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An easy “SteamDrop” method for high quality
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Abstract

Background: The chromosome preparation is a crucial step for obtaining satisfactory results in molecular
cytogenetic researches. The preparation of plant chromosomes for molecular cytogenetic purposes remains a
challenge for some species. In contrast to human chromosome preparation, the processes occurring during plant
chromosome preparation and causing chromosome spreading are still poorly understood.

Results: We studied the dynamics of plant chromosome spreading after dropping cell suspension on slides. We
showed that steam stimulates cytoplasm hydrolysis and rapid chromosome spreading and that chromosomes
stretch during this chromosome spreading. Based on these observations, we developed a novel method, named
“SteamDrop”, for the preparation of well-spread mitotic and pachytene chromosomes and successfully used it for
28 plant species with large and small chromosomes. We applied cell suspensions in ethanol instead of the
commonly used ethanol/acetic acid fixative. Mitotic and meiotic chromosomes prepared via “SteamDrop” were
used in fluorescent in situ hybridization (FISH) experiments with repetitive and unique DNA probes. Long storage of
cell suspensions in ethanol did not impair the quality of chromosome preparations.

Conclusion: The SteamDrop procedure provides a robust and routine method for high quality plant chromosome
preparations. The method can be applied for metaphase as well as pachytene chromosome preparation in wide
range of species. The chromosomes prepared by SteamDrop are well suitable for repetitive and unique DNA
visualization.
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Background
Chromosome preparation is a key step in all cytogenetic
techniques. Most of the modern molecular cytogenetic
techniques such as FISH, GISH and Tyramide-FISH re-
quire well-spread and morphologically intact chromo-
somes. Several reports were dedicated to elucidating the
chromosome spreading dynamic for improving human
chromosome preparations [1-8], while equivalent studies
are largely lacking for plants. Difficulties in obtaining
well-spread plant chromosome preparation are due to
the presence of a cell wall. Moreover, because the high
diversity of species possessing small or large chromo-
somes, low or high chromosome number and different
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compounds in their cytoplasm, many researches on a
modification of a good chromosome preparation method
are conducted. There are three main methods of plant
chromosome preparation: squashing [9-11], spreading
[12,13] and dropping [14-22]. A squashing method has
been the common procedure for chromosome counting
in plant cytogenetics during decades. Another air dry/
spreading method [12] involves a cell suspension prepar-
ation which is generated directly on a slide by macer-
ation with the tip of a needle and scattered along a slide.
This method is more suitable for plants with small chro-
mosomes. A modification of the method of Pijnacker
and Ferwerda [12] was made by Fukui and Ilijima [13]
for rice chromosome preparation. The air dry/spreading
method was developed also for studying maize somatic
chromosomes [23,24]. The drop technique was devel-
oped for human cells more than a half century ago [25].
Since then, numerous improvements of the technique
and comprehensive studies of all parameters influencing
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the human chromosome spreading dynamics have been
done [3,5,7]. The first drop method on plant chromo-
somes was applied to isolate protoplasts [16]. That
method had several disadvantages, however: (i) a low mi-
totic index due to cell loss during protoplast isolation and
metaphase protoplast damage under hypotonic treatment;
(ii) polyploidy caused by spontaneous fusion of isolated
protoplasts; (iii) labor-intensive protocol; and (iv) proto-
plast generation from intact plant tissue is more difficult
than from cultured cells. Kato et al. [20] developed a novel
air dry drop method that was based on enzymatically
digested root meristems and preparation of cell suspen-
sion in a tube. The cell suspension was consecutively
washed in water, 100% ethanol and acetic acid/ethanol
(9:1), dropped onto glass slides in a box lined with wet
paper towels and dried slowly. The method was success-
fully used for FISH on mitotic metaphase and pachytene
chromosomes of maize [20,21,26] and on mitotic meta-
phase chromosomes of soybean [27,28]. However, ap-
plication of this method for species with large sized
chromosomes remains problematic because of a low
number of non-overlapped metaphases [29].
In spite of the many protocols available for plant

chromosome preparation, no robust and generally applic-
able method has been developed. Therefore, by studying
all steps of plant chromosome preparation in detail, we
developed a simple protocol “SteamDrop” for reliable
chromosome preparation of mitotic and meiotic plant
chromosomes. A key step in the preparation of well-
spread chromosomes is the application of steam at the
moment of meniscus formation over cells during fixative
evaporation. The applicability of “SteamDrop”-prepared
chromosomes for FISH mapping of repetitive DNA as well
as individual genes has been demonstrated. The chromo-
some preparation allowed physical mapping of small DNA
fragments of onion genes using Tyramide-FISH. The
“SteamDrop” method was applied for 28 species with dif-
ferent chromosome size and number, belonging to 13
monocot (20 species) and 7 dicot (8 species) genera.

Methods
Plant material
Root meristematic cells were obtained from seedlings:
Allium cepa (2n = 2 × =16; chromosome size), A. fistu-
losum (2n = 2 × =16), A. schoenoprasum (2n = 2 × =16),
A. altaicum (2n = 2 × =16), Linum usitatissimum (2n =
2 × =16), Triticum aestivum (2n = 6 × =42), Cannabis
sativa (2n = 2 × =20).
Root meristematic cells were obtained from intensively

grown plants in greenhouse: Allium roylei (2n = 2 × =16),
A. wakegi (2n = 2 × =16), Humulus japonicus (2n = 2 × =17
for male or 2n = 2 × =16 for female plants), H. lupulus
(2n = 2 × =20), Rosa wichurana (2n = 2 × =14), Populus
nigra (2n = 2 × =38), Brassica oleracea (2n = 4 × =36),
Ricinus communis (2n = 2 × =20), Anthurium andreanum
(2n = 2 × =30), Monstera deliciosa (2n = 4 × =60), Philo-
dendron scandens (2n = 2 × =32), Spathiphyllum wallisii
(2n = 2 × =30), Syngonium auritum (2n = 2 × =24), Zante-
deschia elliotiana (2n = 2 × =32), Aloe vera (2n = 2 × =14),
Hippophae rhamnoides (2n = 2 × =24), Festuca arundina-
cea (2n = 6 × =42) and Lolium perenne (2n = 2 × =14),
Thinopyrum ponticum (2n = 10 × =70), Th. elongatum
(2n = 2 × =14).
Shoot meristems collected from seedlings for Triticum

aestivum and Triticale (2n = 6 × =42) or from plants in
the greenhouse for R. wichurana were also used as a
source of divided cells for chromosome preparation.

Metaphase arresting, fixation and enzyme treatment
For pretreatment and metaphase arresting, see Table 1.
After pretreatment, the roots, shoots or anthers with
pollen mother cells (PMC) were fixed in 3:1 (ethanol:
acetic acid) for 30–50 min at room temperature. Cell
suspension were prepared strait away or cell sources
were stored overnight in the freezer at −20°C preceeding
enzyme treatment.
The stock enzyme mixture, containing (w/v) 6% Pec-

tolyase Y-23 (Kikkoman, Tokyo, Japan), 6% Cellulase
Onozuka R-10 (Yakult Co. Ltd., Tokyo, Japan) and 6%
Cytohelicase (Sigma-Aldish Co.LLC, France), was pre-
pared in 0.1 M citric buffer (pH4.8). Concentrations of
the work enzyme mixture and incubation time for dif-
ferent species are listed in Table 1.

Protocol of chromosome preparation using the
“SteamDrop” method
Enzyme treatment

1. Wash roots (anthers or shoots) in water for
10–30 min

2. Dissect meristems and transfer them into 0.1M
citric buffer, pH 4.8

3. Transfer 1–5 meristems to 0.5 ml tubes with
20–30 μl of enzyme mixture (Table 1)

4. Incubate at 37°C for 1–2.5 h depending on species
(Table 1)

Cell suspension preparation

1. Vortex the tubes with digested meristems to get cell
suspension

2. Add 600 μl of distilled water and mix
3. Centrifuge at 10,000 rpm for 45 sec
4. Remove supernatant using a Pasteur pipette
5. Add 600 μl of 96% ethanol and mix (cell suspension

can be stored at −20°C for at least 6 months)
6. Centrifuge at 11,000 rpm for 30 sec
7. Discard supernatant by inverting the tube



Table 1 Condition of metaphase arresting and enzyme treatment

Species Reagents and
conditions

Enzyme
concentration

Incubation time
in enzyme

Allium cepa, Allium fistulosum,
Allium schoenoprasum, Allium altaicum

0.75 mM hydroxyurea for 20 h (RT),
0.05% colchicine for 3.5-4 h (RT)

0.6% 90–100 min

Humulus japonicus, Humulus lupulus, Linum usitatissimum,
Cannabis sativa, Ricinus communis

2 mM 8-hydroxyquinoline, 4 h 0.6% 100–120 min

Triticale, Triticum aestivum, Thinopyrum ponticum,
Thinopyrum elongatum

0.2% colchicine, 2 h1 1.2% 100–120 min

Brassica nigra, Brassica oleracea, 1-bromnaphtalene
(1:1000 water solution)
overnight 4°C

0.6% 90–100 min

Aloe vera, 1.2% 100–120 min

Rosa wichurana 0.3% 90–120 min

Anthurium andreanum, Monstera deliciosa, Philodendron
scandens, Spathiphyllum wallisii, Syngonium auritum, Zantedeschia
elliotiana, Hippophae rhamnoides, Festuca arundinacea
and Lolium perenne

0.1% 60–90 min

Rosa wichurana2 Mix of 0.1% colchicine and
2 mM 8-hydroxyquinoline (4 h, RT)3

1.2% 120–150 min

Allium wakegi, Allium roylei Nitrous oxide gas (1.0 MPa), 3 h 0.6% 90–100 min

Allium cepa PMC - 1.5% 180–200 min
1the same treatment was used for shoot meristems of Triticale and Triticum aestivum.
2applied to shoot meristems.
3this procedure was carried out according to Ma et al., 1996 [30].
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8. Resuspend the pellet in 20–100 μl of 96% ethanol,
depending on cell concentration.

Chromosome preparation

1. Drop 10 μl of cell suspension onto a slide* and wait
till the surface becomes granule-like, i.e. ethanol me-
niscus occurred on the top of the cells, (10–15 sec)

2. Drop 18–22 μl of fixative (1:1, 2:1, 3:1 or 5:1
ethanol:acetic acid)** and wait till the surface
becomes granule-like and the layer of fixative
becomes thin (25–35 sec)

3. Put the slides upside down under the steam from a
water bath at 55°C (10–15 cm from water surface of
the water bath) for 3–5 sec

4. For double “SteamDrop”, repeat step 2 but with less
volume (3–6 μl) of fixative and higher concentration
of acetic acid. Perform Step 3 for 1 sec only.

5. Immediately dry slides with air flow (e.g. a tabletop fan).

Note

*-for preparation of large size chromosomes it is
useful to coat slides with APES (3-aminopropyl-
triethoxy-silane) to prevent a chromosome partial
detachment. APES coating of slides: 1.5% APES in
100% acetone for 30 sec, twice wash in distilled water
and dry for 1 h at 37°C.
**– the protocol allows an easy correction of enzyme
treatment results - check the level of tissue enzymatic
digestion in the first chromosome preparation slide
under microscope, if tissue is underdigested use a
high proportion of acetic acid in fixative (1:1 or 2:1); if
tissue is overdigested use a low proportion of acetic
acid in fixative (5:1 or 10:1).

Probe preparation
LFS and bulb alliinase gene fragment
The LFS and bulb alliinase gene fragment probes were
obtained using specific primers (for LFS: LFSbeF:
5′-AAATGGAGCTAAATCCTGGTG-3′, LFSbeR: 5′-
CATAATGCATCACAGCACTGAA-3′; for alliinase: All-
be1F: 5′-GGTCATCTCCCTTTCACCAA-3′, Allbe1R:
5′-TGATCAAACTCAAACGCAC-3′) designed by Pri-
mer 3.0 software (http://frodo.wi.mit.edu/) using LFS
[GenBank: AB094593.1] and alliinase [GenBank: L48614]
sequences from GenBank at the NCBI (http://www.ncbi.
nlm.nih.gov/genbank/). The PCR conditions were 94°C –
1 min, 35 cycles; 94°C – 1 min; 58°C – 1 min; 72°C –
1 min; final elongation: 72°C – 3 min. The PCR products
were cloned by pPCR-TOPO kit (Invitrogen, Carlsbad,
California, USA) according to the manufacturer’s de-
scriptions. Plasmid DNA was isolated from white col-
onies, sequenced and sequences were analyzed by
BLASTN. Plasmids with high similarity to LFS gene or to
bulb alliinase gene fragment were selected for labeling
with the Biotin Nick Translation Mix (Roche Diagnostics
Gmbh, Mannheim, Germany).

5S rDNA
A plasmid carrying the 5S rRNA gene of rye (pScT7,
[31] was labeled by Biotin-16-dUTP using Biotin- Nick

http://frodo.wi.mit.edu/
http://www.ncbi.nlm.nih.gov/genbank/
http://www.ncbi.nlm.nih.gov/genbank/
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Translation Mix according to the manufacturer’s proto-
col (Roche Diagnostics Gmbh, Mannheim, Germany).

HJSR KpnI
A plasmid carrying a HJSR KpnI repeat of Humulus
japonicus [32] was labeled by Digoxigenin-11-dUTP
using Digoxigenin - Nick Translation Mix according to
the manufacturer’s protocol (Roche Diagnostics Gmbh,
Mannheim, Germany).

(AAC)5 oligonucleotide
(AAC)5 oligonucleotide labeled with biotin in the 3′- and
5′ -ends was synthesized in ZAO ‘Syntol’ (Moscow, Russia).

DNA isolation
Genomic DNA was isolated according to Rogers and
Bendich [33].

Tyramide-FISH
Probe hybridization and signal detection was performed ac-
cording to Khrustaleva and Kik [34] with minor modifica-
tions. Before the RNAse treatment and denaturation step,
slides were fixed in 4% paraformaldehyde buffered in 1 ×
PBS (10 × PBS: 1.3 M NaCl, 70 mM Na2HPO4, 30 mM
NaH2PO4, pH 7.5) for 8 min and 10 min, respectively. The
step of endogenous peroxidases inactivation was carried out
by exposing the slides to 0.01 M HCl for 8 min. The
hybridization mixture consisted of 50% (v/v) deionized form-
amide, 10% (w/v) dextran sulphate, 2 × SSC, 0.25% sodium
dodecyl sulphate, 2.75 ± 1.00 ng/μl probe DNA. The mixture
was denatured at 75°C for 5 min and subsequently placed on
ice for 5 min. Sixty microliters of the mixture was added to
the chromosome preparations, covered with a coverslip
(22 × 32 mm), and denaturated for 5 min at 80°C. An 82%
stringency washing was applied: slides were washed in 2 ×
SSC twice for 5 min at 37°C, in 25% (v/v) formamide in
0.4 × SSC twice for 10 min at 42°C, then in 2 × SSC for
3 min at 37°C. The tyramide detection solution was prepared
by thoroughly mixing a 1:50 tyramide-Fluorescein stock so-
lution in amplification diluent (Perkin Elmer, Inc., Waltham,
Massachusetts, USA) with 10% (w/v) dextran sulfate.

FISH
FISH procedure with 5S rDNA and biotinylated (AAC)5
as probes was carried out according to the protocol of
Heslop-Harrison et al. [35] and Schmidt et al. [36] with
slight modification of the slide preatreatment before
adding the hybridization mix. Additional treatment with
4% buffered paraformaldehyde solution (BPS), pH 8.0,
for 9 min before RNAse treatment was used and pepsin
treatment was excluded.

Microscopy and image analysis
Slides were examined under a Zeiss Axio Imager microscope
(Carl Zeiss MicroImaging, Jena, Germany). Selected images
were captured using an Axio Cam MRm digital camera.
Image processing and thresholding were performed using
AxioVision ver.4.6 software (Carl Zeiss MicroImaging, Jena,
Germany). Final image optimization was performed using
Photoshop (Adobe Inc., San Jose, California, USA).
Results
Dynamics of chromosome spreading under steam
The experiment has been done using Allium cepa, a spe-
cies with large chromosomes, and Humulus japonicus, a
species with small chromosomes. Morphological changes
of metaphase chromosomes during slide preparation
under 50% relative humidity (RH) and room temperature
(25°C) were observed. Phase-contrast microscopy was
used to visualize chromosome structure with high reso-
lution and to check the amount of remaining cytoplasm.
We analyzed the dynamics of chromosome spreading in
both the standard procedure and the proposed steam ap-
plication procedure (“SteamDrop”).
Using the standard protocol, a drop of cell suspension in

ethanol:acetic acid fixative (3:1) was placed on the slide. Dur-
ing fixative evaporation (15–25 seconds) the meniscus for-
mation (Figure 1A-B), cytoplasm hydrolysis (Figure 1C-D)
and a slight cell swelling (Figure 1D-F) occurred. In most
metaphases the chromosomes remained close together.
Using the “SteamDrop” method a drop of cell suspension

in 96% ethanol was placed on the slide. When the surface
became granule-like, a drop of fixative (3:1 ethanol:acetic
acid) was added. During the next 25–35 seconds, the fixative
evaporated and the granule-like surface again appeared (Fig-
ure 2A-B, 2A’-C’). The moment of granule-like surface ap-
pearance after fixative addition was the crucial stage for
steam application and obtaining good chromosome spread-
ing. The stage under influence of steam was the shortest
stage, lasting only few (3–5) seconds. During this stage, cell
swelling, fast chromosome spreading and hydrolysis of the
cytoplasm occurred (Figure 2C–H, 2D’-H’).
Slide drying conditions
The next step after steam exposure was slide drying. To
check the influence of the slide drying condition on the
chromosome spreading, we compared drying (1) at natural
condition (50% RH, 22–25°C) and (2) with additional air
flow using a fan. In the first experiment the drying process
was slow (20–30 sec), resulting in a high number of ‘over-
spread’ metaphase plates with chromosome loss. Under
air flow conditions, the slides dried faster, causing reduced
overspreading and as consequence the preservation of
complete chromosome sets in metaphases. Also micro-
scopic observations of chromosome behavior during the
drying process without intensified air-flow showed that
chromosomes and whole cells floated away with fixative
currents. The phenomenon became weaker when air-flow



Figure 1 Dynamics of morphological changes of A. cepa metaphase chromosomes in the standard protocol. The meniscus formation
(A-B) and a slight cell swelling (C-F) during fixative evaporation from the slide surface. Bar = 10 μm.
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drying hastened the evaporation of fixative from the slide.
Thus, cells kept their positions on the slide.

Effect of relative humidity on chromosome spreading and
chromosome length
To estimate the effect of the relative humidity on chromo-
some spreading, different RH (25–30%, 50–55% and 65–70%)
at room temperature (22–25°C) were applied. Allium cepa
was used for this experiment. Adjustment of RH in an iso-
lated room-box was done manually. The RH was measured
by hygrometer Testo 625 (Testo AG, Lenzkirch, Germany).
Microscopic observation showed that under moderate

RH (50–55%), the chromosome spreading was going on
during the whole period of steam exposure, resulting in up
to 60% of well spread chromosomes without cytoplasm.
Under high RH (65–70%) in most cases the chromosomes
were clumped, did not spread well after steam exposure
and cytoplasm hydrolysis was often incomplete. Preparation
under low RH (25–30%) resulted in early cytoplasm hy-
drolysis that prevented chromosome spreading.
The total chromosome length has been measured on

slides prepared under moderate or high RH using a single
cell suspension sample. The chromosomes prepared under
high humidity were significantly smaller (163 ± 14 μm) than
chromosomes prepared under moderate humidity (232 ±
1.0 μm, P ≤ 0.0001). Under high RH the total chromosome
length had a wide range, while under moderate RH it was al-
most uniform. The chromosomes prepared under high RH
appeared as bright light structures of high optical density
under a phase contrast microscope, while the chromosomes
prepared under moderate RH were less condensed and ap-
peared as grey structures (Figure 3).

Chromosome spreading using “SteamDrop”
In species with small chromosomes, most of the meta-
phase cells (85–97%) prepared with the “SteamDrop”
method showed good chromosome spreading (<2 over-
lapped chromosomes, Figure 4 Cannabis sativa, Humu-
lus japonicus, Brassica oleracea, Rosa wichurana). In
species with large chromosomes only 15–20% of meta-
phases appeared well spread. Therefore, for these species
a second drop of fixative with higher acetic acid concen-
tration (e.g. 1:1 or glacial acetic acid) after the first drop
of 5:1 or 3:1 ethanol:acetic acid were used (Figure 4 Al-
lium cepa, Allium fistulosum, Triticale, Triticum aesti-
vum). The second drop, containing a higher portion of
acetic acid, completed the cytoplasm digestion and pro-
vided additional chromosome spreading before chromo-
some immobilization on the slide surface. Steam was
applied after each drop of fixative. Microscopic analysis
of chromosome spreading revealed that the use of two
drops of fixative extended the time of chromosome
spreading. Using a second fixative drop in onion in-
creased the number of well spread metaphases two-fold
as compared to a single drop treatment. It should be
mentioned that the application of nitrous oxide gas as



Figure 3 Metaphase chromosomes of Allium cepa prepared under moderate (50%) RH (left) and high (70%) RH (right). Bar = 10 μm.

Figure 2 Dynamics of Allium cepa (A–H) and Humulus japonicus (A’-H’) chromosome spreading understeam. Meniscus formation (A-B,
A’- C’), cell swelling (C-D, D’-E’) and chromosome spreading (E–H, F’-H’). C–H and D’-H’ - steam application to the slides. Arrows indicate
stretching of an Humulus japonicus chromosome. Bar = 10 μm.
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Figure 4 Mitotic metaphase plates of species with large (Allium cepa, Allium fistulosum, Triticale, Triticum aestivum) and small
(Cannabis sativa, Humulus japonicus, Brassica oleracea, Rosa wichurana) chromosomes. The last figure is pachytene chromosomes of A.
cepa. All photos were made using the same magnification. Bar = 10 μm.
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metaphase arresting agent in combination with the sec-
ond fixative drop increased the number of well spread
metaphases up to 60% in Allium species. Application of
a second drop in species with small chromosomes (Can-
nabis sativa, Humulus japonicus, Humulus lupulus,
Linum. usitatissimum, Populus nigra, Brassica oleracea,
Ricinus communis) resulted in a higher percentage of
overspread metaphases and chromosome loss as com-
pared to the single drop use. However, this was not true
for Rosa wichurana, Spathiphyllum wallisii, Syngonium
auritum, Zantedeschia elliotiana. These species have
also small chromosomes but a rigid cell wall and the ap-
plication of the second drop resulted in well spread
metaphases with completely digested cytoplasm.
The application of the second drop was also successful

for meiotic chromosome preparation using a higher con-
centration of enzymes (1.5% cellulase, 1.5% pectolyase,
1.5% cytohelicase) for 3 h and a higher concentration of
acetic acid in fixative (1:1) for first drop and 100% acetic
acid for second drop (Figure 4. Allium cepa).

Cell suspension storage
Our experiments showed that cell suspension of PMCs
and root meristems in 96% ethanol can be used for
chromosome preparation even after 6 months of storage
in freezer (−20°C). The storage did not influence the
chromosome preparation quality. Whereas, commonly
used storage of anthers for several months in ethanol:
acetic acid fixative or in 70% ethanol resulted in poor
chromosome spreading of PMCs impaired by a high
amount of cytoplasm. The “SteamDrop” method makes
it possible to prepare mitotic and meiotic chromosomes
independent of the season.

“SteamDrop” chromosome preparations are excellent for
FISH
Chromosomes prepared by the “SteamDrop” method were
evaluated for their applicability in FISH experiments. It
was found that chromosome preparations are highly sensi-
tive to denaturation in the hybridization mixture. Immedi-
ately after denaturation, DAPI stained chromosomes
sometimes showed chromatin protrusion that often ham-
pers signal detection and karyotyping. Application of an
additional treatment with 4% buffered paraformaldehyde
solution (BPS), pH 8, for 9 minutes before RNAse treat-
ment helped to overcome this problem. Furthermore,
chromosome preparation according to the “SteamDrop”
protocol does not require pepsin pretreatment. The
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“SteamDrop” preparations were largely free of cytoplasm
and yielded a high signal to noise ratio. In our experience,
pepsin pretreatment did not increase signal to noise ratio,
but might damage chromatin structure.
FISH experiments on mitotic chromosomes with a 5S

rDNA probe in Allium fistulosum (Figure 5B) or HJSR
KpnI probe in Humulus japonicus (Figure 5A) or the
(AAC)5 oligonucleotide probe in Triticum aestivum
(Figure 5D) were analyzed. The chromosomal positions
of the corresponding FISH signals coincided with results
described earlier [37,32].
FISH on the pachytene chromosome of Allium cepa

with the 5S rDNA revealed two hybridization sites
(Figure 5C), in accordance with previously obtained data
on mitotic chromosome of Allium cepa [37].
Detection of genes on plant chromosomes strongly de-

pends on the quality of chromosome preparations. The
applicability of the “SteamDrop” chromosome prepara-
tions for gene localization was evaluated in Tyramide-
FISH experiments. Two genes of Allium cepa, the LFS
(lachrymatory factor synthase) and the bulb alliinase,
which are involved in the same biochemical pathway,
were used for visualization on mitotic metaphase chro-
mosomes. The LFS gene (550 bp) was detected in a
Figure 5 The “SteamDrop” chromosome preparations used in differen
the HJSR KpnI repeat; (B) FISH - Allium fistulosum probing with 5S rDNA (pS
rDNA (pSCT7); (D) FISH - Triticum aestivum probing with the (AAC)5 oligonu
(550 bp); (F) Tyramide-FISH - A. cepa probing with bulb alliinase gene fragm
proximal position on chromosome 5 (Figure 5E); the
bulb alliinase gene fragment (1.1 Kb) was found in a
distal position on chromosome 4 (Figure 5F), as re-
ported previously [38,39].

Discussion
Steam stimulates chromosome spreading
Steam application at the moment of meniscus formation
causes effective chromosome spreading. Steam hastens
cell wall hydrolysis by heating the slide surface. This
stimulates ethanol evaporation and increases the acetic
acid concentration for cellulose hydrolysis [40]. More-
over, steam delivers water to the slide surface [5], pro-
viding rapid cell rehydration. Claussen et al. [6] showed
the essential role of water in mammalian cell swelling.
Kato et al. [20] also emphasized the importance of a
high humidity treatment in order to spread plant chro-
mosomes and thus proposed the use of a humidity
chamber during slide preparation. We propose to use
steam for efficient chromosome spreading. We suppose
that during steam application three coinciding processes
occur: (1) cytoplasm rehydration and swelling; (2) rapid
cell wall hydrolysis, which aids cell burst due to cyto-
plasm swelling; (3) chromosome movement. It is very
t cytogenetic techniques. (A) FISH - Humulus japonicus probing with
CT7); (C) FISH - Allium cepa pachytene chromosomes probing with 5S
cleotide; (E) Tyramide-FISH - A. cepa probing with the LFS gene clone
ent (1.1 Kb).
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important that the steam is applied at the moment a
granule-like surface appears, when meniscus formation
is occurring. Meniscus pressure and steam cause rapid
plant cell swelling and, as a consequence, efficient
chromosome spreading.

Effect of relative humidity
Mammalian chromosome spreading depends on relative
humidity of the environment [3-7]. We found that RH
influences on plant chromosome preparation as well.
The optimal RH for plant chromosome preparation
using our “SteamDrop” method was 50–55%, similar to
that described for mammalian chromosome preparation
[3]. We suppose that the impact of RH on chromosome
spreading is mainly determined by slide drying time and
water-induced cytoplasm swelling. Under low RH, quick
ethanol evaporation with increasing acetic acid concen-
tration occurs (fixative is not an azeotropic mixture, [6])
resulting in prompt cytoplasm digesting before steam
application. Cytoplasm swelling does not take place and
chromosomes remain close together. Under high RH,
ethanol evaporates slowly while the process of fixative
rehydration goes fast. This results in a low concentration
of acetic acid. Therefore, undigested thick cytoplasm
hampers steam-induced chromosome spreading. Under
mid-level RH, the processes of the fixative rehydration
and the ethanol evaporation are balanced. At the mo-
ment of steam application, cytoplasm density is suffi-
cient for steam-induced chromosome spreading.

“SteamDrop” may cause chromosome stretching
Plant chromosome stretching was observed under steam
action. It was found that the degree of chromosome
stretching depends on RH of ambient condition. Thus
chromosomes prepared under moderate humidity were
1.42 times longer that those prepared under high RH.
Claussen et al. [6] showed chromosome preparation-
induced changes in the lengths of human lymphocyte
chromosomes. Authors proved that chromosomes have
their own potential to swell and they suggested that
some modifications of chromosome proteins promote
chromosome stretching. Moreover, it was shown by real-
time scan force microscopy that DNA molecules may
decondense and lengthen under specific micro-
environmental condition [41]. Thus, chromosome
stretching could be caused by DNA relaxation itself or
rehydration of chromatin proteins or combination of
both processes. Claussen et al. [6] proposed the concept
of chromosomal region–specific protein swelling. They
showed that “G-banded chromosomal regions” are in-
volved in chromosome stretching. Unstretched human
chromosomes do not show any visible GTG-banding
patterns [4,6]. Reproducible G-banding patterns on plant
chromosomes are difficult to obtain [42]. Hliscs et al. [4]
supposed that the absence of plant chromosome stretch-
ing is what causes a lack of G-bands. Probably, plant
chromosome stretching produced by the “SteamDrop”
protocol will help to obtain reproducible G-banding pat-
terns on plant chromosomes. Further experiments will
be done to check this assumption.

Conclusion
The results reported here demonstrate the effectiveness
of “SteamDrop” method for high quality chromosome
preparation of plant species with small and large chro-
mosomes. The applicability of the chromosome prepar-
ation for FISH and Tyramide-FISH experiments was
shown. The advantages and distinctions of our “Steam-
Drop” method from previously developed methods are
(1) the steam application caused efficient chromosome
spreading; (2) the minimization of washing steps reduce
chromosome damage and cell loss; (3) instead of com-
monly used dropping onto the slide of cell suspension in
ethanol-acetic acid fixative we propose to use cell sus-
pension in 96% ethanol that allowed to regulate the
chromosome spreading and amount of cytoplasm
around chromosomes by adding ethanol-acetic acid fixa-
tive in proper ratio; (4) moreover, long-term storage of
cell suspension in 96% ethanol does not impair the qual-
ity of chromosome preparation; (5) several slides can be
prepared from a single root; (6) a simple protocol: the
preparation of cell suspension excluding of metaphase
arresting and enzyme treatment steps takes only 2–3 mi-
nutes; the chromosome slide preparation – 1 minute.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
IK designed the study, performed the research and wrote the manuscript.
KVL, AS and MD performed the research. LK designed and coordinated the
study and wrote article. All authors read and approved the final manuscript.

Acknowledgments
We gratefully acknowledge the support of grant № 8112 from Ministry of
Education and Science of Russian Federation. The authors are grateful to Dr.
I. Schubert for his critical reading of the manuscript and useful discussion.

Author details
1Department of Genetics and Biotechnology, Russian State Agrarian
University-MTAA, Timiryazevskay str. 49, 127550 Moscow, Russia. 2Center of
Molecular Biotechnology, Russian State Agrarian University-MTAA,
Listvennichnaya Alleya 5, 127550 Moscow, Russia. 3Institute for Agricultural
and Fisheries Research (ILVO), Plant Sciences Unit, Applied Genetics and
Breeding, Caritasstraat 21, 9090 Melle, Belgium.

Received: 2 February 2014 Accepted: 26 February 2014
Published: 6 March 2014

References
1. Claussen U: The pipette method: a new rapid technique for chromosome

analysis in prenatal diagnosis. Hum Genet 1980, 54:277–278.
2. Rǿnne M: Chromosome preparation and high resolution banding

(review). J Dairy Sci 1990, 4:337–365.
3. Spurberck JL, Zinmeister AR, Meyer KJ, Jalal SM: Dynamics of chromosome

spreading. Am J Med Genet 1996, 61:387–393.



Kirov et al. Molecular Cytogenetics 2014, 7:21 Page 10 of 10
http://www.molecularcytogenetics.org/content/7/1/21
4. Hliscs R, Muhlig P, Claussen U: The spreading of metaphases is a slow
process which leads to a stretching of chromosomes. Cytogenet Cell
Genet 1997, 76:167–171.

5. Henegariu O, Heerema NA, Wright LL, Bray-Ward P, Ward DC, Vance GH:
Improvements in cytogenetic slide preparation: controlled chromosome
spreading, chemical aging and gradual denaturing. Biotech Histochem
2001, 74:160–166.

6. Claussen U, Michel S, Mühlig P, Westermann M, Grummt UW, Kromeyer-
Hauschild K, Liehr T: Demystifying chromosome preparation and the
implications for the concept of chromosome condensation during
mitosis. Cytogenet Genome Res 2003, 98(2–3):136–146.

7. Deng W, Tsao SW, Lucas JN, Leung CS, Cheung ALM: A new method for
improving metaphase chromosome spreading. Cytometry 2003,
51(1):46–51.

8. Moralli D, Yusuf M, Mandegar M, Khoja S, Monaco ZL, Volpi EV: An
improved technique for chromosomal analysis of human ES and iPS
cells. Stem Cell Rev 2011, 7:471–477.

9. Belling J: On counting chromosomes in pollen-mother cells. Am Nat 1921,
55:573–574.

10. Schwarzacher T, Ambros P, Schweizer D: Application of Giemsa banding
to orchid karyotype analysis. Plant Syst Evol 1980, 134:293–297.

11. Schwarzacher T, Leitch AR: Enzymatic treatment of plant material to
spread chromosomes for in situ hybridization. Protocols for nucleic acid
analysis by nonradioactive probes. Methods Mol Biol 1994, 28:153–160.

12. Pijnacker LP, Ferwerda MA: Giemsa C-banding of potato chromosomes.
Can J Genet Cytol 1984, 26:415–419.

13. Fukui K, Ilijima K: Somatic chromosome map of rice by imaging methods.
Theor Appl Genet 1991, 81:589–596.

14. Mouras A, Salesses G, Lutz: Sur I’utilisation des protoplastes en cytologie:
amelioration d’une methode recente en vue de l’identification des
chromosomes mitotiques genres Nzcutiana et Prunus. Caryologia 1978,
31:117–127.

15. Mouras A, Saul MW, Essad S, Potrykus I: Localization by in situ
hybridization of a low copy chimaeric resistance gene introduced into
plants by direct gene transfer. Mol Gen Genet 1987, 207:204–209.

16. Murata M: Staining air dried protoplasts for study of plant chromosomes.
Stain Technol 1983, 58:101–106.

17. Ambros PF, Matzke MA, Matzke AJM: Detection of a 17 kb unique
sequence (T-DNA) in plant chromosomes by in situ hybridization.
Chromosoma 1986, 94:11–18.

18. Geber G, Schweizer D: Cytochemical heterochromatin differentiation in
Sinapis alba (Cruciferae) using a simple air-drying technique for
producing chromosome spreads. Plant Syst Evol 1988, 158:97–106.

19. Andras SC, Hartman TPV, Marshall JA, Marchant R, Power JB, Cocking EC,
Davey MR: A drop-spreading technique to produce cytoplasm free
mitotic preparations from plants with small chromosomes. Chromosome
Res 1999, 7:641–647.

20. Kato A, Lamb JC, Birchler JA: Chromosome painting using repetitive DNA
sequences as probes for somatic chromosome identification in maize.
Proc Natl Acad Sci U S A 2004, 101:13554–13559.

21. Kato A, Albert PS, Vega JM, Birchler JA: Sensitive fluorescence in situ
hybridization signal detection in maize using directly labeled probes
produced by high concentration DNA polymerase nick translation.
Biotech Histochem 2006, 81(2–3):71–78.

22. Anamthawat-Jonsson K: Preparation of chromosomes from plant leaf
meristems for karyotype analysis and in situ hybridization. Methods Cell
Sci 2003, 25:91–95.

23. Carvalho CR, Saraiva LS: An air drying technique for maize chromosomes
without enzymatic maceration. Biotech Histochem 1993, 68:142–145.

24. Jewell DC, Islam-Faridi N: A Technique for Somatic Chromosome
Preparation and C-Banding of Maize. In The Maize Handbook. Edited by
Freeling M, Walbot V. New York: Springer-Verlag; 1994:484–493.

25. Rothfels KH, Siminovitch L: An air-drying technique for flattening
chromosomes in mammalian cells grown in vitro. Biotech Histochem 1958,
33(2):73–77.

26. Danilova TV, Birchler JA: Integrated cytogenetic map of mitotic
metaphase chromosome 9 of maize: resolution, sensitivity, and banding
paint development. Chromosoma 2008, 117:345–356.

27. Gill N, Findley S, Walling JG, Hans C, Ma J, Doyle J, Stacey G, Jackson SA:
Molecular and chromosomal evidence for allopolyploidy in soybean.
Plant Physiol 2009, 151(3):1167–1174.
28. Findley SD, Cannon S, Varala K, Du J, Ma J, Hudson ME, Birchler JA, Stacey G:
A fluorescence in situ hybridization system for karyotyping soybean.
Genetics 2010, 185(3):727–744.

29. Komuro S, Endo R, Shikata K, Kato A: Genomic and chromosomal
distribution patterns of various repeated DNA sequences in wheat
revealed by a fluorescence in situ hybridization procedure. Genome 2013,
56(3):131–137.

30. Ma Y, Islam-Faridl MN, Crane CF, Stelly DM, Price HJ, Byrne DH: A new
procedure to prepare slides of metaphase chromosomes of roses.
HortScience 1996, 31:855–857.

31. Lawrence GJ, Appels R: Mapping the nucleolus organizer region, seed
protein loci and isozyme loci on chromosome 1R in rye. Theor Appl Genet
1986, 71(5):742–749.

32. Alexandrov OS, Divashuk MG, Yakovin NA, Karlov GI: Sex chromosome
differentiation in Humulus japonicus Siebold & Zuccarini, 1846
(Cannabaceae) revealed by fluorescence in situ hybridization of
subtelomeric repeat. Comp Cytogenet 2012, 6:239–247.

33. Rogers SO, Bendich AJ: Extraction of DNA from milligram amounts of
fresh, herbarium and mummified plant tissues. Plant Mol Biol 1985,
5:69–76.

34. Khrustaleva L, Kik C: Localization of single copy T-DNA insertion in
transgenic shallots (Allium cepa L.) by using ultra-sensitive FISH with
tyramide signal amplification. Plant J 2001, 25:699–707.

35. Heslop-Harrison JS, Schwarzacher T, Anamthawat-Jdnsson K, Leitch AR, Shi
M, Leitch IJ: In-situ hybridization with automated chromosome
denaturation. Technique 1991, 3:109–116.

36. Schmidt T, Schwarzacher T, Heslop-Harrison JS: Physical mapping of rRNA
genes by fluorescent in-situ hybridization and structural analysis of 5S
rRNA genes and intergenic spacer sequences in sugar beet (Beta
vulgaris). Theor Appl Genet 1994, 88(6–7):629–636.

37. Shibata F, Hizume M: Evolution of 5S rDNA units and their chromosomal
localization in Allium cepa and Allium schoenoprasum revealed by
microdissection and FISH. Theor Appl Genet 2002, 105:167–172.

38. Masamura N, McCallum J, Khrustaleva L, Kenel F, Pither-Joyce M, Shono J,
Suzuki G, Mukai Y, Yamauchi N, Shigyo M: Chromosomal organization and
sequence diversity of genes encoding lachrymatory factor synthase in
Allium cepa L. G3 (Bethesda) 2012, 2(6):643–651.

39. Khrustaleva L, Kirov I, Romanov D, Budylin M, Lapitskaya I, Kiseleva A,
Fesenko I, Karlov G: The chromosome organization of genes and some
types of extragenic DNA in Allium. Acta Hort 2012, 969:43–51.

40. Mosier NS, Sarikaya A, Ladisch CM, Ladisch MR: Characterization of
dicarboxylic acids for cellulose hydrolysis. Biotechnol Prog 2001,
17:474–480.

41. Gallyamov MO, Tartsch B, Khokhlov AR, Sheiko SS, Borner HG, Matyjaszewski
K, Moller M: Conformational dynamics of single molecules visualized in
real time by scanning force microscopy: macromolecular mobility on a
substrate in different vapours. J Microsc 2004, 215:245–256.

42. Greilhuber J: Why plant chromosomes do not show G-bands? Theor Appl
Genet 1977, 50:121–124.

doi:10.1186/1755-8166-7-21
Cite this article as: Kirov et al.: An easy “SteamDrop” method for high
quality plant chromosome preparation. Molecular Cytogenetics 2014 7:21.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusion

	Background
	Methods
	Plant material
	Metaphase arresting, fixation and enzyme treatment
	Protocol of chromosome preparation using the “SteamDrop” method
	Enzyme treatment
	Cell suspension preparation
	Chromosome preparation

	Probe preparation
	LFS and bulb alliinase gene fragment
	5S rDNA
	HJSR KpnI
	(AAC)5 oligonucleotide

	DNA isolation
	Tyramide-FISH
	FISH
	Microscopy and image analysis

	Results
	Dynamics of chromosome spreading under steam
	Slide drying conditions
	Effect of relative humidity on chromosome spreading and chromosome length
	Chromosome spreading using “SteamDrop”
	Cell suspension storage
	“SteamDrop” chromosome preparations are excellent for FISH

	Discussion
	Steam stimulates chromosome spreading
	Effect of relative humidity
	“SteamDrop” may cause chromosome stretching

	Conclusion
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


