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1. Introduction

The genetic code describes the correspondence between
triplet codons, composed of a combination of the four bases
(A,C,G,T), and the 20 common amino acids.[1–6] The code is
enforced by the translational machinery of cells, which
decodes the sequence of non-overlapping triplet codons in
an mRNA to produce proteins of defined length, amino acid
composition, and sequence.

The translational machinery has been modified for the
site-specific incorporation of unnatural amino acids into
proteins in vitro,[7–10] in bacterial and eukaryotic cells,[11, 12] and
in an animal.[13] It has also been possible to incorporate
multiple unnatural amino acids, using pre-aminoacylated
tRNAs, in in vitro translation reactions.[14–16]

In this Minireview we describe alterations in the transla-
tional machinery that allow quadruplet codons to be decoded
and used as unique insertion signals for encoding the
incorporation of unnatural amino acids into proteins. We
describe the incorporation of unnatural amino acids in

response to quadruplet codons using
extended anticodon tRNAs. We de-
scribe the creation of an orthogonal
translation pathway that allows evolu-
tion of an orthogonal ribosome in the
laboratory, and the evolution of the
orthogonal ribosome to efficiently de-
code quadruplet codons using extend-

ed anticodon tRNAs. We describe the incorporation of
multiple unnatural amino acids into recombinant proteins
through an orthogonal translation pathway assembled from
the modular combination of evolved orthogonal ribosomes,
orthogonal mRNA, orthogonal aminoacyl-tRNA synthetases,
and tRNAs, and the use of this pathway to direct emergent
properties in recombinant proteins. Finally we describe
experiments that address the limitations of orthogonal
synthetase/tRNA pair discovery, and suggest future direc-
tions.

2. Protein Translation

Protein translation is directed on the ribosome: a 2.5 MDa
molecular machine composed of three large ribosomal (r)
RNAs and more than 50 proteins partitioned between a large
and a small subunit. Translation has four steps: initiation,
elongation, termination, and recycling.[17, 18]

In E. coli, protein translation is initiated when a complex
between initiation factors IF1/3 and the small subunit of the
ribosome bind to cellular mRNAs.[19–21] This interaction is rate
determining for protein synthesis, and is mediated by base
pairing between the 16S rRNA in the small subunit and the
Shine–Dalgarno sequence (AGGAGG), which is 7 to 12 bases
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ruplet codons, and the creation of an orthogonal translation system in
the cell that uses an evolved orthogonal ribosome to efficiently direct
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multiple unnatural amino acids may allow the combinatorial biosyn-
thesis of materials and therapeutics, and drive investigations into
whether life with additional genetically encoded polymers can evolve
to perform functions that natural biological systems cannot.
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upstream of an AUG initiation codon on the mRNA.[22,23]

This interaction positions the AUG codon in the P site of the
ribosome, which defines, in most genes, the sequence of non-
overlapping triplet codons that will be read. The complex
between the IF1/3/ribosomal small subunit and mRNA
recruits the aminoacylated initiator tRNA and the large
subunit of the ribosome in sequential steps, leading to a
ribosome poised for translational elongation.

The fidelity of protein translation in the elongation phase
of protein synthesis is primarily defined by two processes:
1) the aminoacylation of a tRNA with the correct amino acid
by an aminoacyl-tRNA synthetase[24, 25] and the delivery of the
aminoacylated tRNA to the ribosome,[26] and 2) the ribosomal
decoding and subsequent translocation of tRNA/mRNA
complexes with cognate codon–anticodon interactions,[27–30]

to direct the correct amino acid into the nascent polypeptide
in response to a specific codon (Figure 1).

In the elongation phase of translation an aminoacylated
tRNA is delivered into the decoding center, within the A site
of the ribosome, by EF-Tu/GTP. The tRNA (anticodon)/
mRNA (codon) helix formed in the A site is actively
monitored by the ribosome to exclude noncognate interac-
tions and maintain the fidelity of the genetic code.[27] Several
nucleotides (1492, 1493, 530) in the 16S ribosomal RNA form
key interactions with the first two nucleotides of the codon–
anticodon interaction and ensure strict Watson–Crick base
pairing by excluding noncognate and wobble pairs. In contrast
the ribosome packs less tightly against the third base of the
codon–anticodon interaction, thus providing a molecular
explanation for the fact that wobble pairing is excluded at
the first two positions but allowed at the third position of the
codon.[27] Cognate tRNA/mRNA interactions facilitate GTP
hydrolysis in EF-Tu and the release of the aminoacylated
tRNA acceptor stem into the A site of the peptidyl trans-
ferase center in the large subunit of the ribosome for peptide
bond formation. Following peptide bond formation the
peptidyl tRNA/mRNA complex is translocated by three
bases by EF-G/GTP, thus positioning a new codon in the
A site of the ribosome for the next round of elongation.[17, 18,31]

Protein translation terminates at the end of the elongation
phase when one of the three stop codons is reached.

Termination of protein synthesis is mediated by protein
release factors that bind to the ribosome when a stop codon
(UAA, UAG, UGA) on the mRNA is presented at the A site
of the ribosome. The bound release factor directs the
hydrolysis of the nascent polypeptide chain from the ribo-
some P-site-bound tRNA, and the ribosome is subsequently
recycled in preparation for additional rounds of translation.
Detailed accounts of the steps in protein translation have
been published elsewhere.[17, 18, 28]

3. Challenges and Opportunities in Reprogramming
Protein Translation

While cellular translation on the ribosome normally
makes proteins composed of the natural 20 amino acids, it
provides the ultimate paradigm for the encoded, and evolv-
able, synthesis of proteins containing additional amino acids,
and ultimately the synthesis and evolution of completely
unnatural polymers. Since the ribosome uses tRNA adapter
molecules it makes polymers that are chemically independent
of the template, this independence should allow distinct
polymers to be made without interfering with their encoding.
Since the ribosome uses a single set of active sites for bond

Kaihang Wang was an undergraduate at
Peking University and University College
London. He obtained his PhD from Cam-
bridge University under the supervision of
Prof. Jason Chin at the Medical Research
Council Laboratory of Molecular Biology
(MRC-LMB). He was a Junior Research
Fellow at Trinity College, Cambridge and is
currently a Career Development Fellow at
the MRC-LMB.

Wolfgang Schmied studied molecular
biology at the University of Vienna. He
received his diploma in 2010, for work on
the type three secretion system under the
supervision of Dr. Thomas Marlovits at
IMBA, Vienna. He is currently a graduate
student with Prof. Jason Chin and works on
engineering the protein translation machi-
nery.

Jason Chin was an undergraduate at Ox-
ford, obtained his PhD with Prof. Alanna
Schepartz at Yale, and was a postdoctoral
fellow with Prof. Peter Schultz at Scripps.
Currently, he is Head of the Centre for
Chemical & Synthetic Biology at the Medi-
cal Research Council Laboratory of Molec-
ular Biology, where he is also a Programme
Leader. He has a joint appointment at the
University of Cambridge Department of
Chemistry and is a fellow in Natural
Sciences at Trinity College, Cambridge.

Figure 1. Aminoacylation and decoding are key steps in the fidelity of
translation. Amino acids (black ovals), tRNAs (black tridents).
mRNA= messenger RNA, rRNA= ribosomal RNA.
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formation, and couples these to a translocation activity, it can
make very long polymers with very high fidelity.

There are several major challenges in genetically encod-
ing multiple unnatural amino acids into proteins in living cells.
First, unique new codons are required to encode the
incorporation of unnatural amino acids at specific sites in
proteins. Since the 64 triplet codons are already used in the
genome of most organisms for encoding natural proteins,
additional codons (such as quadruplet codons) might be used
to encode the incorporation of unnatural amino acids.
Second, new aminoacyl-tRNA synthetase/tRNA pairs that
are orthogonal to the aminoacyl-tRNA synthetase/tRNA
pairs in the host organism and uniquely direct the incorpo-
ration of an unnatural amino acid in response to a unique
codon, are required. Finally the scope of cellular protein
translation is limited to a-l amino acids and their close
analogues, and alteration of the ribosome and potentially
other components of the translational machinery are required
to increase the chemical scope of translation.

4. Noncanonical Decoding of Cellular mRNAs

4.1. Frameshifting and Hopping

While the triplet genetic code is near universally con-
served there is a growing body of work on polypeptide
sequences that do not directly correlate with the product that
would be expected from the iterative decoding of non-
overlapping triplets between the start codon and the termi-
nation codon in an mRNA.[32–34] Such mRNAs may contain
additional bases or have bases deleted with respect to a
hypothetical “canonical gene” that would be expected to
encode the protein they produce. Sequences that contain an
additional base in the canonical gene are said to contain a + 1
frameshift and create a “quadruplet codon” in the reading
frame. Sequences containing a deletion with respect to the
canonical gene are said to contain a �1 frameshift. Longer
insertions of up to 50 bases or more with respect to the
canonical gene can be bypassed in translation by a process
described as hopping.[35–38]

Frameshifting (the process of decoding a quadruplet
codon to restore the reading frame found in the canonical
gene) and hopping using the common set of tRNAs usually
reach appreciable levels only in the presence of elements in
the mRNA that cause translational pausing.[33] Elements
known to cause pausing and facilitate noncanonical decoding
include unusual mRNA structures,[39–41] upstream Shine–
Dalgarno-like sequences,[35, 42] or upstream underused codons
for which the cognate tRNAs are in low abundance.[43]

Frameshifting and hopping can be used to regulate the amino
acid sequence of a protein produced,[44] to control the ratio of
two proteins produced in alternate reading frames, or to
control the abundance of a protein through feedback
regulation.[45, 46]

4.2. Decoding Quadruplet Codons using Extended Anticodon
tRNAs

Known suppressors of quadruplet codons include natural
tRNAs bearing extended anticodon loops. Prolyl and glycyl
tRNAs bearing extended anticodons, as a result of insertions
in the anticodon, were first identified as suppressors of + 1
frameshifts in Salmonella typhimurium.[47–49] Subsequently,
extended anticodon tRNAs that suppress quadruplet codons
have been identified in E. coli and S. cerevisiae.[50–52] Moore
and co-workers examined a limited range of extended
anticodon tRNAs derived from E. coli tRNALeu

CAA and
discovered that E. coli tRNALeu

UCUA efficiently decodes
UAGA codons.[50] Magliery et al. set out to discover a set of
functional extended anticodon/quadruplet codon pairs in E.
coli.[51, 52] They started from an E.coli tRNA2

Ser and mutated
the anticodon loop, which normally contains seven nucleo-
tides, to create a library of all possible eight and nine
nucleotide anticodon loops. They combined the extended
anticodon tRNA libraries with a library of all possible
quadruplet codons at a single site in an antibiotic resistance
gene in E. coli. Finally they selected extended anticodon
tRNA library members that mediate frameshift suppression
and restore the antibiotic resistance. Using this approach they
discovered extended anticodon tRNA variants of tRNA2

Ser

that decode AGGA, UAGA, CCCU, and CUAG codons.
These codons correspond to some of the least used codons in
E. coli with one additional base. In mammalian cells variants
of human tRNATyr bearing extended NCUA anticodons were
reported to decode extended UAGN codons in green
fluorescent protein (GFP), thus leading to fluorescence that
was characterized by fluorescence microscopy.[53] Similarly a
tRNATyr variant bearing an AUAG anticodon was reported to
decode a CUAU codon.

4.3. Encoding Unnatural Amino Acids at Quadruplet Codons

There have been numerous efforts to use quadruplet
codons to encode unnatural amino acids. These approaches,
which are based on prior work with amber suppressors,[8,54]

have primarily used pre-aminoacylated, extended anticodon
tRNAs in in vitro translation reactions.[55–57] These ap-
proaches have been extended through microinjection of
pre-aminoacylated, extended anticodon tRNAs in Xenopus
oocytes.[58–60] In these approaches, aminoacylation of the
tRNA is performed prior to its addition to the translation
mix and, to avoid the deacylated tRNA that accumulates over
the course of the translation reaction from being re-acylated
with natural amino acids by aminoacyl-tRNA synthetases in
the extract or oocyte, the tRNA must be orthogonal.

Hohsaka, Sisido, and co-workers used variants of yeast
tRNAPhe with altered anticodons, tRNAsNCCU (tRNAACCU,
tRNAUCCU, tRNACCCU, and tRNAGCCU), to incorporate un-
natural amino acids into proteins produced in an E.coli S30
extract. They replaced the Tyr83 UAU codon in the Strepta-
vidin mRNA with AGGN and demonstrated unnatural amino
acid incorporation in response to quadruplet codons in vi-
tro.[57] Several unnatural amino acids have been incorporated
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in response to distinct quadruplet codons, including AGGU,
CGGU, CGCU, CGAU, CCCU, CUCU, CUAU, GGGU, and
their fourth base variants.[61–63] In vitro translation using
quadruplet codons has been extended from E. coli extracts
to insect[64, 65] and rabbit reticulocyte cell extracts,[66] and
model in vitro selection experiments using four-base codons
as part of an mRNA display based strategy have been
performed.[67] Two[68] or three[69] distinct unnatural amino
acids have been incorporated using distinct quadruplet
codons and their cognate pre-aminoacylated tRNAs, and this
approach has been used to site-specifically incorporate two
BODIPY fluorophores into calmodulin at distinct sites to
make distance measurements using fluorescence resonance
energy transfer (FRET).[70]

Following work on microinjection of pre-aminoacylated
amber suppressor tRNAs in Xenopus oocytes,[58] investigators
have explored the use of quadruplet codons and extended
anticodon tRNAs in Xenopus oocytes.[71] Dougherty and co-
workers injected pre-aminoacylated tRNACCCG and
tRNAACCC (derived from yeast tRNAPhe) into Xenopus
oocytes together with muscle nicotinic acetylcholine receptor
(nAChR) mRNA having the quadruplet codon CGGG and
GGGU. Using this approach they demonstrated the site-
specific quadruplet incorporation of the two distinct unnatu-
ral amino acids through electrophysiological recordings on
the receptor.[72] Schultz and co-workers demonstrated the use
of a quadruplet codon to encode homoglutamine by using a
variant Pyrococcus horikoshii lysyl-tRNA synthetase/tRNA
pair in E. coli.[73] This variant was used in combination with a
variant Methanococcus jannaschii tyrosyl-tRNA synthetase
(MjTyrRS)/tRNACUA pair that directs the incorporation of O-
methyl-l-tyrosine in response to the amber codon.[74]

4.4. Mechanisms of Quadruplet Decoding

While the decoding of quadruplet codons by extended
anticodon tRNAs is well established, and in most cases
appears to require a potential Watson–Crick or wobble base
pair between the fourth base in the codon and the anticodon,
the molecular mechanism by which quadruplet decoding
occurs is not well understood. Indeed it may be that different
mechanisms operate in different mRNA contexts and with
different tRNAs.

While the conceptually simplest mechanism of quadruplet
decoding by tRNAs with extended anticodons arguably
involves the binding of all four bases of a quadruplet codon
to the anticodon in the A site of the ribosome and quadruplet
translocation, the overall process of quadruplet decoding
could be theoretically explained by other combinations of
noncanonical codon/anticodon interactions, noncanonical
translocation step size, and tRNA slipping.[34] The incoming
aminoacyl tRNA may bind to a codon larger or smaller than
the normal triplet, and/or bind out of frame. The step size for
translocation may differ from the normal three bases, and the
translocated peptidyl tRNA may slip, or re-pair, on the
mRNA out of frame.[75] Two limiting models that are
consistent with the experimental data for particular tRNA
codon pairs have been described: the yardstick model

proposes triplet or quadruplet interactions between the codon
and anticodon in the A site of the ribosome with subsequent
quadruplet translocation,[76–78] while the slippery model pro-
poses a triplet interaction in the A site and triplet transloca-
tion followed by a slip of the mRNA by one base.[79]

5. Incorporating Multiple Unnatural Amino Acids
into Proteins through an Orthogonal Translation
Pathway

5.1. Orthogonal Translation

While a host of quadruplet codons can be read on the
natural ribosome using extended anticodon tRNAs, the
decoding of these tRNAs is inefficient. Extended anticodons
may be poorly accommodated in the ribosome and efforts to
increase the efficiency of quadruplet decoding in natural
translation by extended anticodon tRNAs may lead to mis-
synthesis of the proteome, toxicity, and cell death. A solution
to the efficient decoding of quadruplet codons comes from
our work on the creation and evolution of an orthogonal
translation pathway in the cell.[80–86]

We realized that since the genetic code is a correspond-
ence between amino acids and codons, which is set by the
translational machinery, we could create a parallel genetic
code (Figure 2) in the cell in two steps. In the first step we
created an orthogonal ribosome that is selectively directed to
a new orthogonal mRNA that is not read by endogenous
ribosomes.[80] This creates a ribosome that, unlike the natural
ribosome (which is required to synthesize the proteome and
keep the cell alive and is therefore refractory to alteration of
its sequence and structure), can be altered by synthetic
evolution in the laboratory. The new orthogonal ribosome
provides a platform for engineering the functional centers of
the ribosome, that have been revealed by years of biochem-
istry as well as recent stunning advances in structural biology,
but which it has not been possible to alter to perform new
functions. In a second step we altered the orthogonal
ribosome to efficiently decode tRNAs, which are not effi-
ciently decoded on cellular mRNA, on the orthogonal
mRNA.[84,86] This is achieved by creating a “bump” on the
tRNA (using an extended anticodon tRNA) and a corre-
sponding “hole” in the orthogonal ribosome to accommodate
the expanded tRNA. This approach allows the efficiency of
the quadruplet decoding to be selectively enhanced on the
orthogonal mRNA, without affecting the decoding of cellular
mRNAs by natural ribosomes, and therefore enhances the

Figure 2. Orthogonal translation. Natural translation makes proteins
composed of natural amino acids (circles). An orthogonal translation
pathway can make proteins containing unnatural amino acids (stars),
and ultimately may be used to make completely unnatural polymers.
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efficiency of quadruplet decoding without creating toxic
misreading of the proteome.

5.2. Creating Orthogonal Ribosome/mRNA Pairs

To create an orthogonal ribosome/mRNA pair in E. coli
that operates in parallel with, but independent of, the natural
ribosome we took advantage of the fact that the E. coli
ribosome selects its cognate mRNA in the rate-determining,
initiation stage of protein translation through a Shine–
Dalgarno sequence 7 to 12 bases 5’ of the AUG initiation
codon.[80,81] Genomic Shine–Dalgarno sequences show sub-
stantial sequence variation, but the consensus sequence
(AGGAGG) is complementary to the 3’-end of the 16S
rRNA in the small subunit of the ribosome (CCUCCU). We
created a large library of alternative Shine–Dalgarno sequen-
ces that cover all combinations of nucleotides from 7 to 12
bases upstream to the AUG start codon in the mRNA. This
allowed the alternative Shine–Dalgarno sequences to vary in
their sequence and spacing with respect to the start codon. We
placed these sequences upstream of a gene encoding a fusion
between cat (chloramphenicol acetyl transferase) and upp
(uracil phosphoribosyl transferase), which allows either
positive or negative selection on the expression of the gene
fusion upon the addition of distinct small molecules. In the
presence of chloramphenicol the cat gene allows the selection
of functional sequences on chloramphenicol and in the
presence of 5-fluorouracil (5FU) the upp gene allows
selection of nonfunctional sequences.[87]

We first selected for 5FU for sequences upstream of the
cat-upp fusion that do not allow the gene to be translated by
the cell�s endogenous ribosome, thus creating a pool of
potentially orthogonal ribosome binding sites. Next we
created a library, based on the gene for the rrnB ribosomal
RNA operon. This library allows cells to produce ribosomes
that contain all possible combinations of nucleotides at the 3’-
end of 16S rRNA. The growth of cells in the presence of
chloramphenicol allows selection for orthogonal ribosomes
that specifically translate the orthogonal mRNAs. From the
109 combinations of potential ribosome mRNA pairs inter-
rogated in this two-step selection we found three classes of
orthogonal ribosome/orthogonal mRNA pairs. These pairs
differ in the base paired sequence by which the ribosome
binds to its cognate mRNA (Figure 3).

5.3. Evolving an Orthogonal Ribosome for Quadruplet Decoding

With orthogonal ribosome/mRNA pairs in hand we set
out to evolve an orthogonal ribosome to efficiently decode
quadruplet codons, which are poorly decoded on the natural
ribosome.[86] To create a ribosome that decodes quadruplet
codons we first designed and created 13 structurally guid-
ed[31,88–90] libraries in the decoding center within the A site of
the ribosome, which is responsible for maintaining the fidelity
of triplet decoding. Each library contains approximately 108

members, and together the libraries cover a molecular surface
defined by 127 nucleotides of 16S rRNA. To select for

orthogonal ribosomes that efficiently decode extended anti-
codon tRNAs we combined the library of orthogonal
ribosomes with an extended anticodon tRNA that is amino-
acylated by the E. coli seryl-tRNA synthetase, and incorpo-
rates serine in response to the AAGA quadruplet codon.
Cells also contained an orthogonal mRNA bearing a cat gene
with an in-frame AAGA codon. Reading of the AAGA
codon on mutant orthogonal ribosomes, using the extended
anticodon tRNA, led to synthesis of the full-length chloram-
phenicol acetyl transferase protein. This allowed the selection
on chloramphenicol, of cells bearing orthogonal ribosomes
that more efficiently decode extended anticodon tRNAs
(Figure 4).

We selected a new orthogonal ribosome, Ribo-Q1, that
was able to efficiently decode a range of different quadruplet
codons using extended anticodon tRNAs.[86] Indeed, the levels
of chloramphenicol resistance in cells bearing Ribo-Q1, a
gene encoding cat with a AGGA codon, and the correspond-
ing extended anticodon tRNA that is aminoacyated by E. coli
seryl-tRNA synthetase was comparable to the levels of
resistance in cells bearing a wild-type cat gene. This observa-
tion suggests that the level of quadruplet decoding on the
evolved ribosome, in the presence of an efficiently amino-
acylated tRNA, can approach the level of triplet decoding on
the natural ribosome. Ribo-Q1 was derived from Ribo-X (an
evolved orthogonal ribosome selected for enhanced amber
suppression which allowed the first efficient and quantitative
incorporation of multiple identical unnatural amino acids at
specific sites[84]) and was additionally able to efficiently
decode the amber codon on an orthogonal mRNA using
amber suppressor tRNAs. Although we mutated 127 nucle-
otides in the decoding center of Ribo-X to select for Ribo-Q1,
Ribo-Q1 contains only two mutations with respect to Ribo-X.

Figure 3. Creation of orthogonal ribosome/mRNA pairs by gene dupli-
cation and specialization. The cellular ribosome (grey) translates
natural mRNA (black). The orthogonal ribosome (green) translates an
orthogonal mRNA (O-mRNA, blue).
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Mapping the selected mutations onto a crystal structure of the
ribosome bound to a tRNA (Figure 4b) reveals that the
selected mutations cluster where the fourth base of the
extended anticodon might be expected to reside. This
observation suggests that the selected mutations may result
in a local rearrangement of ribosomal RNA structure. We
demonstrated that Ribo-Q1 had excellent translational fidel-
ity. Moreover we were able to efficiently decode several
distinct quadruplet codons using tRNAs bearing distinct
extended anticodons and Ribo-Q1. This work therefore
provides several blank codons that can be specifically
decoded on the orthogonal mRNA by Ribo-Q1, and poten-
tially assigned to new amino acids.

5.4. Synthetases and tRNAs for an Orthogonal Genetic Code

To take advantage of Ribo-Q1 for incorporating multiple
distinct unnatural amino acids we require an orthogonal

synthetase/tRNA pair for each new codon. Two useful
aminoacyl-tRNA synthetase (RS) pairs that are orthogonal
in E. coli, namely the MjTyrRS/tRNACUA pair[11] and pyrro-
lysyl (Pyl)RS/tRNACUA pair from Methanosarcina spe-
cies,[91, 92] have been discovered by import of the pairs from
archaea (Figure 5). This approach takes advantage of the fact
that, while the genetic code is near universally conserved
between organisms, the identity elements by which these
archaeal synthetases recognize their cognate tRNA have
fortuitously diverged over the timescale of natural evolution
to create orthogonal pairs.[93–98] The active site of MjTyrRS has
been evolved in the laboratory to allow the incorporation of a
range of aromatic unnatural amino acid variants.[11] The
PylRS/tRNACUA pair is a recent discovery in certain metha-
nogens that naturally recognizes pyrrolysine and incorporates
this amino acid in response to the amber stop codon.[91]

Unlike the pathway for incorporating selenocysteine, a
synthetase/tRNA and amino acid are sufficient to direct the
incorporation of pyrrolysine in response to the amber stop
codon.[91] Because the PylRS/tRNACUA pair is orthogonal with
respect to E. coli synthetases and tRNAs and does not use the
natural 20 amino acids, it has been possible to use this pair and

Figure 4. Creation of a ribosome for efficiently decoding quadruplet
codons using extended anticodon tRNAs. a) Quadruplet codons are
inefficiently decoded on the cellular and orthogonal ribosome by
aminoacylated, extended anticodon tRNAs (orange). The orthogonal
ribosome can be evolved in the laboratory (red arrow) to efficiently
decode quadruplet codons. b) The mutations (in red) selected in the
16S ribosomal RNA (rRNA) of the orthogonal ribosome. Image created
using Pymol (http://www.pymol.org) and Protein Data Bank (PDB)
accession 2J00.

Figure 5. Orthogonal aminoacyl-tRNA synthetases for genetic code
expansion. a) The pyrrolysyl-tRNA synthetase/tRNACUA pair from Meth-
anosarcina species (orange) can use, or be evolved to use, unnatural
amino acids (orange star). The MjTyrosyl-tRNA synthetase/tRNACUA

pair (blue) can use, or be evolved to use, unnatural amino acids (blue
star). Both synthetase tRNA pairs are orthogonal with respect to the E.
coli synthetases and tRNAs (grey/black), that use natural amino acids
(black oval). b) Pyrrolysyl-tRNA synthetase/tRNACUA-derived pairs and
MjTyrosyl-tRNA synthetase/tRNAUCCU-derived pairs are mutually or-
thogonal, and orthogonal with respect to endogenous synthetases and
tRNAs.
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its synthetically evolved variants to incorporate diverse
unnatural amino acids into proteins.[91, 92, 99–109]

We demonstrated that the noncognate MjTyrRS/Metha-
nosarcina barkeri (Mb)tRNACUA and MbPylRS/Mj tRNACUA

pairs do not function as amber suppressors, suggesting that
the MjTyRS/tRNACUA pair and MbPylRS/tRNACUA pairs are
mutually orthogonal in their aminoacylation specificities.[86]

To use these synthetases together to direct the incorporation
of distinct amino acids in response to distinct codons we
needed to differentiate the codons they decode. To alter the
MjTyrRS/tRNACUA pair so that it incorporates an unnatural
amino acid in response to a unique codon we first mutated the
anticodon of the MjtRNACUA to UCCU, thus creating
MjtRNAUCCU. Since MjTyrRS recognizes the anticodon, this
alteration produced a nonfunctional synthetase/tRNA pair.
To create a synthetase that functions with MjtRNAUCCU to
incorporate a useful unnatural amino acid in response to a
quadruplet codon, we swapped MjTyrRS for MjAzPheRS (a
synthetase variant that recognizes p-azido-l-phenylala-
nine[110]), and created a library of mutants in the region of
the synthetase that recognize the anticodon. We then selected
variant MjAzPheRS/tRNAUCCU pairs that can incorporate p-
azido-l-phenylalanine in response to the AGGA codon
(Figure 5b).

5.5. Genetically Encoding Emergent Properties in Proteins
through Orthogonal Translation

To put together an orthogonal translation pathway for
site-specifically incorporating two unnatural amino acids we
combined Ribo-Q with an mRNA containing both a UAG
and an AGGA codon, MjAzPheRS/tRNAUCCU, and
MbPylRS/tRNACUA. We demonstrated that full-length pro-
tein was generated from the mRNA only in the presence of p-
azido-l-phenylalanine and an aliphatic alkyne, which we had

previously shown to be a good substrate for PylRS,[103] and
that both amino acids were incorporated at the genetically
encoded sites as judged by mass spectrometry. This experi-
ment demonstrated the creation of a parallel pathway in the
cells for the incorporation of unnatural amino acids in
response to amber and quadruplet codons on the orthogonal
mRNA (Figure 6).[86]

Figure 6. An orthogonal translation pathway for incorporating multiple
unnatural amino acids. The modular combination of unnatural amino
acids, mutually orthogonal evolved synthetases, tRNAs, and an evolved
orthogonal ribosome/mRNA pair allows unnatural amino acids to be
encoded on the orthogonal mRNA.

Figure 7. Programming properties that emerge from combinations of
amino acids into recombinant proteins. a) Genetically programming
protein cyclization. b) Structure of calmodulin indicating the sites of
two genetically encoded unnatural amino acids. The structure is a
model created using Pymol (http://www.pymol.org) and Protein Data
Bank (PDB) accession 4CLN. The genetically encoded unnatural amino
acids specifically cyclize the protein in a proximity accelerated reaction
(with CuI catalyst) to provide a redox insensitive nanoscale crosslink.
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The ability to direct two unnatural amino acids into
recombinant proteins allows us to program properties into
proteins that are not a property of either amino acid
individually but emerge from the interaction between the
two amino acids (Figure 7a). We demonstrated that by
encoding an aliphatic alkyne- and an azide-containing amino
acid it is possible to genetically program a rapid, proximity
accelerated cycloaddition between these bioorthogonal
groups to form a nanoscale, redox insensitive, triazole cross-
link in a protein (Figure 7b).[86] Extensions of this approach
may allow us to rapidly explore all possible crosslinks in
proteins, and find utility in trapping particular functional
states of proteins or in stabilizing protein therapeutics.

Since the synthetases derived from MjTyrRS[11] and
PylRS[91,92, 99–109] have each been used to encode numerous
unnatural amino acids, it is now possible to encode several
hundred pairwise combinations of unnatural amino acids into
proteins by simple extension of our approach. By encoding
new combinations of unnatural amino acids new properties,
such as fluorescence, may be programmed into proteins, and
this may facilitate the labeling of specific proteins in vivo.

6. De novo Evolution of Orthogonal Aminoacyl-
tRNA Synthetase/tRNA Pairs

Ribo-Q1 provides numerous additional codons on the
orthogonal mRNA. However, since only two orthogonal
synthetase/tRNA pairs exist that can be used to incorporate
distinct amino acids, only two distinct unnatural amino acids
can be incorporated into a protein in the cell. A clear
challenge in going from incorporating two unnatural amino
acids to the synthesis of completely unnatural polymers is
therefore to discover or invent strategies for generating new

orthogonal aminoacyl-tRNA synthetase/tRNA pairs that can
be used to encode additional unnatural amino acids into a
single polypeptide.

The two existing orthogonal synthetase tRNA pairs in E.
coli were derived by import from heterologous organisms,
thus taking advantage of the fact that while the genetic code is
near universally conserved between known organisms the
sequences and structures of synthetases and tRNAs have
diverged through evolution. However, it is unclear how many
mutually orthogonal synthetase/tRNA combinations can be
discovered by taking advantage of natural evolutionary
divergence. Moreover since the evolutionary record suggests
that the current set of synthetases and tRNAs arose by gene
duplication and specialization from a simpler basis set (for
example, tyrosyl- and tryptophanyl-tRNA synthetase appear
to be derived from a common ancestor),[111] we realized that it
might be possible to extend this evolutionary process in the
laboratory to generate new orthogonal synthetases and
tRNAs de novo. We demonstrated that by a series of genetic
selections for structurally targeted libraries in a synthetase/
tRNA pair it is possible to evolve a new synthetase/tRNA pair
that is orthogonal to both the synthetase/tRNA pair from
which it was evolved and every other synthetase and tRNA in
the cell (Figure 8).[112] This work demonstrates that the small
number of orthogonal synthetase/tRNA pairs that have been
discovered in nature do not intrinsically limit the potential of
genetic code expansion for encoding additional unnatural
amino acids.

7. Conclusions and Future Directions

Future work will aim to extend the strategies we have
described, for providing new codons, and to pair new codons

Figure 8. De novo generation of orthogonal synthetase/tRNA pairs. Each step is a directed evolution or screening experiment. These experiments
were performed with the MjTyrosyl-tRNA synthetase/tRNACUA pair. codon1 is UAG, codon2 is AGGA. aa = amino acid, aaRS = aminoacyl-tRNA
synthetase.
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with additional orthogonal synthetases and tRNAs to extend
the orthogonal genetic code to the cellular synthesis of
completely unnatural polymers. We will also investigate
further evolving the orthogonal ribosome to allow the in vivo
biosynthesis of unnatural polymers composed on non-a-l
amino acids. This biosynthesis will likely require evolution
of the peptidyl-transferase center and possibly other parts of
the ribosome, however, the demonstrated evolvability of the
orthogonal ribosome provides a starting point for this
approach. By creating cells endowed with genetically encoded
heritable polymers it may be possible to explore the
combinatorial biosynthesis of materials and therapeutics. It
may also be possible to investigate whether life with addi-
tional genetically encoded polymers can evolve functions that
natural biology cannot.
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