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ABSTRACT

tmRNA (also known as 10Sa RNA) is so-named for its
dual tRNA-like and mRNA-like nature. It is employed in
a remarkable trans -translation process to add a C-
terminal peptide tag to the incomplete protein product
of a broken mRNA; the tag targets the abnormal
protein for proteolysis. tmRNA sequences have been
identified in genomes of diverse bacterial phyla,
including the most deeply branching. They have also
been identified in plastids of the ‘red’ lineage. The
tmRNA Website (http://www.wi.mit.edu/bartel/tmRNA/
home ) contains a database currently including se-
quences from 37 species, with provisional alignments,
as well as the tentatively predicted proteolysis tag
sequences. A brief review and guide to the literature is
also provided.

tmRNA STRUCTURE AND FUNCTION

The bacterial RNA with the provisional biochemical designation
10Sa (1,2) was renamed tmRNA (3,4) when its combined
tRNA-like and mRNA-like properties were recognized. A
half-tRNA structure, with a coaxially stacked T stem–loop and
acceptor stem–tail, was identified in tmRNA upon determination
of the ends of the Escherichia coli and Bacillus subtilis molecules
and comparison with other available gene sequences (5,6); the
CCA tail is not always fully encoded in the genome, but has
nonetheless been found at the 3′ end of the B.subtilis tmRNA (6).
The acceptor stem has the simple identity elements of tRNA(Ala)
(7,8), and tmRNA is alanylated in vitro and in vivo (5). The
secondary structure of E.coli tmRNA was revealed by phylogene-
tic analysis (9) and by chemical probing (10). A long disrupted
stem (P2) exits the tRNA-like domain, capped by a large loop
composed of a pseudoknot, the tag reading frame with the stop
codon in the loop of a hairpin, and a string of three pseudoknots.

Coding by tmRNA was revealed in a careful study of the
smaller products that accumulated at low abundance during
overexpression of a foreign gene in E.coli (11). The series of
proteins were all truncated to a different extent at the C-terminus,
and all had the same C-terminal peptide tag (A)ANDENYALAA,
unrelated to the overexpressed gene. The reading frame for all but
the parenthetical alanyl residue of the tag was found in the E.coli
tmRNA sequence. Knowledge of the determinants of susceptibil-
ity to an E.coli protease (12) led to the finding that the

tmRNA-directed tag sequence causes degradation of tagged
proteins in the periplasm and in the cytoplasm (13). Tagging can
be directed to proteins translated from ‘broken’ mRNAs, i.e.
mRNAs whose reading frame has no stop codon, demonstrated
in vivo by placing a terminator of transcription inside the reading
frame of a target gene (13).

In the trans-translation model for tmRNA action (13): (i) the
ribosome, having translated to the end of a broken mRNA, signals
entry of the tmRNA into its A site, (ii) the nascent polypeptide is
transferred to the alanyl residue that charges the tmRNA, which
becomes the parenthetical residue of the (A)ANDENYALAA
tag, (iii) the broken mRNA is replaced at the decoding site by the
tmRNA reading frame, and (iv) translation resumes at a specific
codon of the tmRNA and stops normally, yielding a substrate for
proteolysis. Thus tmRNA promotes the destruction of the
abnormally short products of broken mRNAs in bacteria.

The tmRNA gene ssrA has been grossly disrupted in three
different E.coli K-12 strains (5,14,15) and another mutant alters
a single but important base of the mature tmRNA that determines
tRNA(Ala) identity (15,16). All these mutants are viable, but
diverse phenotypes have been noted whose relationships are
unclear (5,13–18).

CONSTRUCTION OF A tmRNA DATABASE

To better understand the structure of tmRNA and the unusual
aspects of trans-translation, we have attempted to identify and
collect all available tmRNA sequences in a single resource. This
was especially important since public files containing tmRNA
sequences have not all been identified, and several are present
only in smaller genome-dedicated databases.

The computer programs Blast (19) and PatScan (R.Overbeek)
have allowed the identification in sequence databases of many
tmRNA genes from diverse bacterial phyla, including the deepest
phylogenetic branches. Comparative sequence analysis revealed
that he E.coli secondary structure model generally fits distant
relatives. The new sequences indicate that the long P2 paired
region (9) is more general than an alternative proposal (10). The
paired regions in tmRNAs from thermophilic species exhibit
trends found in RNase P RNAs from thermophiles (20): G-C
richness, reduced non-Watson–Crick pairing and fewer disrup-
tions. Although only two cyanobacterial sequences are currently
available, covariations suggest that the downstream pseudoknot
is replaced by two directly apposed pseudoknots. tmRNA genes
have been found in three plastids of the ‘red’ lineage (from a red
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Figure 1. The tmRNA Website. The home (upper left) and other pages from the website are shown, with links in blue and underlined.

alga, a diatom and a colorless alga), but not yet in any of the green
lineage (green algae and higher plants). Primary alignment of the
plastid sequences in the three-pseudoknot string region is

currently considered so unclear as to preclude secondary structure
prediction, however it can be noted that these regions in plastids
are by far the shortest known, which is puzzling in light of the
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apparent expansion to four pseudoknots in their closest bacterial
relatives. tmRNA genes have not yet been found in Archaea or in
eukaryotic nuclei or mitochondria.

tmRNA primary sequence is most conserved at the termini.
This allows the amplification and determination of tmRNA
sequences from type specimens (9), or, as pioneered for rRNA
and RNase P (21–23), from the ensemble of microorganisms in
a field sample. For example, in a preliminary search for a tmRNA
gene in the nucleus of a green plant, using PCR primers from red
plastids and an Arabidopsis leaf DNA sample, four new tmRNA
sequences were found (K.P.W. and D.P.B., unpublished). The
sequences were more similar to those of purple bacteria than to
those of cyanobacteria or chloroplasts, and were therefore
ascribed to bacteria present in the leaf sample.

The tmRNA Website (Fig. 1) is accessible via WWW at
http://www.wi.mit.edu/bartel/tmRNA/home . It currently con-
tains tmRNA sequences from 37 species, in a single FastA format
file, and individually with links to original database files and
references to sources of sequence data. Predicted proteolysis tag
sequences are provided; most of these are highly speculative. The
tag reading frame has been ascertained only for E.coli (11,13) and
although the stop codon can be readily identified in other species
by the hydrophobicity of the encoded C-terminal residues and
other considerations, determinants of the resume codon are not
yet known.

A provisional alignment of the tmRNA sequences, intended to
highlight secondary structural elements rather than as a secure
primary alignment, is provided as a GIF document, with
structural features color-coded to match the diagram in the home
page. The alignment is also available as an (uncolored) text file.
A brief review of tmRNA and bibliography are also provided.
Presentations and publications benefitting from the tmRNA
Website should cite this article. Users are encouraged to submit
new data, which can be withheld until release is desired by the
author.
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