
Abstract We have found that a gene coding for NADH
dehydrogenase subunit 4L and a presumed gene, orf25,
are linked and co-transcribed with each other in sugar
beet mitochondria. Ten and twelve C-to-U editing events
were observed in the mRNAs of nad4L and orf25, re-
spectively; the amino-acid sequence specified after edit-
ing is better-conserved in comparison with the homo-
logues of other organisms. It is interesting to note that
the translation initiation codon of nad4L is created by
editing. The conservation of the nad4L-orf25 linkage
was examined by PCR-amplification of the intergenic re-
gion. We obtained successful PCR products from five di-
cots (spinach, apple, snapdragon, petunia and tobacco)
and two monocots (tulip and pineapple), but not in two
poaceous plants, rice and maize. The intergenic region,
when present, was found to be well-conserved in its se-
quence, suggesting a monophyletic origin of this linkage.
Our result, together with previous reports of Arabidopsis
and four poaceous species, favour the argument that the
nad4L-orf25 linkage is conserved throughout angio-
sperms except in the Poaceae.
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Introduction

The mitochondrial DNAs (mtDNAs) of flowering plants
contain a number of conserved but functionally unidenti-
fied ORFs. One such ORF is orf25 which was originally
described in the Texas male-sterile cytoplasm of maize
(Dewey et al. 1986) and subsequently revealed to be
conserved in the mitochondrial genomes of several other

plant species (Stamper et al. 1987; Bonen et al. 1990;
Brandt et al. 1992; Liu et al. 1992; Oda et al. 1992; Tang
et al. 1996;) and of some protists (designated as ymf39)
(Gray et al. 1998). Moreover, the translation product of
orf25 was found in a membrane fraction of maize, wheat
and tobacco mitochondria (Prioli et al. 1993) suggesting
that orf25 is a functional gene. 

In the Texas cytoplasm of maize, orf25 is preceded
by urf13-T, a gene responsible for cytoplasmic male ste-
rility (Dewey et al. 1986). On the other hand, rice orf25
is situated upstream of cox3 and is co-transcribed with
the latter (Liu et al. 1992). No accompanying genes are
reported in the vicinity of the orf25 locus of wheat
(Bonen et al. 1990) and sorghum (Tang et al. 1996).
Hence, poaceous plants show no evident common fea-
ture in the genomic organization of the orf25 locus. In
the present paper we report that this contrasts with the
situation found in a variety of angiosperms, including
Arabidopsis (Brandt et al. 1992) and sugar beet, where a
highly conserved arrangement of nad4L-orf25 genes is
maintained with the orf25 gene downstream from the
nad4L gene. 

It is well known that gene organization in flowering
plant mitochondria is less conserved (Schuster and Bren-
nicke 1994). Closer analysis of the nad4L-orf25 gene
cluster can thus be expected to provide valuable informa-
tion about the evolution of plant mitochondrial genomes.

Materials and methods

Sugar beet cv TK81-O (male-fertile cytoplasm) used in this study
was obtained from the Hokkaido National Agricultural Experi-
ment Station, Japan. Plant material of spinach, apple, petunia,
maize, tulip and pineapple was purchased at a local market. Isola-
tion of mtDNA and mtRNA from green leaves was described pre-
viously (Mikami et al. 1985; Senda et al. 1993). Total cellular
DNA was isolated using an ISOPLANT kit (Nippon Gene, Tokyo,
Japan). Rice and snapdragon DNAs were the gift of Dr. Y. Kishima,
Hokkaido University, Japan. Northern-blot analysis and the re-
verse transcribed polymerase chain reaction (RT-PCR) were done
as described in Kubo et al. (1993). Procedures for nucleic acid
techniques were performed according to standard protocols (Sam-
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brook et al. 1989). Sequencing of the plasmid DNA was done us-
ing Thermo Sequenase (Amersham, Little Chalfont, UK) and
DNA sequencer Li-COR 4000L (Li-COR, Lincoln, Neb., USA)
according to the instruction manual. PCR primers used in this
study are as follows:

1, 5’-CTCTTACATTCTACGTTCCCG-3’
2, 5’-GGTAACTTTCTAGGAGTCATG-3’
3, 5’-GAAAGATAAAGATAAGCTTTC-3’
4, 5’-TCTTCTGTTAGCATGAACATG-3’
5, 5’-TATTACTTTCCGAGTCCGGGG-3’
6, 5’-TCTTCTTCGAACTTGATGCAC-3’.

Fig. 1 Organization of the nad4L-orf25 locus in sugar beet mito-
chondria. Open boxes represent ORFs for nad4L and orf25. The di-
rection of transcription is indicated by horizontal arrows. The loca-
tion and extent of probes used for Northern-blot analysis is shown
by bold lines. Restriction sites are shown as: Bg for BglII, Bm for
BamHI, Ec for EcoRI, RV for EcoRV, Xb for XbaI, and Xh for XhoI

Fig. 2 Nucleotide sequence of
the sugar beet nad4L-orf25 lo-
cus with the corresponding
amino acid-sequence. Number-
ing of nucleotides is from the
beginning of the nad4L ORF.
The cytidine residues altered
by RNA editing are shown by
lower case letters and num-
bered by roman figures.
The amino-acid residues speci-
fied after editing are also
shown. Positions of PCR prim-
ers are underlined. This se-
quence has been deposited in
DDBJ/EMBL/GenBank under
accession number AB020062
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Results

Organization of the nad4L-orf25 gene cluster
in sugar beet

We previously observed that the gene probes for nad4L
and orf25 both hybridized to the same phage clone #336
of TK81-O mtDNA (Kubo et al. 1995). To confirm the

linkage of nad4L and orf25 in sugar beet mitochondria,
two overlapping sub-clones (containing 1.7-kbp XbaI-
EcoRV and 1.2-kbp BglII fragments, respectively) were
isolated by colony hybridization and their nucleotide se-
quences determined (Fig. 1). Two ORFs having high ho-
mology to the nad4L and orf25 sequences in other plant
mitochondria were found to be adjacently encoded on
the same DNA strand (Fig. 2). Unlike Arabidopsis, the
third exon of nad5 (nad5/c) is not coupled to the nad4L-
orf25 locus in sugar beet: it was mapped a minimum of
85 kbp away from the nad4L-orf25 locus (Kubo et al.
1995; N. Itchoda et al., unpublished). The points of di-
vergence between the sugar beet and Arabidopsis se-
quences are located 39 bp upstream of the nad4L ATG
initiation codon and 118 bp downstream from the orf25
termination codon. Our analysis failed to identify other
coding sequences or the homologous sequences of Arab-
idopsis mitochondria in the region presented in Fig. 1. 

A comparison of the orf25 amino-acid sequences
from a variety of flowering plants indicates variable and
conserved regions of the gene (Bonen et al. 1990). In
sugar beet orf25, we found that the conserved region is
confined to the 5’ half of the ORF (Fig. 3 B). The inser-

Fig. 3 A and B Alignment of the amino-acid sequence of nad4L
and orf25. Gaps indicated by dashes are incorporated for maxi-
mum matching. Abbreviations are: Bv for sugar beet; At for Arab-
idopsis (Brandt et al. 1992); Mp for the liverwort Marchantia
polymorpha (Oda et al. 1992); Pw for the chlorophyte alga Proto-
theca wickerhamii (Wolff et al. 1994); Nc for Neurospora crassa
(Nelson and Macino 1987); Zm for maize (Ward and Levings
1991). The NAD4L (A) and ORF25 (B) polypeptides are deduced
from cDNA (Bv, At and Zm) or genomic DNA (Mp, Pw and Nc)
sequences. Amino-acid sequences encoded by genomic DNA in
sugar beet mitochondria are shown above. The amino-acid resi-
dues altered by editing are underlined in At and Zm

Fig. 4 A Northern-blot analysis of sugar beet mitochondrial RNA
(mtRNA) with the probes shown in Fig. 1. Sizes of the transcripts
are shown in kb. B PCR-amplification results demonstrating the
co-transcription of nad4L and orf25. To test for DNA contamina-
tion in the RNA preparations, parallel PCR-amplifications were
performed omitting the reverse transcriptase enzyme (no RT) in
the reverse transcription
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tion of 14 amino-acid residues in the 3’ region of maize
and sorghum orf25 is missing in the sugar beet orf25, as
was reported in Arabidopsis and tobacco (Fig. 3 B and
data not shown).

Transcription analysis

To examine the expression of sugar beet nad4L and
orf25 genes, we tried to identify their transcripts by
Northern-blot analysis using total mtRNA. As shown in
Fig. 4, the nad4L- and orf25-specific probes (see Fig. 1)
detected several transcripts ranging in size from 1.75 to
0.48 kb. The presence of a 1.75-kb low-abundant tran-
script common to the two RNA blots suggests the co-
transcription of nad4L and orf25. This was confirmed by
RT-PCR experiments using a set of primers of 5+4 (Fig.
2); a PCR product of the size expected (0.8 kbp) was ob-
tained as shown in Fig. 4 and the nature of the PCR
product was checked by nucleotide sequencing. The
smaller and predominant transcripts specifically hybrid-
ized to either of the two probes: the nad4L probe hybrid-
ized to the 1.1- and 0.48-kb bands and the orf25 probe to
the 0.68-kb band. These transcripts are large enough to
contain the entire coding region for each gene.

RNA editing

RNA editing of the sugar beet nad4L and orf25 tran-
scripts was analyzed by cDNA sequencing. Two sets of
primers were used to generate cDNAs of the nad4L
(primers 1+2) and orf25 (3+4) loci. We identified ten C-
to-U editing sites for nad4L and 12 C-to-U editing sites

for orf25, respectively (Fig. 2). Most of the editing
events improve the similarity between sugar beet
NAD4L and ORF25 proteins and their counterparts in
other organisms (Fig. 3). It should also be noted that the
initiation codon of nad4L is created by editing. The dis-
tribution of editing sites varies between nad4L and orf25

Table 1 Editing patterns in
sugar beet nad41 and orf25
mRNAs

nad4L

Site of editing Number of 
cDNAs
analyzed

I II III IV V VI VII VIII XI X

+ + + + + + + + + + 6
– + + + + + + + + + 1
+ + + + + + + + + – 1
– + – + – + – – + + 1
– – – – – – – – – – 1

orf25

Site of editing Number of 
cDNAs
analyzed

I II III IV V VI VII VIII IX X XI XII

+ + + + + + + + + + + + 1
+ + + + + + + – + + + + 1
+ + + + + + + + + – + + 1
– + + + + + + – + + + + 1
+ + + + + + + – + – + + 4

Fig. 5 Ethidium bromide staining of the 2% agarose gel after
electrophoresis of the PCR-amplification of the nad4L-orf25 inter-
genic region. Total cellular DNA was isolated from sugar beet,
spinach, apple, snapdragon, petunia, tobacco, rice, maize, tulip
and pineapple. pBluescript SK (+) DNA digested with HpaII is in-
cluded as a size marker
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transcripts. The editing sites were found to be scattered
throughout the entire nad4L ORF, while those in orf25
were confined to the conserved region (Figs. 2 and 3).

The pattern of editing observed is summarized in Ta-
ble 1. Six out of twelve cDNA clones for nad4L were
modified at all observed editing sites. On the other hand,
analysis of the orf25 cDNA clones indicates the com-
pletely edited molecules to be less abundant; seven out
of the eight clones lack the editing events at either one or
both of the two sites VIII and X.

Fig. 6 Nucleotide sequence of the nad4L-orf25 intergenic region of
sugar beet (su), spinach (sp), Arabidopsis (Ar) (Brandt et al. 1992),
petunia (pe), tobacco (to), apple (ap), snapdragon (sn), pineapple
(pi) and tulip (tu). The upstream sequence of the orf25 of wheat
(wh) (Bonen et al. 1990), sorghum (so) (Tang et al. 1996), rice (ri)
(Liu et al. 1992), and maize with normal cytoplasm (mN) (Stamper
et al. 1987) and with Texas-cytoplasm (mT) (Dewey et al. 1986) are
also shown. Gaps indicated by dashes are incorporated for maxi-
mum matching. The short stretches of conserved sequence and the
pyrimidine-rich stretches are boxed. The nucleotide sequence be-
yond the 91 bp upstream of mN orf25 is not registered in the data
base. These sequence have been deposited in DDBJ/EMBL/Gen-
Bank under accession numbers AB026712 (tulip), AB026713 (spin-
ach), AB026714 (snapdragon), AB026715 (pineapple), AB026716
(petunia), AB026717 (tobacco) and AB026718 (apple)

The nad4L-orf25 gene cluster is conserved among
angiosperms

The finding of the nad4L-orf25 linkage in sugar beet as
well as in Arabidopsis (Brandt et al. 1992) prompted us
to investigate whether this linkage is phylogenetically
conserved within angiosperms. We designed a set of
primers (primers 5, 6) based on the conserved sequenc-
es of the nad4L and orf25 coding region (Fig. 2). The
nad4L/orf25 locus in angiosperms, including five di-
cots and four monocots, was subjected to PCR analysis
using these primers. As shown in Fig. 5, seven plant
species other than rice and maize gave PCR products
ranging in size from 300 to 380 bp, which suggests the
conservation of the nad4L-orf25 linkage in the seven
species. 

The PCR products were further sequenced either di-
rectly or after cloning. Figure 6 shows an alignment of
the nucleotide sequences determined, as well as the Ar-
abidopsis sequence (Brandt et al. 1992). The upstream
sequences of orf25 in wheat (Bonen et al. 1990), sor-
ghum (Tang et al. 1996), rice (Liu et al. 1992) and the
Texas male-sterile and normal fertile cytoplasms of
maize (Dewey et al. 1986; Stamper et al. 1987) are also



included in the comparison. The intergenic spacers be-
tween nad4L and orf25 are similar in the seven dicots
and two monocots (tulip and pineapple) compared here,
though the degree of conservation between these se-
quences is not so high as in coding regions. The spacer
region can be subdivided into several blocks of homolo-
gy, almost all of which are absent from the poaceous
plants shown in Fig. 6. This suggests a common phylo-
genetic origin of the nad4L-orf25 linkage. Sequence di-
vergencies include single base substitutions and inser-
tions/deletions; the intergenic spacers in Arabidopsis and
spinach are characterized by somewhat large insertions
in the 5’ half of the spacer.

Discussion

Most plant mitochondrial genes are scattered singly in
the genome and gene order is highly variable as a result
of frequent inversions and other rearrangements (Schuster
and Brennicke 1994). Notable exceptions are the inti-
mate associations rrn18-rrn5, orfB (recently proposed to
be atp8; see Gray et al. 1998)-cox3, nad1-rps13, rps3-
rpl16 and nad3-rps12 that are commonly found in the
mtDNAs of different plant species (Schuster and Bren-
nicke 1994). 

The present paper shows that the clustered organiza-
tion of the nad4L and orf25 genes can be added to the
list. Our analysis leads to three observations. (1) Sugar
beet mitochondrial nad4L and orf25 genes are 166-bp
apart and are co-transcribed. (2) The nad4L and orf25
transcripts are edited in several positions, one of these
resulting in the creation of an initiation codon of nad4L,
indicating that the two genes are functional. (3) Our data
also demonstrate that the nad4L-orf25 gene cluster is
conserved in five dicot plants (spinach, apple, snapdrag-
on, petunia and tobacco) and two monocot plants (tulip
and pineapple), but not in two poaceous plants, rice and
maize. These genes were previously reported to be phys-
ically and transcriptionally unlinked in four poaceous
plants, maize, wheat, sorghum and rice, thus leaving one
with the inference that the disconnection of the two
genes is limited in its taxonomic distribution to the
Poaceae.

Conservation of a gene cluster against the extensive
genome rearrangements in higher-plant mitochondria
(Schuster and Brennicke 1994) raises the possibility of
some structural and/or functional constraint. One can
imagine that the nad4L-orf25 intergenic sequence (some
150–230 bp) might be implicated in reducing the chance
of recombination with other regions. Otherwise, the
nad4L-orf25 linkage might be selectively preserved
probably because of the mode of expression in angio-
sperms other than the Poaceae. Suggestive evidence for
the functional significance of this linkage also includes
an observation that the primary sequence of the nad4L-
orf25 intergenic region shows a relatively high degree of
conservation among the nine plant species compared
here (see Fig. 6).

The question inevitably arises when this gene cluster
emerged. The nad4L and orf25 genes (or their homo-
logues) are found in some protists as well as Marchantia
(Oda et al. 1992; Gray et al. 1998). However, neither
protists nor Marchantia retain the nad4L-orf25 gene
cluster. Thus, it seems likely that this linkage arose at
some time after the divergence of the lineage leading to
Marchantia but before the species divergence in angio-
sperms. Further analysis of a wider range of plant spe-
cies is necessary to allow more definite conclusions
about the evolution of the nad4L-orf25 gene cluster. 
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