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Appendix 8

Microcosm Experiment Information
(by Hotchkiss, Landy, Mitchell)

1. Molecular Analysis for microcosm experiment

1.1  DNA analysis:

• To date 27/60 samples have been analysed (in red Tab. 1).

• DNA was extracted from the majority of wood and soil samples but further molecular analysis
has been unsuccessful in all cases despite 3 attempts.

• DNA was successfully extracted and amplified from only 1 water sample MC22c.  3 DGGE
bands were excised and sent for sequencing.

• These sequences most resembled uncultured Bacillus spp. and an uncultured Alpha-
proteobacterium possibly Sphingomonas sp.

Table 1.  Samples provided for DNA analysis

N2 MC 18 Air MC22 Air + O2 MC26 Air + circ MC30
682 842 1002 1162
686 846 1006 1166
691 851 1011 1171
696 856 1016 1176
698 858 1018 1178
700 860 1020 1180
702 862 1022 1182
706 866 1026 1186
711 871 1031 1191
716 876 1036 1196
718 878 1038 1198
720 880 1040 1200

Soil 18a, b Soil 22a, b Soil 26a, b Soil 30a, b
Water 18c Water 22c Water 26c Water 30c

MC22c  DGGE band 12E

This sample most resembles an uncultured Bacillus sp. (Bacteria; Firmicutes; Bacillales; Bacillaceae;
Bacillus).  Sequence match 86%
AGCACTCGCATGACGCAGTCTGAGCGAGCACTGCCGCGTGAGCTGATGAGGCCTTCGGGTCGT
AAGTTCTGTTGTTAGAGATGATCAAGTGCTAGTCGAATAGGCTGGCTCCTTCACGCTACGTAACC
ACAGAGCCACGGATAGCTACGTGCCATAGCCGCGGTAGTATATC

MC22c DGGE band 12F

This sample most resembles Bacillus sp. (Bacteria; Firmicutes; Bacillales; Bacillaceae; Bacillus).
Sequence match 89%.
ATGGACTGCGCATGACGCAGTCTGACGGAGCACTGCCGCGTGAGCTGATGAGGCCTTCGGGTC
GTAAGCTCTGTTGTTAGGGATGATCATGTGCTAGTCGAATAGGCTGGCTCCTTGACGGTACCTGC
CAGAGAGCCACGGATAGCTACGTGCCAGCAGCCGCGGTAGTATTA
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MC22c DGGE band 12G

This sample most closely resembles an alpha-proteobacterium (Sequence match 92%) , possibly
Sphingomonas sp. (Bacteria; Proteobacteria; Alphaproteobacteria;
Sphingomonadales;Sphingomonadaceae; Sphingomonas) Sequence match 91%.
CTGTGGAACGAGAGATAGGACGCAAGTCTGATCCAGCATGCCGCGTGAGTGATGAGGCCTTCGG
GTTGTAAAGCTCTTTCCCCGGGATGATCATGTGGGTATCGGGAGAATAGGCTCCGGCTAACTCC
GTGCCAGCAGCCGCGGTAATAACTACTGGCCACCGCCCCCGGTATAA

1.2.  Samples chosen for FISH analysis

To date FISH analysis of microcosm samples has been preliminary.  4 samples were selected for
analysis as they showed visible signs of potential areas of attack (in red Tab.2).  Initial observations
have demonstrated the suitability of chosen probes EUB338 and Cf319a.  Research is ongoing.
Table 2.  Samples provided for FISH anlysis

N2 MC 18 Air MC22 Air + O2 MC26 Air + circ MC30
702 851 1036 1162
706 858 1171
720 868 1176

878 1186
1196
1198

2.  Molecular Analysis for Jana Gelbrich

2.1.  RNA Analysis

• To date 9/12 samples have been analysed (in red Tab. 3).

• RNA was successfully extracted from 2 samples MC18 708 and MC22 879.  A total of 15
clones were successfully sequenced and identified.

Table 3.  Samples provided for RNA analysis

MC 18 (N2) MC 22 (Air) MC 26
(O2 added air)

MC 30
(circulated air)

699 859 1001 1164
708 875 1015 1170
719 879 1035 1180

MC22 879 – 7 clones were found to represent the bacterial community in this microcosm.

MC22 879 Clone 6 2
This clone has a 100% sequence match to Acinetobacter sp. (Bacteria; Proteobacteria;
Gammaproteobacteria; Pseudomonadales; Moraxellaceae; Acinetobacter.)

GCACAAGCGGTGGAGCATGTGGTTTAATTCGATGCAACGCGAAGAACCTTACCGCCCCTTGACA
TCCTGGGAACTCGCTAGAGATAGCTTGGTGCCGAAAGGAACCCAGAGACAGGTGCTGCATGGCT
GTCGTCAGCTCGTGTCGTGAGATGTTGGGTTAAGTCCCGTAACGAGCGCAACCCTTGTCCTTAGT
TGCCAGCACGTAATGGTGGGAACTCTAAGGAGACTGCCGGTGACAAACCGGAGGAAGGTGGGG
ACGACGTCAAGTCATCATGGCCCTCACGGGGCGGGCTACACACGTGCTACAATGGCCGGTACAA
ACGGTTGCGAGCCCGCGAGGGGGAGCCAATCCGAGAAAACCGGTCGTAGTCCGGATTGGAGTC
TGCAACTCGACTCCATGAAGTCGGAATCGCTAGTAATCGCAGATCAGCATGCTGCGGTGAATACG
TTCCCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACC
AAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACA
CAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACAT
TAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAAACCTGTCGTGCCAGCTGCATTATGA
ATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTCCCTCGCTCACT
GACTCGCTGCGCTCGGTCGTTCGGGTTGCGGCGAGCCGGTATCAGCTCACTCGAAGGGCGGTA
TTTACGGTATCCCACCTGATCGAGGGAAATAGCCAGGAAAAAAC
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MC22 879 Clone 6 7
This clone most resembles (95% sequence match) an uncultured Deltabacterium (Bacteria;
Proteobacteria; Deltaproteobacteria) possibly species like Polyangium or Chondromyces
(Myxococcales; Sorangineae; Polyangiaceae).

GCCCGGGAACGTATTCACCGCTGCCATGCTGATCAGCGATTACTAGCGATTCCGACTTCAAAGA
GTCGAGTTGCAGACTCTTATCCGTACTGAGGCCGGCTTTTTGGGATTAGCTCCCCCTCGCGGGTT
CGCAGCCCATTGTACCGGTCATTGTAGCACGTGTGTAGCCCTGGACATAAGGGCCATGAGGACT
TGACGTCATCCCCACCTTCCTCCGACTTAAAGGTCGGCAGTCCCGTTAGAGTGCCCAACTGAATG
CTGGCAACTAACGGCAAGGGTTGCGCTCGTTGCGGGACTTAACCCAACATCTCACGACACGAGC
TGACGACAGCCATGCAGCACCTAACTACAGATTCCCCGAAGGGCACCCCGACCTTTCGACCAGG
TTCCTGTATTTTCTAGCCCAGGTAAGGTTCTGCGCGTTGCGTCGAATTAAACCACATGCTGCACC
GCTTGTGCAAAGGCGAATTCCAGCACACTGGCGGCCGTTACTATTGGATCCGAGCACGGTATTAT
CTTGGCAGTAATCATGGTCATAGCTGTTTCCCTGTGTG

MC22 879 Clone 6 6
This clone most resembles a Gamma-proteobacterium (94% sequence match) possibly Pseudomonas
sp. (Bacteria; Proteobacteria; Gammaproteobacteria; Pseudomonadales; Pseudomonadaceae;
Pseudomonas)

CTACCTCCTATTAGGGGCGAATTGGGCCCTCTAGATGCATGCTCGAGCGGCCGCCA
GCACAAGCGGTGGAGCATGTGGTTTAATTCGAAGCAACGCGAAGAACCTTACCAGGCCTTGACA
TCCAATGAACTTTCCAGAGATGGATTGGTGCCTTCGGGAACATTGAGACAGGTGCTGCATGGCTG
TCGTCAGCTCGTGTCGTGAGATGTTGGGTTAAGTCCCGTAACGAGCGCAACCCTTGTCCTTAGTT
GCCAGCACGTAATGGTGGGAACTCTAAGGAGACTGCCGGTGACAAACCGGAGGAAGGTGGGGA
CGACGTCAAGTCATCATGGCCCTCACGGGGCGGGCTACACACGTGCTACAATGGCCGGTACAAA
CGGTTGCGAGCCCGCGAGGGGGAGCCAATCCGAGAAAACCGGTCGTAGTCCGGATTGGAGTCT
GCAACTCGACTCCATGAAGTCGGAATCGCTAGTAATCGCAGATCAGCATGCTGCGGTGAATACGT
TCCCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACC
AAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACA
CAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACAT
TAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGA
ATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGGCGCTCTTCCGCTTCCTCGCTCAC
TGACTCGCTGCGCTCGGTCGTTCGGGCTGCGGCGAGCGGTAATCAGCTCACTCAAAGGCGGTA
ATACCGGTTTATCCCACAGATTCAGGGGGATAACGCAAGGAAGAAACATGTGGAGCAATAAGGC
CAACCATAAGGCCAGGAACCCGTAAAAAAGGGCCGCGTTGCTGGGCGTTTTTCCATAAGGGTCC
CGCCCCCCTTGACAAACAATCAAAAAAATCGAACCTTCAAGTCCAAAGGGTGGCCAAAACCCCAC
ATGACATATAAAAGATC

MC18 879 Clone 6 9
This clone most resembles an uncultured Gamma-proteobacterium (98% sequence match)  (Bacteria;
Proteobacteria; Gamma-proteobacteria)

GCACAAGCGGTGGAGCATGTGGTTTAATTCGATGCAACGCGAAGAACCTTACCGCCCCTTGACA
TCCTGGGAACTCGCTAGAGATAGCTTGGTGCCGAAAGGAACCCAGAGACAGGTGCTGCATGGCT
GTCGTCAGCTCGTGTCGTGAGATGTTGGGTTAAGTCCCGTAACGAGCGCAACCCTTGTCCTTAGT
TGCCAGCACGTAATGGTGGGAACTCTAAGGAGACTGCCGGTGACAAACCGGAGGAAGGTGGGG
ACGACGTCAAGTCATCATGGCCCTCACGGGGCGGGCTACACACGTGCTACAATGGCCGGTACAA
ACGGTTGCGAGCCCGCGAGGGGGAGCCAATCCGAGAAAACCGGTCGTAGTCCGGATTGGAGTC
TGCAACTCGACTCCATGAAGTCGGAATCGCTAGTAATCGCAGATCAGCATGCTGCGGTGAATACG
TTCCCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACC
AAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACA
CAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACAT
TAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAAACCTGTCGTGCCAGCTGCATTATGA
ATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTCCCTCGCTCACT
GACTCGCTGCGCTCGGTCGTTCGGGTTGCGGCGAGCCGGTATCAGCTCACTCGAAGGGCGGTA
TTTACGGTATCCCACCTGATCGAGGGAAATAGCCAGGAAAAAAC
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MC22 879 Clone 6 17
This clone most resembles an uncultured Flavobacterium  sp. (98% sequence match) (Bacteria;
Bacteroidetes; Flavobacteria; Flavobacteriales; Flavobacteriaceae; Flavobacterium Bacteria;
Bacteroidetes)

GCCCGGGAACGTATTCACCGCGCCGTTGCTGATGCGCGATTACTAGCGAATCCAGCTTCACGAA
GTCGAGTTGCAGACTTCGATCCGAACTGAGACCGGTTTTAGAGATTAGCATCTTGTCACCAAGTA
GCTGCCCTTTGTACCGGCCATTGTAACACGTGTGTAGCCCTGGACATAAGGGCCGTGCTGATTT
GACGTCATCCCCACCTTCCTCACGGTTTACACCGGCAGTTTCGTTAGAGTTCCCGGCATTACCCG
CTGGCAACTAACAATAGGGGTTGCGCTCGTTATGGGACTTAACCCAACACCTCACGGCACGAGC
TGACGACAGCCATGCAGCACCTTCACAGCAGCTATTGCTAGCTCTCCCATCTCTGGAAAATTCTC
CTGTGATTTAGCCCAGGTAAGGTTCCTCGCGTATCATCGAATTAAACCACATGCTCCACCGCTTG
TGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACCAAGCTT
GGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACAT
ACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTG
CGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGG
CCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTCCCGCTTCCTCGCTCACTGACTC
GCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTA
TCCACAGGATTCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCTAAAAGGCCAG
GAACCGTTAAAAAGGCCGCGTTGCTGGCGTTTTTACAATAGGCTCCGCCCCCCTTGACAAGCATC
ACAAAAATCGACGCTCAGGTTCAAAGGTTGCCCAAACCGACGGGACATATAAGAATACGAGGGG
TTCCCCCTTGAAGCTCCGCTCGGGGCACTCTCTTGTTTCGACCCTGACGATTACGATACTGTGTC
GACTTTCTCCTTCGGAACGGTGCGCTTTTTCTAAAGCTCAGCGCTGTAAGGTAAT

MC18 879 Clone 6 20
This clone most resembles an uncultured Gamma-proteobacterium (94% sequence match) (Bacteria;
Proteobacteria; Gamma-proteobacteria)

TTTACCTGTTTTGTGCGAGGGTTCTTTGGGCGAGTGGGCCCTCTAGGATGCATGCTTCGAGCGG
CCGCCAGTGTGATGGATATCTGAACCAATAAGGGAACTTGCACAAGCGGTGGAGCATGTGGTTT
AATTCGATGCAACGCGAAGAACCTTACCGCCCCTTGACATCCTGGGAACTCGCTAGAGATAGCTT
GGTGCCGAAAGGAACCCAGAGACAGGTGCTGCATGGCTGTCGTCAGCTCGTGTCGTGAGATGTT
GGGTTAAGTCCCGTAACGAGCGCAACCCTTGTCCTTAGTTGCCAGCACGTAATGGTGGGAACTC
TAAGGAGACTGCCGGTGACAAACCGGAGGAAGGTGGGGACGACGTCAAGTCATCATGGCCCTC
ACGGGGCGGGCTACACACGTGCTACAATGGCCGGTACAAACGGTTGCGAGCCCGCGAGGGGGA
GCCAATCCGAGAAAACCGGTCGTAGTCCGGATTGGAGTCTGCAACTCGACTCCATGAAGTCGGA
ATCGCTAGTAATCGCTGATCAGCATGGCAGCGGTGAATACGTTCCCGGGCAAGGGCGAATTCCA
GCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACCAACCTTGGCGTAATCATGGTCAT
AGCTGTTTCCTGTGTGAAATTGTTATCCTCTCACAATTCCACACATCAT

MC22 879 Clone 6 19
This clone most resembles an uncultured Deltaproteobacterium (95% sequence match). (Bacteria;
Proteobacteria; Deltaproteobacteria; Myxococcales; Sorangineae; Polyangiaceae) possibly
Polyangium sp or Chondromyces sp.(92%).

GCACAAGCGGTGGAGCATGTGGTTTAATTCGACGCAACGCGCAGAACCTTACCTGGGCTAGAAA
ATACAGGAACCTGGTCGAAAGGTCGGGGTGCCCTTCGGGGAATCTGTAGTTAGGTGCTGCATGG
CTGTCGTCAGCTCGTGTCGTGAGATGTTGGGTTAAGTCCCGCAACGAGCGCAACCCTTGCCGTT
AGTTGCCAGCATTCAGTTGGGCACTCTAACGGGACTGCCGACCTTTAAGTCGGAGGAAGGTGGG
GATGACGTCAAGTCCTCATGGCCCTTATGTCCAGGGCTACACACGTGCTACAATGACCGGTACAA
TGGGCTGCGAACCCGCGAGGGGGAGCTAATCCCAAAAAGCCGGCCTCAGTACGGATAAGAGTC
TGCAACTCGACTCTTTGAAGTCGGAATCGCTAGTAATCGCTGATCAGCATGGCAGCGGTGAATAC
GTTCCCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTA
CCAAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCA
CACAACATACGAGCCGGAAGCATAAAAGTGTAAAGCCTGGGGTGCCCTAATGAGTGAGCTAACT
CACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCCTGTCGTGCCAGCTGCAT
TAATGAATCGGCCAACGCGCGGGGGAGAGGCGGGTTTGCGTATTGGGGCGCTCTTCCGCCTCC
CTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAACCTCACTCAAA
GCCGGTTATATCCGTTTATCCACAGATTCAAGGGATAACGCAAGGAAAGGAACATGTGGAGCAAA
ACGGTCAGCAAAAGGGCCAGGAACCGTTAAAACGCCCCCGTTTGCTTGGCGTTTTTTTCATAAGC
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TCCGCCCCCCTGAACAAAGCACTGAATAAAATCACGCCCTCAAGTCAGAAGGTGGGCAAACCCT
AAAAGGACTTAT

MC18 708 – 8 clones were found to characterize the bacterial community in this microcosm

MC22 708 Clone 7 1
This clone resembles (96% sequence match) an uncultured Gammaproteobacterium (Bacteria;
Proteobacteria; Gammaproteobacteria)

TACTCATATAGGGCGATTGGGCCTCTAGATGCATGCTCGAGCGGCCGCCAGTGTGATGGAATCT
GTACAATTAACGCTTGCCCGGGAACGTATTCACCGCAGCATGCTGCTTTGCGATTACTAGCGATT
CCGACTTCATGGAGTCGAGTTGCAGACTCCAATCCGGACTACGACCGGTTTTCTCGGATTGGCTC
CCCCTCGCGGGCTCGCAACCGTTTGTACCGGCCATTGTAGCACGTGTGTAGCCCGCCCCATGAG
GGTCATGATGACTTGACC

MC18 708Clone 7 3
This clone most resembles (99% sequence match) a Mycobacterium sp. (Bacteria; Actinobacteria;
Actinobacteridae; Actinomycetales; Corynebacterineae; Mycobacteriaceae; Mycobacterium)

GCACAAGCGGTGGAGCATGTGGATTAATTCGATGCAACGCGAAGAACCTTACCTGGGTTTGACAT
GCACAGGACGCTGGTAGAGATATCAGTTCCCTTGTGGCCTGTGTGCAGGTGGTGCATGGCTGTC
GTCAGCTCGTGTCGTGAGATGTTGGGTTAAGTCCCGCAACGAGCGCAACCCCTATCTTATGTTGC
CAGCGCGTTATGGCGGGGACTCGTAAGAGACTGCCGGGGTCAACTCGGAGGAAGGTGGGGATG
ACGTCAAGTCATCATGCCCCTTATGTCCAGGGCTTCACACATGCTACAATGGCCGGTACAAAGGG
CTGCGAATCCGCGAGGTGGAGCGAATCCCTTGAAAGCCGGTCTCAGTTCGGATCGGGGTCTGCA
ACTCGACCCCGTGAAGTTGGAGTCGCTAGTAATCGCAGATCAGCAACGCTGCGGTGAATACGTT
CCCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACCA
AGCTTGGCGTAATCATGGTCAAAGCTGTTTCCTGTATGAAATTGTTATCCGCTCACAATTCCACAC
AACATACGAGCCGGAAGCATTAAAGTGTAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATT
AATTGCGTTGCGCTCACTGCCCGCTTTTCCAGTCGAGAATATTGTCGTGCCATTTGCATTAATGAA
TTCGCCAACGCCTGGGGGAGAGGTGAGCTTGCGAATTGAGTCGCT

MC22 708 Clone 7 4
This clone most resembles a Gammproteobacterium (90% sequence match)
ACANGATNTTAANGNNANNNCNANGGGGGAATGGGGGCNCNTCNANAAGGCAAGGCCTCGAAG
NCGGCCCGANNAGNNGATGAATGAGATATNGNGCCCCTTTTNNGGGGTTGCCCGGGNAACGTA
NTTCACCGNNAGCATGCCNCATNTGNGATTACTAGTAGNTTCCGACTTCNTGGAGTCGAGNNTG
GAGACTCCAAACCGGACNNNGACCGGNTTTCNCGNANGGGCTCNCACTCNCGGGNTNGCAGCN
GTTTGNNGNNGNGCATNGAAGACTNATGGNCCCNGCNCCNNCGAGNGGCATGATGACNTNACG
NGAGNTCNNANCTTCCACNGNCTCGCCNCNNNCGNTA

MC18 708Clone 7 5
This clone most resembles an uncultured bacterium clone (93%). Possibly Pseudomonas sp.
(Bacteria; Proteobacteria; Gammaproteobacteria; Pseudomonadales; Pseudomonadaceae;
Pseudomonas).

ATCCTTTTAGTGGCGATTGTTGCCCTCTAGATGCATGCTCGAGCGGCCGCCAGTGTGATGGATAT
CTGAACAATAAAGGGGTTGCACAAGCGGTGGAGCATGTGGGTTAATTCCTTTTAACGCGAAGAAT
CTTACCGCCCCTTGGCATCCTGGGAACTCGCTAGAGATAGCTTGGTGCCGAAAGGTACTCAAAAA
CAGGTGCTGCATGGCTGTCTTCAGCTCGTGTCGTGAGATGTTCATT

MC22 708 Clone 7 6
This clone most resembled (97% sequence match) an uncultured Betaproteobacterium sp. (Bacteria;
Proteobacteria; Betaproteobacteria), possibly Azospira (Dechlorosoma) sp. (96%) (Bacteria;
Proteobacteria; Betaproteobacteria; Rhodocyclales; Rhodocyclaceae; Azospira)

CACAAGCGGTGGAGCATGTGGATTAATTCGATGCAACGCGAAAAACCTTACCTACCCTTGACATG
TCAGGAACTTTCCAGAGATGGATTGGTGCTCGAAAGAGAGCCTGAACACAGGTGCTGCATGGCT
GTCGTCAGCTCGTGTCGTGAGATGTTGGGTTAAGTCCCGCAACGAGCGCAACCCTTGTCATTAGT
TGCCATCATTCAGTTGGGCACTCTAATGAGACTGCCGGTGACAAACCGGAGGAAGGTGGGGATG
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ACGTCAAGTCCTCATGGCCCTTATGGGTAGGGCTTCACACGTCATACAATGGTCGGTACAGAGG
GTTGCCAACCCGCGAGGGGGAGCCAATCCCAGAAAGCCGATCGCAGTCCGGATCGTAGTCTGC
AACTCGACTACGTGAAGTCGGAATCGCTAGTAATCGCGGATCAGCATGTCGCGGTGAATACGTTC
CCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGTTACTAGTGGATCCGAGCTCGGTACCAA
GCTTGGCGTAATCATGGTCATAGCTTGTTTCCTGTGTGAATTGTTATCCGCTCACAATTCCCACAC
AACATACGATCAGGAAGCATAAAGTGTAAAGCCTGGTGTGCCTAAATGAATGAGCT

MC18 708Clone 7 10
This clone most closely resembles (98% sequence match) an uncultured Alphaproteobacterium
(Bacteria; Proteobacteria; Alphaproteobacteria) like Afipia sp. (98%) (Alphaproteobacteria;
Rhizobiales;Bradyrhizobiaceae; Afipia) or Phenylobacterium sp. (97%) (Alphaproteobacteria;
Caulobacterales; Caulobacteraceae; Phenylobacterium)

GCCCGGGAACGTATTCACCGCGGCATGCTGATCCGCGATTACTAGCGATTCCGACTTCATGCAC
TCGAGTTGCAGAGTGCAATCCGAACTGAGACGACTTTTGGGGATTAGCTCACCATCGCTGGGTT
GCAACCCTCTGTAGTCGCCATTGTAGCACGTGTGTAGCCCACCTTGTAAGGGCCATGAGGACTT
GACGTCATCCACACCTTCCTCCGGCTTACCACCGGCGGTCCCATTAGAGTGCCCAACTAAATGAT
GGCAACTAATGGCGTGGGTTGCGCTCGTTGCGGGACTTAACCCAACATCTCACGACACGAGCTG
ACGACATCCATGCAGCACCTGTGTCCCAGTCCCCGAAGGCAAAGCCAGATCTCTCTGGTGGTCC
GGGCATGTCAAAAGGTGGAAAGGTTCTGCTCGTTGCTTCAAATTAAACCACATGCTCCACCGCTT
GTGCAAGGGCGAATTCAATCACACTGGCGGATGTTTACTTGTGGATCCGAGCTCGGTACCAAGT

MC22 708 Clone 7 15
This clone most resembles an Alphaproteobacterium (Bacteria; Proteobacteria; Alphaproteobacteria)
like Bosea sp. (96% sequence match) (Alphaproteobacteria; Rhizobiales; Bradyrhizobiaceae; Bosea)
or Afipia sp. (96%) (Alphaproteobacteria; Rhizobiales; Bradyrhizobiaceae; Afipia.) or Agrobacterium
sp. (96%) (Alphaproteobacteria; Rhizobiales;Rhizobiaceae; Rhizobium/Agrobacterium group;
Agrobacterium)

CCATAATCCTTTTAGGGCGATTGGGCCTCTAGATGCATGCTCGAGCGGCCGCCAGTGTGATGGA
TATCTGCACATTTAAAACCTTGCCCGGGAACGTATTCACCGTGGCATGCTCCATTCACAATTACTA
GCGATTCCACCTTCATGCACTCGAGTTGCAGAGTGCAATCTGAACTGAGACGGCTTTTTGGGATT
AGCTCGAGATCGCTCTTTCGCTGCCCATTGTCACCGCCATTGTAGCACGTGTGTAGCCCAGCCT
GTAAGGGCCATGAGGACTTGACGTCATCCCCACCTTCCTCGCGGCTTATCACCGGCAGTCCCCC
AAAAGTTCCCAACTGAATGATGGCAACTAAGGGCGAGGGTTGCGCTCGTTGCGGGACTTAACCC
ATCATCTCACG

MC18 708Clone 7 17
This clone most resembles an uncultured bacterium clone (94%)

TTNNNNNNNNNNTNGGGCGAATTGGGCCCTCTGATGCATGCTCGAGCGGCCGCCAGTGTGATG
GATATCTGCCCCTTTNGCCCGTTGCACAAGCGGTGGAGCATGTGGATTAATTCGATACTAACCGA
AGAACCTTACCCAGGTTTGACATCGATCGTAAGTCCAAGAGATTGGACCCTCTTCCCAAAAGGAA
GACGTGAAGACACTTGTTGCATGGCTGTCGTCAGCTCGTGCCGTGAGGTGTACGGTTAAGTCCG
CCAACGAGCGCAACCCTCGTCCTATGTTGCCAGCGAGAAAGTCGGGAACTCATAGGAGACCGCC
GGTGTAAACCGGAGGAAGGTGGGGATGACGTCAAGTCAGCATGGCAGTTACGCCTGGGGCTTC
ACACATGCTACAATGGGCGAAACAAAGGGATGCAATATCGCGAGATGGAGCTAATCCCAAAAATA
CGCCCCCAGTTCAGATTGCAGTCTGCAACTCGACTGCATGAAGGCGGAATCGCTAGTAAACGCA
GGTCAGCTATACTGCGGTGAATACGTTCCCGGGCAAGGGCGAATTCCAGCACACTGGCGGCCGT
TACTAGTGGATCCGAGCTCGGTACCAAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGA
AATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGTNAAGCATTAANTTGTANANGTCTGG
GGTGCCTAATGAGTGANCTACNTCACATTAATTGCGNTGCNCTCACTGCCCGCTTTCCANTCGGG
GAAANNCTGTCGTGACCATTGGCATTAA

2.2.  FISH Analysis

To date FISH analysis of microcosm samples has been preliminary.  4 samples were selected for
analysis and initial observations have demonstrated the suitability of chosen probes EUB338 and
Cf319a.  Research is ongoing.
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Appendix 8

DGGE Profiles of wood and isolation cultures
(by Hotchkiss, Landy, Mitchell)

This appendix contains the best DGGE profiles of BACPOLES SLU cultures and wood samples.  A
Clone library has been made for all the 1400bp and 220bp sequences associated with these gels.
Chimer check has been performed on all sequences, all sequences Bona Fide

Bacterial Species Gel Position
(Distance from well)

Full Size Gel Half Size Gel
Rhodobacter sp. 1.5cm 0.75cm
Uncultured CFB 1.6cm 0.8cm
Alpha proteobacterium 2cm 1cm
Mycobacterium 2.1cm 1.05cm
Oxalobacter sp. 2.7cm 1.85cm
Comamonas sp. 3cm 1.5cm
Pseudomonas sp. 3.5cm 1.75cm
Stenotrophomonas-like sp. 3.8cm 1.9cm
Pseudomonas sp. 4.5-4.6cm 2.25-2.6cm
Uncultured Bacteriodete 5.3cm 2.65cm
Cellvibrio sp. 5.3cm 2.65cm
Flavobacterium/Cytophaga sp. 6.5cm 3.25cm
Stenotrophomonas-like sp. 6.5cm 3.25cm
Brevundimonas sp. 7.3cm 3.65cm
Pseudomonas sp. 7.3cm 3.65cm
Flavobacterium/Cytophaga sp. 7.7cm 3.85cm
Stenotrophomonas-like sp. 7.7cm 3.85cm
Brevundimonas sp. 8.1-8.3cm 4.05-4.15cm
Pseudomonas sp. 8.3cm 4.15cm
Azotobacter sp. 8.3cm 4.15cm
Flavobacterium/Cytophaga sp. 8.6cm 4.3cm
Bacillus sp. 9.6cm 4.8cm
Rhizobium sp. 9.8cm 4.9cm
Brevundimonas sp. 9.8cm 4.9cm
Agrobacterium sp. 10cm 5cm
Acidovorax sp. 10cm 5cm
Stenotrophomonas-like sp. 10cm 5cm
Brevundimonas sp. 10.7-11cm 5.35-5.5cm
Stenotrophomonas-like sp. 10.8cm 5.4cm
Brevundimonas sp. 10.9cm 5.45cm
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