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Abstract The study was conducted on alterations found on
stone artwork and integrates microbial control and a biotech-
nological method for the removal of undesirable chemical
substances. The Demetra and Cronos sculptures are two of 12
stone statues decorating the courtyard of the Buonconsiglio
Castle in Trento (Italy). An initial inspection of the statues
revealed putative black crusts and highlighted the microbial
contamination causing discoloration. In 2006, the Cultural
Heritage Superintendence of Trento commissioned us to study
and remove these chemical and biological stains. Stereo-
microscopy characterised the stone of the sculptures as oolitic
limestone, and infrared analyses confirmed the presence of
black crusts. To remove the black crusts, we applied a
remediation treatment of sulphate-reducing bacteria, which
removes the chemical alteration but preserves the original
stone and the patina noble. Using traditional and biomolecular
methods, we studied the putative microbial contamination and
confirmed the presence of biodeteriogens and chose biocide
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Biotin N for the removal of the agents causing the
discolouration. Denaturing gradient gel electrophoresis fluo-
rescent in situ hybridisation established that Cyanobacteria
and green algae genera were responsible for the green staining
whereas the black microbial contamination was due to
dematiaceous fungi. After the biocide Biotin N treatment,
we applied molecular methods and demonstrated that the
Cyanobacteria, and most of the green algae and dematiaceous
fungi, had been efficiently removed. The reported case study
reveals that conservators can benefit from an integrated
biotechnological approach aimed at the biocleaning of
chemical alterations and the abatement of biodeteriogens.

Introduction

Many historic, cultural and artistic objects and buildings are
made of stone. Like all materials, stone is subject to
inexorable deterioration, especially if exposed to the
weather. In this regard, a particularly important role is
played by pollution, which is the factor most responsible
for depositing various chemical substances and biological
agents on outdoor stone surfaces. This paper reports our
work on two outdoor stone sculptures housed at the
Buonconsiglio Castle, Trento, Italy. Before the conservation
intervention, visual inspection revealed that most of the
sculptures in the castle courtyard show signs of deteriora-
tion. On first inspection, the two investigated sculptures
presented alterations putatively attributed to chemical
agents (possible black crusts) and to microorganisms
(putative microbial contamination of different colours).

In the presence of atmospheric pollution and a humid
environment, calcareous stone is transformed into hydrated
calcium sulphate, namely gypsum (CaSO42H,0), which
should be removed from surfaces as, because of hygrometric
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fluctuations, it undergoes dissolving and crystallising pro-
cesses that lead to mechanical stress. In areas sheltered from
the rain, gypsum embeds mineral and smog particles, leading
to the formation of the so-called black crusts that represent
chemical alteration and aesthetic disfigurement.

In addition, in the same conditions, many biodeterio-
gens, organisms capable of causing deterioration, can be
found on stone: bacteria, algae, fungi and lichens [4, 24, 35,
37, 41]. Biodeterioration can cause chemical, physical and
aesthetic damage [12, 19]. The colour of the microbial
contamination depends on the pigments produced by the
microorganisms, and an understanding of the complex
microbial ecosystem of cultural heritage surfaces is a
prerequisite for controlling the growth of microbial species
that cause biodeterioration [21, 41].

The importance of an efficient and careful cleaning of
stone artwork for the removal of chemical and biological
alterations cannot be overstressed. Indeed, before cleaning,
it is fundamental to have knowledge of the type of stone
and the characterisation of the chemical and biological
alterations in order to choose the optimal cleaning inter-
vention. The use of solvents and physical methods (like
abrasion) for the removal of chemical alterations can affect
the sound stone material and result in low selectivity [10].
In the past few years, much progress has been made using
viable cells able to remove sulphates from stone ornamental
surfaces [7, 42]. In removing of black crusts, Cappitelli and
co-workers [6] demonstrated the advantages of using
microbial technologies over traditional chemical technolo-
gies: the biological procedure resulted in a more homoge-
neous removal of the surface deposits without chemically
compromising the substrata and preserved the patina noble
under the black crust itself. In addition, biocleaning has
proven to be more selective than chemicals.

With regard to biodeterioration, microbial abatement is
commonly achieved using biocides. As the biocide is a
toxic compound, it is very important to identify the
biodeteriogens to choose a suitable product that targets
only specific biodeteriogen taxa.

In our study, we successfully used, for the first time, an
integrated biotechnological system that enables the cleaning
of stone cultural heritage affected by chemical and
biological agents. It is our belief that this system provides
a useful and reliable model for conservation intervention in
similar case studies.

Methods
Sculpture Description

The Buonconsiglio Castle, built in the thirteenth century for
defence purposes, is the most important secular monument
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in Trento (Italy). In the second half of the eighteenth
century, the courtyard was embellished with 12 statues
probably made by Jacob Eberle in 1764. Two of these
sculptures were studied in this work: Demetra and Cronos.
Visual inspection revealed that the two sculptures presented
the following forms of alteration: (1) putative black crusts
and (2) green, green—black and black staining putatively
attributed to the presence of microorganisms.

Sampling

All the samples were taken by scalpel (sterile for biological
analysis) according to the Italian Cultural Heritage Ministry
Recommendation [9].

Table 1 reports all the samples, indicating the sculpture
from which they were taken, sampling location and descrip-
tion of the alteration. For the chemical analyses, six samples
were taken from the Cronos sculpture (1b to 6b) and two
from the Demetra (7b and 8b). Samples 4b and 8b were taken
from apparently non-altered areas whereas specimens 1b and
2b were putative black microbial contaminations, and
samples 3b, 5b, 6b and 7b showed a putative black crust
alteration. After the biocleaning, two samples were taken.
The sample 3p was collected close to the sampling area of the
specimen 3b, and the sample S5p was collected close to the
sampling area of the specimen 5b.

In addition, 11 samples affected by putative biological
discolouration (green, black and green—black) and black
crust were selected to study the microbial community. Four
of them were collected from the Demetra sculpture (9b to
13b), and six specimens were taken from the Cronos
sculpture (14b to 19b). Three specimens were representa-
tive of green microbial contamination (9b, 16b and 17b);
three specimens were representative of black microbial
contamination (13b, 18b and 19b); samples 11b and 14b
were representative of green—black microbial contamina-
tion, and sample 12b most likely presented a black crust. In
addition, samples 10b and 15b were taken from apparently
non-altered areas. After the treatment, three samples were
taken. Samples 14p, 17p and 19p were collected close to
the sampling area of the specimen 14b, 17b and 19b,
respectively.

Chemical Analyses
Stereomicroscope and Cross-Section Observations

Samples were observed by Wild Makroskop M420 sterco-
microscope (Heerbrugg, Switzerland), equipped with an
Olympus OM1 camera (Chicago, USA). The cross sections
were prepared for the 5b and 6b samples and observed
using the optical Leitz Ortholux microscope (Wetzlar,
Germany).
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Table 1 Samples collected: sculpture, location, description and chemical and microbiological analyses carried out

. Putative alteration Type (.)f
Samples Sculpture Location analysis
(symbol) .
carried out
Ib  Cronos Child collar Black microbial
contamination (| )
2b Cronos Arm Black.mlc.robl_a !
contamination (| )
3b Cronos Cloak Black crust (4§) .
~ Chemical
4b Cronos Knee Non altered sample ((_)
5b Cronos Cloak Black crust (@)
6b Cronos Cloak Black crust (@)
7b Demetra Shoulder Black crust (4§)
8b Demetra Dress Non altered sample )
9 Demetra Right-hand Green_ rmc.:roblaq
contamination (¢ )
10b Demetra Dress Non altered sample ()
11b Demetra Left-arm Green—blzjlck m 1cr9b:1al
contamination (©2))
12b Demetra Left-hand Black crust (@)

13b Demetra Right-shoulder

Black microbial
contamination (| &)
Green-black microbial

14b Cronos Left-elbow .. — . .
contamination (&) Biological
15b Cronos Left-knee Non altered sample (()
16b Cronos Breasts Green_ rmc;ob1i
contamination (¢ )
17b Cronos Child abdomen Green' ml?mbla}
contamination (6 )
18b Cronos Left-arm Black_mlc.robl_a :
contamination (| B )
19b Cronos Left-elbow Black. mlcfmblﬁ
contamination (| )
Cloak (area of the
3p Cronos . -
specimen 3) Chemical
Cloak (area of the
5p Cronos . -
specimens 5)
Left-elbow (area of
19p Cronos the specimen 19) )
Left-elbow (area of . .
14p Cronos the specimen 14) - Biological
Child abdomen (area
17p -

of the specimen 17)

Samples marked with b were collected before the treatment and specimens marked with p after the treatment

Fourier Transform Infrared Spectroscopy

Fourier transform infrared (FTIR) analyses, used to detect
both inorganic minerals and organic compounds in the
samples, were carried out by a Nicolet Nexus spectropho-
tometer (Washington, USA) coupled with a Nicolet

Continuum Fourier transform infrared spectroscopy micro-
scope equipped with a HgCdTe detector cooled with liquid
N,. Spectra were recorded by a Graseby-Specac diamond
cell accessory in transmission mode between 4,000 and
700 cm . The FTIR analyses were performed on samples
collected both before and after the treatments.
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Biocleaning

The remediation treatment using sulphate-reducing bacteria
(SRB) was applied for the removal of the chemical alterations
due mainly to gypsum. The biomass entrapped in the delivery
system was prepared as described by Cappitelli and co-
workers [7]: the SRB employed was Desulfovibrio vulgaris
subsp. vulgaris ATCC 29579 maintained in DSMZ 63
medium, and the delivery system was Carbogel (CTS,
Vicenza, Italy). Before use in the treatment, the cells were
grown in DSMZ 63 medium modified by eliminating any
iron source. After centrifugation and prior to mixing with the
Carbogel powder, the cell pellet was suspended in deaerated
phosphate buffer supplemented with 0.599 gl sodium
lactate at pH7.0 at a concentration of 10® cells per millilitre.
All the manipulations described above were done under
anaerobic conditions in a glove box. The surfaces to be
treated were moistened and covered with tissue paper before
any applications began. The biologically treated areas
underwent three 12-h applications for a total duration of
36 h. The biological cleaning system was covered with a
polyvinylchloride film (Silplast, Italy) to reduce undesirable
evaporation. After the treatment, removal of the bioformulate
was accomplished by removing the tissue paper and
subsequently washing the area with distilled water [6].

Biological Analyses
Culturable Community Analyses

Sample powders were inoculated in two cultural media to
determine the microbial counts on the Demetra and Cronos
surfaces: plate count agar medium (PCA, Merck) for aerobic
heterotrophic bacteria with incubation at 30°C for 3—5 days
and potato dextrose agar medium (PDA, Merck) for fungi
with incubation at 30°C for 3—5 days. The samples collected
after the cleaning treatment were also inoculated in PCA and
PDA, under the same conditions adopted before the treatment.
Quantification of microorganisms grown on PCA and PDA
was expressed as colony-forming unit (CFU) per gramme.
Sample powders were also inoculated in Chu and Detmer
media [5] to study the Cyanobacteria and Chlorophyta
communities, respectively. The samples were incubated for
30 days under natural light at room temperature. The
samples collected after the cleaning treatment were also
inoculated in Chu and Detmer media under the same
conditions adopted before the treatment. Presence or absence
of Cyanobacteria and eukaryotic algal growths was recorded.

DNA Extraction

Total DNA was extracted directly from the stone samples as
described by [2] but with the following modifications: no
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lysozyme was added and three cycles —80°C/70°C were
performed before the addition of the proteinase K. The
Cyanobacteria and eukaryotic algal DNA were also
extracted from communities grown, respectively, in Chu
and Detmer media, using the same protocol.

Both the microbial communities present on the sculp-
tures before and after the treatment were studied.

Analysis of Bacteria Community

The 16S rRNA gene fragments extracted from altered stone
samples were amplified with primers GC-357 F and 907 R
with the following chemical conditions: 1x of polymerase
chain reaction (PCR) Rxn buffer, 1.5 mM of MgCl,,
0.12 mM of dNTP mix, 0.3uM of each primer and 1 U
of Tag DNA polymerase in 50-ul PCR reaction. The
thermal cycling programme included an initial denaturation
at 94°C for 4 min followed by ten cycles consisting of
denaturation at 94°C for 30 s, annealing at 61°C for 1 min
and extension at 72°C for 1 min, 20 cycles consisting of
denaturation at 94°C for 30 s, annealing at 56°C for 1 min
and extension at 72°C for 1 min and a final extension step
at 72°C for 10 min.

Analysis of Fungal Community

The 18S rRNA gene fragments extracted from altered stone
samples were amplified by two-step PCRs performed as
follows: a first amplification step using the combination of
primers NS1 and EF3 [30] with 1x of PCR Rxn buffer,
1.5 mM of MgCl,, 0.2 mM of dNTP mix, 0.2uM of each
primer and 1 U of Tag DNA polymerase in 25-ul PCR
reaction and the cycling programme as reported in Oros-
Sichler and co-workers [30] except for the 56°C annealing
temperature. The first PCR product was used as template
for a second amplification step performed with the primers
NS2 and GC-clamped NSI1. The reaction mixture was
identical to first-step PCR except for 0.12 mM of dNTP
mix and 0.3uM of each primer. The cycling programme
consisted in an initial denaturation at 94°C for 4 min
followed by 35 cycles of denaturation at 94°C for 45 s,
annealing at 50°C for 45 s and extension at 72°C for 2 min
and a final extension at 72°C for 10 min.

Analysis of Culturable Cyanobacterial Community

The 16S rRNA gene fragments extracted from Chu
medium cultures were amplified by two-step PCRs
performed as follows: a first amplification step using
the primers 27 F and 1495 R with 1x of PCR Rxn
buffer, 1.5 mM of MgCl,, 0.2 mM of dNTP mix, 0.25uM
of each primer and 2.5 U of Taqg DNA polymerase in 50-p1
PCR reaction and with a touchdown thermal protocol
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consisting in an initial denaturation at 95°C for 1 min and
30 s followed by five cycles of denaturation at 95°C for
30 s, annealing at 60°C for 30 s and extension at 72°C for
4 min, five cycles of denaturation at 95°C for 30 s,
annealing at 55°C for 30 s and extension at 72°C for 4 min
and 25 cycles of denaturation at 95°C for 30 s, annealing
at 50°C for 30 s and extension at 72°C for 4 min and a
final extension at 72°C for 10 min. The first PCR product
was used as template for a second amplification step
performed with the primers GC-357 F and 907 R and with
1x of PCR Rxn buffer, 1.5 mM of MgCl,, 0.2 mM of
dNTP mix, 0.3uM of each primer and 1 U of Taqg DNA
polymerase in 50-ul PCR reaction. The PCR included an
initial denaturation at 94°C for 4 min followed by ten
cycles consisting of denaturation at 94°C for 30 s,
annealing at 61°C for 1 min and extension at 72°C for
1 min, by 20 cycles consisting of denaturation at 94°C for
30 s, annealing at 56°C for 1 min and extension at 72°C
for 1 min and a final extension step at 72°C for 10 min.

Analysis of Culturable Eukaryotic Algal Community

The 18S rRNA gene fragments extracted from Detmer
medium cultures were amplified by PCR with the primers
NS2 and GC-clamped NS1 with 1x of PCR Rxn buffer,
1.2 mM of MgCl,, 0.2 mM of dNTP mix, 0.2uM of each
primer and 0.8 U of Tag DNA polymerase in 50-ul PCR
reaction and the cycling programme as reported in Oros-
Sichler and co-workers [30] except for the 63°C annealing
temperature.

Denaturing Gradient Gel Electrophoresis and Sequencing

The amplicons obtained by amplifying bacterial and
eukaryotic DNA were analysed by denaturing gradient gel
electrophoresis (DGGE). The DGGE was performed as
follows: 8% polyacrylamide (Sigma) gels were prepared
according to the method of Muyzer and co-workers [28]
using a gradient maker (Amersham Biosciences) according
to the manufacturer’s guidelines. The DNA fragments were
separated by electrophoresis run for 15 h at 90 V performed
by D-Code Universal Mutation Detection system (Bio-
Rad). The gels were stained by SYBR-Green (Armersham
Pharmacia Biotech) and the results observed by GelDoc
(Bio-Rad) apparatus. The excised bands were eluted in 50l
milli-Q water by incubation at 37°C for 3 h and successively
overnight at 4°C. In order to compare the results, both
samples, collected before and after the treatment, were loaded
on the same gel.

The DGGE was performed with the following dena-
turant gradients: 40-60% for the Bacteria community,
25-40% for the fungal community, 30-60% for the
culturable cyanobacterial community and two types of

denaturing gradients, namely 35-45% and 25-35%, for
the eukaryotic algal community.

All the excised bands were identified by sequencing
(Primm, Milan). The sequences were analysed using the
BLASTN software (www.ncbi.nlm.nih.gov/BLAST).

Fluorescent In Situ Hybridisation

The abundance of Cyanobacteria within the Bacteria
community before the treatment was investigated by
fluorescent in situ hybridisation (FISH). Powder samples
collected before the treatment were fixed with parafor-
maldehyde solution (4% in phosphate-buffered solution,
PBS, 0.01 M phosphate buffer, 0.0027 M potassium
chloride pH7.4 at 25°C) and incubated for 2 h on ice.
After two PBS washings, the powdered samples were
resuspended in an aliquot of 1/1 ethanol/PBS solution
and stored at —20°C. A small amount of sample (25 ul)
was pipetted onto silane-coated slides (Sigma-Aldrich),
allowed to air dry and then dehydrated with an alcohol
series (ethanol solutions 50%, 80% and 96% V/V). The
spots with the samples were treated with 30 ul of
hybridisation buffer made with 2 pl (100 ng) of the
labelled probes in 28-ul hybridisation buffer. The probes
chosen for the hybridisation protocol were as follows:
EUB338 fluorescein-labelled, targeting Bacteria; CIV/V
1342, CYA762, CYA361 and CYA664 Texas-red-labelled,
targeting Cyanobacteria [22]. Details of the probes
(sequences, coverage percentage, annealing temperature
and references) are reported at www.probebase.net. The
slides were observed by epifluorescence microscope Leica
DM 4000 B (Leica Microsystems, Milan, Italy). Images of
samples were acquired by CoolSNAP CF (Photometrics
Roper Scientific, Rochester, USA), and cells positive after
hybridisation were counted.

Statistical Analyses

Quantitative data of FISH images were analysed by one-
way factorial analysis of variance (ANOVA). The positive
cells were counted from ten digital images for each sample
considered, and the means were compared separately for
Bacteria and Cyanobacteria by post hoc comparison
according to Tukey—Kramer.

Biocidal Treatment

A chemical cleaning was applied to remove the biodeteri-
ogens. The selected chemical was Biotin N (CTS, Italy), a
broad-range biocide, soluble in water and constituted by a
mixture of tributyltin naphthenate (20% w/v) and didecyl
dimethyl ammonium chloride (35% w/v). It was applied as
a 1.5% aqueous solution, as per manufacturer instructions.
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Results
Microscopy Observations and Chemical Analyses

Using the stereomicroscope, the stone of the samples 4b
and 8b was characterised as an oolitic limestone with oval
or semi-circular grain structure. Despite the specimens
being collected from areas that were apparently non-altered
by visual inspection, FTIR spectra showed a slight degree
of surface sulphatation. The samples 3b, 5b, 6b and 7b were
all characterised by the presence of gypsum (3,540, 3,406,
1,685, 1,621, 1,132 and 670 cmﬁl) and calcite (1,798,
1,429, 875 and 712 cm™ ") with a small amount of silicate
(1,034, 1,001, 797 and 779 cm '; Fig. 1). The speculation
of the presence of black crusts was therefore confirmed.
The sample 3b also contained calcium nitrate (1,384 em V).
Optical and chemical analyses of the specimens 5b and 6b
showed the presence of a thin yellow-ochre inner layer
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Figure 1 (/) Top view of sample 6b under the stereomicroscope. (2)
Cross section of sample 6b under optical microscopy in reflected light
with the presence of the three layers: oolitic limestone (a), noble
patina (b) and black crust (¢). (3) Top view of sample 2b under the
stereomicroscope. (@) FTIR spectrum of the layer a showing the
characteristic peaks of calcite (Ca). (b) FTIR spectrum of layer b
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Wavenumber (em-1)

composed of a mixture of calcium oxalate (1,646 and
1,324 cm ') and gypsum. In addition to calcite, silicates
and a small amount of gypsum, FTIR analyses of samples
1b and 2b revealed the presence of a peptidic bond (see the
peaks at 1,647 and 1,540 cmﬁl).

Biocleaning Treatment

The biocleaning procedure was applied to three areas of
the Cronos sculpture strongly altered by thick black
crust. One area was where samples 5b and 6b were
taken; the other areas had very similar features and
corresponded to the abdomen region. Cronos’ abdomen
before, during and after the biocleaning is presented in
Fig. 2 (a, b, ¢): complete removal of the black crust was
observed after three applications of 12 h each. FTIR
analyses performed on the samples after the treatment
confirmed that the gypsum was removed almost com-

1 mim

Ny A | | | [Si
AN [} | e
O‘f( | 26! i Gy 1
E . Gy
oy Ugy ' o & oy
1500 500 3500 2500 1500 500

Wavenumber (em-1)

showing the presence of calcium oxalate (Ox) and gypsum (Gy). (¢)
FTIR spectrum of layer c¢. The black crust is composed mainly of
gypsum with a small amount of silicate (S7). (d) FTIR spectrum of the
black patina on sample 2b. The spectrum shows mainly the presence
of organic material of proteinaceous nature (amide I and amide II, 4m)
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Figure 2 Bioremediation treatment of Cronos statue (a, b, ¢) and effects
of the biocide on the microbial community (/, 2, 3). (a) Untreated
surfaces showing a black crust; (b) result after the first 12-h application;
(c) result after three 12-h applications, before the final washing with

pletely. After the biocleaning process, in the area
corresponding to samples 5b and 6b, the presence of a
yellow-ochre layer definitively different from the lime-
stone colour was observed, and the presence of calcium
oxalate was proven by FTIR spectra.

Biological Analyses

To obtain preliminary information on the microbial com-
munity present on the samples before and after the
treatments, we performed a study on the culturable
community. More detailed information on the total micro-
bial community was obtained by a molecular approach
(DGGE, sequencing and FISH).

water and a soft brush. Green, black and green—black microbial
contamination before treatment (/, 2 and 3, respectively) and after
treatment (4 and 5). Chronos child abdomen (/, 4); Cronos left-elbow
upper part (2, 5) and lower part (3, 5)

Culturable Community Analyses

The bacterial and fungal counts evaluated by cultural
methods in the samples collected before any treatments
were between 5 and 7 log(CFU/g) and between 4 and 6 log
(CFU/g), respectively, with the only exception of sample
13b in which neither heterotrophic bacteria nor fungi were
found.

In the samples collected after the biocidal treatment, no
fungi were found, and the bacterial counts were two to five
orders of magnitude lower than those found in the samples
collected before the treatment.

Cyanobacteria and eukaryotic algae grew in all the
samples except specimens 12b, 13b, 15b and 17b. The
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cultural results demonstrated that the microbial communi-
ties in the samples were complex and included heterotro-
phic bacteria, microfungi and algae. Neither Cyanobacteria
nor eukaryotic algae grew from the samples collected after
treatment.

DGGE and Sequencing

To better characterise the microflora, DGGE analyses
coupled with partial sequencing of 16S and 18S rRNA
gene fragments were performed. Even though the amplifi-
cation efficacy differed among the samples, the 16S gene
amplification clearly showed a total of 28 bands separated
in the DGGE gel, while for the 18S gene amplification nine
bands were evidenced. The corresponding sequences were
determined. Tables 2 and 3 show the band number with the
identification to the closest relative strain and similarity
percentage.

FISH

FISH was performed to evaluate the importance of the
Cyanobacteria within the total community of Bacteria.
Figure 3 shows the mean values of the Bacteria and
Cyanobacteria cells positive after hybridisation in several
samples. With the sole exception of samples 16b and 17b,
most of the cells belonging to the domain Bacteria were
also positive to the Cyanobacteria probes. Sample 13b
was found to have no Bacteria cells positive to the
EUB338 probe (according to cultural analysis results).
The ANOVA analysis revealed statistically significant
differences in the number of cells positive after hybrid-
isation with probes specific to Bacteria and Cyanobacteria
among the samples.

Biocidal Treatment

Figure 2 (1, 2, 3) shows green, green—black and black
microbial contamination before the treatment and its
complete removal after treatment (4, 5). To confirm the
visual observations, DGGE analyses were repeated after the
biocidal treatment. Figure 4 shows the taxa identified by
DGGE analyses before and after the biocidal treatment, and
it is to be noted how the biodiversity of the microbial
community was reduced: before the biocidal treatment, 15
taxa were recovered from the DGGE bands, while after
treatment only six taxa were retrieved. The biocidal
treatment was effective against Cyanobacteria, Betaproteo-
bacteria, Alphaproteobacteria, Actinobacteria, Bacteroi-
detes, Acidobacteria, Deinococcus-Thermus, Chlorophyta,
Cladosporium, Alternaria and Geosmithia. In fact, these
taxa were found before the treatment but were not identified
after it.
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Discussion

An initial visual inspection of the Demetra and Cronos
sculptures allowed the detection of two putative alterations:
some black crust and some biological discolouration (green,
black and green—black). The chemical analyses demonstrat-
ed that the putative chemical alterations were indeed black
crusts as they were composed mainly by gypsum. Calcium
nitrate was also present: in addition to the transformation of
calcite to calcium sulphate, it is also possible that calcium
nitrate forms due to the interaction of calcite with airborne
NO, in the presence of humidity [32]. Also, the silicate
particles are of atmospheric origin and are due to pollution
[8]. In addition, peptidic bonds, observed in the FTIR
spectra of samples 1b and 2b, were ascribed to the presence
of microorganisms, as previously reported [5]. Microscopic
observations and chemical analyses demonstrated that the
stone is an oolitic limestone. Finally, the cross-section
observations and the FTIR spectra showed that some areas
affected by black crust were characterised by the presence
of three different layers: the substratum (limestone), a thin
yellow-ochre inner layer characterised by the presence of
calcium oxalate, characteristic of a patina noble [33], and
the superficial black crust. In contrast to black crusts, the
patina noble is a superficial layer acquired by stone in the
course of time and protects the substratum. It is associated
with the best-preserved surfaces and should remain intact
during cleaning [23].

In this work, the chemical alterations were removed by a
biocleaning treatment before the biocidal treatment inter-
vention on the biological contamination that had caused the
discolourations; this was to avoid that the biocide acted also
on the SRB cells. In the past, a biocleaning treatment by
D. vulgaris was applied successfully to remove sulphates
from marble [6]; in the present study, we applied it, for the
first time, on limestone that is more porous than marble. On
comparing the results of the chemical analyses performed
before and after the biocleaning, it was proven that
bioremediation with D. vulgaris successfully removes
gypsum black crust from the Demetra and Cronos sculp-
tures. After three applications, the black crusts were no
longer detectable by visual inspection, and the FTIR
analyses proved that the gypsum was almost completely
removed. Neither nitrate nor silicate were found in the
FTIR spectra after the treatment, implying that these
compounds were removed together with the gypsum. In
addition, as previously demonstrated for marble [6], both
optical evidence and FTIR analysis showed that the noble
patina was preserved on the limestone substratum of the
sculptures.

The cultural analyses proved that all the four groups
investigated (heterotrophic bacteria, fungi, prokaryotic and
eukaryotic algae) were present and that in some samples the
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BlastN reference strains

Samples

Table 3 Identification of partial 18S rRNA gene sequences from DGGE profiles

Bands

@ Springer

Similarity (%)

Strain Accession number

Closest relative

10b 11b 12b 13b 14b 15b 16b 17b 18  19b

9b

AM947666
AB086629

MKAI1-b

Geosmithia sp.

1,7

99

IFO 7072

Isaria fumosorosea

X

11, 13, 14

99+0.5

AB214657

1AM 14729

Verticillium leptobactrum

2,3,4,5,6, 12, 15,
17, 19, 21

16
28

EF641846 99

CBS 414.70
CPC11224

Verticillium leptobactrum

99
99

DQ780937
EU826479

Cladosporium sp.

CPCC 480375

SAG 9.96
IB T76
H1VF1

Alternaria sp.

X

30, 31

99.5+0.5
99
99
99

AM490839
747208

Klebsormidium fluitans

X

20, 24, 25, 26, 27

18

Myrmecia astigmatica

AF513369
M62995

Myrmecia sp.

22,32
23

Friedmannia israeliensis

X

A cross indicates the presence of the taxon in the sample

counts were quite high, up to 7 log(CFU/g) for bacteria and
up to 6 log(CFU/g) for fungi. However, the microbial
abundance in the samples did not seem to be related to the
type of alteration. The negative cultural results for samples
13b could be attributed to the small quantity (0.3 mg) of
available sample; the other samples ranged from 0.4 to
15 mg. The microbial count on the black crust was
comparable to the other samples. It was demonstrated that
these alterations host an active microflora able to use
accumulated organic pollutants as a carbon and energy
source [34]. On the apparently non-altered samples, the
counts were up to three orders of magnitude lower for both
bacteria and fungi, partly explaining why visual inspection
revealed no discolouration.

The sequences were phylogenetically most closely
related to the Cyanobacteria, Actinobacteria, Bacteroidetes,
Alphaproteobacteria, Betaproteobacteria and Gammapro-
teobacteria, Deinococcus-Thermus and Acidobacteria. One
of the most common bacterial groups associated with
carbonate stone biodeterioration is Actinobacteria [40]. In
fact, Actinobacteria, Bacteroidetes and Alphaproteobacteria
were identified on a gothic monument made of oolitic and
dolomitic limestone [27], while Actinobacteria, Alphapro-
teobacteria, Betaproteobacteria, Gammaproteobacteria and
Acidobacteria were found in limestone from a Maya
archaeological site in southern Mexico [25]. Proteobacteria,
Acidobacteria and Actinobacteria were the major compo-
nents of microbial communities in coloured colonisations
on cave walls with palaeolithic paintings [31, 38]. The
bacterial group Deinococcus-Thermus is not commonly
associated with limestone; however, it was identified in a
cave with palaeolithic paintings by Stomeo and co-workers
[36]. Despite many of these taxa being found on stone
surfaces and producing discolouration [41], the FISH
results demonstrated that the Cyanobacteria generally were
dominant among the other prokaryotics belonging to the
Bacteria domain: on average, more than 60% of the cells
belonging to the Bacteria domain were also positive to the
Cyanobacteria probes. Several studies conducted on monu-
ments have proven that Cyanobacteria are among the most
deteriorating biological agents dwelling on stone material
[39] and are able to form colourful microbial contamina-
tions. Cyanobacteria were identified in all the samples,
which were stained by green and green—black microbial
discolourations, collected before the treatment; thus, they
can be thought to be among the biological agents
responsible for the colour of these alterations. However,
in samples 16b and 17b, characterised by green microbial
contamination, most of the cells belonging to the bacterial
domain were not positive to the Cyanobacteria probes.
This evidence suggests that the green putative microbial
contamination might also be caused by other green-
pigmented microorganisms such as green algae. Indeed,
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the sequencing of 18S rRNA gene fragments showed that
the eukaryotic community included the algal genera
Myrmecia, Klebsormidium and Friedmannia. Note that
Myrmecia and Friedmannia are Chlorophyta green algae
and Klebsormidium is a Streptophyta green alga charac-
terised by an enhanced freezing tolerance [29], so it
probably adapted to the rigorous climate of Trento.
Tomaselli and co-workers [39] claimed that Chlorophyta
algae are very frequently isolated on monuments, and
Gaylarde and colleagues [11] reported that green algae are
the first colonisers of outdoor buildings in Latin America.
As these were the green algae genera isolated from the
green microbial contamination, they, in conjunction with
Cyanobacteria, can be considered responsible for the
alterations on the Demetra and Cronos surfaces. Photosyn-
thetic microorganisms can directly participate in decay
processes, causing aesthetic damage and, subsequently,
structural and chemical damage and, indirectly, by support-
ing the growth of other microorganisms [1, 16].

The sequencing of 18S rRNA gene fragments showed
that the eukaryotic community included the fungal genera
Isaria, Geosmithia, Verticillium, Alternaria and Cladospo-
rium. The first, Isaria, is an entomogenous genus of fungi.
In Spanish caves, the cadavers of arthropods were found
covered by Isaria, which extended from the insect body to
the adjacent soil. Arthropods are vectors of entomogenous
fungi and play an important role in fungal dispersion in
caves, catacombs and mural paintings [17]. Geosmithia spp.
were recently found to be regular associates of many insect
species that invade the phloem or sapwood of various plant
genera [18]. Dematiaceous fungi that are characterised by
the production of the black pigment melanin and manifest

meristematic growth are considered by several authors the
most harmful microorganisms of outdoor stone material
[20], causing mechanical damage and aesthetic alterations
(black coating) [3, 26, 43]. Alternaria and Cladosporium
are very well-known microcolonial black fungi [43]. Many
authors have isolated them on marble and limestone in
several environments, including monuments and archaeo-
logical sites [13, 36, 43]. The Verticillium species are
common colonisers of rock substrata [3], and many of them
are able to deposit melanin in the cell wall [15]. These
mycetes have also been isolated from monuments [14]. For
these reasons, Alternaria, Cladosporium and Verticillium,
found in black and green—black microbial contamination,
can be thought to be the biological agents responsible for
black staining. From the above results, we concluded that
prokaryotic and eukaryotic algae were responsible for the
green microbial contamination and dematiaceous fungi for
the black discolouration. Since the biodeteriogen agents
were present in all the differently coloured microbial-
contaminated sites, it is most likely that the colour of the
contamination varied from green to black depending on the
abundance of the individual biodeteriogen agent.

The variety of biodeteriogens forced us to choose a
broad-range biocide to remove the discolouration. Treat-
ment with the biocide resulted in a decrease of the bacterial
load (up to five orders of magnitude), and neither culturable
fungi nor culturable prokaryotic and eukaryotic algae grew
on the samples collected after the treatment. Indeed, after
the treatment, the DGGE results showed that the samples
from surfaces that had, prior to treatment, shown green,
black and green—black microbial contamination, now
showed far fewer bands than before treatment. The
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Figure 4 Bacterial taxa (/) and
fungal and algal taxa (2), iden-
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sequencing of these bands testified to the significant
decrease, brought about by the biocide, in the biological
diversity of the Bacteria, fungal and algal taxa, a result in
accordance with the cultural results.

Importantly, the DGGE results proved that Cyanobac-
teria (among those responsible for the green microbial
contamination) and most of the green algae and dematia-
ceous (the latter responsible for the black microbial
contamination) were not identified in samples collected
after the treatment. Among the taxa present on the surface

@ Springer

after the treatment (Gammaproteobacteria, Verticillium,
Isaria and Streptophyta), only Streptophyta and Verticillium
were potential biodeteriogen agents that remained.

Conclusions
The Demetra and Cronos statues presented two concomi-

tant deterioration phenomena found very frequently on
outdoor stone artwork: the sulphatation of limestone caused



Removing Deposits Using Biological and Chemical Remediation

13

by air pollution and surface biodeterioration. The first
phenomenon caused the thick black crusts in the areas
sheltered from rainfall, and the second generated colourful
microbial contamination on surfaces. This work shows that
an integrated biotechnological approach can provide an
important solution to both these problems. In fact, the
bioremediation treatment with D. vulgaris successfully
removed black crust from limestone, and the identification
of biodeteriogen agents (Cyanobacteria, green algae and
black pigmented fungi) by DGGE allowed the selection of
a suitable cleaning treatment for the colourful microbial
contamination. However, given the presence of some green
algae and melanin-containing fungi after the treatment and
the constant exposure of the sculptures to atmospheric
pollution, we recommended an ongoing maintenance
routine to ensure longer-lasting conservation.

Acknowledgments The authors are grateful for the financial support
of the Soprintendenza per i Beni Architettonici, Trento, Italy, and give
special thanks go to Arch. Luca de Bonetti for his help throughout this
research. The authors also wish to thank Prof. L. Toniolo, Politecnico
di Milano, for the chemical analyses.

References

1. Ariflo X, Hernandez-Marine M, Saiz-Jimenez C (1997) Coloni-
zation of Roman tombs by calcifying Cyanobacteria. Phycologia
36:366-373

2. Ausubel FM, Brent R, Kingston RE, Moore DD, Seidman JG,
Smith JA, Struhk K (1994) Current protocols in molecular
biology. Wiley, New York

3. Burford EP, Kierans M, GaddG M (2003) Geomycology: fungi in
mineral substrata. Mycologist 17:98-107

4. Cappitelli F, Abbruscato P, Foladori P, Zanardini E, Ranalli G,
Principi P, Villa F, Polo A, Sorlini C (2009) Detection and
elimination of Cyanobacteria from frescoes: the case of the St.
Brizio Chapel (Orvieto Cathedral, Italy). Microb Ecol 57(4):633—
639

5. Cappitelli F, Principi P, Pedrazzani R, Toniolo L, Sorlini C (2007)
Bacterial and fungal deterioration of the Milan Cathedral marble
treated with protective synthetic resins. Sci Total Environ
385:172-181

6. Cappitelli F, Toniolo L, Sansonetti A, Gulotta D, Ranalli G,
Zanardini E, Sorlini C (2007) Advantages of using microbial
technology over traditional chemical technology in removal of
black crusts from stone surfaces of historical monuments. Appl
Environ Microbiol 73(17):5671-5675

7. Cappitelli F, Zanardini E, Ranalli G, Mello E, Daffonchio D,
Sorlini C (2006) Improved methodology for bioremoval of black
crusts on historical stone artworks by use of sulfate-reducing
bacteria. Appl Environ Microbiol 72(5):3733-3737

8. Chapoulie R, Cazenave S, Duttine M (2008) Laser cleaning of
historical limestone buildings in Bordeaux appraisal using
cathodoluminescence and electron paramagnetic resonance. Envi-
ron Sci Pollut Res 15(3):237-243

9. Commissione Normal (1980) Raccomandazioni Normal B 3/80
Materiali lapidei: campionamento. Roma: C.N.R. - .C.R.

10. Gauri KL, Bandyopadhyay JK (1999) Carbonate stone chemical
behaviour, durability, and conservation. Wiley, New York

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Gaylarde PM, Gaylarde CC (2000) Algae and Cyanobacteria on
painted buildings in Latin America. Int Biodeterior Biodegrad 46
(2):93-97

Gorbushina A, Krumbein WE (2000) Patina (physical and
chemical interaction of sub-aerial biofilms with object of art).
In: Ciferri O, Tiano P, Mastromei G (eds) Of microbes and art.
The role of microbial communities in the degradation and
protection of cultural heritage, vol 15. Kluwer Academic/Plenum,
New York, pp 105-120

Gorbushina A, Krumbein WE, Panina L, Soukharjevski S,
Wollenzien U (1993) On the role of black fungi in colour change
and biodeterioration of antique marbles. Geomicrobiol J 11:205—
222

Gorbushina AA, Lyalikova NN, Vlasov DY, Khizhnyak TV
(2002) Microbial communities on the monuments of Moscow
and St. Petersburg: biodiversity and trophic relations. Microbiol-
ogy 71(3):350-356

Heale JB, Isaac I (1964) Dark pigment formation in Verticillium
albo-atru. Nature 202:412—413

Hernandez-Marine M, Asencio AD, Canals A, Arifio X, Aboal M,
Hoffmann L (1999) Discovery of population of the lime-
incrusting genus Loriella (Stigomenatales) in Spanish caves. Arch
For Hydrobiologie Algol Stud 94:121-138

Jurado V, Sanchez-Moral S, Saiz-Jimenez C (2008) Entomogenous
fungi and the conservation of the cultural heritage: a review. Int
Biodeterior Biodegrad 62:325-330

Kolarik M, Kubatova A, Hulcr J, Pazoutova S (2008) Geosmithia
fungi are highly diverse and consistent bark beetle associates:
evidence from their community structure in temperate Europe.
Microb Ecol 55:65-80

Krumbein WE (1992) Colour change of building stone and their
direct and indirect biological causes. In: Delgado Rodriguez J,
Henriques F, Telmo Jeremias F (eds) Proceedings of 7th
International Congress on Detection and Conservation of Stone,
LNEC, Portugal, pp 443-452.

Krumbein WE, Diakumaku E (1996) The role of fungi in the
deterioration of stone. In: Interactive physical weathering and
bioreceptivity study on building stones, monitored by computer-
ized X-ray tomography (CT) as a potential non-destructive
research tool. Protection and Conservation of the European
Cultural Heritage, Research Report 2, pp 140-170

Leznicka S, Strzelezyk A, Wandtychowska D (1988) Removing of
fungal stains from stone-works. In: IV International Congress on
Deterioration and Conservation of Stone, Vol. 2, Nicolaus Copernicus
University, 12—14 September 1988, Torun, pp 102-110

Loy A, Horn M, Wagner M (2003) ProbeBase: an online resource
for rRNA targeted oligonucleotide probes. Nucleic Acids Res
31:514-516

Maravelaki-Kalaitzaki P (2005) Black crusts and patinas on Pentelic
marble from the Parthenon and Erechtheum (Acropolis, Athens):
characterization and origin. Anal Chim Acta 532:187-198
McNamara CJ, Mitchell R (2005) Microbial deterioration of
historic stone. Front Ecol Environ 3:445-451

McNamara C, Perry TD, Bearce KA (2006) Epilithic and
endolithic bacterial communities in limestone from a Maya
archaeological site. Microb Ecol 51:51-64

McNamara C, Perry TD, Zinn M, Breuker M, Miiller R,
Hernandez-Duque G, Mitchell R (2003) Microbial processes in
the deterioration of Maya archaeological buildings in southern
Mexico. In: Koestler RJ, Koestler VH, Charola AE, Nieto-Fernandez
FE (eds) Art, biology and conservation: biodeterioration of works of
art. The Metropolitan Museum of Art, New York, pp 248-265
Miller AZ, Laiz L, Gonzalez JM, Dionisio A, Macedo MF, Saiz-
Jimenez C (2008) Reproducing stone monument photosynthetic-
based colonization under laboratory conditions. Sci Total Environ
405:278-285

@ Springer



14

A. Polo et al.

28.

29.

30.

31.

32.

33.

34.

Muyzer G, De Waal EC, Uitierlinden AG (1993) Profiling of
complex microbial populations by denaturing gradient gel electro-
phoresis analysis of polymerase chain reaction-amplified genes
coding for 16S rRNA. Appl Environ Microbiol 59(3):695-700
Nagao M, Matsui K, Uemura M (2008) Klebsormidium flaccidum,
a charophycean green alga, exhibits cold acclimation that is
closely associated with compatible solute accumulation and
ultrastructural changes. Plant Cell Environ 31:872—-885
Oros-Sichler M, Gomes NCM, Neuber G, Smalla K (2006) A new
semi-nested PCR protocol to amplify large 18S rRNA gene
fragments for PCR-DGGE analysis of soil fungal communities. J
Microbiol Methods 65:63-75

Portillo MC, Gonzalez JM, Saiz-Jimenez C (2008) Metabolically
active microbial communities of yellow and grey colonizations on
the walls of Altamira Cave, Spain. J Appl Microbiol 104:681-691
Ricci C, Miliani C, Brunetti BG, Sgamellotti A (2006) Non-invasive
identification of surface materials on marble artifacts with fiber optic
mid-FTIR reflectance spectroscopy. Talanta 69(5):1221-1226

Rossi Manaresi R (1996) Oxalate patinas and conservation
treatments. In: Realini M, Toniolo L (eds) The oxalate films in
the conservation of works of art. Proceedings of the 2nd
International Symposium, Milan, 25 to 27 March 1996. EDI-
TEAM, Bologna, pp 113-127

Saiz-Jimenez C (1995) Deposition of anthropogenic compounds
on monuments and their effect on airborne microorganisms.
Aerobiologia 11(3):161-175

@ Springer

35.

36.

37.

38.

39.

40.

41.

42.

43.

Scott James A, Untereiner WA, Ewaze JO, Wong B, Doyle D
(2007) Baudoinia, a new genus to accommodate Torula compnia-
censis. Mycologia 99:592-601

Sterflinger K (1998) Temperature and NaCl tolerance of rock-
inhabiting meristematic fungi. Anton Leeuw Int J G 74:271-
281

Stomeo F, Gonzalez JM, Saiz-Jimenez C (2007) Analysis of the
bacterial communities on paintings and engravings in Dofa
Trinidad cave (Ardales, Malaga, Spain). Coalition 14:24-27
Stomeo F, Portillo MC, Gonzalez JM, Laiz L, Saiz-Jimenez C
(2008) Pseudonocardia in white colonizations in two caves with
Paleolithic paintings. Int Biodeterior Biodegrad 62:483—486
Tomaselli L, Lamenti G, Bosco M, Tiano P (2000) Biodiversity of
photosynthetic micro-organisms dwelling on stone monuments.
Int Biodeterior Biodegrad 46(3):251-258

Urzi C, Brusetti L, Salamone P, Sorlini C, Stackebrandt E,
Daffonchio D (2001) Biodiversity of Geodermatophilaceae
isolated from altered stones and monuments in the Mediterranean
basin. Environ Microbiol 3(7):471-479

Warscheid T, Braams J (2000) Biodeterioration of stone: a review.
Int Biodeterior Biodegrad 46:343-368

Webster A, May E (2006) Bioremediation of weathered-building
stone surfaces. Trends Biotechnol 24(6):255-260

Wollenzien U, de Hoogb GS, Krumbeina WE, Urzi C (1995) On
the isolation of microcolonial fungi occurring on and in marble
and other calcareous rocks. Sci Total Environ 167:287-294



	Feasibility of Removing Surface Deposits on Stone Using Biological and Chemical Remediation Methods
	Abstract
	Introduction
	Methods
	Sculpture Description
	Sampling
	Chemical Analyses
	Stereomicroscope and Cross-Section Observations
	Fourier Transform Infrared Spectroscopy

	Biocleaning
	Biological Analyses
	Culturable Community Analyses
	DNA Extraction
	Analysis of Bacteria Community
	Analysis of Fungal Community
	Analysis of Culturable Cyanobacterial Community
	Analysis of Culturable Eukaryotic Algal Community
	Denaturing Gradient Gel Electrophoresis and Sequencing
	Fluorescent In Situ Hybridisation

	Statistical Analyses
	Biocidal Treatment

	Results
	Microscopy Observations and Chemical Analyses
	Biocleaning Treatment
	Biological Analyses
	Culturable Community Analyses
	DGGE and Sequencing
	FISH
	Biocidal Treatment


	Discussion
	Conclusions
	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
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /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 150
  /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 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /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 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /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

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. 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 best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


