1.2%

250 247.7 239.5 255.4 256.6 246.3 268.7 252.4 0.9%

500 502.4 508.7 485.7 489.7 498.5 491.1 496.0 -0.8%

Slope 0.0073672 0.0049791 0.0068426 0.0067050 0.004933 0.0048634

Intercept 7.060e-005 0.00092572 0.000926442 0.00068075 -2.90343e- -0.0005760

005

r? 0.999960 0.999112 0.998480 0.0752934 0.999558 0.997080

1 0.95 0.91 0.92 0.92 0.94 0.93 0.93 -7.3%

5 5.12 5.12 4.94 4.99 5.13 5.36 5.1 2.2%
NDTAM 20 19.86 20.92 20.70 20.05 19.70 20.63 20.31 1.6%

100 101.25 105.69 104.84 111.77 105.33 93.62 103.75 3.7%

250 262.15 238.08 262.19 243.65 253.89 259.42 253.23 1.3%

500 486.67 505.29 482.41 494.62 491.01 496.03 492.67 -1.5%

Slope 0.0356403 0.0197391 0.0313202 0.0297525 0.0206491 0.0213804

Intercept -0.00370052  0.00547332  0.00188986  0.00272543  8.88547e-005 -0.0035837

r? 0.998859 0.998821 0.998257 0.998103 0.999389 0.999005

NDTAM: N-desmethyltamoxifen; RE: Relative error; TAM: Tamoxifen.

by a mixture of acetonitrile: formic acid 0.1% was optimized to allow satisfactory results in terms of extraction and
ionization recoveries, but also practical aspects and low costs.
Including all these adaprtations, this new rapid and easily method was successfully validated.

Specificity & selectivity

Under optimized UPLC-MS/MS conditions, TAM and metabolites were separated with retention times of 0.93,
1.01, 1.96 and 2.04 min for ENDO, 4OHTAM, NDTAM and TAM, respectively (Figure 2). In order to
demonstrate the specificity of the method, ten blank human plasmas were injected. No significant interfering peak
was detected at the retention times of analytes of interest.

Studied co-medications at the final concentration of 1 pg/ml did not modify TAM, TAM metabolites and
internal standards responses. Indeed, the peak areas of studied analytes were not modified, even at the lowest
concentrations, by the presence of co-medication substances. The TAM is a long-term treatment (over 5-10 years),
and patients are able to use a broad range of pharmacological molecules during this period. Therefore, we chose to
test the impact of various molecules such as psychotropes and antihypertensive drugs. So, according to Guidance
for Industry Bioanalytical Method Validation 35, our method is specific.

Limit of quantification & detection

With our method, the lowest LOQ is 0.1 ng/ml for 4OHTAM, 0.2 ng/ml for ENDO and 0.5 ng/ml for both
TAM and NDTAM. The LOD is 0.1, 0.2, 0.5 and 0.5 ng/ml for {OHTAM, ENDO, AM and NDTAM. Most
previous works described quantification with higher LOQ especially for 4OHTAM and ENDO (around 0.2 and

0.5 ng/ml for [26,28], respectively).

Linearity

The calibration curves were obtained by plotting the ratio of the peak area of studied analytes to each specific internal
standard against the respective concentration. All calibration curves proved to be linear over the concentration range
of 1-500, 0.1-50 and 0.2-100 ng/ml for both TAM and NDTAM, 4OHTAM and ENDO, respectively when
evaluated by weighted (1/x) linear regression. Tables 2 and 3 show the mean deviation (RE) and the RSD at each

RSD (%)

8.4%
4.7%
4.9%
5.9%
4.0%
1.8%

1.6%
2.9%
2.5%
5.8%
4.0%
1.6%
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Table 3. Assayed concentrations of calibration standards of hydroxytamoxifen and endoxifen.

Nominal con- Assayed concentration Mean RE (%) RSD (%)
centration
(ng/ml)
Run 1 Run 2 Run 3 Run 4 Run 5 Run 6

OHTAM 0.10 0.10 0.09 0.11 0.09 0.09 0.10 0.10 -3.0% 6.7%
0.50 0.53 0.53 0.46 0.50 0.51 0.49 0.50 0.5% 4.7%
2 1.90 2.1 1.93 2.08 2.07 2.05 2.02 1.2% 4.3%
10 10.36 9.85 10.65 10.63 10.22 9.56 10.21 2.1% 4.2%
25 25.54 24.73 24.22 24.44 25.65 24.76 24.89 -0.4% 2.3%
50 49.18 50.29 50.24 49.87 49.06 50.63 49.88 -0.2% 1.3%
Slope 0.100984 0.0556617 0.0897014 0.0752934 0.0573051 0.0582117
Intercept -0.0023617 -0.0004412 -0.00177371  0.00028937 -0.00163476  -0.00146074
r? 0.999483 0.999817 0.999133 0.999343 0.999500 0.999637

ENDO 0.2 0.18 0.18 0.20 0.20 0.18 0.17 0.18 -7.7% 6.4%
1 1.05 1.06 0.86 1.02 1.03 1.12 1.02 2.3% 8.3%
4 411 415 4.41 3.83 3.99 4.41 4.15 3.7% 5.5%
20 20.95 20.63 20.73 20.49 20.81 17.87 20.25 1.2% 5.8%
50 49.99 47.95 50.30 51.21 53.97 51.73 50.86 1.7% 3.9%
100 98.91 101.23 98.69 98.46 95.23 99.91 98.74 -1.3% 2.0%
Slope 0.0876157 0.0480468 0.0806377 0.0658652 0.0496336 0.0501334
Intercept 0.00179152 0.0010967 -0.00331261 -0.0004144 8.885e-005 -0.00368334
r? 0.999613 0.999234 0.999378 0.999570 0.996606 0.997968

ENDO: Endoxifen; OHTAM: Hydroxytamoxifen; RE: Relative error.

calibration level, calculated using data obtained on six consecutive runs, for the four analytes. The criterion for
accepting any curve was that all data points should have an RSD and an RE of less than 15%. The results of the
lowest standard point were -3.2 and 8.4%; -7.3 and 1.6%; -3.0 and 6.7%; -7.7 and 6.4% for RE and RSD, for
TAM, NDTAM, 4O0HTAM and ENDO, respectively.

The regression coefficients (%) for each calibration curve were >0.997.

Calibration curves described in the literature for TAM and NDTAM range between 5 and 1000 ng/ml [23,41].
The dilution process of upper limit of quantification (1/2, 1/5, 1/10 and 1/100) was performed and led to
acceptable results (RSD and an RE of less than 15%). For the most biological active metabolite, ENDO, the first
points of calibration curve were usually up to 0.5 ng/ml [25]. Therefore, the calibration curve obtained with this
method is suitable for low TAM metabolites plasma concentration determination.

Precision & accuracy

Within-run and between-run precision and accuracy were determined with QC samples at different concentrations
as described in the experimental section. Data for within batch and between batch precision and accuracy of the
method are presented in Table 4.

Within-run precision ranged between 4.1 and 11.0%, 4.5 and 12.4%, 4.2 and 12.2%, 6.1 and 11.1%; between-
run precision ranged between 5.3 and 9.0%; 5.6 and 9.3%; 4.7 and 10.3%, and 5.1 and 8.9 % and the range
of accuracy was -2.7 to 4.7, -5.2 t0 4.1%, -0.2 to 10.1% and -2.0 to 2.9%, for TAM, NDTAM, 4OHTAM and
ENDO, respectively. No carryover effects were observed.

Recovery from samples

The mean relative ionization recovery for the studied analytes and their respective internal standards ranged between
94.0 and 103.1% for NDTAM and ENDO-D5. The mean percent of extraction recovery of TAM, metabolites
and internal standards from plasma was also evaluated and ranged between 95.7 and 109.4% leading to a global
recovery range between 99.8 and 124%. These results indicate good recovery and low ion suppression. As expected,
the impact of hemolyzed blood on analytical performance was evaluated. The presence of hemolyzed blood in
plasma has an impact on the quantification, as described for other molecules such as atorvastatin and carvedilol [421.
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Table 4. Within-run and between-run precision and accuracy of the quantification of tamoxifen, N-desmethyltamoxifen,

hydroxytamoxifen and endoxifen.

Analytes Nominal concentration Within-run precision (%)  Between-run precision Accuracy (%) 95% Cl of accuracy (%)
(ng/ml) (%)
Tamoxifen 1 11.0 9.0 -2.7 -5.9-0.42
25 5.8 6.1 2.7 -1.1-3.6
40 4.1 5.1 4.7 1.4-5.3
400 5.3 5.3 3.7 0.6-4.2
N-desmethyltamoxifen 1 12.4 9.3 -5.2 -6.7- (-0.9)
25 6.4 7.9 -2.3 -6.0- (-0.5)
40 4.5 5.6 3.0 0.2-4.4
400 11.5 5.9 4.1 1.4-5.7
Hydroxytamoxifen 0.1 12.2 10.3 -0.2 -4.2-3.4
0.25 111 8.8 -1.6 -4.3-2.0
4 4.2 4.2 8.7 6.5-9.8
40 8.2 4.7 10.1 7.4-10.7
Endoxifen 0.2 11.0 8.9 0.8 -3.5-3.2
0.5 1.1 8.2 -2.0 -4.7-0.2
8 7.1 6.4 2.9 0.8-5.5
80 6.1 5.1 2.6 0.6-4.3

Table 5. Stability of tamoxifen, N desmethyltamoxifen, hydroxytamoxifen and endoxifen in plasma (short-term stability),

after extraction (extracted short-term stability) and after freeze-thaw cycle.

Analytes Nominal concentration (ng/ml) Short-term stability (%RSD) Extracted short-term stability ~ Freeze-thaw cycle stability
(%RSD) (%RSD)
Tamoxifen 2.5 -4.1 6.5 -6.6
400 2.5 8.1 -7.9
N-desmethyltamoxifen 2.5 -3.4 0.7 -7.7
400 6.1 4.5 -8.4
Hydroxytamoxifen 0.25 6.8 0.3 9.0
40 12.7 5.7 7.0
Endoxifen 0.5 2.4 -3.9 12.8
80 7.9 9.7 -0.8

These results indicate good recovery and allowed us to conclude that our method is able to quantify TAM and
associated metabolites in human plasma samples, except for hemolyzed blood plasma.

Stability

The results of stability testing on extracted samples are summarized in Table 5. Samples were considered stable if
the loss of concentration was lower than 15%. Three QC samples were prepared and processed in quadruplicate
at t = 0 h with the calibration row. The concentrations of TAM and metabolites were determined in plasma over
the 4 h period tested. The extracted solutions were stable for at least 24 h when kept in the instrument rack inside
the auto sampler, maintained at 15°C, as the estimated loss of concentration is lower than 15%. As previously
described by [26,28], no degradation was observed when exposed to daylight.

Assay application

This UPLC-MS/MS method was applied to the quantitation of TAM and its main metabolites in TAM-treated
breast cancer patients. As shown in Table 6, the concentrations ranged from 108 to 330 ng/ml for TAM, 152
to 329 ng/ml for NDTAM, 0.91 to 2.63 for OHTAM and 3.55 to 15.21 for ENDO. Like previous published
data [28], the interindividual variations of plasma TAM and metabolites concentrations were important (between
22.2 and 40.9%). The impact of CY2D6 polymorphism could in part explain these interindividual variabilities.
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Table 6. Steady-state concentrations of tamoxifen and its three metabolites in plasma collected from breast cancer

patients receiving 20 mg tamoxifen once daily (n = 10).

Patients Tamoxifen (ng/ml) N-desmethyltamoxifen (ng/ml) Hydroxytamoxifen (ng/ml) Endoxifen (ng/ml)
1 250 261 2.14 11.35
2 144 242 1.14 12.58
3 108 152 0.91 4.01
4 330 280 2.63 11.04
5 217 326 2.54 15.21
6 236 328 1.59 9.69
7 176 290 2.05 9.84
8 134 190 1.15 5.62
9 195 285 2.02 3.55
10 262 329 1.14 12.22
Mean 205 268 1.73 9.51
RSD (%) 32.99 22.19 36.24 40.88
Conclusion

An UPLC-MS/MS method to quantify TAM and its metabolites in plasma was developed and validated. The
UPLC-MS/MS was found to be more sensitive, rapid and selective than previously reported methods. Good
accuracy and precision were also achieved. The extracted plasma samples were found to be stable for up to 24
h. Many common drugs did not influence the determination of these analytes in human plasma. Our analytical
method has the advantage of a reduced runtime, as well consuming little time and money, without SPE extraction.
This method could, therefore, be easily used for pharmacokinetics studies in clinical trials, for TAM drug monitoring
and adapted TAM schedule administration, especially for poor or enhancer CY2D6 metabolizers.

Future perspective

In the perspective of personalized medicine, therapeutic drug monitoring of TAM treatment by using a rapid
method should be the standard in the future. Our method could be a tool to enable routine performance of these
treatment optimizations.

Summary points

e A new analytical method to quantify by UPLC-MS/MS of tamoxifen (TAM) and its metabolites in plasma was
developed.

e This method included a simple preparation step by protein precipitation, using acetonitrile and methanol.

e The TAM, endoxifen, N-desmethyltamoxifen and 4-hydroxytamoxifen were separated on a UPLC C'® column and
monitored by MS-MS detection.

e This validated method was rapid and sensitive.

e It was applied to routinely monitor the steady state plasma exposure of TAM and its metabolites in
hormone-dependent breast cancer.

Author contributions
C Bobin-Dubigeon, M Campone and JM Bard conceived of the presented project. E Rossignol, E Salaun and MB Amiand carried
out the experiments. C Bobin-Dubigeon wrote the manuscript with support from E Rossignol and JM Bard.

Acknowledgments
Thanks to Christine Herrencknecht for rereading the manuscript.

Financial & competing interests disclosure
The authors have no relevant affiliations or financial involvement with any organization or entity with a financial interest in or finan-
cial conflict with the subject matter or materials discussed in the manuscript. This includes employment, consultancies, honoraria,
stock ownership or options, expert testimony, grants or patents received or pending, or royalties.

No writing assistance was utilized in the production of this manuscript.

Future Sci. OA (2019) 5(5) future science group



New UPLC-MS/MS assay for plasmatic tamoxifen & its metabolites

Ethical conduct of research

The authors state that they have obtained appropriate institutional review board approval or have followed the principles outlined
in the Declaration of Helsinki for all human or animal experimental investigations. In addition, for investigations involving human
subjects, informed consent has been obtained from the participants involved.

Open access
This work is licensed under the Creative Commons Attribution 4.0 License. To view a copy of this license, visit http://creativecomm
ons.org/licenses/by/4.0/

References

Papers of special note have been highlighted as: @ of interest; e of considerable interest

1.  Gierach GL, Curtis RE, Pfeiffer RM ez al. Association of adjuvant tamoxifen and aromatase inhibitor therapy with contralateral breast
cancer risk among US women with breast cancer in a general community setting. JAMA Oncol. 3(2), 186-193 (2017).

2. Decensi A, Sun Z, Guerrieri-Gonzaga A ¢t al. Bone mineral density and circulating biomarkers in the BIG 1-98 trial comparing
adjuvant letrozole, tamoxifen and their sequences. Breast Cancer Res. Treat. 144(2), 321-329 (2014).

3. Freedman AN, Yu B, Gail MH ez al. Benefit/risk assessment for breast cancer chemoprevention with raloxifene or tamoxifen for women
age 50 years or older. /. Clin. Oncol. 29(17), 2327-2333 (2011).

e  Clinical data highlighting the interest of tamoxifen (TAM).

4. Chlebowski RT, Schottinger JE, Shi J, Chung J, Haque R. Aromatase inhibitor, tamoxifen and endometrial cancer in breast cancer
survivors. Cancer 121(13), 2147-2155 (2015).

5. Sestak I, Kealy R, Nikoloft M ¢f /. Relationships between CYP2D6 phenotype, breast cancer and hot flushes in women at high risk of
breast cancer receiving prophylactic tamoxifen: results from the IBIS-I trial. Br. /. Cancer 107(2), 230-233 (2012).

6. Jordan VC. New insights into the metabolism of tamoxifen and its role in the treatment and prevention of breast cancer. Steroids 72(13),
829-842 (2007).

7.  Etienne MC, Milano G, Fischel JL et a/. Tamoxifen metabolism: pharmacokinetic and iz vitro study. Br. J. Cancer 60(1), 30-35 (1989).

e  First work about the pharmacokinetic of TAM.

8.  Desta Z, Ward BA, Soukhova NV, Flockhart DA. Comprehensive evaluation of tamoxifen sequential biotransformation by the human
cytochrome p450 system 77 vitro: prominent roles for CYP3A and CYP2D6. J. Pharmacol. Exp. Ther. 310(3), 1062-1075 (2004).

9.  Johnson MD, Zuo H, Lee K-H ¢ a/. Pharmacological characterization of 4-hydroxy-/N-desmethyl tamoxifen, a novel active metabolite of
tamoxifen. Breast Cancer Res. Treat. 85(2), 151-159 (2004).

10. Madlensky L, Natarajan L, Tchu S ez 4/. Tamoxifen metabolite concentrations, CYP2D6 genotype and breast cancer outcomes. Clin.
Pharmacol. Ther. 89(5), 718-725 (2011).

11. Stearns V, Johnson MD, Rae JM ez al. Active tamoxifen metabolite plasma concentrations after coadministration of tamoxifen and the
selective serotonin reuptake inhibitor paroxetine. J. Natl Cancer Inst. 95(23), 1758-1764 (2003).

ee Clinical data about the variability of TAM and metabolites concentration with drug interactions.

12.  Hicks JK, Gaedigk A Swen JJ. Challenges in CYP2D6 phenotype assignment from genotype data: a critical assessment and call for
standardization [Internet]. Curr. Drug Metab. (2014). www.eurekaselect.com/120148/article

13.  Kiyotani K, Mushiroda T, Zembutsu H, Nakamura Y. Important and critical scientific aspects in pharmacogenomics analysis: lessons
from controversial results of tamoxifen and CYP2D6 studies. /. Hum. Genet. 58(6), 327-333 (2013).

14. Harris LN, Ismaila N, McShane LM ez al. Use of biomarkers to guide decisions on adjuvant systemic therapy for women with early-stage
invasive breast cancer: american society of clinical oncology clinical practice guideline. /. Clin. Oncol. 34(10), 1134-1150 (2016).

15. Cronin-Fenton DP, Damkier P, Lash TL. Metabolism and transport of tamoxifen in relation to its effectiveness: new perspectives on an
ongoing controversy. Future Oncol. London, England 10(1), 107-122 (2014).

16. Lien EA, Ueland PM, Solheim E, Kvinnsland S. Determination of tamoxifen and four metabolites in serum by low-dispersion liquid
chromatography. Clin. Chem. 33(9), 16081614 (1987).

17. Lien EA, Solheim E, Kvinnsland S, Ueland PM. Identification of 4-hydroxy-/V-desmethyltamoxifen as a metabolite of tamoxifen in
human bile. Cancer Res. 48(8), 2304-2308 (1988).

18.  MacCallum J, Cummings J, Dixon JM, Miller WR. Solid-phase extraction and high-performance liquid chromatographic determination
of tamoxifen and its major metabolites in breast tumour tissues. J. Chromatogr. B. Biomed. Sci. App. 698(1-2), 269-275 (1997).

19. Lee K-H, Ward BA, Desta Z, Flockhart DA, Jones DR. Quantification of tamoxifen and three metabolites in plasma by
high-performance liquid chromatography with fluorescence detection: application to a clinical trial. /. Chromatogr. B 791(1), 245-253
(2003).

20. Rama Raju KS, Taneja I, Singh SP ez 4/ Simultaneous determination of centchroman and tamoxifen along with their metabolites in rat
plasma using LC-MS/MS. Bioanalysis 7(8), 967-979 (2015).

Methodology

future science group www.future-science.com


http://creativecommons.org/licenses/by/4.0/
http://www.eurekaselect.com/120148/article

Methodology

Bobin-Dubigeon, Campone, Rossignol, Salaun, Amiand & Bard

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Drooger JC, Jager A, Lam M-H ez al. Development and validation of an UPLC-MS/MS method for the quantification of tamoxifen and
its main metabolites in human scalp hair. /. Pharm. Biomed. Anal. 114, 416-425 (2015).

Tré-Hardy M, Capron A, Antunes MV, Linden R, Wallemacq P. Fast method for simultaneous quantification of TAM and metabolites
in dried blood spots using an entry level LC-MS/MS system. Clin. Biochem. 49(16), 1295-1298 (2016).

Gjerde J, Kisanga ER, Hauglid M, Holm PI, Mellgren G, Lien EA. Identification and quantification of tamoxifen and four metabolites
in serum by liquid chromatography—tandem mass spectrometry. J. Chromatogr. A 1082(1), 6-14 (2005).

First work of identification of TAM and metabolites by HPLC-MS/MS.

Teunissen SF, Jager NGL, Rosing H, Schinkel AH, Schellens JHM, Beijnen JH. Development and validation of a quantitative assay for

the determination of tamoxifen and its five main Phase I metabolites in human serum using liquid chromatography coupled with

tandem mass spectrometry. /. Chromatogr. B 879(19), 1677-1685 (2011).

Aranda EO, Esteve-Romero J, Rambla-Alegre M, Peris-Vicente J, Bose D. Development of a methodology to quantify tamoxifen and
endoxifen in breast cancer patients by micellar liquid chromatography and validation according to the ICH guidelines. 7z/anta 84(2),
314-318 (2011).

Binkhorst L, Mathijssen RH], Ghobadi Moghaddam-Helmantel IM ¢z 4/. Quantification of tamoxifen and three of its Phase I metabolites
in human plasma by liquid chromatography/triple-quadrupole mass spectrometry. J. Pharm. Biomed. Anal. 56(5), 1016-1023 (2011).

Antunes MV, Rosa DD, Viana T dos S, Andreolla H, Fontanive TO, Linden R. Sensitive HPLC-PDA determination of tamoxifen and
its metabolites N-desmethyltamoxifen, 4-hydroxytamoxifen and endoxifen in human plasma. /. Pharm. Biomed. Anal. 76, 13-20 (2013).

Arellano C, Allal B, Goubaa A, Roché H, Chatelut E. An UPLC-MS/MS method for separation and accurate quantification of
tamoxifen and its metabolites isomers. /. Pharm. Biomed. Anal. 100, 254-261 (2014).

Validated method to quantify TAM and metabolites by UPLC-MS/MS after liquid extraction.

Dahmane E, Boccard J, Csajka C ef al. Quantitative monitoring of tamoxifen in human plasma extended to 40 metabolites using

liquid-chromatography high-resolution mass spectrometry: new investigation capabilities for clinical pharmacology. Anal. Bioanal.

Chem. 406(11), 2627-2640 (2014).

Fotoohi AK, Karim H, Lafolie P ¢# a/. Pronounced interindividual but not intraindividual variation in tamoxifen and metabolite levels in
plasma during adjuvant treatment of women with early breast cancer. Ther. Drug Moniz. 38(2), 239-245 (2016).

Murphy C, Fotsis T, Pantzar P, Adlercreutz H, Martin F. Analysis of tamoxifen, N-desmethyltamoxifen and 4-hydroxytamoxifen levels
in cytosol and KCl-nuclear extracts of breast tumours from tamoxifen treated patients by gas chromatography-mass spectrometry
(GC-MS) using selected ion monitoring (SIM). J. Steroid Biochem. 28(6), 609-618 (1987).

Dahmane E, Mercier T, Zanolari B ¢f al. An ultra performance liquid chromatography—tandem MS assay for tamoxifen metabolites
profiling in plasma: first evidence of 4'-hydroxylated metabolites in breast cancer patients. /. Chromatogr. B 878(32), 34023414 (2010).

Antunes MV, Rosa DD, Viana T dos S, Andreolla H, Fontanive TO, Linden R. Sensitive HPLC-PDA determination of tamoxifen and
its metabolites N-desmethyltamoxifen, 4-hydroxytamoxifen and endoxifen in human plasma. /. Pharm. Biomed. Anal. 76, 13-20 (2013).

Johinning ], Heinkele G, Precht JC ez a/. Highly sensitive simultaneous quantification of estrogenic tamoxifen metabolites and steroid
hormones by LC-MS/MS. Anal. Bioanal. Chem. 407(24), 7497-7502 (2015).

FDA guidance for industry: analytical procedures and methods validation for drugs and biologics - ECA academy

[Internet]. www.gmp-compliance.org/guidelines/gmp-guideline/fda-guidance-for-industry-analytical- procedures-and- methods-valida
tion-for-drugs-and-biologics

Analytical procedures and methods validation for drugs and biologics.

Viswanathan CT, Bansal S, Booth B ez 4/. Quantitative bioanalytical methods validation and implementation: best practices for
chromatographic and ligand binding assays. Pharm. Res. 24(10), 1962-1973 (2007).

Validation of analytical procedures: text and methodology: ICH [Internet]. www.ich.org/products/guidelines/quality/quality-single/artic
le/validation-of -analytical- procedures- text-and-methodology. html

Nowatzke W, Woolf E. Best practices during bioanalytical method validation for the characterization of assay reagents and the evaluation

of analyte stability in assay standards, quality controls, and study samples. AAPS /. 9(2), E117-E122 (2007).
Wang Z, Jiang J, Hu P, Zhao Q. Development and validation of a UPLC-MS/MS method for simultaneous determination of

fotagliptin and its two major metabolites in human plasma and urine. Bioanalysis 9(4), 381-393 (2017).

Jager NG, Rosing H, Schellens JH, Beijnen JH. Determination of tamoxifen and endoxifen in dried blood spots using LC-MS/MS and
the effect of coated DBS cards on recovery and matrix effects. Bioanalysis 6(22), 2999-3009 (2014).

Teunissen SF, Rosing H, Koornstra RHT ez al. Development and validation of a quantitative assay for the analysis of tamoxifen with its
four main metabolites and the flavonoids daidzein, genistein and glycitein in human serum using liquid chromatography coupled with
tandem mass spectrometry. /. Chromatogr. B 877(24), 2519-2529 (2009).

Hughes NC, Bajaj N, Fan J, Wong EY. Assessing the matrix effects of hemolyzed samples in bioanalysis. Bioanalysis 1(6), 1057-1066
(2009).

Future Sci. OA (2019) 5(5) future science group


https://www.gmp-compliance.org/guidelines/gmp-guideline/fda-guidance-for-industry-analytical-procedures-and-methods-validation-for-drugs-and-biologics
http://www.ich.org/products/guidelines/quality/quality-single/article/validation-of-analytical-procedures-text-and-methodology.html


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 400
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /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 false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 400
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /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 false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'PPG Indesign CS4_5_5.5'] [Based on 'PPG Indesign CS3 PDF Export'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  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 true
      /AddPageInfo false
      /AddRegMarks true
      /BleedOffset [
        8.503940
        8.503940
        8.503940
        8.503940
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions false
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 600
        /LineArtTextResolution 2400
        /PresetName (Pureprint flattener)
        /PresetSelector /UseName
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 8.835590
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


