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ABSTRACT
The complete nucleotide sequence of the mitochondrial
DNA (mtDNA) from a liverwort, Marchantla polymoipha,
contains thirty-two introns. Twenty-five of these introns
possess the characteristic secondary structures and
consensus sequences of group 11 introns. The
remaining seven are group I introns, six of which
happen to interrupt the gene coding for subunit 1 of
cytochrome oxidase (coxl). Interestingly, the insertion
sites of one group 11 and four group I introns in the coxl
gene coincide with those of the respective fungal
mitochondrial introns. Moreover, comparison of the
four group I introns with their fungal counterparts
shows that group I introns inserted at Identical genomic
sites in different organisms are indeed related to one
another, in terms of the peptide sequences generated
from the complete or fragmental ORFs encoded by
these introns. At the same time, the liverwort introns
turned out to be more divergent from their fungal
cognates than the latter are from one another. We
therefore conclude that vertical transmission from a
common ancestor organism is the simplest explanation
for the presence of cognate introns in liverwort and
fungal mitochondrial genomes.

INTRODUCTION

Group I and group H introns were originally described as two
families of introns which, in addition to encoding proteins,
possess unique secondary structures (1). Since then, the structured
RNA components of group I introns have been shown to be
responsible for the self-splicing phenomenon discovered by Cech
and his collaborators (2), while various functions are ascribed
to the proteins encoded by some of these introns. In the cases
of the intron of the large ribosomal RNA gene of Saccharomzyces

GenBank accession no. M68929

cerevisiae and the 4th intron (ai4) in the gene (coxl) for subunit
1 of cytochrome oxidase from the same organism, the intron-
encoded proteins have been shown to act as site-specific DNA
endonucleases which recognize and cleave intron-less copies of
the genes (3-5). Thus, they promote the insertion of introns into
genes that lack them, and this ensures that the introns are retained
during evolution. In other cases, e.g. the 2nd (bi2) and 4th (bi4)
introns of the cytochrome b gene of S. cerevisiae, genetic data
imply that the intron encoded proteins are required for splicing
(hence their designation as maturases) (6-9). Since the proteins
encoded by introns ai4 and bi4 of S. cerevisiae are homologous,
the endonuclease and maturase functions encoded by the
respective introns must also be somehow related (10). While all
known group II introns are confined to organelle genomes (11),
the known distribution of group I introns is much broader in living
systems: group I introns have been found not only in mitochondria
and chloroplasts, but also in the nuclear-encoded ribosomal RNA
genes of protists (12-14), bacteriophages (15), cyanobacteria
(16, 17), and more recently, other eubacteria (18). Rather
paradoxically however, only group II introns have been described
so far from plant mitochondria (19-25). We now report the
presence of six group I introns in the coxl gene of the liverwort,
Marchantia polymorpha. This paper is devoted to the description
of these introns and a discussion of the problem of their origins.

MATERIALS AND METHODS
The complete nucleotide sequence of the liverwort mitochondrial
DNA was determined in our laboratory (accession number
M68929 in GenBank Data Library) (26, 27). Computer aided
analysis of nucleotide sequences was carried out using the Hitachi
DNASIS program on an NEC-9801VM computer, and the
IDEAS program on a FACOM M-780 computer (Data
Processing Center, Kyoto University).
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Mp. ATGAMCAATTTGCACAAAGATGGCTGITTTCCACGAACCACA.AAGATATAGGTACTCTATA7rkTTTTClGGTCCArrGCTGGAGTAATGGGTACATGCTlFAGTACTAAlm;TI
Wt. AAATGACAAATATGGTTCGAI cUCMCCAGAATGACTCCATTATC1lCGGTGCCATrGCAGGAGTGATGGGCACAlTGClrTCCGACrGATCT
NC. ATTTATTTGAACTGAAAGATGATMTATCAACGAATGCTAAAGATATAGGAGTTC TTATCTAAT TwIIC(SAiii rGlACTTGGAACAGCArri li=ATAAGA
Sc. ATIGGTACAAAGATGATTATATTMACAMATGCAAAGATATTGCAGTATrATATrTATGTTAGCTATTTTAGTGGTATGGCAGGAACAGCMATGTC' AATTCATTAGA
Pa. GTATCATTGTGAMTCAGAGATAATGTTATCTACAAATGCTAAAGATATAGGGAATCrTAT7rAMTTTGCATTATTTTCGATrACrAGGTACAGCGTTCTCTGTArAATTAGA
Sp. TGGTGGACTTATGTTAATAGATIGGATATTCTMACTAATGCrAAGGATATTGCATACTATATTrATTATTCGATTGGATCI GGGATAATTGGATCTGTATTCTC1=ATAATTAGASc.~ L2 1

Mp. ATGGAATTAGCACAACCCGGCAA CAAICMAlGGTGGAAATATCAACMATATTATAATCAGCTlCACGCr (A'TTATMiTG iiAGATGCCGGTGCGATGATAGGT
Wt. ATGGAArGI =mMCGTCAATCTIsIGTCGGATCAACTAMGrMBCGTCAACCUATAA ATT iirrATGGTTATGCCGGGATGATAGGT
Nc. ATGGAGrrAAGIDGACCTGGGGTGCAGTACATT---CAGATMATCAATrATACAATGCTATATAACTGCACATGCGATCTTAATGArrMTrrTATGGTTATGCCGCATTAATAGGT
Sc. TTGTAG GCGACGGTA ACATGGAATTCACAATTATrAATGTTTAGAGTGTGGTCAW ATrAATGTATTMGAlClAGTAAT(cluCmMATTGGA
Pa. ATIGGAGTTGAGCGGGCCAAGTGrIWATATAT---GCAGATAACCAATrATATAATAGCATCATrACAGCGCATGCCrrACTGATGATTTTTTATGGTTATGCCAGCTTTAATCGGT
Sp. ATGGAACrATCAGCTCCAGGATCTCAATTCCTnluAAATGGTCAATTATACAATGTUGCAATCTCAGCACATGGTATACTTATGAmiTlrrrCATTATTCCTGCTTATTTGGT

Mp . GG= TIS 7GGTTTGTTCCTATCATAGG AAGTCCGGATATGC TTCCCTAGATTAAATATATTTCATTllAC ACGTCATTGTTACIr'I-L-r AAGCTCAGCC
Wt. GGATTTGGAAllTrGGTTCM=TGATAGGTGCACCTGACATGGCATTTCCACGATrATAATTATATCATICTGGTTGTCACCAAGTlClTCTrGATrAAGCTCAGCC
Nc. GGATrTGAArrTCTTGTTACCATrATTAGTAGGGGGCCTG:IACATGGCATTCCCAAGAC7TATAATATTAGTTTCTACTGTTACCACCAAGTrACrATTATTAGTATTCTCT'GCA
Sc. GGrrTTGAACrATTrATTACCArATAATMT'GAGCTACAGATACAGCATTTAAGAArMTAATCAllrZlrlolAGTATrACCTATGGGGTTAGTATGTTAGTrACATCAACT
Pa . GG7rrlrGTAATTTCi ATrACCTCTMAGTAGGTGGGCC:TGATAGGCATTCCAGACrATAATTATCAGr sATrATrACCACCrAGTTrAATATTATrAGTArTCIS TGCA
Sp. GCArTTGGAATTATTAGTACCTCTTATlGATAGGTGCT'CCAGATGITTGTACCCTAGAGTAAATAATTTCACATTCTGGTTACTACCTOllClTGCTCTATAATCATArrAArrA

Mp. TrAGTAGAGCIS1rGGGTGGACCTATCCACCAATGTGGTATAACCAGTCATTCGAGGATCTGTTGATTrAGCAATrMTAGTCTTlCATTTATCAGGTGTl CC
Wt. TTAGTAGAAGTG;GGCAGCGGCACTUGGGTGGACAGT'CTATCCGCCCTTMAGTGGTATTACCAGCCATTCTGGAGGAGCAGTTGA7rAGCAATTTTAGTCTICATCTATCAGGTATTTCA
Nc. TIGTATAGAAGGTGGAGCAGGTACAGGATGAACAAT ATCCTCCTrrATCAGGTGTACAAAGTCATAGTGGACCrAGTGTAGATrr GGCA CT17GCCACATrATiCAGGAGTTAGT
SC. 7rAGTAGAATCAGGTGCTGGACAGGGTGAAMCTTATCCACCA1TATCATCTATTCAGGCACATTCAGGACCTAGTGTAGAnTAGCMATrrrTGCATrACA7rrACATCAATTA
Pa. TGTATAGAAGGAGGGCT'GGTACAGGATMACTATIACCCTCCTTTATCAGGT'GTACAAAGTCATAGTGGACCTAGGTGMGATIAGCTATATTTGCTTACACCTATICAGGGGTMAGT
Sp . TTAACAGAAGAAGGACCTTGTGGTGACGGTATATCCACCACTATCAAGTATCACTTCTICATAGTGGT CAGCTrATTGATCrAGCrATTTTGTTTACAATTMACTGGTATTTCA

,Pfi L5

Mp. TCrATTTTAGG7lTCTATrAATTTTATAAMCTAATCTTCMATATGAGG(CCTTGGAACCATGCATAGATTACCTCTATTTGTiGTGGCTGTTAGTAACAGCTTTCCTACTTTA
Wt. TCAATTrrAGGTTCTATCAMTTTATAACAACTATC IWATGCGTGGACCTGGAATGACTATGCATAGArr ACCACrrUVllGTCGTTCAGTGACAGCATTCC ACTrrrA
Nc. TCCATTAGGGTCTATTATTATMAACTACAATAGTAMATATGAGAACACCAGGMATrAGATTGCACAAATTAGCrrrATTGGATGAGCTGTAGTTATrACAGCTGTATTATTATrA
Sc. TC-ATrATTAGGTGCrATrAATTTCA7TTGTCAACATTAMATATGAGAACAAATrGTATGACAATGCATMAATTACCATTATTTGATGATCMTTTTCATTACAGCGTTCTATrATTA
Pa. AGTTTACTAGGGGCrATGAATTTCATTACACAATAATGAATATGAGAACTCCTAGTATTAGATTACATAAACTIGCTTATTTGGATGAGCTGTAATTATTACAGCTGTGTATTArrA
Sp. TCAACArrAGGAATCAATATTTAATAGCGACAATGATTAATATrAGAGCTCCAGGATTAAGTrrATATCAAMTGCCATTATTTCATGGGCTATAATGA1TACATCAATTCTATTACTIG

L6. P7. N3

Mp. TTATCOCrTCCAGTACTGGCAGGncTTACCAATSTlAACTGATAGAAACTrAATACACrrrAMcTCTTTTGG1TGGCGGGGATCCCATTTATACCAGCAoTCrrMbG
Wt. TTATCACTTCCGGACTGCGGGGCAATTACAATGTATTAACCGATCGAAACTrAATACAACCTTTTTATCCrGCAGGAGGGGGAGACCCAATATTATACCAGCATICTCTTGC
Nc. TTATC7TrACCAGTrrrAGCGTAATrACrATGCrATrAACAGATAGAAATTAATACATCATTCITTTGAACAGCTGGTGGTGGTATCCTATrTTATTCCMCAlITIrr iA
Sc. rrATCATACCTGATTATCTGCTGGATTACAATTTATrATTAGATAGAAACTTCTACTrCATTCTTTAGTAGCAGGAGGTGGTGACCCAATCTrATACGAGCAATTATrGA
Pa. TTATCTTACC'GTTTAGCCGTGCATAACrATGTTACTTACAGATAGAAATrMATACATCArrCTTTAAACAGCTGGTGCT3ATCCTArTTATTCCAACATCTTTTCA
Sp. CTTACTTACCAGTTTAGCAGGTGGATTATTATGTTATTCT'CAGATAGAAATAAATACTTCATTCTATGCTCCTGAAGGTGGTGGTGACCCTGTACTTACCAACAMATTCTGG

Mp. llel X:T TG=AGW ATATTCTAATTCTG;CCAGGATITGGATCATTAGTCATATOGTCTCTACCTTTCMAGAAACCCGTATlWGlrATCTAGGCATGGTGTACGOCATG
Wt. IOXrIGTrTCCAGAGGTGTATATTClrCAIrlATTTGGATTATTAGTCATATCGTATCGACCTTATGAAAACCGGTCTTCGGGTATCTAGGCATGGTrrATGCCATG
Nc. TTCrrOCCATCq%AGGTrrACAT AATTATA
Sc. TrITIG CACCGATATATATTTrATTATTCCIGT TGGAT7ATTATTTCACATGTAGTATCAACATAT rCTAAMMM CCTGTATrTGGT AAATTTICAATGGTATATGCrATG
Pa. 1rTTGGCATCCCGAGGTrT'ATATArrAATATACCrCTUTrlGTATAATAAGTACAACAATATCTt CTTACIAATAAAAMGCCTATTCGTTATATTGGATGGTGACGCCATG
Sp. lCTTTGGCATCCAGAGGTTTTATMAATT =GTTTCGGTGTTGAa3AGTCACATT TACCT AGT rrAGCT'CATAAACCrATTTTrC AAGTAAGGTAT?GCTGGCrATIG

Mp. ATTAGTATTG.GAGTTCTTG.GATnATTGTATGGIAACATGTTTACTGTAGGTTTAGATGTTGATACACGTGCrTACTrrACOGCGGCrACCATGATrATAGCTGTCCACTGGA
Wt. ATAAGTATAGGITGTTCTTGAGTIAGTTGICCATCATATG ACTGTfGGITAGACGTTGATACGCGTGCCrACrrCACCGCAGCTACCATGATCATAGCTGTCOCtACAGGA
Nc. AT ATTGGIAATTAGrATTG rrrGAAGTCATCATATGTATACAGTTGG TTAGACGTGGATAC AAGAGCGTATTT CACAGCAGCTACA rrAATTATTGC GTTC Ar-AGGA
Sc. GCTMTCATTATTATTAGGATTCTAGTATGATCACATCATATGTATATTGAGGATTAGATGCAGATACTAGAGCATAICT=ATCCCACTlGATGATTATTlGCAATCCMCAGGA
Pa. ATGTCATT&GGAArfAGGATTATCGrGMAGTCAT'CATATGTATACAGTTGGrrrAGACGTGGATACAAGAG7ACTrrACAGCTGCMACATTAATAATTIGCAGTTICCTACAGGA
Sp. 7TTAGTAITrGCrrrATTAGGATTAATGGTATGGTCTCATCACrrATTACAGTrGGTTTAGATGTTGATACTAGAGCTTArMTAGTGCT.CAACTATGGTT=A7TTGCTTOCAACAGGT

Mp. ATAMAGAITAGT A ACATTGG GGGGGGTCAATACAAT---AC AAACACCCATGT ATTCGCTGTAGGGTTTATAnTrTTT ACGGTAGG ! ACTGGAATA
Wt. ATCAAATCTTAG ATCTACATGGGGTTOGATACAT ACAAMCACCCATGTTA7rG=AGTCTrMrC CTGGATA__
NC. ATTAAAATATTCTCATGATACAATGrrTGGAGGTTCTATTGAT-TACTCCrrCTATT ArAGGTTTTGTAmTTrTCATCM ACAGATTMGArAGTGGAGrr
Sc. ATTAAAATCTrnCATrAGC, ATCCT IGTCAATGAT--TAGCACrCTATGTTTATGCATTUCATTCATlIATTAAT _rMACrG
Pa. ATTAAT=TATTAGCTACATGTATGGAGGTTCATTAGAT-TAACTCCTTCTATGTrAmGCTTrAGGTrTTGTAATGTTATGfCAATMAGGGTG7TAAGTGMTA
Sp. ATAAAATCTTCAGTTGGTTAGCTACTTTAACAGGTGGTGAATACAATlGGTCGAGTACCrATGTATATGCr1GTTllAClMTTATTACAATGGGAITAACAGGTGTT

L. Y5. P15I S

Mp . GTATTGGCCATTCTGGGTA TCAGATAATTATGTGG rrGCACATTTCCATTATGTTIMIITATGGGAGCCGrrrrCMATTT&CGG ATTCArrACTGG
Wt. GTTICTAGCIACCGCAGAC ATTCrTAC ATATCTATTATGTGGTTG ACATCCATTATGTACmTTTATGGA6;"T%mTTCGGAA mTr.AACTATrGG
Nc. GTlelcDACTTATTACAGTTCTCATrlIUlATGTATTAAGTATITGTTTGCGCAATTAGCGGATGATATCACTGA
Sc. GOCrrAGCTAACGCCTATTAGATGTAGCATTCCACGATACrrACTACGrGGTGGGACAmTrCACTATGTATrATICATGGGTGCAAmlUC=ArrTGAGGATACrACTArTGA
Pa. GmTTAGCG;AAZCGCTC7TAGATATAGCTCCAOATACrrACTATGTAGTTGCTCATTrCCCTACGTTrAAGATTTGTGCrGTGTTTr"GrAGCGGTT ATACTTCT'GA
Sp. ATA7TAAGTAATTCAGTArrAGATATOCrrrTCCATGATACrrArrrCGTTGTAGCTCA---TCATTACGTlC£TGTCAATGGGTGCATTATWICGGTGrGTGCATACTATTGG

Mp. ATAGGTAAATAACTGGCTTCAATACCCAGAGACTTAGGTCAAATTCAITTrTGATTACIII GTGmltlwAAnTTTACITlDlATGCATTTCC AGGglrSCAGGTATG
Wt. CIIAAATI rG%ACATATCCTGAACAGCTTAGM CATCCATTTTTG ATCACTrrIl CGGGTTATCTGACCTTCrrlCCATGCATTTTAGGG Ir(TIATG
Nc . GTACCAAAArAGITATTATAMTATr= A1CTAAGTCATTCGCTCATAGGGGTT AATrMCATTlCACTTCCrAArAGG TTACAAGGTATG
Sc. AGTCCAATC AAAACTTATAGAAAAT rAGCTCAAATM"TT ArAATCATTGGGGC rAATGTTATlrlluCMATGCATTTCTAGGTATTAATGGTATG
Pa. ATACCTAAAATGTTAGGTTTAAATTATAMTATGACTCTATCTAAA GTACAA TTCTGAA TAC= mATAGGGGTTAACGTAACTTTClM WArAGGTCTACAAGGAATG
Sp. AGTCCAAAAMTGTrATTAATGTACAATGAACTCAGCTTCAATCATTCTGGATTTATTATAGGTGITTATATTIGTATTCGGTCTCAACATTT'AGGATTAAAGGTATiG

Figure 1. Alignments of coxl genes with sites of insertion of introns from liverwort (Mp)(this work), wheat (Wt)(28), Neurospora crassa (Nc)(29), Saccharomyces
cerevisiae (Sc)(30, 31), Podospora anserina (Pa)(32), and Schizosaccharomyces pombe (Sp)(33, 34). Sites of intron insertion are marked by arrowheads with letters
LI to L9 for liverwort, NI to N4 for N.crassa, Y1 to Y5b for S.cerevisiae, P1 to P16 for P.anserina, and SI to S3 for S.pombe.

RESULTS

The split coxi gene of the liverwort mitochondrial genome
The 186608 base pairs (bp) of the liverwort mitochondrial genome
potentially code for 94 genes, 17 of which are interrupted by
a total of 32 introns (26, 27). Twenty-five of these introns were

assigned to group II and the remaining seven belong to group
I, based on their sequence and structure analysis (this paper and
unpublished data). The seven group I introns are the 3rd, 4th,
and 6th to 9th introns (abbreviated as ai3 to ai9) of the coxl gene
coding for subunit 1 of cytochrome oxidase, and the sole intron
in the nadS gene for subunit 5 of the respiratory-chain NADH
dehydrogenase.
The exon - intron boundaries of the nine coxl introns were

unambiguously determined by first comparing the liverwort DNA
sequences with those of fungal and plant coxi genes (Figure 1),
and then taking advantage of invariant structural and sequence
features of group I and group II introns. Thus all known group
I introns end with a G residue, and nearly all of them begin after
an U residue (35). In addition, that U must be paired with a G
within the P1 stem. Finally, most group I introns include a pairing
(PlO), whose function is to align the 3' exon with the 5'exon
at the ligation step (Figure 1). Note also that five out of six group
I introns in the liverwort cox] gene begin after GGU and the
remaining one begins after GAU.

Interestingly, while the coxl genes of higher plants contain no
introns at all, more than half of the liverwort coxl introns happen
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Figure 2. A secondary structure model of liverwort intron ai2 in the coxl gene. Thick arrows point to intron-exon boundaries. The pairing between the exon-binding
(EBS1) and intron binding (IBS1) sites is indicated by thin arrows.

Table 1. Introns inserted at the same sites as liverwort introns in the mitochondrial coxl genes from other organisms.

Organisms Number of introns Introns inserted in ref.
group I group II the same sites

Mp 6 3 ai2 ai4 ai6 ai7 ai8
Wt 0 0 - - - - - 28
Cr 0 0 - - - - - 37
Nc 3 1 - - ai3 - - 29
Pa 14 2 - - ai7 ai9 ail5 32
An 3 0 - - ai2 - - 36
Sc 4 3 ail - - ai4 ai5b 30, 31
Sp 4 0 - ail - ai2a ai3 33, 34
Ki 3 1 - - - - ai4 38
Sd 4 0 - ail - - ai4 39
Tr 0 0 - - - - - 40
Hm 0 0 - - - - - 41
Pu 0 0 - - - - - 42
Th 0 0 - - - - - 43

Wt wheat, Cr Chamydomonas reinharckii, Nc Neurospora crassa, Pa Podospora anserina, An Aspergilhs niduls, Sc Saccharomyces cerevisiae, Sp Schizosaccharomyces
pombe, Pu Paramecium aurelia, Kl Kluveromyces lactis, Sd Saccharomyces douglasii, Tr Trichophyton rubrum, Th Trypanosoma brucei and Hm human. Some
other plant coxl genes have been sequenced and all have no intron; these are rice (44), maize (45), pea (46), Beta (47), Oenothera (48) and radish (49). Al but
liverwort ai2 and S.c ail belong to group I introns.

to be inserted at sites where introns have been reported to exist
in the genes of fungal mitochondrial genomes (Table 1).

Analysis of the liverwort group II intron ai2
Of the three group II introns (ail, ai2 and ai5) in the liverwort
coxl gene, only intron ai2 was analyzed here in order to allow
comparison with yeast intron ail. The secondary structure of
intron ai2 (Figure 2) was established by comparative analysis
(11), taking advantage of the presence oftwo rather close relatives
of intron ai2 in the liverwort mitochondrial genome. One of them
is intron 1 in the cox3 gene, and the other (somewhat less similar)

one is intron ai5 located further downstream in the coxl gene
(in preparation). Comparison of the structures and sequences in
Figure 2 with consensus structures and sequences of subgroup
IIA and IIB introns, described by Michel et al. (11), showed that
like yeast intron ail, the three liverwort introns probably belong
to the former, rather than the latter subgroup, in spite of the
somewhat unusual structure of domain IC and the seven rather
than six nucleotides separating the bulging A residue in helix VI
from the 3' intron-exon boundary. However, comparison of
liverwort intron ai2 with yeast intron ail (1) and other fungal
mitochondrial group II introns (11) did not reveal a particularly



1300 Nucleic Acids Research, 1993, Vol. 21, No. 5

A LS?

,A A,PIO~~P'::

LB~~~~~~~-t ~~~~~~~~~R~~pi PS-P4t"^ ru- ^ -*

CAA ANUA I.: w

CA' R
'11_'W-C-A; ;6- P3O

"^~~~~~~~~~~~~0",3

AA A

U -A~~~~~S-A~~~~~~

A-.C

P1*A A-S~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~~

*

C

AU A

ACACC_GAL

U-.

LI PsA P

AA6 SAA SALSAS A LAAAAPl

AA A ~ ~ - AA

LBA N A A
Aet*-AG^_ c ^

6_ _
P2

*_c

O'.,:c: N.

.-M-0-C-AACAAUA UCUAAUCAAUCAUSAAA GG
fillIl l * L6

LAASAO AA ACCC

CA AAACAAAA A

U" C^ :.';.O A.U-^ UA-UAUC-C8 UC-C A: UCCAACACAMUGU.

Lo Ps A-W A-A~~~~~~~~~~A-

W- A - U

A-W U- A
iA U-

LA AA A~~~~~~~~~~~~~A 9 A

ALAU~~~~~~~~~~~~~~~~g L.

AACUCA-AU PAA
14

AUW0 ACA ^
CU U:A

:-Co

A

AU-^

L i A A-

AAA UA A C A W

*Cc

u^AP2 A

IAAc A2AA A

AAAPS a

A A AAS-

AAA2:NAL

Ag-A-A-C SAAAAArACAAALI

ecuS eo C CSAP7 A

CAA AUA RLLSA l

-N NA-AC :

C A P3 0 C~~~ Ps-AA A-

C111UA A LB A- AU

/,-'A UA AOC
C A.
C e

* UV

U-̂ ~~C_:@

Ai_c'- W P 3 eW-A

LI wA u
A A- ce c ^^u^

Au~~~~~ ~uc0 A A

C~~~~~~~~~~W1:

0C_A P4 cu L9.

B

D

Li P10 LS
uL5 AA APA

S-el^^

eP4 U: A

.:: Nn - NA Ns

CAAAAAIAA AAP7A cAAA C AAA AA

LB UUALAC A ALLA OA
CAC --AAASAAAA ALAA-CAAASlfr

N~~~~~~~~~~~
NA

C-LAA

A-U

U.-U

t1~~~~~~~~~~~~~~~~~u-*A-

LS

* _ LU-
LI 1.L2 A -A

,~~~~~ ~~ ~~~~CC-

A aS A
AA l A A

A UA - A A

a- U.A-CP2 U.-

_ ^^^¢'@e P7 UC¢¢ CCUeU:ACC OUC.C^ "U^P̂10U
L L N NAuLANI

g.5A-SSAA AAAAAAAAAAA -A----Po SAAAAAC

SUCOAAU~~~~~ ~ ~~~~~~~~~~~~~,SAACU -L^
/---N.C...A CAA- PIO.

Ps ~ ~ ~ ~~~~~~~~~~~~~~~~~~~C U -

C: u U- W.

B

C
A-A

L9 ( )A.f.1
L L91

AA~~~~~~~

UAALLAS LAASSSUA

LB~~~~~~AUUA-

A-: A CC AIU

.:C A IIA-

A p5c:'~~~A 2

AA U AA 'e"^.^UL

4- :: ucuc^

U P3 co GA A L
^JUAAUUU6 UGUA C ~ OA C

^U -AA ^ 7 UCUA gAgoaa1-
A S_GUGUC.._UCAAAps~~~~~~~~~1I-I-Ca

AU 0 AUuuA -ut U A.^^c..̂C -CAAU 6 ^AA_aUU P
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Fgure 3. Secondary structure models of liverwort group I introns. Letters P and L refer to base paired stems and loops, respectively (51). Arrows point to intron-exon
boundaries. A) Consensus secondary structure of the liverwort group I introns. Thin lines represent connections between adjacent nucleotides, whereas thicker lines
indicate various lengths of nonconserved sequences. B to H). Secondary structure models of individual introns ai3, ai4, ai6, ai7, ai8 and ai9 in the coxl gene, respectively.
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close relationship, in terms of either primary sequences or detailed
secondary structure. In fact, mitochondrial subgroup HA introns
from such diverse organisms as yeast, fission yeast and
filamentous fungi were significantly more closely related to one
another than to those three liverwort introns.
Like all fungal subgroup IIA introns (11), liverwort intron ai2

potentially encodes a protein related to reverse transcriptases (50).
The deduced ai2 protein sequence can be aligned over nearly
its entire length with the ones translated from fungal group II
introns (not shown), but the liverwort intron ai2 sequence did
not show a particularly close relationship with any of the fungal
ones.

P Q R S

Np. ai4 CGAUGCGGGAA AACCCGCCUG UCAGAGACUCAA AAGGUAUAGUCC
Sp.ail :::::::AA:: ::UU: ::::: ::::GU
Sd.ail UA::::AUA:: ::UAU:::AA :::::::::A:: :::AC:::::::

Np. ai6 AUAUGCUGGAA
An.al2 ::::A::::::
Pa.ai7 :AU::::::G:
Nc.ai3 :AU::::::::

Np. ai7 AUUUGCUGQAA
Sc.a±4 :AA::::::::
Pa.ai9 ::AA::QA:G:
8p.ai2a ::AA:::::::

NDp.aiS GUAUQCGGGAA
Sc.ai5b C::ACG:::UU
Pa.ai15 C ::ACG:U:::
Op.ai3 C::ACQ:U:::
XI al4 C: :ACGAA:::
Sd ai4 C::ACG:::::

AAUCAGCAGG UCAGAGACUAUA AAGAUAUAGUCC
:::::U::: :: : A:::::::::
:::::: ::::::a::::: :::::::G:c::
:::::: :::::: G::::: :::::: a::

AAUCAGCAGG

:: :UC:: :A:
.... ...U::

UAUCAQCAGG
A:: :CCGU:A
A: :ACCGU::
A: :ACCGU::
A: :UUCU::
A:: :CCQU:A

UCAGAGACUACA AAGAUAUAGUCC

::::::::C:U: :::::::a::::
::::::::::U: ::::G:::::::

UCAGAGACUAUA
GU:::::::: A:
Gu::::::: :A:

au: : : : : : ::::GU::::::::A:

AUGAUAUAGUCC

:A:U::::::::
:A:U::::::::
:A: :C:::::::
: :AU:U::::::

Secondary structure analysis of liverwort group I introns
The 87 group I introns known in 1990 were arranged into four
major subgroups as described by Michel and Westhof (35).
Secondary structure models of liverwort group I introns (Figure
3) are all typical of subgroup IB, and the same is true of all the
fungal introns inserted at the same sites as the liverwort introns
ai4, ai6, ai7 and ai8. However, only in the case of intron ai4,
was there evidence of a very close connection between the
structured sections of a liverwort intron and its fungal counterpart,
intron ail of S.pombe. Although these two introns were somewhat
divergent in primary sequence, even within the conserved group
I core, they shared many features which set them apart from most
other group I introns: the sequence of the P3-P4 junction (UCGA)
is unique; both have an U:C odd pair at the base of the P4 stem
(as is also the case for liverwort intron al8); the sequence of the
PS stem is the same (UCCUC:GGGGA); the P6 stem lacks an
internal loop (a feature otherwise confined to subgroup ID); and
the P7 stem ends with a C:U odd pair (the only other case is
provided by liverwort intron ai9). Another counterpart of
liverwort intron ai4 is intron ail of the coxl gene of S.douglasii,
which also has an U:C odd pair at the base of the P4 stem and
lacks an internal loop in its P6 stem.
The secondary structures and primary sequences of introns ai6

to ai8 (Figures 3 and 4) could be compared with those of their
fungal counterparts as well as a broader selection of subgroup
IB introns (35), but such comparisons remained inconclusive.
The liverwort intron ai6 shares a short P5 stem with its three
counterparts in filamentous fungi, but lacks a P9 stem with a
GNRA loop, whereas all three fungal introns have one. Also,
intron ai6 has a P2 stem, whereas its three counterparts lack one.
The fungal counterparts of liverwort intron ai7 have no clear
distinctive features and poorly conserved P2 and P9 stems. By
contrast liverwort intron ai7 (ike liverwort introns ai4 and ai6,
and over 28 other group I introns) exhibits the most canonical
form of the P2 stem, with a GNRA terminal loop and a distance
of 12 bp between the L2 loop and the U:G pair of stem P1 that
marks the 5' splice site (35) but has no P9 stem at all. Note that
while the absence of a P9/P9.0 pairing is unique among group
I introns, intron ai7 does have an extra stable P10 pairing (7
Watson-Crick base pairs, including four G:C pairs) and this
should suffice to ensure efficient ligation (35). Finally, the
liverwort intron ai8 lacks the two extra stems between the P3
and P4 stems as well as the GUA sequence of the P6-P7 junction
that are so characteristic of its five fungal counterparts (Figure
4), but shares with two of them (P.anserina ailS and K. lactis
ai4) a large insertion at the tip of the P1 stem, most of which
consists of an ORF (see below).

Figure 4. Alignment of conserved group I core sequences P, Q, R, S (see Figure
3A) in liverwort introns ai4, ai6, ai7 and ai8 and their counterparts in fungal
coxl genes (29, 30, 32-34, 36, 38, 39). Abbreviation of organisms is the same
as in Table 1.

Analysis of intronic open reading frames
Many group I introns potentially encode proteins and these have
been arranged into several independent families based on the
conservation of amino-acid sequences. The largest of these
families is characterized by two related dodecapeptide motifs (1,
31, 52) and has been subdivided into many smaller groups (32).
Two of the liverwort introns, ai4 and al8, have long open reading
frames continuous with the upstream exons (exonic reading
frame) and both proteins translated from these reading frames
exhibited characteristic dodecapeptide motifs. We have searched
our database of intron-encoded proteins for possible close relatives
of the ai4 and al8 putative proteins. In both cases, the only
sequence with which these ORFs could be aligned over nearly
their entire length turned out to come from one of the fungal
introns inserted at the same site, that is, S.pombe intron ail for
liverwort intron ai4 (101 identical amino acids out of 233 aligned
residues, see Figure 5A), and P.anserina intron ail 5 for liverwort
intron ai8 (84 identical amino acids out of 248 aligned residues,
see Figure 5D). This also coincided with the fact that, of the
five fungal mitochondrial introns present at the same site as
liverwort intron al8, only P.anserina ailS has an ORF that is
inserted at the tip of stem P1 and at the same time has
dodecapeptide motifs. Intron ai4 of K. lactis also has an ORF at
the tip of P1 stem, but it doesn't have dodecapeptide motifs.

Neither of the two remaining liverwort introns (ai6 and ai7)
with counterparts in fungal coxl genes contained a complete
uninterrupted ORF continuous with the 5' exonic reading frame
or with an AUG codon close to its 5' end. Rather, they each
comprised several ORF fragments separated by stop codons or
frameshifts (at least one in intron al7, at least five in intron ai6;
see Figures SB and SC). In view of that, one might be tempted
to suggest that, as is the case in higher plants, the mitochondrial
compartment of the liverwort includes an RNA editing machinery
which would somehow remove all blocks to translation in these
two introns. However, we believe this is an unlikely possibility,
first, due to the variety of defects involved, and second, although
the RNA/cDNA sequences of the interrupted reading frames
encoded by the introns were not directly tested for RNA editing,
due to our inability to detect RNA editing whenever we checked
the questionable points of the liverwort sequences in the other
genes by comparing the DNA and RNA/cDNA sequences (26,
54, Oda et al. unpublished results). Therefore, we regard these
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A P.ai4 ( 66 a.a.)SFCFRV-I=iTiDO-CJPIVLQ---NG--KYNLNFSIAQGKYNLRILYYIKKILGVGSV--NIHAKTIOVYRIRDRRKLAlEIIFPIFDQYPC
Sp.ail (105 a.a. ) S9TTD'IDFC,ISKQKIKNGKNKWSLTFKLTQNLYNYRILYFIKRNLGIGSLYKS8STNTVIYRLRRRZHLKRII-DIFDQPPL

Np.ai4 LTSRQFHYERFRQAHRILIDPKLLTEHKYSICEQLR8ATLPETYVNPVWTAN)AIDI &8ThXIGLYNRDKQRI8IAFQLTQKLDRPLLHVIR
Sp .ail LTICIY8fDYYLFXKAFL ILEDANLNSFEKNSKLEEIIRIEKKS8LKQYS8PVNLIIY -LTICtLIGF I a8 FILLQ1tS- PVRI IHOFl!ITQNYEQPLLAQIS9

Np.ai4 RRLHIPTQIIHRPHF--------YRLETTHSRAVLGISQLFQGRFKGNKSLBVEALVESRLL
Sp. ail 1FL-FNSQISPKIKSKKNSLITNYSLSTSSKERNLFLSSYFENCFKQVKSLEFKIWSRSLRKYNFBQLLRARDLIRKLKNKYSRGSQHPKDK

B W.ai6 (50 a..A)PNISSAGLIBSDOC IPYANRTPOGQRRYPSIEISFQDGALSDNVRAD8LRALLQSD*SGSIQTKTKKGAFVLFINALDGIAnVIHSI
An.ai2 (59 a.a. )LPFA LAOLIlcDOTI tVPNTLRSPRaKLNYPSIQIVFHLltDLPLAULIQELG----- -FGSLSRKXlGVNAYILTImEaILFVIBLL
Nc.ai3 (85 a.a.)SQ IAGLISGDGTI PKSERSSKQRLNYPSIQIVFHLKDLPLALLIQKSLG------HGSISRKXGLNAYIYTVNIBIGVNLLISLL
Pa. ai7a (86 a. a. ) TQFA IAGLISGDQTI PKSERSNKGKLNYPSIQIVFHLKDLPLALLIQKBLG------ HGSISRKKGLNAYIYTVNSISGVNLFINLL
Pa.ai7b (51 a.a. ) KLIY1 YIAGIFaDHVPKALKSSsGINTWAKIEIIFALKDTPSAEFLKKIFG------- GNIPRIPEKNCVKWSIQDKKsVTFIVNCI

Np. a16 NFNRTSKHETLYRLNDWLHAYDTT-LCFLPQDPNALFSN * FYDBFpIRTTISSRYWRVSISFELE-SKLQKQTKIDTRPTL3QIaA - --QVI
An. ai2 NONMRTPKINSLYKLIDFYQDNIN- - I3KKPLNNEPLESNA SGFsISADGsPRsTLSGKYPKFECKLEIS-QRQTDHXOFSNQ3FLNKIADFFBNTE
NC. ai3 NaKKTNcI LAL^HsLIDInNQYRGTS IBlcJLNTDPKLSN uSGFI8SDaH LRSTssAKYSltIECKFELS -QRQKcDaK-DNFFLEsIAISLYSW
Pa.ai7a NGDEKTNKIFALHKLIDN3YRQTYISKKGFNTETLLSN4NSO7IESDGPH LRSTESGKYPKIRCKFELS-QKQXNGNK-DKLFFLshIAISLYsVV
Pa. ai7b NGKFRTPKYDTLICKLIDFLNBKGDN- IQILPLDTSPLDS FIDADSIKGFSSNNLRTYLGFQLYL-AQRSIYLNGQSLEGLNQI ISNFFKsK

p. aa16 LLYKVSASRVNWRSRTCSMAGRHANW-LLTLNPPFLQK*ADWRDWRCIYDNIL - --HKPHLTNAEFA*IVRIKAGKaR
An. ai2 VITRLNRSTPSYRVRTTNLQONNQAKSYFIKYPLFGTKYLDSIDWNVVDLFN ----NGEHKTELGKBKILNIKSNNNDKRTVFTWDHLQNFYK-LKI
Nc. a13 IPIRIDSKNPQYRIRTTNLKANLAVVDYLTKYPLFQTKFLDFNDWAKVVGVFATVEKGFFNHKHNNDYIKQIKSNIIDKRTVFVWDHLQNFYNNLNN
Pa. a7a KSIPRDJKNPQYRIRTTNLKANLAVVDYLTKYPLFPQTKLLDFNDWAKVVGVFAAVKKGPFKHKENIDYVKQIKSNODKRTVFVWDHLQNFYK-LNN
Pa. ai7b LINRDIRGFKQFVVNTSSKSsNLILVDYLTTYPLISSKYLDFKCWEXCLKY I -- -DKLHRDPVHLAQMNLLKESNSONTRTEFNNSHLsNSIYAK

C Np.a17 (107 a.. ) SISpV----G BIEIKAGYISCEVTXHTKEVQTLYFFKQKGTQA*KKESLFGPSDWIGDNFSSFRWKLHNKSAIBRLVDLVNGRIR
Pa.ai9 81 a.a.)KPF LAGLIDGDLCFSLsKKGYASLEITNDIRDERALQAVKNIYGGS-IKLRL------SGVSA--LRYRLHSKXKLVDLIYDVNGLIR
Pa.a110 (152 a.a.) RFN*LAIGIDGDGCPVSKKGYASLEIVTQLRDKRILYLIKQKYGGA-VKLH-------AGDNY--LRYRLHHKAGLLSLINGINQLIR
Sc.a14 ( 82 a.a.) C LIDGDWYF IVSKKYVSLEITVkALEDENALKIQNKFGS-IKLR------- SGVKA--IRYRLTNKTGNIKLINAVNGNIR
Sc.bi4 (149a.a-.)LID ITKNKYASCEITVELKDESLRQIQDFaGS-VKLR V- K------SVKT--IRYRLQNKBQNIKLINAVNQNIR

Np. ai7 TISKQKQRQRVCSAXIIHFLRPKPLTVDNA FHIN --- -- INFQPSLaIOQKDQRILKNIAR---S--GSIYYDKSRDGWILWYSGI-TQL
Pa. ai9 NPVRLIQLNYICVNYDIALKYPsKLTLDN FSGFFDATT I----- STD8QLSI-SASQKTSSLLTPLVELFGGYVYIDROaQGsFKWYVTKKDI
Pa. ailO NPIRILQWGKICNLYDIKLKDTQPLTYNC9SGPPDTDG.S!L----NERSOQIPI-T KRIDLVLGTYKKQAFWCK"
Sc. a14 NTKRLVQFNKVCILLGIDFIYPIKLTKDN FVGFFDADGT SYSF ---KNNHPQLTK-TVTNKYLQDVQsYKNIL GNIYFDKsQNGYYKNSIQSKDNV
Sc .bi4 NSRRLVQ7NKVCILLNIDFKBPIKLTKDN*NFFDADmT,SGRLKIRPQLTI-SVTNKYLHDVEYYREVFGGNIYFDKAKNGYFKWSINNKB-L

Np. ai7 KILI-8YLYVYPLHNPYKIAQLKGPGHCQTKKGPFRYLRYLERGYYLDPAKQNKLFHFIKLFQSIGDEDIVH
Pa. ai9 LNLI -EYFKKYPSRSAKSNRLHLIPKIYEFKGNKAHIAPSESLLAKSWNILINKWKNYE
Pa. ailO LSLVNDYFKVNPCRSKLTRLTNANRFYELRQLHAHSASPASDLGKAWKHYLVKWNSLLDKDAPSSFSDDGE
Sc. ai4 LNFINDYIKIOPSRTTKOAILYLSKEFYNLKELKAYNKSSDSNQYKAWLNFNNKMK
Sc .bi4 HNIFYTYNKSCPSKSNKQKRLFLIDKFYLYDLLAFKAPHNTALYKAWLKFNSKWNN

Dw.18 KLLCTIIAFF8YPXQVNYTKFfG - LIDG Ip--VNHWRFTILQFRI I IKLKYTEa;NHLKLK,QLS8IVLNIGQIYI -QKYVFLQID Nlp.aiS KLCIAFPPQNNTAK S
Pa. a115 (41 a. a. ) TQQALNDNLSDSTINEVIDYNBYI vNHLL)QODSIQWHWOLQYRLVIKLsNIQsNYNNLVQIAKIIITVRVTGKGGDVIWVV

Np.~~~~~ ~ ~ ~ ~ ~ ~ ~ ~ ~~~~~~*TFTJale~IRLNGSHSFSISQASDKp.aiS DHKTEIEVVLGILTDYPLLTTNAYTRYLFLR-FCFLNRISLKEYKFKKHFLEPVFRKLTPLELTNLSYFD BVaTTGCF,ILaMFIQD
Pa. ai 15 NKKQVEEIIKIYDTYPPLT8SKKICQLAFLKTCLTQTSVWTYLLNRNLKYDQQLNIIKSNIDLKIPSYFDtLSGFIKEABGCFPIRK- -SHSFSIOQNDD
Np. aiS YYIKNAIKTKFTLPNQVRLIAVXNKK-PIYLIETYNRNSLARVIDFFSRNDIISLGGEKLLQFHKFISAFYKN
Pa. al 15 LYLIeAIKLYFESRNKVRNPYGKFYAVEIYKKEVLLKIISHCTNYPLFGEKLESL - --K--FHQKLS

Figure 5. Alignment of the complete or fragmentary ORFs in the liverwort introns. A.) ai4; B.) ai6; C.) ai7; and D.) ai8, with similar ORFs in fungal group I
introns (29, 30, 32-34, 36, 53). Abbreviation of organisms is the same as in Figure 1. Amino acid residues are written in one letter symbols, and dashes are used
to maximize the matching of amino acid sequences. Asterisks stand for stop codons or frameshifts (frameshifts were assigned to positions that maximize similarity
between the fragmented liverwort ORFs and their fungal cognates: none of the frameshifts can be moved by more than a few codons without losing homology and/or
introducing additional stop codons). The dodecapeptide motifs are boxed.

Table 2. Matrix of amino acid identities for intronic ORFs related to the one in liverwort intron ai6.

Liverwort A. nidulans N. crassa P. anserina
ai6 ai2 ai3 ai7a

A. nidulans
ai2 78/252
N. crassa
ai3 75/252 166/274
P.anserina
ai7a 77/252 167/274 251/279
P. anserina
ai7b 63/252 91/272 89/273 90/272

Numbers indicate amino acid identities in pairwise comparisons.

ORFs as remnants of a functional protein gene and note that a exonic sequence. As seen in Figure 5B and Table 2, the pseudo-
similar situation has been described in a number of fungal group protein translated from liverwort intron ai6 shares 78 amino acids
I introns (55). In any case, the point here is, that just like for with the one encoded in A.nidulans intron ai2, 75 amino acids
introns ai4 and ai8, the (pseudo-) proteins generated by gluing with that from N. crassa intron ai3, and 77 and 63 amino acids
these ORFs together on paper are closely related to the ones with the two proteins potentially encoded in P.anserina intron
translated from fungal introns inserted at the same place in the ai7. As for the liverwort ai7 pseudo protein (Figure SC and Table
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Table 3. Matrix of amino acid identities for intronic ORFs related to the one in liverwort intron ai7.

Liverwort P.anserina P.anserina S. cerevisiae

ai7 ai9 ailO ai4

Panserina
ai9 57/222
Panserina
ailO 54/234 116/231
S. cerevisiae
ai4 60/221 109/231 92/231
S. cerevisiae
bi4 62/219 106/229 94/229 151/232

Numbers indicate amino acid identities in pairwise comparisons.

3), it shares 57 and 60 amino acids, respectively, with P.anserina
intron ai9 and yeast intron ai4 (and 54 and 62 amino acids,
respectively, with closely related introns ailO of Podospora and
intron bi4 of yeast).

DISCUSSION
No group I intron has yet been reported from a higher plant
mitochondria. Assuming group I introns are indeed absent from
the mitochondrial compartment of these organisms, two
contrasting explanations may account for their presence in the
mitochondrial genes of the liverwort, Marchantia polymorpha.
Either group I introns were present in the last common ancestor
of bryophytes and angiosperms, and got lost in the branch leading
to the latter; or they were missing from that common ancestor,
and have subsequently been acquired somewhere along the branch
leading to bryophytes. The latter proposal might seem to be far-
fetched. However, the known homing properties of endonuclease-
encoding group I introns, (i.e. their ability to invade intron-less
copies of the gene (56)), may make them reasonable candidates
for a successful landing in foreign lands. Moreover, there is
precedence for what is likely to represent horizontal transmission
of group I introns during the evolution of fungi. Probably the
most compelling case comes from comparison of the
mitochondrial genomes ofAspergillus nidulans and S.pombe (33).
These two widely divergent organisms within the fungal kingdom
have group I introns inserted at the same site in their coxl genes,
but the point here is the fact that these introns are so similar in
prinary sequence that they are actually significantly less divergent
than surrounding exons.
The first question that had to be asked in this context is whether

the liverwort introns which happen to be inserted at the same
locations in the coxl gene as fungal introns, are true cognates
of the latter. Analysis of intron-contained ORFs provided a clear
answer to this problem. We searched a database of over 50 group
I intronic ORFs with so-called dodecapeptide motifs for relatives
of the complete and fragmentary ORFs contained in liverwort
introns ai4, ai6, ai7 and ai8. It was found (Figure 5) that the
sequences most closely related to the liverwort ORFs were in
all four cases associated with either those fungal introns that share
the same insertion site, or an intron that clearly results from a
relatively recent duplication of one of the latter (intron ailO from
intron ai9 of Podospora anserina and intron bi4 from intron ai4
of S.cerevisiae in Figure SC). In the case of liverwort introns
ai6 and ai7, there exist several ORFs in the database that can
be aligned over most of their length with the liverwort sequences,
so that rooted evolutionary trees can readily be generated by using

the number of amino-acid identities in pairwise comparisons
(Tables 2 and 3). The resulting trees have the liverwort sequences
in an outgroup position, just as should be the case if they had
been vertically inherited from a common ancestor organism. It
also should be noted that the Podospora and Neurospora
sequences are more similar to each other (Table 2) than to the
one from Aspergillus, and those from S. cerevisiae are still very
distant when compared to Podospora (Table 3), again as expected
from the known phylogeny of these organisms in the absence
of horizontal transmission events. Assuming the evolution of all
ORFs was reasonably chronological, the relative timing of the
transposition events can be estimated from the data in Tables 2
and 3. Thus, transposition-duplication of intron ai4 to a
cytochrome b site in the yeast lineage would be after the date
of divergence of Aspergillus from Neurospora-Podospora,
whereas the duplication event that generated the ancestor of
Podospora intron ailO from that of intron ai9 would have
occurred shortly after the divergence of yeast from the common
ancestor ofAspergillus, Neurospora and Podospora. Finally, the
event that created the ancestor of Podospora ai7b ORF and
consisted in transposition-duplication of the ancestral Podospora
ai7a ORF to a new location downstream from the P7 stem of
the same intron must have barely post-dated the separation of
plants from fungi. This is also supported by the fact that the
compound ORF of liverwort intron ai6 is located at the tip of
stem P8, as are the ORFs in Podospora ai7a, Aspergillus ai2,
and Neurospora ai3 introns. One possible objection to this
analysis is that the ORFs in the liverwort introns ai6 and ai7 are
actually vestigial. This could lead to serious overestimates of
phylogenetic distances. However, it is a fact that these ORFs
have from 54 to 78 amino acids in common with their cognates
in filamentous fungi (Tables 2 and 3), so that they are actually
no more divergent than the presumably functional ORFs in
liverwort intron ai4 and S.pombe intron ail (101 amino acid
identities, Figure SA), or an the ORFs in liverwort intron ai8
and Podospora intron ailS (84 amino acid identities, Figure 5D).

Contrary to intron-encoded ORFs, the structural components
of liverwort group I introns provide little ground for phylogenetic
reasoning. Only in the case of liverwort intron ai4 and Spombe
intron ail do a liverwort intron and its fungal counterpart share
a significant number of distinctive features, the combination of
which sets them apart from all other group I introns. Other
liverwort group I introns have no obvious affinities beyond their
subgroup IB membership. This may simply mean that the rate
of divergence of structural components and especially those
nucleotides that are not constrained by multiple interactions (35)
is high in comparison to the time elapsed since the divergence
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of the exonic sequences in host organisms. One can not exclude
the possibility that the ORFs and structured cores have had
independent evolutionary histories (57). As pointed out by Belfort
(58), a reasonable model for the homing phenomenon by which
endonuclease-encoding group I introns invade the intron-less
copies of their host genes allows occasional cleavage of the DNA
copy of an intron and its subsequent invasion by the endonuclease-
coding sequence. This is followed by a second ta-nsposition event
of the whole intron with its imnmediate exonic surroundings to
the (exonic) cleavage site preferred by the endonuclease. Thus,
while the ORF would tend to home back to the same exonic site,
it could bring to that site a variety of intron cores during evolution
on the sole condition that the old and new surroundings were
sufficiently similar for conversion to have been initiated, and
splicing and gene function to remain active.

All that seems to be ruled out in this context is a plant
chloroplast origin for the liverwort mitochondrial group I introns,
as the only group I intron in plant chloroplasts, whose origins
can be traced back to cyanobacteria (16, 17), belongs to a
different subgroup (35). Algal chloroplast genomes also have
group I introns and two of them belong to subgroup IB; these
are intron 2 of thepsbA gene of Chiamydomonas moewusii (35)
and intron 5 of the LSU rRNA gene of Chiamdomonas
eugametos (35). Both contain ORFs, but in L9.2 and L6,
respectively, and these positions are different from those of
liverwort ai4, ai6, ai7 and ai8. The ORF in the C.moeui intron
is unrelated to any of the group I intron-encoded proteins (59).
Also, the ORF in the C. eugametos intron has only one
dodcapeptide-like motif, while these motifs are usually repeated
twice, and that ORF is related to those encoded in Podospora
ND3, ND5, ND4L1, ND4L2 and COI5 introns (60), which all
belong to subgroup IC. In conclusion, the relationship of algal
introns with liverwort introns is not clear, since the only feature
these introns have in common is subgroupB membership. While
we can not formally exclude that some ancestral chloroplast
introns were inherited by mitochondria only to be lost on the
way to higher plants, the available evidence makes it much more
likely that the introns shared by liverwort and fungal mitochondria
were vertically transmitted during evolution.

Finally, one may wonder why six out of the seven
mitochondrial group I introns of liverwort happen to interrupt
its coxl gene. Actually, most fungal mitochondrial genomes also
have a disproportionate number of their known group I introns
in the coxl gene (3 out of 5 in Aspergillus, 4 out of 8 in
S. cerevisiae, 14 out of 33 in Podospora). This phenomenon is
just as striking for group II introns, since 6 out of 9 known
insertion sites of fungal group II introns are in the coxi gene.
These introns might have been acquired by the ancestral coxl
gene and maintained in the various extant descendant lineages,
but why then were there so many introns in that ancestor gene?
Since no answer is known to that riddle, two speculations are
just worthwhile. The first one, invokes the fact that most of the
intron-encoded proteins are tand from the 5' exon, probably
for regulatory purposes; perhaps it is statistically easier for them
to retain their individuality and perform their functions when at
least initially fused to coxl protein fragments. The second one
postulates that the coxl gene was assigned a master role in
mitochondria by the nucleus of the host cell. Thus, the expression
of the coxl gene was regulated by the nucleus, and regulated
in turn the biogenesis of mitochondria. Splicing, managed by
some nuclear factors, would have provided a ready means of post
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