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Abstract

The pressure to save active pharmaceutical ingredients drives the
industry to scale-down laboratory processes. This puts the burden on
the chemist to choose the appropriate analytical platform that can han-
dle smallest sample quantities – a challenge that drove Agilent to 
develop the Agilent 1200 Series Nanoflow HPLC-Chip/MS system for
high-sensitivity analyses of small molecules. This Application Note pre-
sents a technical evaluation of the novel ultra-high capacity small mole-
cule HPLC-Chip for the quantitative analysis of pharmaceuticals using
the Agilent 6410 triple quadrupole mass spectrometer. The evaluation
demonstrates:
• Excellent precision, chip-to-chip reproducibility, lifetime and system

linearity
• A 100-fold increase in sensitivity compared to conventional LC/MS,

following quantitative enrichment of compounds comprising a wide
polarity range

• Excellent, low limits of detection in biological samples such as blood
plasma, saliva and urine
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Introduction

The creation of a new pharmaceu-
tical drug consumes vast amounts
of capital. For instance, drug dis-
covery and development alone
may require investments of more
than double-digit million dollar
sums per lead candidate. The
competition is intense and cost
savings may become essential,
even for leading pharmaceutical
companies. Substantial savings
can be achieved by the miniatur-
ization of laboratory processes
provided the quality of the results
is uncompromised1. A prime exam-
ple for this situation exists in the
drug metabolism and pharmacoki-
netics (DMPK) laboratory where
PK studies are carried out in the
preclinical development phase.

During PK-studies the potential
lead compound is administered to
animals from which blood is taken
over the course of time to monitor
drug absorption and decay using
quantitative LC/MS analysis. Here,
the cost per study may be reduced
markedly by using smaller ani-
mals. For example, mice require
much less active pharmaceutical
ingredient than dogs. However,
the animal’s size sets the limit to
the blood volume that can be
drawn per unit time and serial
bleeding of few or even only one
animal, which reduces the vari-
ability in the TK profile, results in
even lower volumes per bleed.
Consequently, studies with small
animals set extreme demands on
the analytical system with respect
to both the capability to handle
small sample volumes and detec-
tion sensitivity.

The Agilent HPLC-Chip/MS sys-
tem, first launched in 2005, fulfils

these strong demands. The chip
incorporates an enrichment col-
umn and a nano-analytical column
from which a very short and nar-
row channel leads to the chip’s
nanospray tip (figure 1).
Miniaturization of the analytical
column dimensions and the result-
ing low flow rates of a few hun-
dredths of nanoliters, result in less
sample dilution and improved
overall analyte ionization efficien-
cy. This ultimately leads to the
pronounced sensitivity advantage
of the chip compared to conven-
tional LC-ESI-MS2,3. Concentration
of the analytes is integrated in the
chip and yields even further
increases in sensitivity. At the
same time, higher throughput can
be achieved, since preparation for
biological samples can be reduced
to only protein precipitation and
centrifugation prior to direct injec-
tion onto the chip4.

The chip is made of biocompati-
ble, inert polyimide layers.
Channel and surface structures
are formed by laser ablation. This
is the reason why dead volumes,
extra-column volume and leak-
prone connections do not exist, so
that the chip provides uncompro-
mised chromatographic perfor-
mance. In this way, the Agilent
HPLC-Chip/MS system has trans-
formed nanoflow-LC/MS into a
robust plug-and-play technology
for day-to-day use5,6. The chip sys-
tem can now be coupled to the
entire portfolio of Agilent’s mass
spectrometers, providing for auto-
mated sample enrichment in addi-
tion to highest sensitivities for the
wide range of routine qualitative
and quantitative small molecule
pharmaceutical applications3,4,7.
The challenge with pharmaceuti-
cals lies in the wide variety of
polarities present. It has to be

ensured that none of the mole-
cules are lost during the on-chip
enrichment process. In this study,
we illustrate the design of a new
ultra-high capacity small molecule
HPLC-Chip, which features a 
500 nL enrichment column and a
150 mm x 75 µm analytical column.
We present data of the technical
evaluation for quantification of small
molecules in combination with the
Agilent 6410 triple quadrupole MS.
The test mix contained four phar-
maceutical compounds, covering 
a wide range of polarities 
(logP 0 to 4.2).

Experimental

Chemicals
Human plasma and all standard
chemicals, atenolol, atropine,
metoprolol, propranolol,
imipramine, caffeine, quinine,
formic acid (FA), were purchased
from Sigma-Aldrich. HPLC grade
water was either purchased from
J.T. Baker or freshly taken from a
MilliQ water purification system.
HPLC grade acetonitrile (ACN)
was purchased from Merck.

Sample preparation
A 2 mg/mL stock solution of each
compound was prepared in
ACN/water, 50:50 v/v (0.1 % FA).
To obtain different concentrations,
compounds were mixed and dilut-
ed in the same mobile phase as
used for sample loading. Prior to
analysis of plasma samples, pro-
teins were precipitated by addi-
tion of acetonitrile (3:1 ratio of
agent-to-sample). After centrifuga-
tion at 13,000 rpm for 10 min, the
supernatant was transferred to a
fresh vial and evaporated in a
SpeedVac concentrator and the
pellet was redissolved in the origi-
nal volume of HPLC loading
mobile phase.
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HPLC-Chip/MS system
The Agilent MassHunter software
suite included LC/MS data acquisi-
tion, qualitative analysis and quan-
titative data processing. The
Agilent 1200 Series Nanoflow LC
system comprised a micro
wellplate autosampler with sam-
ple thermostat, micro-degasser,
capillary pump and nanoflow
pump. The Agilent HPLC-Chip/MS
interface provided all connections
between the HPLC-Chip, capillary
pump, autosampler, nanoflow
pump and Agilent 6410 triple
quadrupole mass spectrometer.
The configuration of the new
ultra-high capacity small molecule
HPLC-Chip (UHC-chip) is shown
in figure 1B. The UHC-chip includ-
ed a 500 nL enrichment column
and a 150 x 0.075 mm ID separa-
tion column that were both
packed with ZORBAX 80A SB-C18
5 µm stationary phase. All compo-
nents, including the nano-electro-
spray emitter (10 µm ID), were
integrated onto the chip..

Unless otherwise stated, solvent A
was 0.1% formic acid (FA) in water
and solvent B was 0.1 % FA in ace-
tonitrile. The capillary pump (for
sample loading) delivered 2 % B
isocratic mobile phase at 4 µL/min.
The nanoflow pump gradient (for
sample analysis) was 2–32 % B in 
5 min and then to 80 % B in 3.5 min,
which was held for 1 min to flush
out thoroughly all potential column
contaminants, especially those
arising from plasma samples. Post
run time was 9 min at 2 % B and
flow rate was 0.3 µL/min. To
ensure optimized nanoflow and
fast gradient response, the nano-
flow pump is equipped with active
split EMPV technology8. Following
1 µL sample injections, the enrich-
ment column was flushed with a
certain volume of loading mobile

phase (defined by the injection
flush volume, IFV, of 4 µL). Here,
the intelligent sample loading
(ISL) feature of the Agilent
MassHunter software was used to
calculate automatically the time
required for optimum sample load-
ing6,9. Following sample loading,
the chip cube microvalve was
switched automatically from
enrichment to analysis mode with
simultaneously start of the
nanoflow pump gradient and MS
data acquisition. For best peak
shapes, the UHC-chip was operat-
ed in back-flush mode (figure 1A)
with sample loading at port 5 and
waste line at port 6.

Chemical background typically pre-
sent in ambient laboratory air can
significantly reduce overall sensi-
tivity10. To eliminate this problem,
the HPLC-Chip spray chamber was
isolated completely from ambient
laboratory air contamination.
Drying gas flow was maintained at
4 L/min using a mixture of 3 L
nitrogen and 1 L of filtered dry air
at a constant temperature of 300
°C. Data acquisition was performed
in the positive ionization mode.
Capillary voltage was -1900 V with
an endplate offset of -500 V. The
infusion chip was used to deter-
mine the optimum conditions for
all MRM experiments with 0.1 ppm
single drug solutions. Table 1 gives

Figure 1
Chip schematic (A) and blueprints of ultra-high capacity (UHC) small molecule chip obtained
using light microscopy (B).
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Compound Precursor ion Quantifier Qualifier
[Fragmentor voltage] [Collision voltage] [Collision voltage]

Atenolol 267.1 [140] 145.0 [25] 74.1 [20]
Atropine 290.1 [180] 124.1 [20] 93.0 [35]
Metoprolol 268.2 [160] 116.1 [15] 56.0 [30]
Imipramine 281.2 [140] 58.0   [45] 86.0 [15]

Table 1
Optimized MRM conditions for four-compound mix.



compounds and masses of precur-
sors, quantifiers and qualifiers,
and optimized fragmentor and col-
lision voltages. Dwell times were
chosen to obtain at least 12 data
points across a peak. Quadrupoles
were operated at unit resolution
(0.7 amu at FWHM). ΔEMV = 700 V.
The signal-to-noise (S/N) ratio was
calculated from the height of the
peak divided by 3 times RMS noise.

To reduce any potential system
contamination and/or prevent
enrichment column clogging from
standards or samples containing
biological matrices, an in-line filter
(1 µm titanium, Upchurch, M-548)
was attached between the
autosampler and HPLC-Chip cube.
To minimize carryover after draw-
ing the sample and prior to injec-
tion, the outer surface of the injec-
tor needle was flushed with
ACN/water, 50:50 v/v (0.25 % FA)
for 5s in the autosampler flush
port. After switching from enrich-
ment to analysis mode, the
autosampler injection valve was
set to bypass in order to flush con-
necting tubing and in-line filter
with 90 % B for 2 min.

Results and discussion

Pre-concentration of wide polarity
and concentration ranges
Pharmaceutical compounds cover-
ing a wide polarity range (logP
values ranging from 0 to 4.2) were
chosen to evaluate the perfor-
mance of the UHC-chip. Figure 2
shows extracted ion chro-
matograms of seven drugs with
atenolol (logP 0) as the first and
imipramine (logP 4.2) as the last
eluting peak. Chromatogram A
shows the results for the standard

small molecule chip with a 40 nL
enrichment column. Analysis of
this mixture on a small volume
enrichment column revealed a
marked correlation between ana-
lyte hydrophobicity and detected
signal intensity. These results
were in agreement with the pre-
concentration process on a
reversed phase (RP) column –
after loading the sample onto the
enrichment column, mobile phase
was pumped through in order to
remove contaminants potentially
interfering with MS analysis (for
example, salts). The volume of
mobile phase was user-defined by
the injection flush volume (IFV) in
the Agilent MassHunter software.
Thus, the enrichment process was
simply an isocratic elution at very
low % B. Since compound migra-
tion speed through the enrichment
column depended on the hydro-
philicity of the molecule, hydropho-
bic compounds were trapped7,
whereas very polar compounds
came through because the enrich-
ment column volume was very
small compared with the volumes
of mobile phase flushed through
it.

The 500 nL enrichment column in
the new UHC-chip has more than
12 times higher capacity than the
standard 40 nL enrichment col-
umn small molecule chip making
it much more suitable to retain
hydrophilic compounds. Figure 2B
shows the analysis of the same
sample mix as in figure 2A but
using the UHC-chip. Responses of
all peaks were similar, which indi-
cated retention of all compounds
over the entire polarity range
(logP 0 to 4.2).

The ability of the UHC-chip to
retain quantitatively compounds
over a wide polarity and concen-
tration range was demonstrated
by increasing the injection volume
while maintaining the concentra-
tion of the mixture constant.
Figure 3 illustrates the results of
this experiment where a mixture
containing equal amounts (1 ng/mL)
of atenolol, atropine, metoprolol
and imipramine was analyzed in
this fashion. Imipramine, metopro-
lol and atropine showed retention
with a linear increase in response
across the entire range of injec-
tion volumes with correlation fac-
tors close to unity. The result for

Figure 2
Analysis of a seven-compound mixture with a hydrophobicity range from logP 0 to 4.2. Loading
mobile phase: ACN/water, 2:98 v/v (0.05%TFA). Gradients were performed as described in the
experimental section. Panel A shows the EIC for the 40 nL standard enrichment column small
molecule chip and panel B for the 500 nL enrichment column on the UHC small molecule chip.
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was below 1 %. The average %RSD
of 0.71 demonstrated excellent
chip-to-chip reproducibility (table 2).
The lifetime of the chip nano-elec-
trospray emitter was evaluated by
continuous spraying a solution of

atropine is shown representatively
in figure 3A. The UHC-chip
demonstrated retention for at
least 6 µL of the sample mix. This
corresponds to at least 20 pg of
drug on the enrichment column. In
comparison, on the standard small
molecule chip, a significant frac-
tion of atropine was lost during
the enrichment process when
injecting only 1 µL (figure 2A).
The results for atenolol (logP 0),
are shown in figure 3B. While only
a minute amount of this hydrophilic
analyte was retained on the 40 nL
enrichment column, a linear plot
was obtained up to 3 µL injection
volume with the UHC-chip.

Precision, chip-to-chip reproducibili-
ty and robustness
To demonstrate retention time
precision, the four-compound mix
(1 pg/µL of each compound) was
consecutively injected ten times
on the UHC-chip. Figure 4 shows
the superimposed MRM-quantifier
chromatograms and relative stan-
dard deviation (%RSD) values for
retention time (RT) and peak area
(PA) for all compounds. A maxi-
mum RSD value of 0.2 % was
obtained for hydrophilic com-
pounds such as atenolol. The
RSDs for atropine, metoprolol and
imipramine were below 0.1 %.
While peak area precision for
imipramine was 8.1 %, all other
compounds exhibited peak area
precision typically below 5.0 %.

Chip-to-chip reproducibility was
evaluated with eleven individual
UHC-chips, originating from dif-
ferent production batches. Eight
runs per chip were performed and
average retention times for each
compound were calculated. The
RSD for chip-to-chip reproducibili-
ty was calculated individually for
each analyte whereby the %RSD

either 2:98 or 90:10 v/v ACN/water
(0.1 % FA). After more than 2
weeks of continuous operation,
the spray remained stable without
any failures. 
The chromatographic life-
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Figure 3
Representative results obtained for atropine (A) and atenolol (B) from repeated injections of the
four-compound mix (each compound 1 pg/µL) with increasing injection volume from 1 to 6 µL.
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Figure 4
Superposition of quantifier chromatograms obtained from ten consecutive injections of the four-
compound mix (each compound 1 pg/µL). To the right of the peaks, % RSD for retention time (RT)
and for peak area (PA).
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time of UHC-chips was assessed
by injecting repeatedly the four-
compound mix (1 pg/µL each com-
pound). For each of the chips
studied the number of injections
always exceeded 500. Retention,
chromatographic efficiency and
peak shape were stable over the
whole period of time investigated
(table 2).

Working with biological matrices
required additional system care in
order to avoid clogging of the
enrichment column due to debris
from the sample or biomolecules
(for example, protein precipita-
tion). Standard workflow protein
precipitation proved to be suffi-
cient in combination with the use
of an inline filter in the loading
path. Additional flushing is recom-
mended to minimize carry-over
from injection to injection (see
experimental section). Following
these guidelines allowed the
analysis of between 200 to 500
samples of blood plasma samples
spiked with the four-compound
mix per UHC-chip (2 chips stud-
ied).

The sample peak capacity of the
UHC-chip was determined by a 1
µL injection of a mixture of 10
tryptically digested proteins (100
fmol/µL). Sample peak capacity
was calculated from the difference
in retention times of the first and
the last real gradient peak divided
by the average peak width deter-
mined over the 60 min gradient (2
to 75 % B in 60 min, 0.3 µL/min,
MS in scan mode). A sample peak
capacity of 200 was achieved
(table 2).

Increase in system linearity and sen-
sitivity
The linearity of the UHC-chip/MS
system was investigated using

ment. The 1 pg/µL four-compound
mix was injected onto a ZORBAX
SB C18 narrow bore column with
comparable length to the chip’s
separation column. Linear flow
velocities were adapted according
to column IDs. More details on
the analysis are given in figure 6,
which shows quantifier chro-
matograms obtained with a nar-
row-bore column (A) and UHC-
chip (B). The use of the UHC-
Chip led to an increase in
response by a factor of about 100.
This agreed well with earlier find-
ings during metabolite ID experi-
ments with buspirone3.

Analysis of blood plasma samples
Enabling the routine use of high
sensitivity nano-electrospray

dilutions of the four-compound
mix over a range 20 pg/mL to 
10 ng/mL for each compound.
Figure 5 shows the excellent lin-
earity of peak area against con-
centration obtained for atenolol.
Similar results were obtained for
atropine, metoprolol and imipramine
with correlation factors always
better than 0.99 (data not shown).

To estimate the sensitivity
increase achieved through the rou-
tine use of nano-electrospray with
the UHC-chip, it was compared
with standard LC/MS using the
Agilent API electrospray source.
Switching between HPLC-Chip/MS
and ES source takes only a few
minutes, allowing the use of the
same triple quadrupole MS instru-
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Test No. of chips Result

Chip-to-chip reproducibility 11 0.71 % RSD
Spray tip lifetime 2 > 2 weeks continuous spray
Lifetime with four-compound mix 4 > 500 injections 
Lifetime with four-compound mix in plasma 2 200–500 injections 
Sample peak capacity 1 200 

Table 2
Result summary.

Figure 5
Plot of peak area against concentration (0.02 to 10 ng/mL) for atenolol. 
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LC/MS in combination with the
ability to automate sample
enrichment from very small blood
plasma samples has the potential
to immensely reduce both cost
and data variability in the in vivo
DMPK laboratory. To assess
potential UHC-chip/MS perfor-
mance with real samples, low
amounts of atropine and imipra-
mine were spiked in blood plasma.
Samples were processed similar to
DMPK workflows that are followed
by the pharmaceutical industry
(see experimental section) and
subsequently analyzed by UHC-
chip/MS. Chromatograms for
quantifier and qualifier obtained
from the Agilent MassHunter
quantitative analysis software fol-
lowing the injection of the sample
mix containing 10 fg/µL of each
compound are shown in figure 7.
For 10 fg of imipramine, m/z 86
gave the highest signal intensity.
Despite this, m/z 58 was chosen as
quantifier because it showed better
linearity than m/z 86 in the system
linearity tests (above). For both
imipramine (S/N 10) and atropine
(S/N 42) the limit of detection was
below the 10 fg level.

Figure 6
Quantifier chromatograms obtained for the four-compound mix (each compound 1 pg/µL) using
narrow bore LC/MS (A) and UHC small molecule chip/MS (B). The bottom chromatogram 
represents an overlay of (A) and (B); the red arrow marks the position of the atropine peak.

0

1

2

3

4

5

6

7

8

9

Acquisition time [min]
1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

Atenolol

Imipramine

Metoprolol

Atropine

Ultra high capacity (UHC)-Chip

Sampler: Micro WPS

Pump:  Nano

Column: ZORBAX SB C18 (80A) 

 150 mm x 0.075 mm ID

Flow: 0.3 µL/min

Gradient: t [min] % B

 0 2

 5 32

 8.5 80

 9.5 80

 9.51 2

C
o

u
n

ts
 x

1
0

4
2

0

1

2

3

4

5

6

7

8

9

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

Atenolol

Imipramine

Metoprolol

Atropine

A

B

API Electrospray source

Sampler: HP ALS SL

Pump:  Binary SL

Column: ZORBAX SB C18 (80A) 

 150 mm x 2.1 mm ID

Flow: 240 µL/min

Gradient: t [min] % B

 0 5

 5 35

 8.5 80

 9.5 80

 9.51 5

Acquisition time [min]

C
o

u
n

ts
 x

1
0

Figure 7
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Conclusion 

The design of the new Agilent
ultra-high capacity small molecule
chip is illustrated (figure 1) and
features a 500 nL enrichment col-
umn and 150 mm x 75 µm separa-
tion column with integrated nano-
electrospray emitter. In this study,
UHC-chips were evaluated for
quantitative nano-electrospray
analysis of small molecules in
combination with the Agilent 6410
triple quadrupole MS. The test mix
contained four pharmaceutical
compounds, covering a wide range
of hydrophilicities (logP 0 to 4.2)
and concentrations. At sequence
start, automated analyte loading
and pre-concentration was per-
formed on the chip’s enrichment
column. Quantitative and repro-
ducible pre-concentration was
established for the entire range of
hydrophilicites investigated – sam-
ple loads up to at least 20 pg of
drug were demonstrated (figures 2
and 3). Excellent data were obtained
for retention time and peak area
precision, chip-to-chip repro-
ducibility and chip lifetime with
aqueous and blood plasma sam-
ples. Sample peak capacity was
determined to be 200 (figure 4 and
table 2). The UHC-chip/MS sys-
tem’s linearity was shown with
correlation factors approaching
unity (figure 5). When comparing
narrow bore LC/MS using an API
electrospray source with nano-
electrospray using the UHC-chip
on the same triple quadrupole MS
system, the chip configuration
exhibited a 100 fold increase in
sensitivity (figure 6). Plasma samples
containing the drugs atropine and
imipramine were analyzed at an
absolute on-column level of 10 fg.
Even this very low concentration
resulted in prominent peaks, which
were well above the lowest limit
of detection (figure 7). With this new

www.agilent.com/chem/hplc-chip

concept of nanoflow HPLC-UHC-
chip/MS, which provides for un-
equivocal sensitivity and thus the
capability to handle smallest sam-
ple volumes, a new era has started
for DMPK laboratories. Reduced
sample volumes in animal or pedi-
atric studies commensurate with
ethical arguments and in addition
could yield substantial cost-sav-
ings and higher quality results. 

References

1. Mike S. Lee, “LC/MS
Applications in drug develop-
ment”, Wiley-Interscience, 2002.

2. Wilm, M. and Mann, M.,
“Analytical properties of the nano-
electrospray ion source”, Anal.

Chem., 68, 1-8, 1996.

3. Vollmer, M., Fandino, A.,
Gauthier, G., “Simultaneous
assessment of drug metabolic sta-
bility and identification of metabo-
lites using HPLC-chip/iontrap
mass spectrometry”, Agilent

Application Note, publication

number 5989-5129EN

4. Vollmer, M., Buckenmaier, S.,
“Using nanospray HPLC-chip/TOF
for routine high sensitivity
metabolite identification”, Agilent

Application Note, publication

number 5989-5938EN

5. Yin, H., Killeen, K., Brennen, R.,
Sobek, D., Werlich, M. and van de
Goor, T., “Microfluidic Chip for
Peptide Analysis with an
Integrated HPLC Column, Sample
Enrichment Column, and
Nanoelectrospray Tip”, Anal.

Chem., 77 (2), 527-533, 2005.

6. Yin, H. and Killeen, K., “The fun-
damental aspects and applications
of Agilent HPLC-Chip”, J. Sep.

Sci., 30, 1427-1434, 2007.

7. Vollmer, M., Miller, C., Glatz, B.,
“Performance of the Agilent 1100
HPLC-Chip/MS-system”, Agilent

Application Note, publication

number 5989-4148EN

8. “Performance characteristics of
the Agilent 1100 Series Nanoflow
LC system for MS”, Agilent

Technical Note, publication 

number 5988-9010EN

9. Ghitun, M., Bonneil, E., Cote, E.,
Gauthier, G.L., Thibault, P.,
“Advantages of using Intelligent
Sample Loading with the HPLC-
Chip for automated sample enrich-
ment”, Agilent Application Note,

publication number 5989-

5222EN

10. Schlosser, A., Volkmer-Engert,
R., “Volatile polydimethycy-
closiloxanes in the ambient labo-
ratory air identified as source of
extreme background signals in
nanoelectrospray mass spectrome-
try”, J. Mass Spectrom., 38: 

523-525, 2003.

Stephan Buckenmaier is an

Application Scientist, and

Martin Vollmer and Lukas Trojer

are Research Scientists at Agilent

Technologies, Waldbronn,

Germany.

Corinne Emotte is a Senior

Scientist at Novartis Pharma AG,

Basel, Switzerland.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /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 true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (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 false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


