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Abstract: Ice deposited in Greenland and Antarctica entraps viable and nonviable
microbes, as well as biomolecules, that become temporal atmospheric records. Five
sections (estimated to be 500, 10,500, 57,000, 105,000 and 157,000 years before
present, ybp) from the GISP2D (Greenland) ice core, three sections (500, 30,000 and
70,000 ybp) from the Byrd ice core, and four sections from the Vostok 5G (Antarctica) ice
core (10,500, 57,000, 105,000 and 105,000 ybp) were studied by scanning electron
microscopy, cultivation and rRNA gene sequencing. Bacterial and fungal isolates were
recovered from 10 of the 12 sections. The highest numbers of isolates were found in ice
core sections that were deposited during times of low atmospheric CO,, low global
temperatures and low levels of atmospheric dust. Two of the sections (GISP2D at 10,500
and 157,000 ybp) also were examined using metagenomic/metatranscriptomic methods.
These results indicated that sequences from microbes common to arid and saline soils were
deposited in the ice during a time of low temperature, low atmospheric CO, and high dust
levels. Members of Firmicutes and Cyanobacteria were the most prevalent bacteria, while
Rhodotorula species were the most common eukaryotic representatives. Isolates of
Bacillus, Rhodotorula, Alternaria and members of the Davidiellaceae were isolated from
both Greenland and Antarctica sections of the same age, although the sequences differed
between the two polar regions.
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1. Introduction

Microorganisms have been identified and isolated from glacial ice samples from many different
regions of the world. The global distribution of these microorganisms in snow and glacial ice is the
result of wind and atmospheric circulation. Bacteria and fungi have been detected and isolated from
many different frozen environments such as permafrost, cryopegs, sea ice, glacial ice, and accretion ice
from subglacial lakes [1-17]. Bacteria and fungi have been isolated from both Arctic and Antarctic
regions [4,5,7-9]. Most of the bacteria and fungi isolated from these permanently cold environments
were psychrotolerant as opposed to psychrophilic, having optimal growth temperatures well above
freezing [4,5]. Glacial ice has constant temperatures, making it ideal for long-term preservation of
microorganisms and biomolecules [16—19]. Environmental ice acts as a protective matrix for
microorganisms over extended periods of time and provides a record of microbial evolution and
ancient biodiversity [8].

While the numbers of viable organisms and intact nucleic acid sequences decline with depth, they
have been recovered from ice that is more than a million years old [4,5,14,16—18,20]. Study of the
organisms isolated from environmental ice has yielded insights into microbial longevity. However,
studies have not been performed to compare microorganisms belonging to similar timescales entrapped
in glacial ice from geographically distant sites. The Arctic and the Antarctic are geographically distant
regions, but also are distinct for other reasons. Much of Antarctica is a desert with little precipitation,
and the continent is far from other large landmasses. In general, Greenland receives more precipitation,
and 1s geographically less isolated, receiving winds from Europe, Asia and North America [21]. Study
of microbes isolated from these two distinct locations, dating back to similar time periods may provide
insights into microbial community composition through time and transportation of microbes in the
atmosphere, as well as deposition and preservation of microbes and biomolecules in ice.

Sections from the GISP2D (Greenland Ice Sheet Project 2), Vostok 5G (Antarctica) and
Byrd (Antarctica) ice cores were selected for comparison (Figure 1). Sections were chosen that
were representative of times of high and low atmospheric carbon dioxide, dust and mean global
temperature [22—26]. Scanning electron microscopy, cultivation, sequencing and phylogenetic analyses
were used to assess the influences of atmospheric characteristics on microbe deposition and survival in
ice. Metagenomic/metatranscriptomic analyses were used to determine and compare the microbial
communities at times when carbon dioxide levels and temperatures were at minima (157,000 ybp)
[22,23] and at a time when carbon dioxide levels and temperatures were rising nearly to modern levels
(10,500 ybp) [22-26]. During the past 420,000 years, the concentration of atmospheric carbon dioxide
has ranged from a low of approximately 200 ppm 150,000 years ago [22,23] to a high of >390 ppm
currently [27], with another high peak of approximately 280 ppm occurring approximately 125,000 years
ago [23]. Carbon dioxide levels vary directly with changes in global temperature. Low CO; levels are
normally associated with low temperatures, low precipitation and high dust levels, while high CO,
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levels generally indicate high temperatures, high precipitation rates, and low dust levels, factors that
may influence transportation of microbes and overall community composition. Here we report research
that was designed to test whether the same species are concurrently deposited in ice at both poles, and
whether changes in atmospheric carbon dioxide, dust and global temperature affect deposition of

microbes in glacial ice.

Figure 1. Locations of ice core sections used in this study. Sections from the Greenland Ice
Sheet Project 2 (GISP2) (Greenland), Byrd (Antarctica) and Vostok 5G (Antarctica) ice
cores were examined. See Experimental Section for more details about the core sections.

Greenland

GISP2 o

2. Results and Discussion
2.1. Results
2.1.1. Scanning Electron Microscopy (SEM)

Most of the cells in the GISP2D and Vostok 5G core sections that were examined were rod-shaped
bacteria (Figures 2 and 3). A few were coccoid, including diplococcoid forms (Figure 2, panels 16 and
22; Figure 3, panel 23). Two were spiral shaped (Figure 2, panels 18 and 19). Only three appeared to
be fungi (Figure 3, panels 27-29), more complex shapes and larger cells, some of which may be conidia.

2.1.2. Revival and Molecular Identification of Glacial Isolates

There are geographical and temporal differences in the microbial composition of ice core samples
(Table 1). Of the 27 cultures recovered from the 10 ice core sections, 19 were from Greenland ice and
only eight were from Antarctica ice. Also, in general, the number of viable microbes, as indicated by
number of cultures, was inversely proportional to the age of the ice core (Figure 4). The only
exceptions to this were for the youngest ice sections that were analyzed, which were less than
500 years old (from Byrd and GISP2D). In both cases, few cultures were obtained. The ice core
sections that were 10,500 years old from the GISP2D (1,601 m) and Vostok 5G (316 m) cores yielded
higher numbers of cultures (seven fungi and two bacteria; Table 1). The number of cultures decreased
with increasing age of the ice core sections (Table 1, Figure 4). There was a correlation between the
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number of cultures obtained and the atmospheric conditions at the time of ice deposition (Figure 5).
Higher numbers of fungi and bacteria were isolated when atmospheric CO, levels were below
240 ppmv (parts per million per volume), temperatures were at least 3 °C lower than the present mean
global temperature, and dust levels were <0.4 ppm (atmospheric measurements are from [23]).

Figure 2. Scanning electron micrographs (SEM) of bacteria from the GISP2D ice core
sections (panels 1-6, 1,601 m; 7-11, 2,501 m; 12—18, 2,777 m; 19-22, 3,014 m). Microbes
in micrographs 1, 3, 5 and 6 are rod shaped bacteria. The microbes in micrographs 1 and 6
have a sheath-like cover over the exterior, similar to the microbes previously observed in
Vostok accretion ice (red arrow; [4]). The organisms in micrograph 3 are similar to the rod
shaped bacteria observed in previous GISP2D sediment ice studies (white arrow; [28]).
Microbes in micrographs 7 and 11 are similar to long rod shaped bacteria observed in the
Vostok ice cores (green arrow; [4]). Organisms in micrograph 14 and 15 are rod shaped
bacteria, similar to those previously observed from Vostok ice cores (blue arrow; [4]). The
organism in micrograph 16 has a diplococcoid form (yellow arrow) and has been observed
in other studies of the Vostok and GISP2D ice cores and from several cold environments
including the Siberian permafrost [4,14,17]. This microbe is similar to Psychrobacter, a
diplococcoid bacterium commonly found in the cold environments. The microbe in
micrograph 18 has an unusual spiral structure (orange arrow) similar to organisms isolated
from the Vostok core [4]. These may be related to the order Spirochaetales, which have
long helically coiled cells. The microbes in micrographs 8 and 13 resemble cells of
Caulobacter spp. while the curving form in micrograph 21 cannot be identified.
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Figure 3. Scanning electron micrographs of bacteria from the Vostok 5G ice core section
(micrographs 23-25, 316 m; 26-27, 900 m; 28-30, 1,529 m). No organisms were observed
in the Vostok 5G 2,149 m ice core. Also, no cultures were obtained from this core section
(Table 1). Diplococcoid organisms similar to the ones observed in the GISP2D cores were
evident in micrograph 23 (yellow arrow). The microbe in micrograph 24 has a spiral
structure and may be related to Spirochaetales. Spore-like structures were observed
commonly (red arrow). A fungal hyphae-like structure was observed in the Vostok 5G
900 m ice core (panel 27). The spherical form in micrograph 29 appears to be a fungal
coniduim. The microbes in Panels 25 and 30 are very small, similar to ultramicrobacteria
found previously in the GISP2D ice core [28,29].

Table 1. Summary of BLAST search results. Included are sequences from cultures and
metagenomic/metatranscriptomic analyses.
Depth A S A i Identit
Core °p 8¢ equenci ceession Closest BLASTn match " Phylum ¢ entity
(m) (ybp) number number (%)
Byrd 99 <500 CULT C-2 KC146580 Alternaria sp. As 99 ¢
1,593 30,000 CULT C-8 KC146581 Alternaria alternata As 99 ¢
CULT A-1  KC146555 Bacillus lichniformis Fi 99 ¢
2,131 70,000 CULT D-7 KC146582 Alternaria alternata As 99 9
GISP 2D 104 <500 CULT B-1 KC146556 Bacillus thioparans Fi 100 ©
1,601 10,500 GI860 KC206482 Alternaria alternata As 100 ¢
c2581 KC155352 Lactobacillus helveticus Fi 100¢
s3382 KC146557 Microcoleus vaginatus Cy 99°
c797 KC146560 Microcoleus vaginatus Cy 99 ¢
c1832 KC146558 Uncultured bacterium Cy 99 ¢
GI859 KC206491 Fusarium culmorum As 98 ¢
s1867 KC155351 Lactobacillus crispatus Fi 98 °
GI862 KC206492 Penicillium corylophilum As 98¢
GI867 KC206485 Rhodotorula mucilacinosa Ba 98 ©
GI861 KC206488  Cladosporium tennuissimum As 97 ¢
GI866 KC206494 Rhodotorula mucilacinosa Ba 979
c2097 KC146554  Uncultured cyanobacterium Cy 95°¢
GI865 KC206477 Caulobacter crescentus Ap 94 ¢
c4392 KC146571 Escherichia coli Gp 93°
s3934 KC146559 Uncultured bacterium Ac 93°¢
c3088 KC146584 Halomonas neptunia Gp 92°¢
2,501 57,000 GI868 KC206495 Aspergillus restrictus As 99 ¢




Biology 2013, 2 211
Table 1. Cont.
Core Depth Age Sequencea Accession Closest BLASTn match ® Phylum ¢ Identity

(m) (ybp) number number (%)
GI869 KC206484 Aureobasidium pullulans Ba 99 ¢

GI871 KC206489 Aspergillus conicus As 98 9

GI873 KC206481 Rhodotorula mucilacinosa Ba 98 ¢

GI872 KC206478 Caulobacter crescentus Ap 86 ¢

2,777 105,000 GI875 KC206483 Cryptococcus magnus Ba 99 ¢
GI876 KC206487 Rhodotorula mucilacinosa Ba 99 ¢

GI874 KC209502 Bacillus subtilis Fi 98 ¢
3,014 157,000 c2575 KC146576 Lactobacillus helveticus Fi 100 *
c4301 KC146578 Lactobacillus helveticus Fi 100 °
cl1729 KC146569 Micrococcus luteus Ac 100

CULTE-5 KC146583 Cladosporium tenuissimum As 99 4

s3361 KC146561 Microcoleus vaginatus Cy 99 °

cl654 KC146563 Microcoleus vaginatus Cy 99 °

c552 KC146564 Uncultured bacterium Cy 99 ©

cl812 KC146565 Uncultured bacterium Cy 99 °

c2330 KC146567 Uncultured bacterium Fi 99°

c785 KC146568 Uncultured bacterium Cy 99 ©

c3738 KC146577 Lactobacillus helveticus Fi 98 f

c833 KC146573 Lactobacillus helveticus Fi 98 ©

cl018 KC146574 Lactobacillus helveticus Fi 98 f

GI855 KC206493 Penicillium chrysognum As 98¢

GI858 KC206480 Rhodotorula mucilacinosa Ba 98¢

c1826 KC146566 Uncultured bacterium Fi 98 °

c3135 KC146552  Uncultured cyanobacterium Cy 98 °

c3856 KC146553  Uncultured cyanobacterium Cy 98 °

s1137 KC146575 Lactobacillus helveticus Fi 97°

c2005 KC146570 Micrococcus luteus Ac 97°

c67 KC146562 Microcoleus vaginatus Cy 97°

c3509 KC146585 Brevudimonas diminuta Ap 95 f

c3833 KC146587 Uncultured bacterium Bp 93¢

c2683 KC146579 Pseudomonas stutzeri Gp 91 f

c4709 KC146572 Bordetella petrii Bp 89 °

s3724 KC146586 Bordetella pertussis Bp 88 '

c2094 KC146588 Geobacillus sp. Fi 84 ¢

Vostok 5G 316 10,500 GI878 Bacillus amyloliquifaciens Fi 100 °
GI877 Davidiella tassiana As 994

900 57,000 None e — e

1,529 105,000 GI879 Alternaria tenuissimum As 100 ¢
GI880 Rhodotorula mucilacinosa Ba 99 9

2,149 157,000 None

* Cultures are indicated in bold font. Metagenomic/metatranscriptomic sequences are in standard

font. * Fungi are in red font. ¢ Phyla: Ac—Actinobacteria; Ap—Alphaproteobacteria; As—

Ascomycota; Ba—Basidiomycota; Bp—Betaproteobacteria; Cy—Cyanobacteria; Fi—Firmicutes;

Gp—Gammaproteobacteria. ¢ Ribosomal RNA internal transcribed spacer (ITS1 and ITS2).

® Ribosomal RNA small subunit gene. " Ribosomal RNA large subunit gene. ¢ Glycerol kinase gene.
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Figure 4. Number of cultures from GISP2D, Byrd and Vostok 5G ice core sections, based
on age of ice. Black bars indicate total number of cultures, red bars indicate fungal cultures
and blue bars indicate bacterial cultures.
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Figure 5. Cultures obtained from ice core sections based on atmospheric conditions at the
time of deposition. Black bars indicate total number of cultures, red bars indicate fungal
cultures and blue bars indicate bacterial cultures. Values for atmospheric measurements are

from reference [23].
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2.1.3. Metagenomic/metatranscriptomic Analyses

A total of 107,700 high quality 454 sequence reads were obtained from the sequencing facility.
After categorization by the MID primers, there were 25,748 high quality reads associated with the
MID4 (GISP2D, 1,601 m) primer, 29,506 associated with the MID5 (GISP2D, 3,014 m) primer.
18,015 high quality reads associated with the MID6 (control 1) primer, and 34,063 high quality reads
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associated with the MID10 (control 2) primer. After assembly, a total of 15,891 contigs resulted.
Sequences that were in common with the control samples were removed, leaving 33 sequences that
were unique to the ice for analysis (Table 1). Nine unique Basic Local Alignment Search Tool
(BLAST) hits were present in the 10,500 ybp GISP2D core section and 24 unique hits were present in
the 157,000 ybp core section. All of the metagenomic/metatranscriptomic sequences were from
bacteria (Table 1). There were five species common to both samples. All others were unique to one
sample or the other. In the 10,500 ybp sample, all nine sequences were unique, while in the
157,000 ybp sample, 15 species were indicated among the 24 sequences.

In general, the taxa in the cores were similar to organisms found in polar ice (both Arctic and
Antarctic), soil, dust, water, hot springs, marine environments, deep-sea thermal vents and associated
with animals. A number of isolates and sequences recovered from the ice in this study were those that
have yet to be scientifically described. In the National Center for Biotechnology Information (NCBI)
database, they are termed “environmental taxa” or “unidentified” or “uncultured.” In the 10,500 ybp
ice, five of the sequences were closest to unidentified environmental taxa that were similar to
Microcoleus and uncultured bacteria. Also, the 10,500 ybp GISP2D ice sample contained one
sequence closest to a sequence of a Halomonas isolate that lives in marine environments, including
deep-sea thermal vents. In the 157,000 ybp ice section sample, fifteen sequences were closest to those
from unidentified environmental species. They were closest to members of Geobacillus, Micrococcus,
Microcoleus and Pseudomonas. Five were associated with soil, three specifically with arid land soils,
and two sequences were closest to Micrococcus, known to be saprotrophic.

2.1.4. Phylogenetics

For bacteria, phylogenetic trees were produced using SSU rRNA (small subunit ribosomal RNA;
Figure 6) and LSU rRNA (large subunit rRNA; Figure 7) sequences. For fungi, the rRNA internal
transcribed spacers (ITS1 and ITS2) were used, due to their increased precision for species
determination for Eukarya. Phylogenetics was used to confirm the BLAST search results, as well as to
refine species identities. The bacteria grouped into four clades, corresponding to phyla: Actinobacteria,
Cyanobacteria, Firmicutes, and Proteobacteria (including Alphaproteobacteria, Betaproteobacteria and
Gammaproteobacteria), the majority being in either the Cyanobacteria or the Firmicutes. Three
sequences from the 157,000 year old ice core were closest to sequences from Microcoleus vaginatus
and Phormidium autumnale that were isolated from soils, desert soils or deglaciated soil (including
one from Antarctica). The other six sequences formed a separate Cyanobacteria clade, which was
within the larger clade that included sequences from other Antarctic and arid soil taxa. The
Actinobacteria clade included three sequences, all closely allied with sequences from environmental
samples from soil or dust. Two were closest to sequences from Micrococcus luteus. Four sequences
grouped within the Firmicutes clade. Two were from cultures whose sequences were within the genus
Bacillus. In previous studies of Greenland ice cores, several Bacillus spp. were isolated [3]. Two
metagenomic/metatranscriptomic sequences from the 157,000 year old ice core section most closely
matched sequences from Marinococcus sp. and Sinococcus beijingensis, both of which had been
isolated from saline soils. This is consistent with the low temperature and high atmospheric dust

concentration at that time [23].
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Figure 6. Phylogram of bacterial small subunit ribosomal RNA (SSU rRNA) sequences

(maximum parsimony using phylogenetic analysis using parsimony (PAUP) [30]) from the

GISP2D and Byrd ice cores. Sequences determined in this study are indicated in bold font.

Sequences that start with CULT are isolates. All other sequences in bold were from the

metagenomic/metatranscriptomic analysis. Ice core location and depth (meters below the

glacial surface) are indicated. Phyla are on the right. The closest National Center for

Biotechnology Information (NCBI) sequences to the queried sequences were selected from

BLAST search results for use in the phylogenetic analysis. NCBI accession numbers

(in parentheses) and sources of isolates (square brackets) are provided. Bootstrap values

(1,000 replications) are given for branches with support greater than 50%.
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Figure 7. Phylogram of bacterial large subunit rRNA (LSU rRNA) sequences (maximum
parsimony using PAUP [30]) from the GISP2D ice core. Sequences determined in this
study are indicated in bold font. Ice core location and depth (meters below the glacial
surface) are indicated for each. Phyla are on the right. The closest NCBI sequences to the
queried sequences were selected from BLAST search results for use in the phylogenetic
analysis. NCBI accession numbers (in parentheses) and sources of isolates (square
brackets) are provided. Bootstrap values (1,000 replications) are given for branches with

support greater than 50%.
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Fewer sequences from Cyanobacteria were found in the LSU rRNA gene data set. However, they
all were within a clade that included an uncultured cyanobacterial sequence from an unidentified
environmental sample. Firmicute sequences predominated in the LSU rRNA data set. All were most
closely allied with sequences from Lactobacillus crispatus and L. helveticus. Both are associated with
animals, but similar taxa can be found in soils. Similarly, one Alphaproteobacterium and three
Betaproteobacteria were most closely related to sequences from bacteria associated with animals, but
which can also be found in soil and sludge. One sequence most closely matched sequences from
Gammaproteobacteria. It was closest to members of the halophilic and thermotolerant genus
Halomonas. Species of Halomonas and Lactobacillus are thermotolerant. Coincidentally, dark
granular material was found in the 10,500-year-old ice core section that resembles volcanic ash (data
not shown).

All of the fungi that were isolated and sequenced (internal transcribed spacer (ITS) regions) were
either in the Basidiomycota or the Ascomycota. Rhodotorula was the most common genus (Figure 8).
Several isolates (GI858, GI867, GI873 and GI876) were recovered from sections of the GISP2D ice
core that were 10,500, 57,000 and 157,000 years old, as well as from a 105,000-year-old Vosok 5G ice
core section (GI880). Most grouped closest to R. mucilaginosa, R. glutius and related isolates that had
previously been recovered from marine, deep-sea or Lake Vostok ice samples. However, isolate GI866
was distant from all other isolates, as well as from sequences on NCBI. While it appears that it could
be within the Sporidiobolales, it might be outside of the genus Rhodotorula.

Isolates of Penicillium and Aspergillus also were common. The ITS sequence from isolate GI855
(from GISP2D, 3,014 m) was closest to P. chrysogenum isolates from marine and deep-sea sediments.
Another isolate (GI862, from GISP2D, 1,601 m) also was close to a deep-sea isolate. Two isolates
(GI868 and GI871, both from Vostok 5G, 2,501 m) were closest to an isolate of Aspergillus from Lake
Vostok accretion ice. All of these isolates, as well as the isolates described in the NCBI database
originated from cold high-pressure environments. This is likely a common trait for organisms that are
able to survive in deep ice. The sequence of isolate GI869 (from Vostok 5G, 2,501 m) is closest to
marine isolate within the Dothioraceae, which includes the genus Aureobasidium. However, the
sequence differs from all other such sequences in this family on the NCBI database, as indicted by the
branch length (Figure 8). Sequences from two isolates (GI861, from GISP2D, and GI877, from Vosok
5G; both at 10,500 ybp) are within the Cladosporium/Davidiella complex. They were closest to marine
and Greenland ice taxa [8].

One isolate of Alternaria was recovered from the 105,000-year-old section from Vostok 5G. The
sequence was closest to A. tenuissima, as well as to isolates from Greenland and from soil. One isolate
(GI859) was closest to sequences from Fusarium isolates recovered from Greenland and northern
Spain. Isolate GI860 (from GISP2D, 1,601 m) could not be placed within a specific taxon. It appears to
be approximately midway between Alternaria and Fusarium (Figure 8). One additional basidiomycete
was isolate GI875 (from GIDP2D, 2,777 m), whose sequence is closest to Crypfococcus magnus, a
species isolated from soil that is also an opportunistic pathogen of humans and other mammals.
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Figure 8. Phylogram of fungal rRNA internal transcribed spacer (ITS) sequences (with
maximum parsimony on PAUP, [30]) from the GISP2D and Vostok 5G ice cores.
Sequences that start with GI (in bold font) are the isolates from the ice sections. Ice core
location and depth (meters below the glacial surface) are also given. Genera and phyla
designations are on the right. Organisms belonging to the genera Rhodotorula, Alternaria
and Cladosporium have previously been isolated from the GISP2D and the Vostok 5G ice
cores. The closest NCBI sequences to the queried sequences were selected from BLAST
search results for use in the phylogenetic analysis. NCBI accession numbers
(in parentheses) and sources of isolates (square brackets) are provided. Bootstrap values

(1,000 replications) are given for branches with support greater than 50%.
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2.2. Discussion
2.2.1. Atmospheric Conditions and Microbial Deposition

Microbial cells are transported by wind, clouds and precipitation [12,31]. Some become entrapped
in glaciers, becoming records of the atmosphere at specific points in time. In this study, two major
questions are addressed: (1) Are the same species of microbes concurrently deposited in ice in the
Arctic and Antarctic?, and (2) Do atmospheric conditions affect the deposition of microbes in polar
ice? The answer to Question 1 is, no. The sequences found in the Arctic differed from those found
during the same time periods in the Antarctic, although very similar sequences were sometimes found
in ice from both polar regions (Table 1, Figures 6—8). The answer to Question 2 is, yes. The highest
numbers of isolates were from ice core sections that contained ice deposited during times of moderate
to low atmospheric CO, (<240 ppmv), low temperature (<—3 °C below current global mean) and low
dust (<0.4 ppm). These correlations to the cultivation results may indicate increased preservation of the
microbes during times of colder global mean temperatures. The metagenomic/metatranscriptomic data
indicated that sequences from microbes common to arid and saline soils were deposited in the ice
during a time of low temperature, low atmospheric CO, and high dust levels. The presence of nucleic
acids does not indicate whether viable cells are present, and therefore, some of the organisms
represented in these samples may have been nonviable. The metagenomic/metatranscriptomic data
might be more indicative of the nucleic acids that are in the highest concentrations in the ice, rather
than an indication of intact microbes.

The lower number of microbes in the Vostok sections could partly be due to the high elevation of
the site and the fact that the Vostok site lies within a cold desert that receives much less snowfall
compared to Greenland. Conversely, the higher number of microbes isolated from the Greenland ice
cores may be related to a much warmer climate in the recent history compared to the Antarctic cores.
During the Eemian interglacial (130,000 to 114,000 ybp) the northern hemisphere had warm
temperatures comparable or higher to the temperatures of the Holocene period [32,33]. During this
period, part of Greenland (southernmost part of Greenland) was covered with forests including a
diverse array of conifers [34]. The warmer temperatures along with the higher precipitation and the
geographically closer location to forests may be responsible for the higher number of organisms
isolated from the Greenland ice cores. Distances to the nearest land masses with temperate climates
likely contributed to the differences observed. The GISP2D site lies relatively close to North America,
Europe and Asia, and winds often intersect the GISP2D site from these regions. On the other hand,
most of the winds that reach the Vostok and Byrd sites originate in Antarctica, and the closest land
mass is the narrowest part of South America. Therefore, the deposition of organisms from land masses
onto Antarctica glaciers would be expected to be much less than onto Greenland glaciers. The numbers
of cosmopolitan species isolated in Arctic and Antarctic regions along with spore trap data add
credence to the point [35].

2.2.2. Isolated Fungi and Bacteria

All of the bacterial and fungal isolates grew at 22 °C. These isolates do not fit the profile of
psychrophiles, whose optimal growth temperature is below 15 °C and do not grow at temperatures
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above 20 °C. The isolates can be classified as psychrotolerant, as they can survive and grow at low
temperatures while having the optimal and maximum growth temperatures above 20 °C. Earlier studies
indicated that most of the polar ice habitats are dominated by psychrotolerant organisms [4,5,31,36].
Psychrophiles thrive and flourish in continuously cold environments like the sea ice where long
periods of sustained cold temperatures act as the major selective pressure. However, in the polar
regions, sharp and rapid changes in seasonal temperatures act as the main selective pressure.
Significant environmental changes may kill many true psychrophiles, while generalists such as
psychrotolerant species have better chances to survive. The organisms in these environments should be
able to survive freeze thaw cycles that occur during the seasonal changes. Sharp changes in the surface
temperatures have been observed in the Antarctic soils and have been recorded to go as high as
30 °C [37]. If fungi and bacteria from these surrounding environments are deposited in the glacial ice,
we would expect to find psychrotolerant species among our isolates. It is important to note that the
highest number of cultures were from ice core sections that were deposited during times of cold global
temperature (e.g., 30,000, 70,000 and 157,000 ybp; Table 1, Figure 5). This might be caused by
increased preservation of the microbes during transport and deposition due to the cold temperatures in
the atmosphere.

Species from three genera were isolated from both Greenland and Antarctic ice: Alternaria,
Bacillus and Rhodotorula. However, in all cases, the species, as indicated by the rRNA sequences,
differed from one pole to the other (Table 1, Figures 6—8). The taxon that was most often isolated was
the genus Rhodotorula (Table 1, Figure 8), as was the case in our previous studies of Greenland and
Antarctic ice core sections [5,12]. Members of this genus are hardy and adaptable, and have been
isolated frequently from polar regions [12]. All of the Rhodotorula isolates were pigmented (shades of
yellow, orange, pink and red), which might be important to survival in cold environments, and might
explain their abundance in the cores analyzed [38]. Rhodotorula spp. remain viable after many freeze
thaw cycles, which is another explanation for the abundance in the ice cores analyzed [12].

Isolates from the Greenland core sections included sequences closely related to Aspergillus and
Penicillium. Tsolate KC206495 (99% similar to Aspergillus restrictus) and KC206489 (99% similarity
to Aspergillus conicus) were isolated from the 57,000-year-old ice core. Isolate KC206492
(98% similarity with Penicillium corylophilum) was isolated from the 10,500-year-old ice core and
KC206493 (98% sequence similarity with Penicillium chrysogenum) was isolated from a
157,000-year-old ice core. Several species of Penicillium are tolerant to cold conditions and are known
to survive for long periods of time [39]. Four of the isolates from Greenland ice cores were closely
related to the species of Cladosporium, Cryptococcus and Aureobasidium. All have been frequently
isolated from cold environments, such as Antarctic moss, which is one of the richest microhabitats for
fungi [40]. Cladosporium spores have been found in high numbers in the air, especially in the
temperate and tropical environments; the total fungal spore load in the Arctic region air is only about
5% [38]. Spore counts in the Antarctic atmosphere varied with the seasons, and highest spore counts
were observed during the summer months, attributed to winds from northern regions [38]. One of the
isolates from the Vostok ice core, one from GISP2D and three from the Byrd ice core were closely
related to Alternaria sp. isolated from cryopegs in Siberia [15]. All of the cultured fungal sequences
from this study had a 97% similarity or higher to NCBI sequences.
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Several bacterial species isolated from the ice cores had high sequence similarities to the genera
Bacillus and Caulobacter. Organisms belonging to these genera are tolerant to low temperatures and
have been isolated from glacial and accretion ice samples from Lake Vostok [4]. Castello ef al. [3]
performed an extensive study of Greenland glacial ice (GISP2D and Dye 3) to report isolation of
Bacillus through culturing meltwater. In a very similar method to theirs, we obtained our sequences
related to Bacillus. All of the organisms isolated from the Arctic and Antarctic ice cores were closely
related to species that are known to survive and thrive in cold environments and have been isolated
from similar environments, indicating that the isolates probably are from the glacial ice and
not contaminants.

2.2.3. Metagenomic/Metatranscriptomic Analysis

While we saw a decrease in the number of viable microbes cultured from older ice (Figure 4), the
metagenomic/metatranscriptomic results suggest that more nucleic acid (probably carried within living
and dead microbes) deposition in glaciers occurred during periods of low CO,, lowered temperatures
and high dust (e.g., 157,000 ybp). The cultivation results indicated that more viable microbes were
present in ice that had been deposited in the glacier during periods of moderate to low CO,, moderate
to low temperatures and low dust (e.g., 500, 10,500 and 105,000 ybp). Together, the results indicate
that cold temperatures are needed to retain cell viability, and to lessen degradation of nucleic acids.
While decreases in temperature and CO, were positively correlated with the recovery of viable
microbes, increases in the amount of dust were negatively correlated. There have been reports of a
variety of organisms present in Greenland ice (e.g., Ma et al. [8,9]). It has been shown that more
long-range transport and deposition of microbes occurs during times of lower temperature, but it has
been assumed that dust particles are responsible for the increases in transport. The results presented
here argue against this assumption. Rather, temperature might be more important than the presence of
dust particles. Microorganisms can be deposited through precipitation. Reports of Actinobacteria,
Firmicutes, Proteobacteria (primarily Alphaproteobacteria, Betaproteobacteria and Gammaproteobacteria)
and Bacteroidetes, and genera such as, Pseudomonas, Sphingomonas, Staphylococcus, Streptomyces
and Arthrobacter were found in tropospheric clouds [31]. These phyla are often found in cold
environments, freshwater, marine water, soil or vegetation. Also, fog water bacteria consisted of
Pseudomonas, Bacillus, Actinetobacter and several fungi [31]. It may be that most of the organisms
isolated in this study were preserved and deposited in snow, not dust.

Another important component to long-term survival is the ability to survive cold and desiccation.
An example of a microbe found in arid conditions that was found in the ice cores was Microcoleus
vaginatus (99% identity). This bacterium is found most often in biocrusts of arid land [41-43]. The
phylogenetic analyses based on the SSU rRNA gene sequences (Figure 6) indicated that the majority
of microbes that were in the 157,000 year old ice originated from soils, especially those from deserts
and saline soils, and that they were hardy and desiccation resistant. This is consistent with conditions
at the time, which were dry and cold [23]. Cyanobacteria and Firmicutes were present in the Greenland
(GISP2D) ice core sections (Figures 5 and 6), including many that are similar to species from soil, arid
soil and polar regions. Microorganisms in both hot and cold arid environments have mechanisms for
adaptation to extremes in climate (temperature, salt levels and lack available water), such as
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accumulation of organic compounds that aid in resistance to desiccation and freezing [41].
Cyanobacteria have been reported to enrich the soil stability due to the protection and adaptability of
the polysaccharide sheath that surrounds the filaments [42]. Microcoleus vaginatus is capable of
synthesizing and degrading trehalose [41] from maltose and is highly motile [43]. Trehalose is a
cryoprotectant that can help this organism survive in the ice [44,45]. Firmicutes surround themselves
with sheaths that protect against desiccation, osmotic shock and temperature changes.

The results presented here confirm that an overwhelming majority of sequences in ancient ice are
derived from bacteria [1,4,5,46], while the greatest number of isolates were fungi. This might be due to
the relative numbers of total microbes to the total viable microbes in each core section,
although rigorous testing of this supposition will have to be performed in subsequent research.
There was a diverse assemblage of bacterial phyla in the two ice samples analyzed by
metagenomics/metatranscriptomics. In general, it is consistent with previous research, which indicates
that Proteobacteria and Actinobacteria are commonly present in glacial ice [47,48]. Castello et al. [3]
reported finding a sequence related to Rhodococcus erythreus, similar to our two sequences closely
related to Micrococcus luteus, which are also in the Actinobacteria. In one study by Christner et al. [49],
molecular analysis of glacial ice from a variety of global locations indicated approximately 50% of
organisms to be Gram-positive, spore forming organisms. This could be due to the thick layer of
peptidoglycan that provides strength and protection of the cell. Many of the microbes found in this
study also form spores. Studies have shown Actinobacteria, Firmicutes, Proteobacteria and Fungi to be
in the highest proportions in ice cores [48]. In our analyses, the same taxa were also found, with the
addition of Cyanobacteria. The number of members of the Cyanobacteria was lower in the 10,500 ybp
core section than in the 157,000 ybp section. The reason for this remains unclear.

2.2.4. Global Mixing, Gene Flow and Genome Recycling

Organisms were isolated from 10 of the 12 ice cores used. However, there were differences among
the ice core sections. Ice cores from the Arctic region consistently contained more viable organisms
than those from Antarctica. Furthermore, species differed in the Arctic and Antarctic, suggesting that
atmospheric transport, gene flow and genome recycling [50] between the poles occur infrequently. It
appears that the two polar regions entrap microbes only from geographically local regions. Therefore,
it is likely that latitudinal global mixing, leading to the global distribution of single genotypes, is
inefficient over the long distance between the polar regions. Additionally, there appears to be a
temporal component to preservation and deposition in polar ice. Far more isolates and sequences were
found in ice core sections that had been deposited during periods of global cooling, when dust levels
also were low. Thus, local and global conditions appear to be influential in the patterns of preservation
of microbes and nucleic acids in Arctic and Antarctic ice.

3. Experimental Section
3.1. Ice Core Selection and Samples

Three ice core sections (104 m, 1,593 m, and 2,131 m; approximately 500, 30,000, and 70,000 ybp,
respectively; [51]) from Byrd Station (80°1' S, 119°31' W, elevation 1,553 m), Antarctica; five core
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sections (99 m, 1,601 m, 2,501 m, 2,777 m and 3,014 m; approximately 500, 10,500, 57,000, 105,000
and 157,000 ybp, respectively [23]) from GISP 2D (Greenland Ice Sheet Project, core 2D; 72°36' N,
38°30" W, elevation 3,203 m); and four sections (316 m, 900 m, 1,529 m and 2,149 m; approximately
10,500, 57,000, 105,000 and 157,000 ybp, respectively [22,24,26]) from the Vostok 5G ice core
(Vostok Station, Antarctica, 78°52' S, 106°50" W, elevation 3,488 m) were selected (Figures 1 and 9).
The ice cores sections were chosen based on atmospheric CO,, dust, and global temperature at the time
of ice deposition [23].

Figure 9. Depths and estimated ages of ice core sections used in this study. Atmospheric
CO; levels (all in ppmv): 500 ybp =250; 10,500 and 105,000 ybp = 230; 70,000 ybp = 210;
30,000 = 200; 57,000 and 157,000 = 180. Global temperature: (relative to present
temperature, in °C): 500 ybp = +2; 10,500 and 105,000 = —3; 57,000 = —4; 30,000, 70,000
and 157,000 = —6. Atmospheric dust (ppm): 500 = <0.1; 105,000 = 0.1; 10,500 and
57,000 = 0.2; 70,000 = 0.5; 30,000 = 0.7; 157,000 = 1.2. Values for atmospheric
measurements are from reference [23]. All values are from reference [23].
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3.2. Surface Sterilization and Melting

The outer surfaces of the ice core sections were decontaminated before melting. Clorox (a 5.25%
sodium hypochlorite solution) was used as the decontaminating agent. The decontamination protocol
developed by Rogers et al. [52] was used for this procedure.

3.3. Scanning Electron Microscopy

An aliquot (meltwater from ice cores) of 5 mL was filtered through a 0.2 um polycarbonate filter
using a sterile syringe. The filter was transferred to a Petri dish with 2.5% glutaraldehyde in 0.1 M
phosphate buffer (pH 7.2). The filter was fixed in this solution for 1 h, followed by three 10 min rinses
in 0.1 M phosphate buffer (pH 7.2). The filter was dehydrated with 40%, 60%, 80% and 95% ethanol
solutions, sequentially for 10 min each and finally with 100% ethanol three times (10 min each). After
dehydration, the filter was dried using a Samdri 780A critical point dryer. Then, the filter was cut into
four pieces to be mounted into a coating unit. A Polaron E500 SEM coating unit was used to sputter
coat the filters with a 5 nm thick gold-palladium coat. The filters then were observed in a scanning
electron microscope (Hitachi S-2700, SEM). Control filters were prepared for SEM using sterilized
water, taken through the fixation and dehydration procedure and observed.

3.4. Culturing

The meltwater (200 pL) from each shell of the ice cores was spread onto several types of solid
media in duplicate, and incubated at 8 °C to test for the presence of viable microorganisms. The
following media were used: malt extract agar [1.28% maltose, 0.27% dextrin, 0.24% glycerol,
0.08% peptone, 1.5% agar (pH 4.7)], potato dextrose agar [0.4% potato starch, 2% dextrose, 1.5% agar
(pH 5.6)], rose bengal agar [0.5% soytone, 1% dextrose, 0.1% monopotassium phosphate, 0.005% rose
bengal, 1.5% agar (pH 7.2)], nutrient agar [0.3% beef extract, 0.5% peptone, 1.5% agar (pH 6.8)],
oatmeal agar [6% oatmeal, 1.25% agar (pH 6.0)], Sabouraud dextrose agar [1% enzymatic digest of
casein, 2% dextrose, 2% agar (pH 7.0)], yeast extract agar [3% yeast extract, 3% malt extract,
0.5% peptone, 1% dextrose, 2% agar (pH 6.2)], acidic yeast extract agar [3% yeast extract, 3% malt
extract, 0.5% peptone, 1% dextrose, 2% agar (pH 4.5)], meat-liver agar [2% meat liver base,
0.075% D(+)-glucose, 0.075% starch, 0.12% sodium sulfite, 0.05% ammonium ferric citrate,
1.1% agar (pH 7.6)], blood agar [1.5% pancreatic digest of casein, 0.5% papaic digest of soybean
meal, 0.5% sodium chloride, 5% sheep’s blood, 1.5% agar (pH 7.3)], R2A [0.05% yeast extract,
0.05% proteose peptone No. 3, 0.05% casamino acids, 0.05% dextrose, 0.05% soluble starch,
0.03% sodium pyruvate, 0.03% dipotassium phosphate, 0.005% magnesium sulfate, 1.5% agar
(pH 7.2)], Luria-Bertani agar [1% tryptone, 0.5% yeast extract, 0.5% sodium chloride, 1.5% agar
(pH 7)], water agar [2% agar]. They were incubated for 2 weeks, monitored for any growth and
transferred to 15 °C for 2 weeks. The plates then were incubated at 22 °C and monitored periodically
for microbial growth. The cultures obtained were recorded and subcultured for future use. Throughout
the decontamination and culturing procedures, control plates (two malt extract agar (MEA) and two
lysogeny broth agar (LBA)) were employed in the laminar flow hood. Each plate was placed at one
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corner and exposed to the environment in the hood. They were incubated along with the culture plates

and observed regularly for any growth.
3.5. PCR Amplification

DNA from the fungal and bacterial isolates obtained by culturing was subjected to polymerase
chain reaction (PCR) amplification. DNA was extracted using a CTAB (cetyltrimethylammonium
bromide) extraction method [53—55]. ITS4 and ITS5 primers were used to amplify the ribosomal DNA
(rDNA) internal transcribed spacers (ITS1 and ITS2) and the 5.8S gene in fungi [56]. For bacterial
isolates, primers 16S-2 and 23S-7 were used to amplify the rDNA intergenic spacer region (ITS1),
along with portions of the small subunit and large subunit genes [57]. A GeneAmp PCR Reagent kit
(Applied Biosystems, Carlsbad, CA, USA) was used for amplification. The composition of each 50 uL
reaction was as follows: five microliters of cell suspension, 50 pmol of each primer, 10 pmol of each
dNTP, 2U Tag DNA polymerase, 50 mM KCIl and 1.5 mM MgCl,. The program cycle used for
amplification was: 95 °C for 8 min, 40 cycles 0f 94 °C for 1 min, 54 °C for 1 min 30 s and 72 °C for 2 min,
followed by 72 °C for 8 min, and finally cooled to 4 °C. PCR reactions were subjected to electrophoresis
on 1% agarose gels with TBE (90 mM Tris-Borate, 2 mM EDTA, pH 8.0) and 0.5 pg/mL ethidium
bromide was used to view the amplification using UV light. For PCR amplification, sterilized water was
used as a negative control. Rhodotorula mucilaginosa was used as the positive control for PCR with
fungal primers and Bacillus subtilis as positive control for bacterial PCR.

3.6. Cloning and Sequencing

A TOPO TA cloning kit (Invitrogen, Grand Island, NY, USA) was used for cloning the amplified
products. The amplified DNA from the fungal and bacterial isolates was ligated into the PCR 4-TOPO
vector. The ligation reaction included: two and a half microliters of PCR product, 1.0 pL of salt
solution (200 mM NaCl, 10 mM MgCL) and 1.5 pL of vector (10 ng uL ™). The ligation reaction was
carried out following the manufacturer’s directions. One Shot® TOP10 Competent E. coli cells were
transformed with the ligation reaction. The plasmid DNA was isolated from transformed cells using
the Cyclo-Prep Plasmid DNA isolation kit (Amresco, Solon, OH, USA). The plasmids then were tested
for the presence of inserts using EcoRI digestion. The products were subjected to electrophoresis on
1% agarose gels with TBE and 0.5 pg/mL ethidium bromide to analyze the digestion products. Plasmids
containing the inserts then were sent to Gene Gateway LLC (Hayward, CA, USA) for sequencing.

3.7. Direct Sequencing of Cultures

After subculturing, DNA was extracted from the growing cultures of meltwater. The extracted DNA
was amplified using a GeneAmp (with Ampli7aq) PCR Reagent Kit (Applied Biosystems, Carlsbad,
CA, USA). A final concentration of each reaction was 5 pmol of dATP, dCTP, dGTP, dTTP, 1x PCR
Buffer [10 mM Tris-HCL, pH 8.3, 50 mM KCIL, 1.5 mM MgCl,, 0.001% (w/v) gelatin], 1 unit
AmpliTag DNA polymerase and fungal rRNA ITS and bacterial rRNA SSU primers, in 25 pL total
volume. Each reaction had 25 pmol of a forward and 25 pmol of a reverse primer. The reaction was
carried in a thermocycler and the program was: 94 °C for 4 min; then 40 cycles of 94 °C for 1 min,
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55 °C for 3 min, 72 °C for 3 min; followed by an incubation for 10 min at 72 °C. After amplification
the samples were quantified on 1% agarose gels in TBE (as above). Samples were cleaned using a
Exo-SAP IT kit (Affymetrix, Inc., USB Products, Cleveland, OH, USA). Exo-SAP IT is composed of
Exonuclease I and Shrimp Alkaline Phosphatase. It is a special buffer that removes any remaining
primer and dNTPs from the PCR reaction. Samples were sent to GENEWIZ (South Plainfield, NJ, USA)
for Sanger sequencing. They were examined and aligned using Clustal X or MAFFT [58,59], and then
were subjected to phylogenetic analysis using maximum parsimony with PAUP [30].

3.8. Metagenomic/Metatranscriptomic Analyses
3.8.1. Ultracentrifugation

Two samples were selected for metagenomic/metatranscriptomic analysis, GISP2D 1,601 m and
3,014 m. The former sample corresponds to 10,500 ybp [22,24,26], a time of moderate and rising
atmospheric CO; and rising temperatures, while the latter corresponds to 157,000 ybp, a time of low
atmospheric CO, and low temperatures [50]. Starting from Shell 2 inward, the meltwater was
subjected to ultracentrifugation at 32,500 rpm in a Beckman type 60 Ti rotor (100,000 rcf) at 4 °C for
15-17 h to concentrate cells, viruses and nucleic acids. The supernatants were placed into sterile BD
Falcon 50 mL conical tubes and stored at —20 °C. Each pellet was resuspended in 50 uL of 0.1x TE
(1 mM Tris HCI, pH 8.0; 0.1 mM EDTA, pH 8.0) and then the suspensions from each tube (for a given
meltwater sample) were pooled (~500 pL total) and stored at —20 °C. Two additional samples were
used as controls. The first control was autoclaved Nanopure water (18.2 MQ, <1 ppb TOC) that was
subjected to ultracentrifugation, as above. Nanopure water (18.2 MQ, <1 ppb TOC) was the
second control.

3.8.2. Isolation of Nucleic Acids

Each concentrated meltwater sample (as well as the two controls) was divided into two 200 uL
fractions. One fraction was used for RNA extraction using TRIzol LS reagent (Life Technologies,
Grand Island, NY, USA). To carry out homogenization, three volumes of TRIzol LS reagent were
added, mixed and incubated to allow complete dissociation of proteins. Next, an equal volume of
chloroform was added, followed by vigorous mixing. After incubation at room temperature, the
samples were centrifuged in a microfuge at 16,100 rcf, which resulted in three layers. The top aqueous
layer, containing the RNA, was removed and the RNA was precipitated by adding 400 pL of
isopropanol. This was placed at —20 °C for 2 h, followed by centrifugation in a microfuge to pellet the
RNA. This pellet was washed with 800 uLL 80% ethanol, air-dried and stored at —80 °C until needed.
Directly before use, the RNA pellet was resuspended in 20 pL of sterile RNAse free water. The second
200 pL fraction of pooled ultracentrifuged meltwater was used for DNA extraction using a CTAB
method, as described above.
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3.8.3. Preparation of Samples for Sequencing

Complementary DNAs (cDNAs) were synthesized from the extracted RNAs. The procedure was
performed using SuperScript Choice cDNA kit (Invitrogen, Grand Island, NY, USA), according to the
manufacturer’s instructions, using 10 pL of the extracted RNA and 80 pmol of random hexamer
primers. The cDNA was then mixed with 10 pL of extracted DNA (less than 1 ng/uL) from the same
meltwater sample, and EcoRI (Notl) adapters (AATTCGCGGCCGCGTCGAC, dsDNA) were added
using T4 DNA ligase. The final concentration of components in each reaction for EcoRI adapter
addition was: 66 mM Tris-HCI (pH 7.6), 10 mM MgCl,, 1 mM ATP, 14 mM DTT, 100 pmols EcoRI
(Notl) adapters and 0.5 units of T4 DNA ligase, in 50 pL total volume. The reaction was incubated at
15 °C for 20 h. Then, the reaction was heated to 70 °C for 10 min to inactive the ligase. [Note: The
cDNA were mixed in order to maximize the biomass of nucleic acids, necessary for successful
pyrosequencing. Thus, the cDNA comprises a metatranscriptomic fraction and the DNA comprises the
metagenomic fraction of each sample].

The products were size fractionated by column chromatography. Each 2 mL plastic column
contained 1 mL of Sephacryl® S-500 HR resin. TEN buffer (10 mM Tris-HCI [pH 7.5], 0.1 mM
EDTA, 25 mM NaCl; autoclaved) was utilized in washing the columns and eluting the samples
through the columns. Fractions of approximately 40 puL were collected by chromatography. After
measurement of the volume of each fraction, fractions 618 were precipitated to concentrate the DNA.
Concentration consisted of adding 0.5 volumes (of the fraction size) of 1 M NaCl, and two volumes of
—20 °C absolute ethanol. After gentle mixing, each was left to precipitate at —20 °C overnight. The
fractions were centrifuged in a microfuge for 20 min at room temperature and decanted. Then, the
pellets were washed with 0.5 mL of —20 °C 80% ethanol and centrifuged for 5 min. Finally, each of
the DNA pellets was dried under vacuum and rehydrated in 20 uL of 0.1x TE buffer.

After resuspension, fractions 6—18 were subjected to PCR amplification using EcoRI (Notl) adapter
primers (AATTCGCGGCCGCGCTCGAC). The samples were amplified using a GeneAmp PCR
Reagent Kit (as described above). The thermal cycling program was 94 °C for 4 min; then 40 cycles of
94 °C for 1 min, 55 °C for 2 min, 72 °C for 2 min; followed by an incubation for 10 min at 72 °C.
Each fraction was subjected to gel electrophoresis on 1% agarose gels in TBE (as above) to confirm
amplification, and to determine the size distributions.

454-specific primers were used to amplify the fragments, which also added the specific 454
sequences to the ends of the amplified products. All of the primers included the A-tag or the B-tag
sequence (CGTATCGCCTCCCTCGCGCCA, CTATGCGCCTTGCCAGCCCGC, respectively), as
well as the short four-base tag sequence (TCAG), unique multiplex identifiers (MID sequences (MID4:
AGCACTGTAG, MID5: ATCAGACACG, MID6: ATATCGCGAG, MID10: TCTCTATGCG)), and
EcoRI (Nofl) adapter sequences (AATTCGCGGCCGCGTCGAC). The samples were amplified using
a GeneAmp PCR Reagent Kit (as described above). All PCR products were cleaned with a PCR
purification kit (Qiagen, Valencia, CA, USA). Once the sizes to be used for sequencing were
confirmed by gel electrophoresis, the fractions containing distributions from approximately 200 bp to
1.5 kb were pooled. After concentration by precipitation and rehydration, the samples were quantified
on 1% agarose gels in TBE (as above), using serial dilutions of plasmid (pGEM-3Z, from Promega,
Madison, WI, USA) for quantitation.
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3.8.4. Sequencing

DNA concentrations were estimated to be ~150 ng/uL for GISP 2D 3,014 m (sample 1);
~200 ng/uL for GISP 2D 1,601 m (sample 2); ~150 ng/uL for the ultracentrifuge sterile Nanopure
water (sample 3); and finally the ~250 ng/uL for the unconcentrated Nanopure water. These were
mixed in equimolar amounts in the proportion of 4:3:4:2, respectively, based on their estimated
concentrations. Eight pL of Sample 1 (GISP 2D 3,014 m), 6 puL of Sample 2 (GISP 2D 1,601 m), 8 puL
of Sample 3 (control ultracentrifuged water), and 4 uL of Sample 4 (control water) were mixed to
produce a composite sample for sequencing. To this 26-puL. mixture, 28 pL of RNase free water was
added. A total of 54 pL (4.6 mg) of the amplified DNA at an approximate concentration of 85 ng/mL
was sent to the University of Pennsylvania Medical School Sequencing Facility for Roche/454 GS
FLX service.

3.8.5. Analysis of the Metagenomic/Metatranscriptomic Sequences

The sequences were assembled using MIRA 3.0.5 [60] and then were separated into four files,
based on their multiplex identifier (MID) sequences (corresponding to the four ice core and control
samples). Then, the 454 primers were clipped off (in silico) and sequence assembly was performed.
The assembled sequences were used in Megablast searches for determination of sequence, taxon and
gene similarities. The Megablast results (with the cut off parameter 1e-10) were retrieved for further
analysis. Database sequences were reorganized based on gene regions. Multiple sequence alignments
for ribosomal RNA small subunit (rRNA SSU) and large subunit (rRNA LSU) genes, separately, were
performed with MAFFT (Multiple Sequence Alignment based on Fast Fourier Transform, Kyoto
University, Kyoto, Japan) [58,59,61] global and local alignment tools. Alignment files were converted
into NEXUS format with SeaView (Université de Lyon, Villeurbanne, France) [62,63]. Sequences
from bacterial isolates CULT A-1 and CULT B-1 were included in the phylogenetic analyses. PAUP
(Phylogenetic Analysis Using Parsimony, [30]) maximum parsimony phylogenetic reconstructions
were performed on the aligned SSU and LSU rRNA gene sequences. Bootstrap analyses (1,000
replications) were used to examine the support for the branches. Results from the phylogenetic
analyses of the sequences from uncultured samples allowed a reevaluation of the microbial

compositions of the two ice samples.
3.9. Phylogenetic Analysis for Fungal and Bacterial Sequences

The sequences obtained from cultures were subjected to BLAST searches and phylogenetic analysis
in the same manner as the metagenomic sequences. The rRNA gene sequences obtained from both the
bacterial and fungal isolates were used in BLAST searches of the GenBank NCBI-database to identify
sequences of related taxa. Sequence alignments were created using ClustalX 2.0 for bacteria and fungi
using the isolate sequences and related NCBI sequences. Alignment files were used to generate
maximum parsimony phylogenetic trees using the program PAUP [30]. The phylogenetic trees were
created using the heuristic search option, and gaps were treated as a fifth base. Bootstrap support using
1,000 replications also was determined using the same criteria.
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4. Conclusions

A variety of microbes and their nucleic acids were recovered from Greenland and Antarctica ice
core sections. In general, the viability of microbes decreased with increasing ice core age (Figure 4).
While similar species were found in Arctic and Antarctic ice of the same age, the species differed, and
in all cases the species composition within each ice core section was unique (Table 1, Figures 6-8).
Among the bacteria, species of Bacillus were common, while among the fungi, species of Rhodotorula
were the most common. Cultivation and metagenomic/metatranscriptomic studies indicated that
viability was dependent on cold temperatures at the time of deposition (Figure 5). Low concentrations
of atmospheric dust and CO, also were related to increased viability.

Acknowledgments

We thank NICL-SMO and the Ice Core Working group for allowing us access to the ice core
sections used in this research. This research was partially funded by Bowling Green State University.
We thank Marilyn Cayer for her valuable help with scanning electron microscopy.

References

1. Abyzov, S.S.; Poglazova, M.N.; Mitskevich, J.N.; Ivanov, M.V. Common features of
microorganisms in ancient layers of the Antarctic ice sheet. In Life in Ancient Ice; Castello, J.D.,
Rogers, S.0., Eds.; Princeton University Press: Princeton, NJ, USA, 2005; pp. 240-250.

2. Bell, R.; Studinger, M.; Tikku, A.; Castello, J.D. Comparative biological analyses of accretion ice
from subglacial Lake Vostok. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.; Princeton
University Press: Princeton, NJ, USA, 2005; pp. 251-267.

3. Castello, J.D.; Rogers, S.O.; Smith, J.E.; Starmer, W.T.; Zhao, Y. Plant and bacterial viruses in
the Greenland ice sheet. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.; Princeton
University Press: Princeton, NJ, USA, 2005; pp. 196-207.

4. D’Elia, T.; Veerappaneni, R.; Rogers, S.O. Isolation of microbes from Lake Vostok accretion ice.
Appl. Environ. Microb. 2008, 74, 4962-4965.

5. D’Elia, T.; Veerappaneni, R.; Theraisnathan, V.; Rogers, S.O. Isolation of fungi from Lake
Vostok accretion ice. Mycologia 2009, 101, 751-763.

6. Kellogg, D.E.; Kellogg, T.B. Frozen in time: The diatom record in ice cores from remote drilling
sites on the Antarctic ice sheets. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.;
Princeton University Press: Princeton, NJ, USA, 2005; pp. 69-93.

7. Ma, L.J.; Catranis, C.; Starmer, W.T.; Rogers, S.O. Revival and characterization of fungi from
ancient polar ice. Mycologist 1999, 13, 70-73.

8. Ma, L.J.; Rogers, S.0O.; Catranis, C.; Starmer, W.T. Detection and characterization of ancient
fungi entrapped in glacial ice. Mycologia 2000, 92, 286—295.

9. Ma, L.J.; Catranis, C.M.; Starmer, W.T.; Rogers, S.O. The significance and implications of the
discovery of filamentous fungi in glacial ice. In Life in Ancient Ice; Castello, J.D., Rogers, S.O.,
Eds.; Princeton University Press: Princeton, NJ, USA, 2005; pp. 159-180.



Biology 2013, 2 229

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Nichols, D.S. The growth of prokaryotes in Antarctic sea ice: Implications for ancient ice
communities. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.; Princeton University Press:
Princeton, NJ, USA, 2005; pp. 50-68.

Rivkina, E.; Laurinavichyus, K.; Gilichinsky, D.A. Microbial life below the freezing point within
permafrost. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.; Princeton University Press:
Princeton, NJ, USA, 2005; pp. 106—-117.

Starmer, W.T.; Fell, J.W.; Catranis, C.M.; Aberdeen, V.; Ma, L.J.; Zhou, S.; Rogers, S.O. Yeasts
in the genus Rhodotorula recovered from the Greenland ice sheet. In Life in Ancient Ice; Castello,
J.D., Rogers, S.O., Eds.; Princeton University Press: Princeton, NJ, USA, 2005; pp. 181-195.
Vishnivetskaya, T.A.; Erokhina, L.G.; Spirina, E.V.; Shatilovich, A.V.; Vorobyova, E.A;
Tsapin, A.L.; Gilichinsky, D.A. Viable phototrophs: Cyanobacteria and green algae from the
permafrost darkness. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.; Princeton
University Press: Princeton, NJ, USA, 2005; pp. 140—158.

Gilichinsky, D.A.; Khlebnikova, G.M.; Zvyagintsev, D.G.; Fedorov-Davydov, D.G.;
Kudryavtseva, N.N. Microbiology of sedimentary materials in the permafrost zone. Int. Geol. Rev.
1989, 31, 847-858.

Gilichinsky, D.; Rivkina, E.; Bakermans, C.; Shcherbakova, V.; Petrovskaya, L.; Ozerskaya, S.;
Ivanushkina, N.; Kochkina, G.; Laurinavichuis, K.; Pecheritsina, S.; et al. Biodiversity of
cryopegs in permafrost. FEMS Microbiol. Ecol. 2005, 53, 117-128.

Abyzov, S.S. Microorganisms in Antarctic ice. In Antarctic Microbiology; Friedmann, E.I., Ed.;
Princeton University Press: Princeton, NJ, USA, 1993; pp. 265-295.

Gilichinsky, D.A.; Vorobyova, E.; Erokhina, L.G.; Fyordorov-Dayvdov, D.G.; Chaikovskaya,
N.R. Long-term preservation of microbial ecosystems in permafrost. Adv. Space Res. 1992, 12,
255-263.

Rogers, S.0.; Ma, L.J.; Zhao, Y.; Theraisnathan, V.; Shin, S.G.; Zhang, G.; Catranis, C.M.;
Starmer, W.T.; Castello, J.D. Recommendations for elimination of contaminants and
authentication of isolates in ancient ice cores. In Life in Ancient Ice; Castello, J.D., Rogers, S.O.,
Eds.; Princeton University Press: Princeton, NJ, USA, 2005; pp. 5-21.

Willerslev, E.; Hansen, E.J.; Poinar, H.N. Isolation of nucleic acids and cultures from fossil ice
and permafrost. Trends Ecol. Evol. 2004, 19, 141-147.

Bidle K.J.; Lee, S.; Marchant, D.R.; Falkowski, P.G. Fossil genes and microbes in the oldest ice
on Earth. Proc. Natl. Acad. Sci. USA 2007, 104, 13455-13460.

Lamb, H.H.; Woodroffe, A. Atmospheric circulation during the last ice age. Quat. Res. 1970, 1,
29-58.

Liithi, D.; Floch, M.L.; Bereiter, B.; Blunier, T.; Barnola, J.M.; Siegenthaler, U.; Raynaud, D.;
Jouzel, J.; Fischer, H.; Kawamura, K.; et al. High-resolution carbon dioxide concentration record
650,000—-800,000 years before present. Nature 2008, 453, 379-382.

Petit, J.R.; Jouzel, J.; Raynaud, D.; Barkov, N.I.; Barnola, J.M.; Basile, I.; Bender, M.;
Chappellaz, J.; Davis, M.; Delaygue, G.; et al. Climate and atmospheric history of the past
420,000 years from the Vostok ice core, Antarctica. Nature 1999, 399, 429-436.

Ahn, J.; Brook, E. Atmospheric CO, and climate on millennial time scales during the last glacial
period. Science 2008, 322, 83—85.



Biology 2013, 2 230

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Fischer, H.; Siggaard-Andersen, M.; Ruth, U.; Rothlisberger, R.; Wolff, E. Glacial/interglacial
changes in mineral dust and sea-salt records in polar ice cores: Sources, transport, and deposition.
Rev. Geophys. 2007, 45, 1-26.

Suwa, M.; Fischer, J.C.; Bender, M.L.; Landais, A.; Brook, E.J. Chronology reconstruction for the
disturbed bottom section of the GISP2 and the GRIP ice cores: Implications for termination II in
Greenland. J. Geophys. Res. 2006, 111, D02101.

Glikson, A. Milestones in the evolution of the atmosphere with reference to climate change.
Aust. J. Earth Sci. 2008, 55, 125-139.

Miteva, V.I.; Sheridan, P.P.; Brenchley, J.E. Phylogenetic and physiological diversity of
microorganisms isolated from a deep Greenland ice core. Appl. Environ. Microb. 2004, 70,
202-213.

Loveland-Curtze, J.; Miteva, V.I.; Brenchley, J.E. Herminiimonas glaciei sp. nov., a novel
ultramicrobacterium from 3,042 m deep Greenland glacial ice. Int. J. Syst. Evol. Microbiol. 2009,
59, 1272-1277.

Swofford, D. PAUP: Phylogenetic Analysis Using Parsimony, Version 4.0b2a (PPC); Sinauer and
Associates: Sunderland, MA, USA, 1999.

Amato, P.; Parazols, M.; Sancelme, M.; Laj, P.; Mailhot, G.; Delort, A. Microorganisms isolated
from the water phase of tropospheric clouds at the Puy de Dome: Major groups and growth
abilities at low temperatures. FEMS Microbiol. Ecol. 2007, 59, 242-254.

Zachos, J.; Pagani, M.; Sloan, L.; Thomas E.; Billups, K. Trends, rthythms, and aberrations in
global climate change 65 Ma to present. Science 2001, 292, 686—693.

Utescher, T.; Bruch, A.A.; Micheels, A.; Mosbrugger, V.; Popova, S. Cenozoic climate gradients
in Eurasia—A paleo-perspective on future climate change? Paleogeog. Paleoclim. Paleoecol.
2011, 304, 351-358.

Willerslev, E.; Cappellini, E.; Boomsma, W.; Nielsen, R.; Hebsgaard, M.B.; Brand, T.B.;
Hofreiter, M.; Bunce, M.; Poinar, H.N.; Dahl-Jensen, D.; et al. Ancient biomolecules from deep
ice cores reveal a forested southern Greenland. Science 2007, 317, 111-114.

Vincent, W.F. Evolutionary origins of Antarctic microbiota: Invasion, selection and endemism.
Antarct. Sci. 2000, 12, 374-385.

Franzmann, P.D. Examination of Antarctic prokaryotic diversity through molecular comparisons.
Biodivers. Conserv. 1996, 5, 1295-1305.

Marshall, W.A. Seasonality in Antarctic airborne fungal spores. Appl. Environ. Microb. 1997, 63,
2240-2245.

Sonjak, S.; Frisvad, J.C.; Gunde-Cimerman, N. Penicillium mycobiota in arctic subglacial ice.
Microb. Ecol. 2006, 52, 207-216.

Tosi, S.; Casado, B.; Gerdol, R.; Caretta, G. Fungi isolated from Antarctic mosses. Polar Biol.
2002, 25, 262-268.

Starkenburg, S.R.; Reitenga, K.G.; Freitas, T.; Johnson, S.; Chain, P.S.G.; Garcia-Pichel, F.;
Kuske, C.R. Genome of the Cyanobacterium Microcoleus vaginatus FGP-2, a photosynthetic
ecosystem engineer of arid land soil biocrusts worldwide. J. Bacteriol. 2011, 193, 4569—-4570.
Belnap, J.; Gardner, J.S. Soil microstructure in soils of the Colorado plateau: The role of the
cyanobacterium Microcoleus vaginatus. Great Basin Nat. 1993, 53, 40—47.



Biology 2013, 2 231

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Boyer, S.L.; Johansen, J.R.; Flechtner, V.R.; Howard, G.L. Phylogeny and genetic variance in
terrestrial Microcoleus species based on the sequence analysis of the 16S rRNA gene and
associated 16S-23S ITS region. J. Phycol. 2002, 38, 1222—1235.

Goodrich, R.P.; Handel, T.M.; Baldeschwieler, J.D. Modification of lipid phase behaviour with
membrane-bound cryoprotectants. Biochim. Biophys. Acta 1998, 938, 143—154.

Snider, C.S.; Hsiang, T.; Zhao, G.; Griffith, M. Role of ice nucleation and antifreeze activities in
pathogenesis and growth of snow molds. Phytopathology 2000, 90, 354-361.

Shtarkman, Y.M.; Koger, Z.A.; Edgar, R.; Veerapaneni, R.; D’Elia, T.; Morris, P.F.; Rogers, S.O.
Subglacial Lake Vostok (Antarctica) accretion ice contains a diverse set of sequences from
aquatic and marine Bacteria and Eukarya. PLoS One 2012, in press.

Simon, C.; Wiezer, A.; Strittmatter, A.W.; Daniel, R. Phylogenetic diversity and metabolic
potential revealed in a glacier ice metagenome. Appl. Environ. Microb. 2009, 75, 7519—7526.
Miteva, V.; Teacher, C.; Sowers, T.; Brenchley, J. Comparison of the microbial diversity at
different depths of the GISP2 Greenland ice core in relationship to deposition climates. Environ.
Microbiol. 2009, 11, 640-656.

Christner, B.C.; Mosley-Thompson, E.; Thompson, L.G.; Reeve, J.N. Classification of bacteria
from polar and nonpolar glacial ice. In Life in Ancient Ice; Castello, J.D., Rogers, S.O., Eds.;
Princeton University Press: Princeton, NJ, USA, 2005; pp. 227-239.

Rogers, S.O.; Starmer, W.T.; Castello, J.D. Recycling of pathogenic microbes through survival in
ice. Med. Hypotheses 2004, 63, 773-7717.

Smith, A.W.; Skilling, D.E.; Castello, J.D.; Rogers, S.O. Ice as a reservoir for pathogenic human
viruses: Specifically, caliciviruses, influenza viruses, and enteroviruses. Med. Hypotheses 2004,
63, 560-566.

Hamer, C.U.; Clausen, H.B.; Langway, C.C. Electrical conductivity method (ECM) stratigraphic
dating of the Byrd Station ice core, Antarctica. Ann. Glaciol. 1994, 20, 115-120.

Rogers, S.0O.; Theraisnathan, V.; Ma, L.J.; Zhao, Y.; Zhang, G.; Shin, S.G.; Castello, J.D;
Starmer, W.T. Comparisons of protocols for decontamination of environmental ice samples for
biological and molecular examinations. Appl. Environ. Microb. 2004, 70, 2540-2544.

Rogers, S.0O.; Bendich, A.J. Extraction of DNA from milligram amounts of fresh, herbarium and
mummified plant tissues. Plant Mol. Biol. 19885, 5, 69-76.

Rogers, S.0.; Bendich, A.J. Extraction of total cellular DNA from plants, algae and fungi.
In Plant Molecular Biology Manual, 2nd ed.; Gelvin, S.B., Schilperoort, R.A., Eds.;
Kluwer Academic Press: Dordrecht, The Netherlands, 1994; pp. D1:1-D1:8.

Rogers, S.O.; Rehner, S.; Bledsoe, C.; Mueller, G.J.; Ammirati, J.F. Extraction of DNA from
Basidiomycetes for ribosomal DNA hybridizations. Can. J. Bot. 1989, 67, 1235-1243.

White T.J.; Bruns, T.; Lee, S.; Taylor, J. Amplification and direct sequencing of fungal ribosomal
RNA genes for phylogenteics. In PCR Protocols, a Guide to Methods and Applications; Innis,
M.A., Gelfand, D.H., Sninsky, J.J., White, T.J., Eds.; Academic Press, Inc. Harcourt Brace
Janovich Publishers: New York, NY, USA, 1990; pp. 315-322.

Kabadjova, P.; Dousset, X.; Le Cam, V.; Prevost, H. Differentiation of closely related
Carnobacterium food isolates based on 16S-23S ribosomal DNA intergenic spacer region
polymorphism. Appl. Environ. Microb. 2002, 68, 358-366.



Biology 2013, 2 232

58.

59.

60.

61.

62.

63.

Katoh, K.; Misawa, K.; Kuma, K.; Miyata, T. MAFFT: A novel method for rapid multiple
sequence alignment based on fast Fourier transform. Nucleic Acids Res. 2002, 30, 3059-3066.
Katoh, K.; Kuma, K.; Toh, H.; Miyata, T. MAFFT version 5: Improvement in accuracy of
multiple sequence alignment. Nucleic Acids Res. 2005, 33, 511-518.

Chevreux, B.; Wetter, T.; Suhai, S. Genome Sequence Assembly Using Trace Signals and
Additional Sequence Information. Comput. Sci. Biol. Proc. German Conf. Bioinform. 1999, 99,
45-56.

MAFFT Version 7. Multiple Alignment Program for Amino Acid or Nucleotide Sequences.
http://mafft.cbre.jp/alignment/software/ (accessed on 25 August 2011).

Gouy, M.; Guindon, S.; Gascuel, O. SeaView version 4: A multiplatform graphical user interface
for sequence alignment and phylogenetic tree building. Mol. Biol. Evol. 2010, 27, 221-224.
SeaView, at the Université Lyon, Villeurbanne, France. http://pbil.univ-lyonl.fr/software/
seaview.html/ (accessed 8 October 2011).

© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/).




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


