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Abstract: Transfer RNAs (tRNAs) are essential adaptors that mediate translation of the genetic code.
These molecules undergo a variety of post-transcriptional modifications, which expand their chemical
reactivity while influencing their structure, stability, and functionality. Chemical modifications to
tRNA ensure translational competency and promote cellular viability. Hence, the placement and
prevalence of tRNA modifications affects the efficiency of aminoacyl tRNA synthetase (aaRS) reactions,
interactions with the ribosome, and transient pairing with messenger RNA (mRNA). The synthesis
and abundance of tRNA modifications respond directly and indirectly to a range of environmental
and nutritional factors involved in the maintenance of metabolic homeostasis. The dynamic landscape
of the tRNA epitranscriptome suggests a role for tRNA modifications as markers of cellular status
and regulators of translational capacity. This review discusses the non-canonical roles that tRNA
modifications play in central metabolic processes and how their levels are modulated in response to a
range of cellular demands.
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1. Introduction

Post-transcriptional modifications expand the role of ribonucleic acids (RNAs) by introducing
additional chemical functionalities to their associated nucleotides. Thus far, over 150 modifications
have been discovered in RNA, 93 of which are exclusively found in transfer RNAs (tRNAs) [1]. A large
number of these modifications have been characterized and range from simple methylations to more
complex hypermodified species such as wybutosine (yW) and queuosine (Q) [2–5]. Modifications
are present throughout the tRNA structure (Figure 1) and their functions can be predicted based on
their locations within the molecule [6]. The presence of these modifications, along with the widely
conserved 3′-CCA sequence used for aminoacylation, serve as prerequisites for fully functional tRNAs
used during protein synthesis [7]. Specific modifications found within the anticodon loop influence
translational accuracy and/or efficiency [8]. Modifications located in the acceptor stem, the D-loop,
and the TΨC-loop are often involved in structural stabilization and can also serve as identification
elements during RNA–protein recognition events [6,9,10].
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Figure 1. Schematic of the tRNA secondary structure and location of modified bases. Each structural 
domain of tRNA is represented in a different color and modified bases known to be affected by 
environmental and/or nutritional conditions are highlighted. 

One way modifications in tRNA guarantee fidelity of translation is by influencing codon 
discrimination. This is important in situations when two amino acids are defined by codons that vary 
by only one nucleotide, such as methionine (AUG) and isoleucine (AUA/U/C). In bacteria, accurate 
recognition of the AUA codon requires tRNAIle2 to have 2-lysidine (k2C) at position 34 to prevent 
misacylation by methionyl-tRNA synthetase (MetRS) [11]. Additionally, the N4-acetylcytidine (ac4C) 
modification at position 34 of tRNAMet acts as a positive identity determinant for MetRS [12]. Wobble 
base modifications also tune the reactivity of cognate tRNA substrates in aminoacyl tRNA synthetase 
(aaRS) reactions. Specifically, G34 and k2C constitute recognition elements for IleRS to discriminately 
aminoacylate tRNAIle1 and tRNAIle2, respectively [13,14]. In the archaea Thermus thermophilus, 
agmatidine (agm2C34) is found at the wobble position of tRNAIle2 and similarly decodes the minor 
AUA isoleucine codon, while directly interacting with 70S ribosomal RNA (rRNA) [15]. 

The presence and conservation of selected modified bases serves as an identity determinant for 
aaRSs (Figure 2). 2-thiouridine (s2U), another wobble modification, is required for efficient charging 
of tRNAGln and it affects interactions with elongation factor-tu (Ef-Tu) [16]. In Escherichia coli, the 
presence of base-stacked U35/U36 found perpendicular to and in tandem with 5-
methylaminomethyl-2-thiouridine (mnm5s2U34) in tRNALys is essential for LysRS recognition and 
binding [17]. Likewise, 2-methyladenosine (m2A37) and pseudouridine (ψ38) in tRNAGln serve as 
stabilizing agents for anticodon loop nucleotides and are necessary for efficient GlnRS 
aminoacylation [18]. 5-methyluridine (m5U54) is necessary for tRNA interactions with Ef-Tu in the 
archaea Thermus aquaticus by altering their binding interface contacts and energies [19]. Structural 
changes resulting from photochemical reactions of 4-thiouridine (s4U8) impairs tRNA interactions 
with PheRS and ProRS [20]. These and other additional examples provided in this review show that 
the prevalence of these modifications not only impacts the tRNA’s ability to interact with their 
corresponding aaRSs, but also with essential partners including tRNA-modifying enzymes, Ef-Tu, 
ribosomes and coding RNA sequences (Figure 2) [17,19,21]. 

Figure 1. Schematic of the tRNA secondary structure and location of modified bases. Each structural
domain of tRNA is represented in a different color and modified bases known to be affected by
environmental and/or nutritional conditions are highlighted.

One way modifications in tRNA guarantee fidelity of translation is by influencing codon
discrimination. This is important in situations when two amino acids are defined by codons that
vary by only one nucleotide, such as methionine (AUG) and isoleucine (AUA/U/C). In bacteria,
accurate recognition of the AUA codon requires tRNAIle2 to have 2-lysidine (k2C) at position 34 to
prevent misacylation by methionyl-tRNA synthetase (MetRS) [11]. Additionally, the N4-acetylcytidine
(ac4C) modification at position 34 of tRNAMet acts as a positive identity determinant for MetRS [12].
Wobble base modifications also tune the reactivity of cognate tRNA substrates in aminoacyl tRNA
synthetase (aaRS) reactions. Specifically, G34 and k2C constitute recognition elements for IleRS to
discriminately aminoacylate tRNAIle1 and tRNAIle2, respectively [13,14]. In the archaea Thermus
thermophilus, agmatidine (agm2C34) is found at the wobble position of tRNAIle2 and similarly decodes
the minor AUA isoleucine codon, while directly interacting with 70S ribosomal RNA (rRNA) [15].

The presence and conservation of selected modified bases serves as an identity determinant for
aaRSs (Figure 2). 2-thiouridine (s2U), another wobble modification, is required for efficient charging of
tRNAGln and it affects interactions with elongation factor-tu (Ef-Tu) [16]. In Escherichia coli, the presence of
base-stacked U35/U36 found perpendicular to and in tandem with 5-methylaminomethyl-2-thiouridine
(mnm5s2U34) in tRNALys is essential for LysRS recognition and binding [17]. Likewise, 2-methyladenosine
(m2A37) and pseudouridine (ψ38) in tRNAGln serve as stabilizing agents for anticodon loop nucleotides
and are necessary for efficient GlnRS aminoacylation [18]. 5-methyluridine (m5U54) is necessary for
tRNA interactions with Ef-Tu in the archaea Thermus aquaticus by altering their binding interface contacts
and energies [19]. Structural changes resulting from photochemical reactions of 4-thiouridine (s4U8)
impairs tRNA interactions with PheRS and ProRS [20]. These and other additional examples provided
in this review show that the prevalence of these modifications not only impacts the tRNA’s ability to
interact with their corresponding aaRSs, but also with essential partners including tRNA-modifying
enzymes, Ef-Tu, ribosomes and coding RNA sequences (Figure 2) [17,19,21].
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Figure 2. Modifications throughout the tRNA structure are important recognition elements for 
interaction with a variety of partners in translation. The tRNA structure (PDB 1u0b) shows domains 
color coded in accordance with Figure 1. m5U54 confers binding with T. aquaticus Ef-Tu [19]; s4U8 is 
necessary for structural stability impacting interactions with E. coli PheRS and ProRS [20]; U35/U36, 
along with mnm5s2U34, are major identity elements for E. coli LysRS binding [17]; agm2C34 interacts 
with the T. thermophilus 70S ribosome [15]; k2C34 is required for codon discrimination by IleRS in E. 
coli and B. subtilis [14]; s2U34, m2A37, and ψ38 are required for E. coli GlnRS substrate recognition and 
aminoacylation efficiency [16,18]; ms2i6A37 directly interacts with cognate mRNA bases in E, P and A 
sites of the ribosome [8]; all aaRSs require 3′-CCA moiety for tRNA charging [7]. 

While the canonical functions of tRNA modifications in translation are well established, 
relatively little is known about how these modifications regulate and promote metabolic flow. Many 
organisms modulate their protein synthesis capacity during nutrient limitation by repressing cell 
growth until nutrient replete conditions are reestablished. For instance, amino acid starvation leads 
to the accumulation of uncharged tRNAs, resulting in the stringent response and reprogramming of 
metabolic processes [22]. Microbes employ a series of rapid adaptive responses when faced with 
nutritional and environmental stressors including changes in growth temperatures and pH, oxidative 
stress and hypoxia, and the presence of toxic compounds like antibiotics [23]. These stress factors 
cause reprogramming of tRNA modifications and tRNA pool composition, and lead to reduced 
growth rate and upregulation of cellular stress response elements [24]. Hence, the remodeling of the 
tRNA epitranscriptome contributes to adaptive responses enabling survivability during prolonged 
harsh growth conditions, and are considered evolutionary defense mechanisms [25]. 

Extracurricular regulatory functions of tRNA modifications are attributed to the impact that 
their presence or absence has on translational apparatus efficiency. The complex and emerging roles 
that tRNA modifications play in central metabolic control during stress-induced growth conditions 
have become one of the crucial cruxes of metabolomic and epitranscriptomic research. This review 
provides a survey of nutritional and environmental triggers that impact tRNA modification levels in 
microorganisms, while discussing the impact that altered levels of these modifications have on 
bacterial physiology. These non-canonical functionalities can be exploited in the characterization of 
evolutionary determinants of bacterial fitness and adaptation across diverse habitats. The dynamic 
nature of tRNA modifications expands their functions as regulatory agents, rather than solely acting 
as structural entities during translational processes [9,26,27]. 
  

Figure 2. Modifications throughout the tRNA structure are important recognition elements for
interaction with a variety of partners in translation. The tRNA structure (PDB 1u0b) shows domains
color coded in accordance with Figure 1. m5U54 confers binding with T. aquaticus Ef-Tu [19]; s4U8 is
necessary for structural stability impacting interactions with E. coli PheRS and ProRS [20]; U35/U36,
along with mnm5s2U34, are major identity elements for E. coli LysRS binding [17]; agm2C34 interacts
with the T. thermophilus 70S ribosome [15]; k2C34 is required for codon discrimination by IleRS in E. coli
and B. subtilis [14]; s2U34, m2A37, and ψ38 are required for E. coli GlnRS substrate recognition and
aminoacylation efficiency [16,18]; ms2i6A37 directly interacts with cognate mRNA bases in E, P and A
sites of the ribosome [8]; all aaRSs require 3′-CCA moiety for tRNA charging [7].

While the canonical functions of tRNA modifications in translation are well established, relatively
little is known about how these modifications regulate and promote metabolic flow. Many organisms
modulate their protein synthesis capacity during nutrient limitation by repressing cell growth until
nutrient replete conditions are reestablished. For instance, amino acid starvation leads to the
accumulation of uncharged tRNAs, resulting in the stringent response and reprogramming of metabolic
processes [22]. Microbes employ a series of rapid adaptive responses when faced with nutritional
and environmental stressors including changes in growth temperatures and pH, oxidative stress
and hypoxia, and the presence of toxic compounds like antibiotics [23]. These stress factors cause
reprogramming of tRNA modifications and tRNA pool composition, and lead to reduced growth
rate and upregulation of cellular stress response elements [24]. Hence, the remodeling of the tRNA
epitranscriptome contributes to adaptive responses enabling survivability during prolonged harsh
growth conditions, and are considered evolutionary defense mechanisms [25].

Extracurricular regulatory functions of tRNA modifications are attributed to the impact that
their presence or absence has on translational apparatus efficiency. The complex and emerging roles
that tRNA modifications play in central metabolic control during stress-induced growth conditions
have become one of the crucial cruxes of metabolomic and epitranscriptomic research. This review
provides a survey of nutritional and environmental triggers that impact tRNA modification levels
in microorganisms, while discussing the impact that altered levels of these modifications have on
bacterial physiology. These non-canonical functionalities can be exploited in the characterization of
evolutionary determinants of bacterial fitness and adaptation across diverse habitats. The dynamic
nature of tRNA modifications expands their functions as regulatory agents, rather than solely acting as
structural entities during translational processes [9,26,27].

2. Modifications Impacting tRNA Degradation

Nutritional and environmental stressors induce changes to the overall tRNA epitranscriptome,
affecting the levels of fully functional and intact tRNA molecules (Figure 3). During amino acid
starvation in the ciliate Tetrahymena thermophila, tRNA degradation processes selectively target
deacylated or hypomodified tRNAs for destruction, resulting in the production of “tRNA halves” [28].
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This process is thought to eliminate the improper use of those surplus molecules when metabolism
demands a shift towards the stringent response. In bacteria, the presence of modified nucleosides
affects the recognition and binding of RNA-specific endonucleases that produce these tRNA halves.
For example, the binding specificities of E. coli tRNALys-specific anticodon nuclease (ACNase) are
differentially regulated by the presence or absence of base modifications located in the tRNA anticodon
loop [29]. However, it should be noted that tRNAs are modified at numerous bases and that these
modifications are either simultaneously or sequentially installed onto tRNA. Thus, the cross-dependency
of these tRNA modification processes obfuscates the establishment of additional functions given to
any singular modification. These intricacies pose significant experimental challenges when assigning
their individual roles in other biochemical and genetic controls.
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toxin ribonuclease, Colicin E5. This cleavage results in the stalling of protein synthesis [30]. Similarly, 
in yeast, the absence of the 7-methylguanosine (m7G46) modification initiates a rapid and specific 
degradation/de-acylation of tRNAVal(AAC) substrates, culminating in a severe temperature sensitivity 
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Figure 3. Schematic representation of tRNA modifications affected by nutritional and environmental
stressors. The description of these factors, their associated modifications along with references are also
noted in Table S1. Modifications affected by more than one condition are indicated with corresponding
colored rings. *2-O’-methyladenosine (Am32) and 2-O’-methyluridine (Um32) are additionally affected
by oxidative stress. The numbers “1” and “9” found within each base denote the β-glycosidic bond
orientation found in the pyrimidine and purine bases, with their adjacent riboses in tRNA. The structure
of the full nucleoside is only shown for modifications containing 2′-O-methylation.

tRNA quality control checkpoints play a pivotal role in understanding how organisms
maintain fitness during resource limitation, suboptimal growth conditions, and pathogenesis.
In E. coli, Q-modified tRNATyr, tRNAHis, tRNAAsn, and tRNAAsp are targeted for cleavage by
the plasmid-encoded toxin ribonuclease, Colicin E5. This cleavage results in the stalling of protein
synthesis [30]. Similarly, in yeast, the absence of the 7-methylguanosine (m7G46) modification
initiates a rapid and specific degradation/de-acylation of tRNAVal(AAC) substrates, culminating
in a severe temperature sensitivity and slow growth phenotype that can only be reversed upon
repletion of the m7G-modifying enzymes, Trm8p/Trm82p. Genetic complementation experiments
demonstrated that this phenotype was, in fact, associated with the absence of tRNAVal(AAC)

due to hypomethylation-specific degradation [31]. m7G plays a structural role in stabilizing
intramolecular interactions with residues 13 and 22 in the D-arm of certain tRNAs and its absence
leads to thermodynamic destabilization, making the tRNA a prime target for tRNA-degrading
machinery [32,33]. The m7G modification also occurs quite frequently in bacterial systems, but its
effects on tRNA pool composition and degradation have yet to be explored. It is worth mentioning that
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in E. coli, the m7G-modifying enzyme YggH complements a trm8-∆/trm82-∆ double mutant strain of
Saccharomyces cerevisiae and fully rescues m7G biosynthesis [34]. Based on functional similarity, it is a
reasonable proposal that bacterial systems also employ such degradation strategies as a tRNA quality
control measure.

Another modification implicated in tRNA structural integrity is the highly conserved s4U8
modification found within the inner core of the D-stem loop. This modification is absent in
Eukarya, but found in high abundance in Archaea and Bacteria domains. In Vibrio cholerae,
hypothiolation of C4 at the U8 position allows targeted recognition by the RNA degradosome.
Thus, the absence of this modification is linked to the inherent structural instability of tRNA in late
growth phases. Interestingly, s4U-deficient aminoacylated tRNAs, when bound to Ef-Tu, exhibit
significantly less RNA degradosome-mediated decay. This indicates that Ef-Tu may offer a protective
role by competing with RNA degradation machinery for the binding of charged/hypomodified
tRNAs [35]. This conclusion is supported by the fact that aminoacylation levels remain consistent
across s4U-modified and hypomodified tRNAs, while rates of RNA degradation decrease based on
the presence and binding of Ef-Tu to tRNAs. The idea that translational components such as Ef-Tu
are able to exert shielding effects over charged tRNA substrates suggests their active participation
in tRNA quality control [35]. Collectively, mechanisms targeting tRNA degradation demonstrate
how non-essential tRNA modifications can have global metabolic consequences, particularly when
organisms are subjected to exogenous stressors and limited nutrient pools.

3. Stress Factors Modulating tRNA Modifications

3.1. Nutritional Factors

Post-transcriptional tRNA modifications found in the anticodon loop are able to dynamically
respond to shifts in nutrient availability. The wobble U34 position of certain tRNAs undergo extensive
hypermodifications that stabilize codon–anticodon recognition. Modifications at this position ensure
translational fidelity while optimizing protein synthesis. Specifically, the s2U modification of tRNAGln,
tRNAGlu and tRNALys is almost always further modified to 5-methyl-2-thiouridine (xm5s2U) derivatives
through distinct pathways across diverse groups of bacteria [36]. Substitutions at the 5 and 2 positions
of U34 induce puckering of the ribose moiety in the 3′- endo form, eliminating any steric clash that would
be imposed on the tRNA by its bulky 2-thiocarbonyl group. U34 derivatives are positive determinants
for reactivity with their corresponding aaRSs. In E. coli, the absence of mnm5 s2U decreases the binding
capacity of tRNAGlu to GluRS by nearly 100-fold [37], highlighting the importance of anticodon loop
modifications in aaRS-substrate recognition as well as protein synthesis efficiency.

A regulatory role of s2U in tRNA has been proposed because the levels of this modification change
in response to nutritional status. In budding yeast, the relative abundance of s2U fluctuates along with
the availability of sulfur-containing amino acids. Under high levels of Cys and Met, ample levels of s2U
signals accompanied increased translation and growth. However, when these sulfur sources become
depleted, low levels of s2U initiates the salvage and synthesis of sulfur-containing and essential amino
acids, such as Cys, Met, and Lys [38]. Furthermore, genes encoding proteins involved in carbohydrate
metabolism are enriched in codons preferentially read by thiolated tRNAs. More recently, Laxman et
al. also showed that U34 thiolation deficiency shifts metabolism away from nucleotide anabolism and
shunts resources towards carbon storage and trehalose synthesis [39]. This metabolic response releases
phosphate as a byproduct and reestablishes cellular phosphate equilibrium. These phenomena provide
the experimental basis for a regulatory model in which thiolated tRNAGln,Glu,Lys act as sensors of
sulfur-containing amino acid availability and as regulators of central metabolism. Thus, the observed
fluctuations in U34 thiolation makes this modification one of many metabolic markers of “starvation
state” or “growth state”. Regardless of their role as sensors and/or markers, these findings illustrate the
importance of modified sulfur-containing tRNAs (s-tRNAs) in modulating translational competence in
response to nutritional demands.
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The sensitivity of anticodon loop modifications to cellular nutritional status is not a
phenomenon exclusive to s-tRNAs and their s-modifying biosynthetic enzymes. In the fission
yeast Schizosaccharomyces pombe, the 7-deaza-guanosine Q-modification is the result of an irreversible
queuine-inserting, enzyme-catalyzed (eTGT) replacement of wobble G34 with the micronutrient
queuine [40]. Eukaryotes are unable to de novo synthesize queuine and therefore rely on gut microflora
and dietary supplementation for this process. Müller et al. found that in S. pombe, the presence of Q is
necessary for the Pmt1-dependent methylation of C38 (m5C) located in the anticodon loop of tRNAAsp.
During growth in queuine-supplemented medium, the in vivo stimulation of Pmt1-methylation on
C38 was strikingly evident, and, when eTGT is removed, the increase in methylation was lost as
well [41]. The dependency of m5C on the queuosinylation of G34 points to the sequential nature of two
completely separate base modifications. This newfound reliance of C38 methylation on the presence
of Q34 also provides another checkpoint that allows for the queuine-salvaging microflora to have a
regulatory role over the host’s tRNA-modifying machinery. These findings imbue Q as a positive
determinant for m5C synthesis and establish a new and indirect function for modulating the speed and
precision of translational events at an interspecies level [42]. The intersecting nature of these pathways
not only further iterates the complex roles of tRNA modifications in translation, but also gives insight
into signaling networks of host-microbe interactions.

A37 directly adjacent to the 3′ end of the anticodon is another frequently modified position in
the anticodon loop. Its conversion into 2-methylthio-N6-isopentenyl adenosine (ms2i6A) prevents
aberrant intramolecular hydrogen bonding within the anticodon loop and ensures stability of the open
loop structure required for correct base pairing [8,43]. Simple base alterations such as the addition
of an isopentenyl group to adenosine (i6A) are among some of the most conserved modifications.
Interestingly, ms2i6A responds to fluctuations in essential metabolite pools and varies with growth
stage. In Bacillus subtilis, nutrient depletion initiates sporulation, which is accompanied by an increase
in ms2i6A levels. During this stage, carbon starved cells transitioning from the exponential to stationary
growth phase display a vast decrease in glycolytic metabolites and increased levels of pathway
end-products like phosphoenolpyruvate (PEP), signaling glucose deprivation. Phosphate limitation
causes a sharp decrease in phosphorylated glycolytic intermediates and also displays increased levels
of tRNA thiomethylation [44]. The link between higher levels of ms2i6A under phosphate limitation
supports the role of this modification as a marker for decreased cellular replication and nutrient
limitation. Although this proposal awaits experimental validation, it is thought that accumulation of
ms2i6A in late growth phases allows for enhanced ribosome–codon interactions with methylthiolated
tRNATyr, and that these interactions may selectively translate sporulation-specific messenger-RNAs
(mRNAs) [45]. The coordination of these physiological and structural changes suggests that ms2i6A
functions either as a synchronous marker or as a sensor of nutrient starvation in B. subtilis and possibly
in other spore-forming bacterial species.

Iron availability also impacts modifications to A37. The tRNA-modifying Fe–S dependent-enzyme,
MiaB, is highly sensitive to intracellular iron metabolism and oxidative stress [46]. In E. coli,
these conditions also indirectly impact the expression of Fur, the master negative regulator of
iron homeostasis. In this bacterium, the translation of Fur is tightly coupled to the synthesis of the Uof,
a leader peptide whose coding sequence is located upstream of fur. The Uof coding sequence includes a
Ser–UCA codon at position 6 of the uof gene that is preferentially read by methylthiolated tRNASer(UGA),
linking iron homeostasis to ms2i6A production [47,48]. This example highlights the importance of
tRNA modifications in one of many biological feedback loops that regulate crucial components of
central metabolism. The interconnectivity between the synthesis of these specific modifications and
their effect on regulatory networks emphasizes the pleiotropic nature of tRNA modifications.

3.2. Environmental Stressors

tRNA modifications dynamically respond to changes in the environment including oxidative and
hypoxic conditions, ultraviolet radiation (UVR), and extreme growth temperatures. These stressors
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impact the tRNA epitranscriptome through two main modes: (1) directly, by reacting with modifications
already implemented into mature tRNAs, and/or (2) indirectly, by upregulating or inactivating
tRNA-modifying enzymes [49–51]. In both cases, it is now recognized that these cellular responses
modulate tRNA functionality and consequently, the efficiency of translational processes. The expanded
chemical functionality of selected tRNA modifications makes these molecules prone to direct interactions
with reactive chemical compounds that alter their structural and functional properties. As previously
mentioned, some bacterial tRNAs are thiolated at U8 or thiolated/selenated at U34. The location of
these thioketone or selenoketone moieties modulate the reactivity of the uridine base and its ability to
participate in the thiophilic addition of nucleophiles, Michael addition, oxidation, and cycloaddition
reactions (Figure 4) [52–57]. In some cases, these characterized reactions have been exploited as
experimental tools to improve detection of modified bases [58,59].
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Figure 4. Direct reactions involving thiouridines. (A) Alkylation reactions of reactive thiols are shown
through (i) thiol-Michael addition of s4U with N-methylmaleimide (NEM) [56] and (ii) nucleophilic
substitution with iodoacetamide (IAA) [57]; (B) Oxidation of s2U with hydrogen peroxide yields the
formation of (i) 4-pyrimidinone under mildly acidic conditions and (ii) uridine under mildly basic
conditions [53]; (C) Oxidation of s4U with sodium periodate (NaIO4) leads to the formation of U [49];
(D) UV radiation promotes the radical-catalyzed cycloaddition reaction of s4U and C [52].

3.2.1. Chemical stressors

Thioketone moieties within s-tRNAs are highly reactive towards a variety of alkylating and
oxidizing agents. The tautomerization of thioketones allows for facile addition of Michael acceptors
(Figure 4Ai). This reaction has been exploited in fluorescent labeling of tRNA to probe dynamic
events in translation [60]. In the presence of the alkylating agent iodoacetamide (IAA), a nucleophilic
substitution results in the attachment of a carboxyamidomethyl group to C4 of s4U (Figure 4Aii).
This chemical derivatization amplifies the signal of s4U when detected using mass spectrometric
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methods and metabolic RNA sequencing technologies [57]. Likewise, the reactivity of s4U has been
explored in the TimeLapse-seq method as it introduces U-to-C mutations into newly synthesized RNA
transcripts via treatment of s4U with 2,2,2-trifluoroethylamine (TFEA) and meta-chloroperoxybenzoic
acid (mCPBA) to form cytidine analogs [61]. Though these reactions were mainly characterized
in vitro, in vivo analyses demonstrate that the effects of these agents on the tRNA epitranscriptome
are not limited to s2U and s4U modifications. For instance, exposure of E. coli and S. cerevisiae cells
to the alkylating agent methyl methanesulfonate (MMS) resulted in methylation of a percentage of
guanosines and adenosines in E. coli, and increased levels of m7G production in S. cerevisiae [51,62].

The oxidative desulfurization of thionucleosides is a well-documented, direct mode of regulation.
Earlier studies of E. coli tRNA with various chemical reagents showed that hydrogen peroxide, cyanogen
bromide, and sodium periodate (NaIO4) reacted extensively with the thionucleosides s4U, ms2i6A,
2-thiocytidine (s2C), and mnm5s2u [49]. In the presence of potassium permanganate or periodate, s4U is
rapidly oxidized to uridine 4-sulfonate. This intermediate is susceptible to participation in further
nucleophilic substitution reactions and yields a variety of products, including the formation of cytosine
or reversion back to uridine (Figure 4C) [54,55]. The reactivity of s-tRNAs varies with the position
of this substitution and its location within the overall tertiary structure of the tRNA. The kinetics of
hydrogen peroxide reactions indicate that s4U decays three times faster than mnm5s2u in E. coli tRNA,
while 2-thioribothymidine (s2T54) tRNA decay was 500-fold slower than s4U in T. thermophilus [63].
Remarkably, the reactivity of these modified bases is distinct when comparing isolated nucleotides
with folded and denatured tRNAs, indicating that the overall structure of the tRNA and stacking of
s-modified bases control their reactivity against hydrogen peroxide. Sochaka et al. found that under
mildly acidic conditions, dethiolation results in the formation of the 4-pyrimidinone (H2U) nucleoside
(Figure 4Bi), whereas under mildly basic conditions, s2U reverts to unmodified U (Figure 4Bii) [53].

Oxidative stress can indirectly modulate the tRNA epitranscriptome by promoting the expression
of certain tRNA-modifying enzymes. For instance, in S. cerevisiae, hydrogen peroxide exposure
yields a significant increase in m5C34, 2′-O-methylcytidine (Cm32) and N2,N2-dimethylguanosine
(m2

2G26) [51]. The observed increase in m5C is linked to the codon-biased translation of UUG-enriched
mRNAs, such as the ribosomal protein Rp122a [64]. In the Gram-negative bacterium Pseudomonas
aeruginosa, hydrogen peroxide improves translation of Phe/Asp enriched mRNAs, such as the catalase
genes, katA and katB, by increasing the TrmB-mediated m7G [65]. Likewise, in the phytopathogenic
fungus Colletotrichum lagenarium, the lack of the trmB ortholog, aph1, increases the sensitivity of this
organism to hydrogen peroxide stress and causes impaired growth, potentially assigning a role for
m7G in stress tolerance [66]. Furthermore, inactivation of P. aeruginosa TrmJ, the enzyme responsible
for 2-O’-methylation of adenosine (Am), uridine (Um) and Cm at position 32 of tRNA, decreases
expression of catalase genes in pathways involving OxyR regulation [67]. Thus, it is proposed that
2-O’-methylation at position 32 augments protective stress responses during oxidative challenge.

Indirect regulation of the tRNA epitranscriptome is easily achieved through direct reactions of
environmental stressors with tRNA-modifying enzymes and their associated cofactors. The effects of
oxidative stress are diverse and affect tRNA modifications via distinct routes. For example, tRNA-
modifying enzymes that contain Fe-S clusters are direct targets of oxidative stress, leading to inactivation
of their metal clusters and consequently, downregulation of their associated modifications. In Salmonella
enterica, oxidative stress inactivates MiaB, as well as components of Fe-S cluster biosynthesis.
These inactivations result in a decrease of ms2i6A and 2-methylthio-N6-(cis-hydroxyisopentenyl)
adenosine (ms2io6A), altering translational capacity [50]. Conversely, the Fe-S tRNA-modifying
enzyme, TtcA, is associated with the peroxide stress response in P. aeruginosa. Inactivation of ttcA results
in hypersensitivity towards hydrogen peroxide and hypochlorite treatments [68]. TtcA catalyzes the
thiolation of C32 on tRNAArg1 (s2C32), a rare modification that restricts codon recognition and improves
aminoacylation [69]. The [4Fe-4S] cluster of TtcA is critical for its function and highly susceptible to
damage by ROS. Interestingly, ttcA mRNA expression levels increase 13-fold upon hydrogen peroxide
challenge through a transcriptional response involving the OxyR regulator. Moreover, the activity
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of TtcA is associated with the accumulation of KatA [68]. Although hydrogen peroxide challenge
directly inactivates TtcA, it is possible that higher expression levels of this enzyme is a compensatory
mechanism. In this model, higher levels of TtcA expression may guarantee enough basal synthesis of
s2C-modified tRNA to mediate cellular responses against hydrogen peroxide stress.

3.2.2. Respiratory Stressors

Differential accumulation of tRNA modifications is observed in organisms that thrive in both
aerobic and anaerobic growth conditions. In response to hypoxia, Mycobacterium bovis BCG undergoes
tRNA reprogramming and codon-biased translation that results in the expression of stress response
proteins. The onset of hypoxia increases uridine 5-oxyacetic acid (cmo5U34) found in tRNAThr(UGU)

and increases translation of transcripts enriched in ACG cognate codons, including the master regulator
of hypoxia-induced bacteriostasis, DosR [24]. This finding supports the idea of a highly coordinated
system of codon-biased mRNAs. Variations in the tRNAome and anticodon modifications are proposed
to distinguish synonymous decoding events as mechanisms for regulating the expression of stress
response proteins at the translational level [24,70].

In Salmonella typhimurium, the hydroxylation of the isopentenyl side chain of ms2i6A to ms2io6A
is contingent on aerobic growth conditions. A rapid shift from anaerobic to aerobic respiration results
in a 5-fold increase in ms2io6A with a concomitant decrease in ms2i6A, while leaving the levels of
other thionucleosides such as s2U, s4U, and s2C unaffected [71]. The conversion of ms2i6A to ms2io6A
is catalyzed by the non-heme, diiron, and O2-dependent monooxygenase, MiaE [72]. Contrary to
expectations, inactivation of miaE does not cause delays in growth rate when transitioning from
anaerobic to aerobic respiration, ruling out the function of this modification as a sensor of aerobic
metabolism. Strikingly, miaE knockout strains display defects in central metabolites such as TCA- cycle
intermediates, deficiencies of which are associated with the ubiquinone pool. Interestingly, miaE and
consequently, ms2io6A, are only present in a subset of facultative anaerobes and are absent in many
organisms including E. coli and B. subtilis, and a substitute for the function of this modification in
metabolic response has yet to be identified in these species. Moreover, both E. coli and S. typhimurium
tRNAs accumulate Q under anaerobic growth conditions, while the Q-precursor, epoxyqueuosine
(oQ), accumulates during aerobic conditions. Changes in the levels of oQ to Q are attributed
to the dependence of oQ-reduction on the oxygen sensitive QueG, an Fe–S/cobalamin-dependent
enzyme [73–75]. Taken together, despite the range of phenotypes associated with the absence of these
modifications, the respiratory-dependent fluctuations in the levels of cmo5 U, ms2io6A, and oQ qualify
these modifications as markers of cellular oxygen requirements.

3.2.3. Temperature Stressors

Temperature is an important factor in the stability and reactivity of biomolecules. The adaptation
of these molecules in psychrophilic (cold-loving) and thermophilic (heat-loving) organisms is of
particular interest. At high temperatures, nucleic acids can undergo denaturation and subsequent
thermal degradation [76]. As a result, thermophilic organisms need to structurally stabilize their tRNAs
to prevent loss of functionality. One main adaptation is increasing the GC-content of tRNA to raise its
melting temperature [77,78]. Other stabilizing factors include the insertion of tRNA modifications,
the use of RNA-binding proteins, and the introduction of polyamines [79–81]. Post-transcriptional
modifications within the ribose and base of tRNA increase the melting temperature and stabilize its
structure at the higher end of the thermal spectrum. Simple tRNA modifications such as thiolations,
methylations, and even double methylations increase structural rigidity and thermal stability of tRNAs.

In extreme-thermophiles and hyper-thermophiles, double methylated nucleosides such as
N2,2′-O-dimethylguanosine (m2Gm26), N2,N2,2′-O-trimethylguanosine (m2

2Gm26) and N4-acetyl-2′-
O-methylcytidine (ac4Cm34) are effective in blocking temperature-induced hydrolytic damage of tRNA.
The proposed mechanism for this protective role is attributed to O-methylation, which inactivates
the reactive 2′-OH groups, thereby preventing nucleophilic attack onto neighboring phosphodiester
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bonds. ac4Cm prevents temperature-induced hydrolytic cleavage of tRNA by contributing to the
formation of a stable helix and promoting a C3′-endo conformation of the adjacent ribose [82–84].
Additionally, s2T54, a thermophile-specific modified nucleoside, increases the melting temperature of
tRNA by 3◦C and stabilizes the overall tRNA structure at high temperatures [63,85]. In T. thermophilus,
increasing cultivation temperature correlates with higher levels of s2T and consequently, higher melting
temperatures of tRNA [86].

In the hyperthermophile Thermococcus kodakarensis, mutant strains lacking archaeosine (G+15),
N1-methyladenosine (m1A58) or 1-methylinosine (m1I57) are thermosensitive. The decreased melting
temperature of their associated tRNA suggests that these modifications are relevant for growth at
elevated temperatures [87]. Modifications such as pseudouridine (ψ) also contribute to higher nucleic
acid thermostability. In the anticodon stem loop of E. coli tRNALys, modification of U39 toψ39 increases
the melting temperature by 5 ◦C and improves base stacking, while strengthening the base pair with
A31 [88]. Likewise, an E. coli strain lacking the non-essential ψ55 is less resistant to thermal stress,
suggesting that modifications to tRNA that improve structural stability at higher temperatures is not a
feature exclusive to thermophiles [89].

Though modifications like s2T and 2′O-methylations are directly involved in heat resistance,
other modifications indirectly impact the level of thermoprotective modifications. For example, in T.
thermophilus, m1A is required for s2T incorporation both in vitro and in vivo. Inactivation of tRNA
m1A-methyltransferase, TrmI, leads to undetectable levels of m1A and reduces the levels of s2T to only
15% of wild type levels. Additionally, the T. thermophilus ∆trmI strain is unable to grow at 80 ◦C and
tRNA isolated from this mutant strain displays a lower melting temperature [90]. Another example of
indirect effect is m7G. Lack of this modification leads to severe growth defects at 80 ◦C and decreases
melting temperatures and half-lives of tRNA as a result of hypomodifications at several positions.
This finding suggests that m7G may serve as a prerequisite for other modifications harboring functions
in heat stress adaptation [91]. Identification of specific nucleosides that contribute to the stability of
tRNA can be quite challenging due to the complexity and sequentiality of modification networks.

Similar to extremely hot habitats, cold temperature environments are challenging for organisms
due to key barriers such as decreased membrane fluidity, reduced enzyme activity, and metabolism
depression [92–94]. For psychrophilic organisms, an increase in the structural flexibility of biomolecules
is the most common mechanism of adaptation. Although the mechanism underlying how tRNA
adjusts to low temperatures is not well understood, the psychrophilic shrimp Euphausia superba
has a decreased tRNA GC-content that allows for increased structural flexibility [95]. Similarly,
post-transcriptional modifications such as dihydrouridine (D) and ψ play important roles during
psychrophilic adaptation. Dihydrouridine is the only tRNA modification that cannot stack with other
bases and employs the C2′- endo sugar pucker usually observed at lower temperatures. As a result,
tRNA regions enriched in D are more flexible [96–99]. Likewise, ψ also contributes to the flexibility and
functionality of tRNA at low temperatures. Lack ofψ55 in T. thermophilus results in a growth retardation
at lower cultivation temperatures, supporting the idea that its absence enhances the incorporation of
modifications conferring structural rigidity and thermostability [100].

The tRNA-modifying enzyme TrmE plays a significant role in cold adaptation in the psychrophile
Pseudomonas syringae [101]. Inactivation of trmE in P. syringae leads to growth defects in cells cultured
at 4 ◦C, but not at higher temperatures (22 ◦C). In this organism, a decrease in culture temperature
increases the expression levels of trmE, suggesting possible transcriptional control by a cold-inducible
regulator. The E. coli TrmE ortholog, MnmE, is a GTPase involved in the biosynthesis of mnm5 s2U
tRNA [102]. The GTPase activity of P. syringae TrmE has recently been demonstrated to be temperature
dependent, with the enzyme becoming inactive at 30 ◦C [103]. The tRNA modifying role of TrmE
during cold stress, although expected, remains to be experimentally validated.
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3.2.4. UV Radiation Stressors

The effects of UVR have long been known to affect translational processes leading to growth
arrest in bacteria. The energy emitted by UVC and UVB radiation damages cells by inducing ssDNA
breaks and cyclobutane dimers [104,105]. UVR-induced alterations cause oxidative damage to essential
biomolecules in Pseudomonas sp. and Acinetobacter spp., including proteins and nucleic acids [106].
In E. coli, moderate levels of UVA exposure results in a precipitous decrease in s-tRNA modifications
such as s2C, s4U, mnm5s2U, carboxymethylaminomethyl-2-thiouridine (cmnm5s2U34), and ms2i6A.
UVR directly destabilizes the tRNA tertiary structure, leading to secondary oxidation reactions of
otherwise exposed bases. Accumulation of 8-oxoguanosine (8-oxo-rG) is proposed to be an indirect
side effect of UVR exposure and is associated with the loss of mnm5s2U. An E. coli mutant strain
lacking the mnm5s2U-modifying enzyme, TrmU, shows markedly higher levels of 8-oxo-rG when
compared to the wild-type. This finding proposes that mnm5s2U exerts protective effects on tRNAs
when faced with harmful oxidizing agents, since this modification is known to stably wobble base
with G-ending codons [107].

In response to the demand imposed by harmful UVR, various Bacillus spp. such as B. subtilis,
B. anthracis and B. cereus have developed protective mechanisms allowing them to form spores that
are 10 to 50 times more resistant to this condition [108,109]. In B. subtilis, the synthesis of s4U-tRNA
involves the synchronous efforts of dedicated enzymes [110]. It has been long documented that
exposure of s4U-modified tRNA to UVR forms a covalent crosslink adduct with the neighboring
cytosine 13 (Figure 4D). tRNAs containing these adducts display altered conformations and induce
the stringent response [52]. In E. coli, UV-illuminated, s4U-photocrosslinked tRNAPhe and tRNAPro

impair the ability of these tRNAs to be charged by their corresponding aaRSs by more than 25-fold [20].
These uncharged tRNAs are then ushered to the A-site of the ribosome where protein synthesis
stalls and a growth delay is observed [111,112]. This phenotype is exacerbated due to the fact that
ribosome stalling also triggers the synthesis of ppGpp, abrogating the production of stable RNA and
yielding a growth lag [113]. In S. typhimurium, UV-induced damage to s4U is proposed to elicit this
response via two routes; (i) inducing the synthesis of the relA-dependent stringency factor, ppGpp
and, (ii) increasing dinucleotide production as a result of perturbed s4U interactions with specific
aaRSs, with concomitant ApppGpp accumulation. Increased levels of ppGpp and ApppGpp then act
as secondary messengers for the expression of specific proteins known to increase cell survival [111].
The reactivity of s4U-modified tRNA provides a clear example of tRNA modifications serving as direct
sensors of UV radiation that contribute to bacterial protective cellular responses.

4. Pathogenicity, Virulence and Antibiotic Targeting

The pivotal role of modified tRNA species in microbial translation makes these molecules
attractive targets for the development of antibiotics. While many tRNA modifications and their
corresponding biosynthetic enzymes are universally conserved in all three domains of life, others are
conserved only among bacteria. Despite the ubiquitous nature of these modifications, very few
are actually essential in bacteria [114], effectively limiting the range of biosynthetic enzymes that
can be used as antibiotic targets. The tRNA methyltransferase D (TrmD) is under investigation as
one of these possible targets [115]. TrmD catalyzes the methylation of guanine at position 37 of
some tRNAs to form 1-methylguanosine (m1G), a modification that prevents frameshifting at the
A-site of the ribosome [116–118]. TrmD orthologs are essential in various human pathogens such as
Salmonella enterica serovar typhimurium (hereafter Salmonella), P. aeruginosa, Streptococcus pneumoniae,
and E. coli, as well as non-pathogenic model organisms, like B. subtilis [115,119–121]. In E. coli and
Salmonella, a decrease in m1G levels impairs the translation of membrane proteins involved in bacterial
multidrug resistance and thus, sensitizes these bacteria to multiple classes of antibiotics [122]. With the
increasing resistance of P. aeruginosa to antibiotics, a recent advance in determining the crystal structure
and catalytic mechanism of P. aeruginosa TrmD represents a step in the right direction. A complete
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understanding of the unique reaction mechanisms these enzymes employ is necessary for upstream
application using tRNA-modification machinery as antimicrobial therapeutic targets [117].

The identification of conserved tRNA-modifying enzymes in various pathogens provides a
platform for many groups to test the efficacy of this model and to catalog the associated phenotypic
effects on strain physiology. The foodborne pathogen, S. enterica, uses GidA/MnmE to create the fully
modified mnm5s2U [123]. In a GidA/MnmE null background, S. enterica’s ability to infiltrate intestinal
epithelial cells is reduced by 1000-fold, drastically affecting pathogenicity [124]. Gram-negative
pathogens, such as Shigella flexneri, require not one, but two post-transcriptional modifications for
adequate expression of their virulence factor proteins. In this case, ms2i6A is required for the expression
of the virF gene, a virulence transcription factor regulator implicated in S. flexneri pathogenesis.
The absence of this modification results in poor translation of virF mRNA and reduces expression of
other virulence genes [125]. These findings are concurrent with a characteristic role of modifications at
position A37 and their role in reading frame maintenance and translational efficiency. In addition to
the ms2i6A modification, the elaborate Q modification was later shown to have a substantial impact on
S. flexneri cell growth and pathogenicity. Hence, the absence of both of these modifications substantially
reduces virulence and S. flexneri replicative competency [126]. Taken together, these results imply that
the absence of mnm5 s2U, ms2i6A alone, or in tandem with Q, have a deleterious effect on non-typhi
Salmonella and S. flexneri virulence, making these modifications appealing candidates for the clinical
interruption of microbial pathogenesis.

Pathogen-linked tRNA modifications have not only been investigated for their potential
antimicrobial properties, but the reduced virulence phenotypes associated with hypomodification holds
great potential in live-attenuated vaccine development. This method relies on the creation of attenuated
live vaccines from populations of pathogenic bacteria that possess genetically engineered reduced
virulence genotypes. These genetic variants can then astimulate an adequate humoral response from
the host without the side effects of an established bacterial infection. This model is being explored in
the Gram-positive pathogen Streptococcus pyogenes, the etiological agent of diseases such as necrotizing
fasciitis, scarlet fever, and many more alike. Infectious strains of S. pyogenes lacking the aforementioned
GidA/MnmE mnm5s2U-modifying enzymes exhibited a global reduction in the expression of certain
virulence factors, while also being able to elicit a host immune response [127]. The same strategy is
being employed in S. enterica using a GidA deficient strain to produce lower virulence strains for
prophylactic host treatment and protection [128]. These new methods of exploiting bacterial tRNA
modifications as a route of virulence control may provide a potential link between the realms of basic
scientific research and clinical application.

5. Discussion and Concluding Remarks

Modified tRNAs have classically been regarded as the unchanging mediators of translation,
as well as determinants for efficient and accurate aminoacylation. However, mounting evidence
allows for reexamination of their potential roles as sensors, markers, or regulators of cellular status.
Many modification levels fluctuate based on nutrient availability, growth temperature, oxidative stress,
and exposure to UV light (Figure 3). These changes are a result of direct interactions with specific
stressors or the indirect outcomes of altered regulation of biosynthetic enzymes at the transcriptional
and post-translational levels.

Dynamic changes in the tRNA epitranscriptome grant significant regulatory potential to modified
nucleotides in cellular stress responses and translational reprogramming. The idea that modified
tRNAs assume regulatory roles provides a fascinating model that defies previously established canon
concerning the use of tRNA exclusively during translation. These assumptions allow us to envision a
scenario where these chemical moieties take a front seat role in dictating the flux of metabolism in
response to external stimuli. These assumptions are highlighted in the E. coli regulatory model where
ms2i6A levels are coupled with iron homeostasis through a series of sequential and interconnected
processes, presumably instigated and mediated by ms2i6A production. The direct reactivity of tRNA
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modifications with specific stressors suggests that they can be used as biomarkers for exposure. In yeast,
hydrogen peroxide exposure consistently increases the levels of m5C, Cm, and m2

2G, while MMS
exposure exerts the same effects on the levels of m7G. While these accumulating modified species do
not appear to be an integral part of any sensory or response pathway, these modification profiles may
serve as markers of global metabolic status.

Understanding the importance of tRNA modifications in mediating stress responses and self-
defense pathways affords a basis for broad use in basic science and clinical application. Based on
growing evidence, targeting tRNA-modifying pathways in human pathogens offers a strategy to
combat microbial infection. While tRNA modifications clearly have a more sizable role in regulating
cell growth and participating in molecular signaling, they are still one of many intersecting and
complex processes that must be taken into consideration when making generalized statements about
the cell’s response to suboptimal metabolic events. Ongoing investigations will continue to uncover
the mechanisms by which modifications are able to respond to cellular stressors and potentially tune
metabolic processes at the epigenetic and translational levels.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4425/11/8/907/s1,
Table S1. tRNA modifications with corresponding positions and varying types of stressors that affect each respective
modification level.
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Biophys. Res. Commun. 1969, 37, 266–271. [CrossRef]

http://dx.doi.org/10.1126/science.185.4149.435
http://www.ncbi.nlm.nih.gov/pubmed/4601792
http://dx.doi.org/10.1038/250546a0
http://www.ncbi.nlm.nih.gov/pubmed/4602655
http://dx.doi.org/10.1261/rna.2030705
http://www.ncbi.nlm.nih.gov/pubmed/15811913
http://dx.doi.org/10.1073/pnas.1814130116
http://www.ncbi.nlm.nih.gov/pubmed/30622183
http://dx.doi.org/10.1128/JB.02625-14
http://www.ncbi.nlm.nih.gov/pubmed/25825430
http://dx.doi.org/10.1021/bi00066a002
http://dx.doi.org/10.1016/j.cell.2013.06.043
http://dx.doi.org/10.7554/eLife.44795
http://dx.doi.org/10.1021/bi00752a024
http://dx.doi.org/10.1093/nar/gkv980
http://dx.doi.org/10.1093/nar/gkz063
http://www.ncbi.nlm.nih.gov/pubmed/30715423
http://dx.doi.org/10.1016/S0022-2836(02)00382-0
http://dx.doi.org/10.1111/j.1432-1033.1976.tb10289.x
http://www.ncbi.nlm.nih.gov/pubmed/819260
http://dx.doi.org/10.1093/nar/10.8.2609
http://www.ncbi.nlm.nih.gov/pubmed/7043398
http://dx.doi.org/10.1038/sj.emboj.7601553
http://dx.doi.org/10.1042/bj1430285
http://dx.doi.org/10.1128/JB.186.22.7626-7634.2004
http://dx.doi.org/10.1371/journal.pgen.1001247
http://dx.doi.org/10.1016/0006-291X(69)90729-3


Genes 2020, 11, 907 16 of 19

53. Sochacka, E.; Bartos, P.; Kraszewska, K.; Nawrot, B. Desulfuration of 2-thiouridine with hydrogen peroxide
in the physiological pH range 6.6–7.6 is pH-dependent and results in two distinct products. Bioorgan. Med.
Chem. Lett. 2013, 23, 5803–5805. [CrossRef] [PubMed]

54. Yano, M.; Hayatsu, H. Permanganate oxidation of 4-thiouracil derivatives: Isolation and properties of
1-substituted 2-pyrimidone 4-sulfonates. Biochim. Biophys. Acta BBA Nucleic Acids Protein Synth. 1970, 199,
303–315. [CrossRef]

55. Ziff, E.B.; Fresco, J.R. Chemical transformation of 4-thiouracil nucleosides to uracil and cytosine counterparts.
J. Am. Chem. Soc. 1968, 90, 7338–7342. [CrossRef] [PubMed]

56. Nair, D.P.; Podgórski, M.; Chatani, S.; Gong, T.; Xi, W.; Fenoli, C.R.; Bowman, C.N. The Thiol-Michael
Addition Click Reaction: A Powerful and Widely Used Tool in Materials Chemistry. Chem. Mater. 2014, 26,
724–744. [CrossRef]

57. Herzog, V.A.; Reichholf, B.; Neumann, T.; Rescheneder, P.; Bhat, P.; Burkard, T.R.; Wlotzka, W.; von Haeseler, A.;
Zuber, J.; Ameres, S.L. Thiol-linked alkylation of RNA to assess expression dynamics. Nat. Methods 2017, 14,
1198–1204. [CrossRef]

58. Wang, J.; Shang, J.; Qin, Z.; Tong, A.; Xiang, Y. Selective and sensitive fluorescence “turn-on” detection of
4-thiouridine in nucleic acids via oxidative amination. Chem. Commun. 2019, 55, 13096–13099. [CrossRef]

59. Zheng, C.; Black, K.A.; Dos Santos, P.C. Diverse Mechanisms of Sulfur Decoration in Bacterial tRNA and
Their Cellular Functions. Biomolecules 2017, 7, 33. [CrossRef]

60. Blanchard, S.C.; Kim, H.D.; Gonzalez, R.L.; Puglisi, J.D.; Chu, S. tRNA dynamics on the ribosome during
translation. Proc. Natl. Acad. Sci. USA 2004, 101, 12893–12898. [CrossRef]

61. Schofield, J.A.; Duffy, E.E.; Kiefer, L.; Sullivan, M.C.; Simon, M.D. TimeLapse-seq: Adding a temporal
dimension to RNA sequencing through nucleoside recoding. Nat. Methods 2018, 15, 221–225. [CrossRef]

62. Reichle, V.F.; Weber, V.; Kellner, S. NAIL-MS in E. coli Determines the Source and Fate of Methylation in
tRNA. ChemBioChem 2018, 19, 2575–2583. [CrossRef] [PubMed]

63. Watanabe, K. Reactions of 2-thioribothymidine and 4-thiouridine with hydrogen peroxide in transfer
ribonucleic acids from Thermus thermophilus and Escherichia coli as studied by circular dichroism. Biochemistry
1980, 19, 5542–5549. [CrossRef] [PubMed]

64. Chan, C.T.Y.; Pang, Y.L.J.; Deng, W.; Babu, I.R.; Dyavaiah, M.; Begley, T.J.; Dedon, P.C. Reprogramming
of tRNA modifications controls the oxidative stress response by codon-biased translation of proteins.
Nat. Commun 2012, 3, 937. [CrossRef] [PubMed]

65. Thongdee, N.; Jaroensuk, J.; Atichartpongkul, S.; Chittrakanwong, J.; Chooyoung, K.; Srimahaeak, T.;
Chaiyen, P.; Vattanaviboon, P.; Mongkolsuk, S.; Fuangthong, M. TrmB, a tRNA m7G46 methyltransferase,
plays a role in hydrogen peroxide resistance and positively modulates the translation of katA and katB
mRNAs in Pseudomonas aeruginosa. Nucleic Acids Res. 2019, 47, 9271–9281. [CrossRef]

66. Takano, Y.; Takayanagi, N.; Hori, H.; Ikeuchi, Y.; Suzuki, T.; Kimura, A.; Okuno, T. A gene involved in
modifying transfer RNA is required for fungal pathogenicity and stress tolerance of Colletotrichum lagenarium.
Mol. Microbiol. 2006, 60, 81–92. [CrossRef]

67. Jaroensuk, J.; Atichartpongkul, S.; Chionh, Y.H.; Wong, Y.H.; Liew, C.W.; McBee, M.E.; Thongdee, N.;
Prestwich, E.G.; DeMott, M.S.; Mongkolsuk, S.; et al. Methylation at position 32 of tRNA catalyzed by
TrmJ alters oxidative stress response in Pseudomonas aeruginosa. Nucleic Acids Res. 2016, 44, 10834–10848.
[CrossRef]

68. Romsang, A.; Duang-nkern, J.; Khemsom, K.; Wongsaroj, L.; Saninjuk, K.; Fuangthong, M.; Vattanaviboon, P.;
Mongkolsuk, S. Pseudomonas aeruginosa ttcA encoding tRNA-thiolating protein requires an iron-sulfur cluster
to participate in hydrogen peroxide-mediated stress protection and pathogenicity. Sci. Rep. 2018, 8, 11882.
[CrossRef]

69. Vangaveti, S.; Cantara, W.A.; Spears, J.L.; DeMirci, H.; Murphy, F.V.; Ranganathan, S.V.; Sarachan, K.L.;
Agris, P.F. A Structural Basis for Restricted Codon Recognition Mediated by 2-thiocytidine in tRNA Containing
a Wobble Position Inosine. J. Mol. Biol. 2020, 432, 913–929. [CrossRef]

70. Chan, C.; Pham, P.; Dedon, P.C.; Begley, T.J. Lifestyle modifications: Coordinating the tRNA epitranscriptome
with codon bias to adapt translation during stress responses. Genome Biol. 2018, 19, 228. [CrossRef]

71. Buck, M.; Ames, B.N. A modified nucleotide in tRNA as a possible regulator of aerobiosis: Synthesis of
cis-2-methyl-thioribosylzeatin in the tRNA of Salmonella. Cell 1984, 36, 523–531. [CrossRef]

http://dx.doi.org/10.1016/j.bmcl.2013.08.114
http://www.ncbi.nlm.nih.gov/pubmed/24064499
http://dx.doi.org/10.1016/0005-2787(70)90073-0
http://dx.doi.org/10.1021/ja01028a027
http://www.ncbi.nlm.nih.gov/pubmed/5725553
http://dx.doi.org/10.1021/cm402180t
http://dx.doi.org/10.1038/nmeth.4435
http://dx.doi.org/10.1039/C9CC06312A
http://dx.doi.org/10.3390/biom7010033
http://dx.doi.org/10.1073/pnas.0403884101
http://dx.doi.org/10.1038/nmeth.4582
http://dx.doi.org/10.1002/cbic.201800525
http://www.ncbi.nlm.nih.gov/pubmed/30328661
http://dx.doi.org/10.1021/bi00565a013
http://www.ncbi.nlm.nih.gov/pubmed/7006688
http://dx.doi.org/10.1038/ncomms1938
http://www.ncbi.nlm.nih.gov/pubmed/22760636
http://dx.doi.org/10.1093/nar/gkz702
http://dx.doi.org/10.1111/j.1365-2958.2006.05080.x
http://dx.doi.org/10.1093/nar/gkw870
http://dx.doi.org/10.1038/s41598-018-30368-y
http://dx.doi.org/10.1016/j.jmb.2019.12.016
http://dx.doi.org/10.1186/s13059-018-1611-1
http://dx.doi.org/10.1016/0092-8674(84)90245-9


Genes 2020, 11, 907 17 of 19

72. Mathevon, C.; Pierrel, F.; Oddou, J.-L.; Garcia-Serres, R.; Blondin, G.; Latour, J.-M.; Ménage, S.; Gambarelli, S.;
Fontecave, M.; Atta, M. tRNA-modifying MiaE protein from Salmonella typhimurium is a nonheme diiron
monooxygenase. Proc. Natl. Acad. Sci. USA 2007, 104, 13295–13300. [CrossRef] [PubMed]

73. Dowling, D.P.; Miles, Z.D.; Köhrer, C.; Maiocco, S.J.; Elliott, S.J.; Bandarian, V.; Drennan, C.L. Molecular basis
of cobalamin-dependent RNA modification. Nucleic Acids Res. 2016, 44, 9965–9976. [CrossRef] [PubMed]

74. Miles, Z.D.; McCarty, R.M.; Molnar, G.; Bandarian, V. Discovery of epoxyqueuosine (oQ) reductase reveals
parallels between halorespiration and tRNA modification. Proc. Natl. Acad. Sci. USA 2011, 108, 7368–7372.
[CrossRef] [PubMed]

75. Frey, B.; McCloskey, J.; Kersten, W.; Kersten, H. New function of vitamin B12: Cobamide-dependent reduction
of epoxyqueuosine to queuosine in tRNAs of Escherichia coli and Salmonella typhimurium. J. Bacteriol. 1988,
170, 2078–2082. [CrossRef] [PubMed]

76. Lindahl, T. Irreversible heat inactivation of transfer ribonucleic acids. J. Biol. Chem. 1967, 242, 1970–1973.
77. Dutta, A.; Chaudhuri, K. Analysis of tRNA composition and folding in psychrophilic, mesophilic and

thermophilic genomes: Indications for thermal adaptation. FEMS Microbiol. Lett. 2010, 305, 100–108.
[CrossRef]

78. Galtier, N.; Lobry, J.R. Relationships between Genomic G+C Content, RNA Secondary Structures, and Optimal
Growth Temperature in Prokaryotes. J. Mol. Evol. 1997, 44, 632–636. [CrossRef]

79. Turner, B.; Burkhart, B.W.; Weidenbach, K.; Ross, R.; Limbach, P.A.; Schmitz, R.A.; de Crécy-Lagard, V.;
Stedman, K.M.; Santangelo, T.J.; Iwata-Reuyl, D. Archaeosine Modification of Archaeal tRNA: Role in
Structural Stabilization. J. Bacteriol. 2020, 202. [CrossRef]

80. Swairjo, M.A.; Morales, A.J.; Wang, C.-C.; Ortiz, A.R.; Schimmel, P. Crystal structure of Trbp111:
A structure-specific tRNA-binding protein. EMBO J. 2000, 19, 6287–6298. [CrossRef]

81. Hamana, K.; Niitsu, M.; Matsuzaki, S.; Samejima, K.; Igarashi, Y.; Kodama, T. Novel linear and branched
polyamines in the extremely thermophilic eubacteria Thermoleophilum, Bacillus and Hydrogenobacter.
Biochem. J. 1992, 284, 741–747. [CrossRef]

82. Kowalak, J.A.; Dalluge, J.J.; McCloskey, J.A.; Stetter, K.O. The Role of Posttranscriptional Modification
in Stabilization of Transfer RNA from Hyperthermophiles. Biochemistry 1994, 33, 7869–7876. [CrossRef]
[PubMed]

83. Kumagai, I.; Watanabe, K.; Oshima, T. Thermally induced biosynthesis of 2′-O-methylguanosine in tRNA
from an extreme thermophile, Thermus thermophilus HB27. Proc. Natl. Acad. Sci. USA 1980, 77, 1922–1926.
[CrossRef] [PubMed]

84. McCloskey, J.A.; Graham, D.E.; Zhou, S.; Crain, P.F.; Ibba, M.; Konisky, J.; Söll, D.; Olsen, G.J.
Post-transcriptional modification in archaeal tRNAs: Identities and phylogenetic relations of nucleotides
from mesophilic and hyperthermophilic Methanococcales. Nucleic Acids Res. 2001, 29, 4699–4706. [CrossRef]
[PubMed]

85. Horie, N.; Hara-Yokoyama, M.; Yokoyama, S.; Watanabe, K.; Kuchino, Y.; Nishimura, S.; Miyazawa, T.
Two tRNA1Ile species from an extreme thermophile, Thermus thermophilus HB8: Effect of 2-thiolation of
ribothymidine on the thermostability of tRNA. Biochemistry 1985, 24, 5711–5715. [CrossRef]

86. Watanabe, K.; Shinma, M.; Oshima, T.; Nishimura, S. Heat-induced stability of tRNA from an extreme
thermophile, Thermus thermophilus. Biochem. Biophys. Res. Commun. 1976, 72, 1137–1144. [CrossRef]

87. Orita, I.; Futatsuishi, R.; Adachi, K.; Ohira, T.; Kaneko, A.; Minowa, K.; Suzuki, M.; Tamura, T.; Nakamura, S.;
Imanaka, T.; et al. Random mutagenesis of a hyperthermophilic archaeon identified tRNA modifications
associated with cellular hyperthermotolerance. Nucleic Acids Res. 2019, 47, 1964–1976. [CrossRef]

88. Durant, P.C.; Davis, D.R. Stabilization of the anticodon stem-loop of tRNALys,3 by an A+-C base-pair and by
pseudouridine11Edited by I. Tinoco. J. Mol. Biol. 1999, 285, 115–131. [CrossRef]

89. Booth, I.R.; O’Byrne, C.P.; Stansfield, I.; Kinghorn, S.M. Physiological analysis of the role of truB in Escherichia
coli: A role for tRNA modification in extreme temperature resistance. Microbiology 2002, 148, 3511–3520.

90. Shigi, N.; Suzuki, T.; Terada, T.; Shirouzu, M.; Yokoyama, S.; Watanabe, K. Temperature-dependent
Biosynthesis of 2-Thioribothymidine of Thermus thermophilus tRNA. J. Biol. Chem. 2006, 281, 2104–2113.
[CrossRef]

91. Tomikawa, C.; Yokogawa, T.; Kanai, T.; Hori, H. N7-Methylguanine at position 46 (m7G46) in tRNA from
Thermus thermophilus is required for cell viability at high temperatures through a tRNA modification network.
Nucleic Acids Res. 2010, 38, 942–957. [CrossRef]

http://dx.doi.org/10.1073/pnas.0704338104
http://www.ncbi.nlm.nih.gov/pubmed/17679698
http://dx.doi.org/10.1093/nar/gkw806
http://www.ncbi.nlm.nih.gov/pubmed/27638883
http://dx.doi.org/10.1073/pnas.1018636108
http://www.ncbi.nlm.nih.gov/pubmed/21502530
http://dx.doi.org/10.1128/JB.170.5.2078-2082.1988
http://www.ncbi.nlm.nih.gov/pubmed/3129401
http://dx.doi.org/10.1111/j.1574-6968.2010.01922.x
http://dx.doi.org/10.1007/PL00006186
http://dx.doi.org/10.1128/JB.00748-19
http://dx.doi.org/10.1093/emboj/19.23.6287
http://dx.doi.org/10.1042/bj2840741
http://dx.doi.org/10.1021/bi00191a014
http://www.ncbi.nlm.nih.gov/pubmed/7516708
http://dx.doi.org/10.1073/pnas.77.4.1922
http://www.ncbi.nlm.nih.gov/pubmed/6990416
http://dx.doi.org/10.1093/nar/29.22.4699
http://www.ncbi.nlm.nih.gov/pubmed/11713320
http://dx.doi.org/10.1021/bi00342a004
http://dx.doi.org/10.1016/S0006-291X(76)80250-1
http://dx.doi.org/10.1093/nar/gky1313
http://dx.doi.org/10.1006/jmbi.1998.2297
http://dx.doi.org/10.1074/jbc.M510771200
http://dx.doi.org/10.1093/nar/gkp1059


Genes 2020, 11, 907 18 of 19

92. Piette, F.; D’Amico, S.; Mazzucchelli, G.; Danchin, A.; Leprince, P.; Feller, G. Life in the Cold: A Proteomic
Study of Cold-Repressed Proteins in the Antarctic Bacterium Pseudoalteromonas haloplanktis TAC1255.
Appl. Environ. Microbiol. 2011, 77, 3881–3883. [CrossRef] [PubMed]

93. Jones, P.G.; Krah, R.; Tafuri, S.R.; Wolffe, A.P. DNA gyrase, CS7.4, and the cold shock response in Escherichia
coli. J. Bacteriol. 1992, 174, 5798–5802. [CrossRef] [PubMed]

94. Jones, S.L.; Drouin, P.; Wilkinson, B.J.; Morse, P.D. Correlation of long-range membrane order
with temperature-dependent growth characteristics of parent and a cold-sensitive, branched-chain-
fatty-acid-deficient mutant of Listeria monocytogenes. Arch. Microbiol. 2002, 177, 217–222. [CrossRef]
[PubMed]

95. Watanabe, K.; Asai, K.; Oshima, T.; Kuchino, Y. Chemical structure and thermal properties of initiator tRNA
from Euphausia sperba in comparison with those of other eucaryotic initiator tRNAs. J. Biochem. 1981, 90,
1259–1266. [CrossRef] [PubMed]

96. Dalluge, J.J.; Hashizume, T.; Sopchik, A.E.; McCloskey, J.A.; Davis, D.R. Conformational flexibility in RNA:
The role of dihydrouridine. Nucleic Acids Res. 1996, 24, 1073–1079. [CrossRef]

97. Edmonds, C.G.; Crain, P.F.; Gupta, R.; Hashizume, T.; Hocart, C.H.; Kowalak, J.A.; Pomerantz, S.C.;
Stetter, K.O.; McCloskey, J.A. Posttranscriptional modification of tRNA in thermophilic archaea
(Archaebacteria). J. Bacteriol. 1991, 173, 3138–3148. [CrossRef]

98. Dalluge, J.J.; Hamamoto, T.; Horikoshi, K.; Morita, R.Y.; Stetter, K.O.; McCloskey, J.A. Posttranscriptional
modification of tRNA in psychrophilic bacteria. J. Bacteriol. 1997, 179, 1918–1923. [CrossRef]

99. Noon, K.R.; Guymon, R.; Crain, P.F.; McCloskey, J.A.; Thomm, M.; Lim, J.; Cavicchioli, R. Influence of
Temperature on tRNA Modification in Archaea: Methanococcoides burtonii (Optimum Growth Temperature
[Topt], 23◦C) and Stetteria hydrogenophila (Topt, 95◦C). J. Bacteriol. 2003, 185, 5483–5490. [CrossRef]

100. Ishida, K.; Kunibayashi, T.; Tomikawa, C.; Ochi, A.; Kanai, T.; Hirata, A.; Iwashita, C.; Hori, H. Pseudouridine
at position 55 in tRNA controls the contents of other modified nucleotides for low-temperature adaptation
in the extreme-thermophilic eubacterium Thermus thermophilus. Nucleic Acids Res. 2011, 39, 2304–2318.
[CrossRef]

101. Singh, A.K.; Pindi, P.K.; Dube, S.; Sundareswaran, V.R.; Shivaji, S. Importance of trmE for growth of the
psychrophile Pseudomonas syringae at low temperatures. Appl. Environ. Microbiol. 2009, 75, 4419–4426.
[CrossRef]

102. Elseviers, D.; Petrullo, L.A.; Gallagher, P.J. Novel E. coli mutants deficient in biosynthesis of
5-methylaminomethyl-2-thiouridine. Nucleic Acids Res. 1984, 12, 3521–3534. [CrossRef] [PubMed]

103. Singh, A.K.; Shivaji, S. A cold-active heat-labile t-RNA modification GTPase from a psychrophilic bacterium
Pseudomonas syringae (Lz4W). Res. Microbiol. 2010, 161, 46–50. [CrossRef] [PubMed]

104. Lamola, A.A. Specific Formation of Thymine Dimers in DNA. Photochem. Photobiol. 1969, 9, 291–294.
[CrossRef] [PubMed]

105. Wang, C.I.; Taylor, J.S. Site-specific effect of thymine dimer formation on dAn.dTn tract bending and its
biological implications. Proc. Natl. Acad. Sci. USA 1991, 88, 9072–9076. [CrossRef]

106. Santos, A.L.; Moreirinha, C.; Lopes, D.; Esteves, A.C.; Henriques, I.; Almeida, A.; Domingues, M.R.M.;
Delgadillo, I.; Correia, A.; Cunha, Â. Effects of UV Radiation on the Lipids and Proteins of Bacteria Studied
by Mid-Infrared Spectroscopy. Environ. Sci. Technol. 2013, 47, 6306–6315. [CrossRef]

107. Sun, C.; Jora, M.; Solivio, B.; Limbach, P.A.; Addepalli, B. The Effects of Ultraviolet Radiation on Nucleoside
Modifications in RNA. ACS Chem. Biol. 2018, 13, 567–572. [CrossRef]

108. Stuy, J.H. Studies on the mechanism of radiation inactivation of micro-organisms III. Inactivation of
germinating spores of Bacillus Cereus. Biochim. Biophys. Acta 1956, 22, 241–246. [CrossRef]

109. Nicholson, W.L.; Munakata, N.; Horneck, G.; Melosh, H.J.; Setlow, P. Resistance of Bacillus Endospores to
Extreme Terrestrial and Extraterrestrial Environments. Microbiol. Mol. Biol. Rev. 2000, 64, 548–572. [CrossRef]

110. Rajakovich, L.J.; Tomlinson, J.; Santos, P.C.D. Functional Analysis of Bacillus subtilis Genes Involved in the
Biosynthesis of 4-Thiouridine in tRNA. J. Bacteriol. 2012, 194, 4933–4940. [CrossRef]

111. Kramer, G.F.; Baker, J.C.; Ames, B.N. Near-UV stress in Salmonella typhimurium: 4-thiouridine in tRNA,
ppGpp, and ApppGpp as components of an adaptive response. J. Bacteriol. 1988, 170, 2344–2351. [CrossRef]

112. Thiam, K.; Favre, A. Role of the stringent response in the expression and mechanism of near-ultraviolet
induced growth delay. Eur. J. Biochem. 1984, 145, 137–142. [CrossRef] [PubMed]

http://dx.doi.org/10.1128/AEM.02757-10
http://www.ncbi.nlm.nih.gov/pubmed/21478318
http://dx.doi.org/10.1128/JB.174.18.5798-5802.1992
http://www.ncbi.nlm.nih.gov/pubmed/1325964
http://dx.doi.org/10.1007/s00203-001-0380-4
http://www.ncbi.nlm.nih.gov/pubmed/11907677
http://dx.doi.org/10.1093/oxfordjournals.jbchem.a133590
http://www.ncbi.nlm.nih.gov/pubmed/7040353
http://dx.doi.org/10.1093/nar/24.6.1073
http://dx.doi.org/10.1128/JB.173.10.3138-3148.1991
http://dx.doi.org/10.1128/JB.179.6.1918-1923.1997
http://dx.doi.org/10.1128/JB.185.18.5483-5490.2003
http://dx.doi.org/10.1093/nar/gkq1180
http://dx.doi.org/10.1128/AEM.01523-08
http://dx.doi.org/10.1093/nar/12.8.3521
http://www.ncbi.nlm.nih.gov/pubmed/6427754
http://dx.doi.org/10.1016/j.resmic.2009.11.002
http://www.ncbi.nlm.nih.gov/pubmed/19944148
http://dx.doi.org/10.1111/j.1751-1097.1969.tb07292.x
http://www.ncbi.nlm.nih.gov/pubmed/5772779
http://dx.doi.org/10.1073/pnas.88.20.9072
http://dx.doi.org/10.1021/es400660g
http://dx.doi.org/10.1021/acschembio.7b00898
http://dx.doi.org/10.1016/0006-3002(56)90146-9
http://dx.doi.org/10.1128/MMBR.64.3.548-572.2000
http://dx.doi.org/10.1128/JB.00842-12
http://dx.doi.org/10.1128/JB.170.5.2344-2351.1988
http://dx.doi.org/10.1111/j.1432-1033.1984.tb08532.x
http://www.ncbi.nlm.nih.gov/pubmed/6208028


Genes 2020, 11, 907 19 of 19

113. Favre, A.; Hajnsdorf, E.; Thiam, K.; Caldeira de Araujo, A. Mutagenesis and growth delay induced in
Escherichia coli by near-ultraviolet radiations. Biochimie 1985, 67, 335–342. [CrossRef]

114. Persson, B.C.; Gustafsson, C.; Berg, D.E.; Björk, G.R. The gene for a tRNA modifying enzyme,
m5U54-methyltransferase, is essential for viability in Escherichia coli. Proc. Natl. Acad. Sci. USA 1992, 89,
3995–3998. [CrossRef] [PubMed]

115. Jaroensuk, J.; Wong, Y.H.; Zhong, W.; Liew, C.W.; Maenpuen, S.; Sahili, A.E.; Atichartpongkul, S.; Chionh, Y.H.;
Nah, Q.; Thongdee, N.; et al. Crystal structure and catalytic mechanism of the essential m1G37 tRNA
methyltransferase TrmD from Pseudomonas aeruginosa. RNA 2019, 25, 1481–1496. [CrossRef] [PubMed]
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