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Abstract Raman spectroscopy has been used to determine

the chemical composition of materials for over 70 years.

Recent spectacular advances in laser and CCD camera

technology creating instruments with higher sensitivity and

lower cost have initiated a strong resurgence in the tech-

nique, ranging from fundamental research to process con-

trol methodology. One such area of increased potential is in

tissue engineering and regenerative medicine (TERM),

where autologous cell culture, stem cell biology and growth

of human cells on biomaterial scaffolds are of high

importance. Traditional techniques for the in vitro analysis

of biochemical cell processes involves cell techniques such

as fixation, lysis or the use of radioactive or chemical labels

which are time consuming and can involve the perpetuation

of artefacts. Several studies have already shown the

potential of Raman spectroscopy to provide useful infor-

mation on key biochemical markers within cells, however,

many of these studies have utilised micro- or confocal

Raman to do this, which are not suited to the rapid and non-

invasive monitoring of cells. For this study a versatile fit-

for-purpose Raman spectrometer was used, employing a

macro-sampling optical platform (laser spot size 100 lm at

focus on the sample) to discriminate between different

TERM relevant cell types and viable and non-viable cells.

The results clearly show that the technique is capable of

obtaining Raman spectra from live cells in a non-destruc-

tive, rapid and non-invasive manner, however, in these

experiments it was not possible to discriminate between

different cell lines. Despite this, notable differences were

observed in the spectra obtained from viable and non-viable

cells, showing significant changes in the spectral profiles of

protein, DNA/RNA and lipid cell constituents after cell

death. It is evident that the method employed here shows

significant potential for further utilisation in TERM, pro-

viding data directly from live cells that fits within a quality

assurance framework and provides the opportunity to ana-

lyse cells in a non-destructive manner.

1 Introduction

Tissue Engineering and Regenerative Medicine (TERM) is

a rapidly emerging interdisciplinary field of research

involving the life, physical and engineering sciences that

seeks to replace or regenerate human tissue or organs, to

restore or re-establish normal bodily function [1]. For

regenerative medicine to be successful it requires a capa-

bility to expand relevant cell populations such as Mesen-

chymal stem cells (MSC), Overcoming the economic,

technical, regulatory and quality assurance challenges that

exist as barriers to progress in the area is currently seen as

critical for benefits to reach patients. Of particular interest

here is the ability to monitor cell status (viability and phe-

notype) during culture in a non-destructive, rapid and non-

invasive manner. Currently there are a number of methods

available to monitor the in vitro interactions that occur

between cells with their environment, including those based

on microscopy, immunochemical and molecular biochemi-

cal techniques. However, whereas there is merit in each,

none effectively provide for these core criteria [2]. The

techniques that are routinely used by cell biologists, are

generally invasive, and require fixation of the cells, the use

of molecular probes or lysis of the cells [2, 3]. In the case
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where cell viability and actual phenotype are under inves-

tigation these methods used are obviously destructive and

therefore do not suit circumstances where the expanded cell

cultures are required to be used directly for clinical

implantation. Hence it is necessary to develop alternative

strategies for in situ and non-destructive analysis. To this

end, a number of alternative techniques are currently being

investigated to analyze cells and tissues for tissue engi-

neering, including, surface plasmon resonance (SPR), bio-

luminescence imaging (BI), optical coherence tomography

(OCT), Fourier Transform Infrared Spectroscopy (FTIR)

and Raman Spectroscopy [4]. Of these techniques, Raman

spectroscopy has shown particular promise [2, 3] as evi-

denced by its increasing utility in the life sciences sector in

recent years [5–17]. One of the drivers for this transforma-

tion has been the evolution of the instrumentation to the

stage where the technique’s potential can be realised in

complex solutions. Seminal research by Puppels et al.

demonstrated the efficacy of using Raman Spectroscopy to

investigate live cells without the need for complex in vitro

assays [11]. More recently, microscope based systems

employing a near infrared (NIR) laser source have been

successfully utilized in a range of studies involving living

cells [5–8]. These include investigations into cell death [5,

14], phenotypic identification of cells [7], proliferation [10],

mitosis [13], and differentiation [9]. Although extremely

useful, none of these approaches really lend themselves to

the requirements for in-situ, real-time, rapid and non-inva-

sive monitoring of cells in their current configurations. As

such, this study aims to utilise a versatile fit-for-purpose

Raman optical platform capable of delivering data directly

from live cells that fits within a quality assurance framework

and provides the opportunity to analyse cells in a non-

destructive manner. The purpose of this study was to

examine a series of well characterised cell lines using a

Bench-top Macro-Raman spectrometer with high through-

put screening (HTS) capability. The system in question

would utilise an optical platform with a 100 lm laser spot

size at focus on the sample to investigate the differences

between different cell lines and the effects of cellular death.

2 Materials and methods

2.1 Cell culture

For this work, a range of TERM relevant cell lines were

cultured under their specific culture conditions prior to

investigation using Raman spectroscopy and Immunocy-

tochemistry. All cells were cultured under standard con-

ditions of 37�C, and 95% air and 5%CO2 in T75 culture

flasks (Nunc, UK). All reagents used were from Invitrogen,

Paisley, Scotland unless otherwise stated). Immortalised

cell lines were chosen in this case as they have already

been well characterised and represent a suitable benchmark

before proceeding to primary and stem cell lines.

2.1.1 SAOS2 osteosarcoma cell line

The human osteoblast cell line SAOS2 derived from bone

osteosarcoma cells were purchased from ATCC Global

Bioresource Center. The cells were cultured in McCoy’s 5a

medium (modified) with 1.5 mM L-glutamine adjusted to

contain 2.2 g/l sodium bicarbonate. Media was supple-

mented with 15% fetal bovine serum containing 100 units/ml

of penicillin, 100 lg/ml of streptomycin sulphate and

25 lg/ml of amphotericin B.

2.1.2 WS1 human dermal fibroblast cell line

The normal human dermal fibroblast cell line WS1 (CRL-

1502) was purchased from the ATCC (Global Bioresource

Center). Cells were cultured in Minimum Essential Med-

ium (Eagle’s) supplemented with 10% fetal calf serum

containing 100 units/ml of penicillin, 100 lg/ml of strep-

tomycin and 25 lg/ml of amphotericin B. All reagents used

were from Sigma Chemicals Ltd.

2.1.3 Human embryonic lung epithelial L132 cells

Human embryonic lung epithelial L132 cells were pur-

chased from the ATCC Global Bioresource Center were

propagated in Minimum Essential Medium (Eagle) with

2 mM L-glutamine and Earle’s BSS adjusted to contain

1.5 g/l sodium bicarbonate, 0.1 mM non-essential amino

acids, and 1.0 mM sodium pyruvate, supplemented with

10% fetal bovine serum containing 100 units/ml of peni-

cillin, 100 lg/ml of streptomycin sulphate and 25 lg/ml of

amphotericin B.

2.1.4 MG63 cell line

The MG-63 cells derived from an osteosarcoma of a 14-year-

old male were purchased from the ATCC (Global Biore-

source Center). Cells were cultured in Minimum Essential

Medium (MEM) supplemented with 10% fetal calf serum

and antibiotic/antimycotic (penicillin G sodium 100 U/ml,

streptomycin 100 lg/ml, amphotericin B 0.25 lg/ml, (PAA

Laboratories GmbH, Austria).

2.1.5 Immunocytochemistry

In order to ascertain whether the different cell lines were

living or dead, samples of each were cultured on glass
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coverslips under normal conditions until they became pre-

confluent and cell damage was then induced by incubation

of slides with fresh media containing 100 lM Triton X-100

for 24 h. Immunocytochemistry was performed to examine

the morphology of the cells. Briefly, cell cultures were

grown for 24 h following passage and cells rinsed in ice-

cold PBS and fixed and permeabilised in 3.7% Parafor-

maldehyde containing 0.1% Triton X-100 for 20 min at

4�C. The cells were then washed in PBS to remove traces

of the PFA (3 9 15 min) prior to staining of the cell actin

cytoskeleton with Alexa Fluor 488 phalloidin probe

(Molecular Probes, Inc. Invitrogen) for 20 min. After

washing twice in PBS (2 9 5 min), the slides were

mounted in glycerol mounting media containing anti-fade,

sealed using nail varnish and the cells were then viewed

using a Carl Zeiss LSM5 Pascal confocal scanning laser

microscope with dual lasers.

2.2 Analysis of the cells

In order to analyse the cells using a Raman spectrometer,

the relevant cell lines were grown to confluence as outlined

in Sect. 2.1. The cells were then trypsinized (0.25% tryp-

sin/EDTA), centrifuged at low speed and re-suspended in

media for 1 hour. After this, the suspension was centri-

fuged at 5,000 rpm in order to produce a cell pellet suitable

for analysis using the Raman spectrometer. As well as

analysing the different cell lines, live cell pellets and cell

pellets that were subjected to Triton X-100 for 24 h (to

induce cell death) were also analysed (as detailed in

Sect. 2.2.1). Cell pellets were placed on fused silica and

analysed immediately using the Raman spectrometer. All

cell lines were analysed in triplicate by utilising the auto-

mated sampling routines available in the Raman spec-

trometer software (Insight, Avalon Instruments, Belfast).

2.2.1 Induction of cell death

In order to induce cell death in cell populations prior to

Raman analysis, samples of the various cell lines in this

study were incubated in 100 lM Triton X-100 for 24 h.

These samples were analysed using Macro-Raman spec-

troscopy (laser spot size of 100 lm) alongside samples of

the different cell lines that were cultured under normal

conditions as outlined previously in Sect. 2.1.

2.2.2 Raman spectroscopy

Raman spectroscopy was performed on the cell pellets

using an Avalon RamanStation, Belfast, Northern Ireland)

equipped with a stabilised 785 nm near-infrared (NIR)

diode laser and an Echelle spectrograph allowing for the

full spectrum to be analysed without any moving parts.

Laser power was 100 mW at the sample. Pellets of each

cell type were analysed in triplicate using an autofocus

routine for each sample to ensure optimal sample posi-

tioning and signal-to-noise ratio. The instrument was

configured for macro-sampling (in order to account for

sample inhomogeneity), allowing the collection of Raman

scattering from a large area (100 lm diameter spot). This

provides the advantage of analysing a large number of

cells at the same time as opposed to micro-Raman spec-

troscopy that analyses only a single cell. Scans were

recorded from 3400 to 250 cm-1 with up to a 60 second

exposure time. The instrument was wavelength calibrated

using a neon source and verified using a polystyrene

secondary standard (American Society for Testing and

Materials (ASTM) E 1840-96). The spectra were also

intensity corrected using the National Institute of Stan-

dards and Technology (NIST) Standard Reference Mate-

rial� (SRM) 2241. The Data obtained were processed by

incorporating a systematic multipoint baseline correction

across all spectra using GRAMS AI (Thermo Galactic).

All spectra were normalised using the peak at 1450 cm-1,

which corresponds to C–H vibrations from all the cellular

components [5, 14].

3 Results and discussion

3.1 Cell morphology & immunofluorescence

Prior to Raman analysis the different cell lines cultured in

the T75 flasks were examined using phase contrast

microscopy to ensure that they exhibited typical cell

morphology and that the cell populations were viable.

Figure 1a and c shows typical phase contrast images of

exemplar L132 Lung epithelial cells and SAOS2 osteo-

blast like cells that were cultured under normal conditions

(and in the absence of Triton-X-100). As was the case for

all the cell lines investigated here, the cells exhibited the

expected cell morphology at both pre-confluency and

confluency. However, for those flasks that were treated

with Triton-X-100, the number of adherent cells on the

flask were significantly reduced as is shown in Fig. 1b

and d for the L132 and SAOS2 cell, respectively. There

was also significant rounding and shrinking of the cells

observed here, with a significant number of cells seen to

be floating in the media. This indicates that the Trinton-

X-100 has induced cell death in the population as

compared to those cells not exposed and cultured under

normal conditions.

Further experiments were conducted to ascertain the

viability of the various cell populations (with and without

exposure to Trinton-X-100) using Immunocytochemistry.

All cell types cultured on glass coverslips demonstrated the
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typical cell morphology expected in the absence of Triton-

X-100 at both pre-confluency and confluency as shown in

Fig. 2a and c for the L132 and SAOS2 cell lines, respec-

tively. Immunofluorescence localisation of actin expression

in permeabilised cells demonstrated a distinctive change in

actin cytoskeletal architecture in cells incubated in the

presence of Triton X-100 for 24 h, as shown in Fig. 2b and

d for the L132 and SAOS2 cell lines, respectively. This

provides a clear indication, more so than the phase contrast

images, that the Trinton-X-100 has induced cell death at

24 h. For those cells exposed to the Trinton-X-100, there is

clear evidence of cell smearing and membrane blebbing,

with significant changes in the cell morphology and cell

definition indicative of membrane disruption.

As such, the experiments conducted here provides

confidence that the cells that have been subjected to

Trinton-X-100 are dead, whereas those cells cultured under

normal conditions (without exposure to Trintox-X-100) are

viable and can go forward to be analysed using Raman

Spectroscopy. It should be noted that all cell lines tested

exhibited the same results as those reported here for the

L132 and SAOS2 cell lines using phase contrast micros-

copy and Immunocytochemistry techniques.

3.2 Raman spectroscopy of the different cell lines

Raman spectra for healthy viable cells are shown in

Fig. 3a–d for the L132, WS1, MG63 and SAOS2 cell lines,

respectively. They all indicate significant contributions

from protein, nucleic acid, lipid and carbohydrate compo-

nents and are comparable to those observed previously by

Notingher et al. [5, 14]. These include typical protein

peaks, such as those observed at 645 cm-1 and 854 cm-1

for Tyrosine and 623 cm-1 and 1005 cm-1 for Phenylal-

anine. Other typical protein peaks are observed between

1128–1450 cm-1 and 1600–1660 cm-1 as expected [5, 10,

14]. Peaks indicative of RNA and DNA are clearly

observed at 782, 788, 1095, 1320–1342 and 1572 cm-1, as

would be expected, however, several key peaks corre-

sponding to RNA and DNA were absent from the spectra,

such as those at 897 and 1013 cm-1 [5, 14, 17]. Lipid

peaks are also observed in all of the spectra for the viable

cells between 1066–1128, 1260–1300, 1449 and

1660 cm-1 [5, 10, 14]. Again, several peaks indicative of

lipids were not clearly observed, particularly those nor-

mally found at 1367 and 1460 cm-1 [5, 14]. The absence

of such peaks could be as a result of numerous factors,

Fig. 1 Phase contrast images for a L132 cell line (no Triton-X-100 exposure), b L132 cell line (Triton-X-100 24 h), c SAOS2 cell line (no

Triton-X-100 exposure), d SAOS2 cell line (Triton-X-100 24 h). (Scale Bar—20 lm)
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including a lack of sensitivity given the optical platform

employed for these experiments, differences due to when

the cells were analysed in their respective cell cycles,

damage to the cells on the outer surface of the pellet, and

problems related to focusing the laser spot on the cell pellet

(or combinations of these factors). Peaks indicative of

carbohydrates can also be seen around 1080–1095 cm-1

[5, 14] along with significant C–H stretching bands (from

mainly lipids and proteins) between 2800 and 3050 cm-1

[10]. The spectra obtained from the different cell lines all

show distinct similarities in the peak positions of their

various cellular components, however, it is important to

note that there are some observable differences in their

spectral profiles. Most notable are those difference seen

around 800–850, 1200–1300 and 1500–1600 cm-1. As

many of these particular areas are associated with protein

and nucleic acid peaks it is suggested that these differences

in the spectra are more likely to be a consequence of the

cells being in different phases of their life cycle as opposed

to observable biochemical differences between different

Fig. 2 Confocal Microscope images for a L132 lung cell line (no Triton-X-100 exposure), b L132 cell line (Triton-X-100 24 h), c SAOS2 cell

line (no Triton-X-100 exposure), d SAOS2 cell line (Triton-X-100 24 h). (Scale Bar—20 lm)

Fig. 3 Raman spectra of viable

cells for a L132 cell line, b WS1

cell line, c MG63 Cell line and

d SAOS2 cell line (Key: Pro—

Protein, Phe—Phenylalanine)
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cell lines. Similar observations were made by Notingher

et al. previously [5, 14, 17]. Indeed, the experiments con-

ducted here were not contrived to ensure that the cells were

at a particular phase of the cell cycle and as such the results

here can only show the spectra of live cells and cannot be

utilised to discriminate between different cell lines.

3.3 Raman spectroscopy for monitoring cell viability

Raman spectra for both the viable and non-viable MG63

Osteoblast like cell line are shown in Fig. 4a and b

respectively. These spectra clearly show significant dif-

ferences between the viable healthy cells (no Trinton-X-

100 treatment) and the non-viable cells (Trinton-X-100

treated) as would have been expected. Notable spectral

differences are observed between 770 and 900 cm-1. Most

of the main peaks observed here for the live cells were not

detected for the Trinton-X-100 treated cells. Normally

peaks in this area are associated with DNA and RNA. In

particular, the peak observed at 788 cm-1, normally asso-

ciated with the O–P–O stretching of DNA phosphodiester

bonds and the peak at 782 cm-1 corresponding to the ring

stretching of cytosine and thyamine [5, 10, 14]. In partic-

ular, the loss of intensity of the O-P-O stretching of DNA

Phosphodiester bonds at 788 cm-1 indicates breaking of

the DNA strands, which is also confirmed by the absence of

the peak at 828 cm-1. The peak at 1572 cm-1 corre-

sponding to DNA and RNA also decreases in intensity after

exposure to Trinton-X-100 which again confirms this

hypothesis. However, no significant decrease was observed

in the phenylalanine peak at 1005 cm-1 or the nucleic acid

peak at 1095 cm-1 as a result of cell death, which has been

previously observed by others [5, 14]. In the case of the

peak at 1095 cm-1, This may be due to the fact that this

peak can also be assigned to lipids, proteins and carbohy-

drates and therefore changes in this particular peak may not

be significant. A significant decrease was observed in the

intensities of those bands associated with proteins between

1280 and 1350 cm-1, which confirms the observations

made previously by Notingher and is a clear indication of

cell death [5, 14]. There was a significant broadening of the

large peak between 1570 cm-1 and 1730 cm-1, particu-

larly on the lower wavenumber side. This could possibly

indicate an increase in the presence of aromatic amino

acids as a result of protein cleavage from cell death.

There was a significant increase in the intensity of peaks

observed between 1020 and 1080 cm-1 as a consequence

of exposure to the Trinton-X-100. Peaks in this area can be

associated with lipids [5, 14]. Further evidence for this

increase in lipid concentration is provided by the increase

in the intensity of the broad band between 1220 and

1300 cm-1 associated with =CH deformations in lipids and

the band at 1660 cm-1 (normally attributed to C=C

stretching) however, other peaks associated with lipids did

not show any significant changes in intensity. This is most

notable for the peak at 1301 cm-1, where no significant

change in intensity was observed. No lipid peak was

observed at 1743 cm-1 for either the live or dead cells in

these experiments as was the case for other published work

[5, 14]. A further peak at 1486 cm-1 was also observed in

the spectrum for the non-viable cells, however, due to the

complex nature of the spectra obtained from the cells it

could not be assigned to a particular cellular component at

this time. In general, the results obtained from the different

cell lines exposed to the Trinton-X-100 solution for 24 h

were very similar to those observed for the MG63 osteo-

blast like cell line and were not considered significant.

The results present here clearly indicate that Raman sys-

tems that are not configured for micro- or confocal Raman

spectroscopy, such as the versatile system employed here,

can be utilised to monitor cell behaviour in real-time and in

non-destructive and non-invasive manner. However, it is

evident from the data obtained here and the observations

from Notingher [5, 14], that in order to clearly discriminate

between different cell lines using such techniques (in a

research context) it would be preferable to ensure that the

Fig. 4 Raman spectra for

a viable MG63 cell line and

b non-viable MG63 cell line

(Key: Pro—Protein, Phe—

Phenylalanine, Ty—Tyrosine,

AA—Amino Acid)
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cells were at the same phase of the cell cycle. In the first

instance it will be important to have benchmark spectra

indicative of a particular cell line at the various phases of

its cell cycle, and to understand the peak assignments

associated with the individual cellular components during

each phase before translating such technology into a clin-

ical or manufacturing setting. However, in a real applica-

tion area, such as the expansion of a cell population for use

in a TERM product, it is unlikely that all of the cells would

be at the same phase of the cell cycle all of the time and as

such, any method used to analyse the cells should be

capable of coping with such situations. Certainly it is

considered that the versatile Raman platform utilised here,

incorporating a larger laser spot size for analysis than

previously published studies is more appropriate for pro-

cess monitoring applications, such as those considered

necessary in the regulatory framework required for TERM

products. The system takes an average spectrum from a

large number of cells rather than analysing individual cells

(or areas within individual cells), and as such is more

representative of the cell population as whole. It also

provides a technique to analyse a larger number of cells

more rapidly than before. Previous authors required spec-

tral acquisition times of between 2 and 10 min per cell,

whereas the approach taken here could analyse multiple

cells in less than 60 s. Indeed, acquisition times of less than

30 s could provide usable spectra from live cells.

A further observation from the analysis of live versus

dead cells shows that the versatile Raman platform utilised

here can easily discriminate between the two cell states.

However, in the experiments conducted here, some of the

key spectral differences that were utilised by previous

authors to discriminate between live and dead cells were

not observed, Most notably, no significant difference was

observed in the intensity of the phenylalanine peak at

1005 cm-1 between the live and dead cells. This is despite

the decrease in intensity of other key peaks associated with

proteins after cell death (1280–1350 cm-1, the increase in

the intensity of some of the key lipid peaks (1020–1080,

1220–1300 and 1660 cm-1) and the loss of key DNA/RNA

peaks (788 cm-1), all being clearly evident. These changes

in the spectral profile for these various cellular components

have all been identified as key Raman spectral markers of

cell death by previous authors [5, 14]. The spectral changes

observed as a result of cell death are the effects of the

complex molecular mechanisms during the induction of

cell death, such as protein cleavage due to the activation of

caspases, followed by DNA fragmentation. As such, the

absence of any significant difference in the peak associated

with phenylalanine (1005 cm-1) after cell death cannot be

taken in isolation, given the other significant differences

observed across the entire spectral profile. Indeed, previous

work by others observed similar instances whereby key

markers of cell viability or non-viability were not observed.

This may be explained by the non-homogeneous distribu-

tion of the various cellular components in the cell pellet or

the fact that the cell population could possibly contain a

significant population of viable cells, despite the exposure

to Trinton-X-100 for 24 h.

4 Conclusion

This study clearly highlights the versatility of using a

Raman spectrometer that incorporates a larger laser spot size

for the analysis of viable cell populations. It is evident from

the work presented here that this can be achieved using a

Raman system that is not microscope based and is suited to

high throughput screening of large populations of cells. The

analysis times are significantly reduced, providing data that

can clearly discriminate between viable and non-viable cell

populations. As yet, the Raman platform utilised here cannot

discriminate between different cell lines, however, further

experimentation is planned in order to address this shortfall

in the technique, including the use of statistical models.

Despite this, the system employed here provided Raman

data in real time, in a non destructive manner and non-

invasive manner (without the need for staining). As yet it is

not optimised for utilisation in a clinical or manufacturing

environment for the expansion of healthy cell populations.

However, it does show significant potential for utilisation in

TERM applications and is the subject of further detailed

investigations by the authors.
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M. Appl. Spectrosc. 2006;60:1–8.

14. Verrier S, Notingher I, Polak JM, Hench LL. Biopolymers. 2004;

74:157–62.

15. Xie C, Goodman C, Dinno MA, Li Y. Opt Express. 2004;12:

6208–14.

16. Uzunbajakava N, Lenferink A, Kraan Y, Willekens B, Vrensen G,

Greve J, et al. Biopolymers (Biospectroscopy). 2003;72:1–9.

17. Owens CA, Notingher I, Hill R, Stevens M, Hench LL. J Mat Sci

Mat Med. 2006;17:1019–23.

2324 J Mater Sci: Mater Med (2010) 21:2317–2324

123


	Monitoring cellular behaviour using Raman spectroscopy for tissue engineering and regenerative medicine applications
	Abstract
	Introduction
	Materials and methods
	Cell culture
	SAOS2 osteosarcoma cell line
	WS1 human dermal fibroblast cell line
	Human embryonic lung epithelial L132 cells
	MG63 cell line
	Immunocytochemistry

	Analysis of the cells
	Induction of cell death
	Raman spectroscopy


	Results and discussion
	Cell morphology & immunofluorescence
	Raman spectroscopy of the different cell lines
	Raman spectroscopy for monitoring cell viability

	Conclusion
	Acknowledgements
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 149
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 149
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

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

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


