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ABSTRACT

Chemical modifications of transfer RNA (tRNA) molecules are evolutionarily well conserved and critical for translation and tRNA
structure. Little is known how these nucleoside modifications respond to physiological stress. Using mass spectrometry and
complementary methods, we defined tRNA modification levels in six yeast species in response to elevated temperatures. We
show that 2-thiolation of uridine at position 34 (s2U34) is impaired at temperatures exceeding 30°C in the commonly used
Saccharomyces cerevisiae laboratory strains S288C and W303, and in Saccharomyces bayanus. Upon stress relief, thiolation
levels recover and we find no evidence that modified tRNA or s2U34 nucleosides are actively removed. Our results suggest that
loss of 2-thiolation follows accumulation of newly synthesized tRNA that lack s2U34 modification due to temperature
sensitivity of the URM1 pathway in S. cerevisiae and S. bayanus. Furthermore, our analysis of the tRNA modification pattern in
selected yeast species revealed two alternative phenotypes. Most strains moderately increase their tRNA modification levels in
response to heat, possibly constituting a common adaptation to high temperatures. However, an overall reduction of
nucleoside modifications was observed exclusively in S288C. This surprising finding emphasizes the importance of studies that
utilize the power of evolutionary biology, and highlights the need for future systematic studies on tRNA modifications in
additional model organisms.
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INTRODUCTION

Transfer RNA (tRNA) is critical for translation by linking the
codon of the messenger RNA (mRNA) to the appropriate
amino acid (Crick et al. 1957). Interestingly, all tRNA mole-
cules feature post-transcriptional chemical modifications,
some of which are highly conserved throughout all domains
of life (Grosjean 2009; Grosjean et al. 2014). To date, ∼110
RNA modifications have been reported, and among the
42 tRNA species found in yeast, 25 modifications occur at
36 individual nucleotide positions (Phizicky and Hopper
2010). The greatest diversity of modified nucleotides is found
at the anticodon loop positions 34 and 37—two nucleotides
that are critical for decoding and maintenance of the transla-
tional reading frame (Helm and Alfonzo 2014). Furthermore,
some modifications at the tRNA core affect the stability of
specific tRNA species, whereas only minor effects are seen
on other tRNAs (Phizicky and Alfonzo 2010).

Little is known about the regulation of tRNA modifica-
tions and how they respond to external factors. Certain nu-
cleoside methylations were reported to increase upon
chemical stress, whichmight indicate a need for tighter struc-
tural rigidity (Chan et al. 2010, 2012). Moreover, it has been
proposed that tRNAmodification changes might affect trans-
lation in response to stress (Begley et al. 2007; Chan et al.
2010, 2012; Bauer et al. 2012; Laxman et al. 2013). An inter-
esting example is uridine at position 34 (U34), which pairs
with the wobble base of the codon. In isoacceptors tEUUC,
tKUUU, and tQUUG, U34 is modified to 5-methoxycarbonyl-
methyl-2-thiouridine (mcm5s2U). The mcm5s2U modi-
fication is generated through the concerted action of the
elongator (ELP) pathway, which is required for formation
of the mcm5 side chain, and the URM1 pathway that is es-
sential for 2-thiolation (s2) (Huang et al. 2005, 2008; Björk
et al. 2007; Nakai et al. 2008; Schlieker et al. 2008; Leidel
et al. 2009; Noma et al. 2009). The physiological role of
mcm5s2U is not well established, although it is thought to
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stabilize codon–anticodon interactions (Grosjean 2009; Ro-
driguez-Hernandez et al. 2013), and yeast strains lacking
U34 modifications are sensitive to high temperatures and
chemical stress (Esberg et al. 2006; Leidel et al. 2009).
Studies that connect tRNA modifications to stress general-

ly apply harsh chemical treatments that are often incompat-
ible with cellular viability. This complicates the evaluation of
such a relationship and it is therefore desirable to analyze
physiological stress conditions. Moderate temperature stress
constitutes a key example of such a physiologically relevant
experimental setup. The effect of elevated temperatures is
well established on the transcriptional level in Saccharomyces
cerevisiae, where >1000 genes respond to temperature shifts
(Gasch et al. 2000). However, little attention has been paid
to genes that are required for tRNA modification. Further-
more, temperature-induced changes in the tRNA modifi-
cation landscape have not been extensively analyzed in
eukaryotes, although studies have been made in bacteria
and archaea (Agris et al. 1973; Watanabe et al. 1976; Kumagai
et al. 1980; Kowalak et al. 1994). This is surprising, as growth
at high temperature is associated with pathogenicity of yeast
(McCusker et al. 1994), and a detailed study of tRNA modi-
fications could potentially reveal mechanisms that facilitate
temperature tolerance.
Finally, the majority of studies in yeast utilize a few com-

mon laboratory strains of S. cerevisiae. These strains have
been domesticated and evolved in an environment that differs
markedly from their natural habitat (Liti et al. 2009). There-
fore, it is anopenquestionwhether such strainsmight respond
to environmental stress differently than yeasts that have not
evolved in the laboratory for thousands of generations.
To elucidate how cells respond to stress, we set out to

analyze how high temperatures affect tRNA modifications
in yeast. To this end, we quantitatively characterized nucleo-
side modification levels in six yeast species—S. cerevisiae,
Saccharomyces bayanus, Saccharomyces mikatae, Saccharomy-
ces paradoxus, Candida glabrata, and Schizosaccharomyces
pombe—at ambient and elevated temperatures. We used
reversed-phase ultraperformance liquid chromatography–
mass spectrometry (RP-UPLC–MS), affinity gel electropho-
resis, and Northern blots. This allowed us to establish the
first comparative inventory of tRNA modifications in several
yeast species. To our knowledge, this is the first comprehen-
sive evolutionary analysis of how tRNA modifications re-
spond to temperature stress. We found
that high temperatures induced pro-
found changes in the tRNA modification
landscape. Surprisingly, all strains but
one responded by globally up-regulating
modification levels. We observed the
opposite effect only in S288C. When spe-
cifically analyzing mcm5s2U34, we detect-
ed a significant decrease in 2-thiolation
at high temperature in S. cerevisiae and
S. bayanus. This reduction is reversible

and recovers fully upon removal of the stress. Using polymer-
ase inhibitors and a temperature-sensitive mutant strain of
RNA polymerase III, we found no evidence that thiolation
is actively down-regulated. In contrast, our results suggest
that the URM1 pathway is inactive at high temperatures,
and that loss of thiolation occurs as a result of diluting mod-
ified tRNA by newly transcribed unmodified species.
Moreover, mcm5U34 modification levels are not negatively
affected. Taken together, these findings suggest that the
URM1 pathway is temperature sensitive in S. cerevisiae and
S. bayanus, potentially reflecting a domestication event.

RESULTS

The S. cerevisiae S288C and W303 strains are capable
of growth at elevated temperatures

We sought to quantitatively characterize tRNA modification
landscapes of yeast in response to a relevant physiological
stress. In most natural environments yeasts experience high
temperatures, making it a very appropriate experimental par-
adigm. Furthermore, some tRNA modification mutants con-
fer temperature sensitivity, implying a connection between
temperature stress and tRNA modification (Esberg et al.
2006; Phizicky and Hopper 2010). We first determined the
upper temperature limit of two commonly used laboratory
strains—S288C and W303—by serial dilution spotting at
temperatures ranging between 25°C and 43°C (Fig. 1). Both
colony morphology and growth were normal at temperatures
of up to 37°C. Interestingly, S288C is capable of growing at
39°C, whereas W303 is significantly impaired at this temper-
ature. Neither of the strains was able to grow at temperatures
exceeding 40°C (Fig. 1).

Mass spectrometry analysis of tRNA modification
levels reveals unexpected variation

To quantitatively characterize tRNA modifications, we grew
yeast at different temperatures in liquid culture and isolated
their tRNA. The total tRNA was enzymatically converted
into mononucleosides, which we analyzed by RP-UPLC–
MS (Fig. 2A). Overlapping nucleosides were differentiated
based on at least two of the following criteria: the isotopologue
profile, the reported mass/charge (m/z) ratio, or the expected

37°C

35°C34°C30°C25°C

39°C 41°C 43°C

S288C

W303

S288C

W303

FIGURE 1. Saccharomyces cerevisiae tolerates elevated temperatures. Serial dilutions (1:5) of S. cer-
evisiae S288CandW303were spotted onto rich growthmedium(YPD)plates and incubated for 3 d
at the indicated temperatures. Note the absence of growth for both strains at 41°C and 43°C.
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neutral loss—i.e., the mass change induced by dissociation of
the ribosyl moiety from the nucleobase during in-source
fragmentation. If the nucleobase is methylated, loss of the ri-
bose yields a mass change of 132.04, whereas methylation
of the ribose leads to a neutral loss of 146.06 (Fig. 2B). In ad-
dition, lack of neutral loss serves as a distinguishing feature
to discriminate pseudouridine (Ψ) from uridine (Dudley
et al. 2005). To compare the relative change in tRNA modi-
fication levels as a function of temperature, we adapted
pyQms in a newly developed pipeline system for the analysis
of nucleoside modifications. PyQms is a Python module for
high-throughput quantification of MS experiments (Barth
et al. 2014). Briefly, the area under the curve was determined
for each modification from the MS1 spectra and normalized
against adenosine. The normalized values were then com-
pared with the respective value at the reference temperature
(30°C) to reveal relative changes in modification levels. The
feasibility of this approach, as well as the technical reproduc-
ibility and sensitivity of the LC–MS instrument, was validated
by a set of 18 chemically synthesized nucleoside modifica-
tions (Supplemental Fig. S1A).
Manual analysis of the MS data for S288C at 30°C revealed

25 chemical modifications, of which pyQms reproducibly de-
tected and quantified 21 (Fig. 2C; Supplemental Fig. S1B).
We observed a clear temperature-dependent decrease in
modification levels for S288C. At 25°C and 34°C, most nucle-
oside modifications are 1.2- to 1.8-fold less abundant than at
30°C, whereas dihydrouridine (D) and 7-methylguanosine
(m7G) remain largely unaffected (Fig. 2C; Supplemental
Table S1). However, a significant reduction occurs at 37°C
and 39°C where all modifications are on average approxi-
mately fourfold down-regulated, apart from 2′-O-methyla-
denosine (Am) that remains largely unaltered (Fig. 2C;
Supplemental Table S1). Interestingly, at elevated tempera-
tures Ψ levels decrease noticeably (∼10-fold reduction at
39°C), whereas modifications associated with the structural
stability of tRNA molecules, such as 1-methylguanosine
(m1G) and 2-methylguanosine (m2G), are less affected
(∼3.0-fold). Indeed, the relative abundance of m1G and
m2G at 37°C and 39°C increases by∼38% and∼12%, respec-
tively (Fig. 2C; Supplemental Table S1). In contrast, wobble
position modifications, including 2′-O-methylcytidine (Cm)
and 2′-O-methylguanosine (Gm) decrease strongly (Fig. 2C).
The W303 and S288C strains are evolutionarily closely

related (Liti et al. 2009). Surprisingly, their modification
landscape differs markedly (Fig. 2C). A general reduction
in modification levels following temperature stress could
not be seen for W303. Most nucleoside modifications remain
at relatively high levels and rise, as temperature increases (Fig.
2C). The 1-methyladenosine (m1A) and Ψmodifications in-
crease 1.4- and 1.9-fold, respectively, at 39°C (Supplemental
Table S1). The same trend is observed for many other mod-
ifications, with m7G, Cm, and m2G being notable excep-
tions (Fig. 2C). In particular, m7G decreases to nearly
nondetectable levels at 37°C and 39°C. Furthermore, when

B

100 150 200 250 300 350
0

10
20
30
40
50
60
70
80
90

100

R
el

at
iv

e 
ab

un
da

nc
e

m/z

282.11945

258.10760
150.07713

-132.04

m1A

100 150 200 250 300 350
0

10
20
30
40
50
60
70
80
90

100

R
el

at
iv

e 
ab

un
da

nc
e

m/z

Cm

258.10776

112.05055

-146.06

298.11365

Time [min]

1
2

3

4

5

6

7

8

9

10

12

16

17

11

13

14

15 18

A
P

ea
k 

he
ig

ht
 re

la
tiv

e 
to

 m
1 A

 (5
)

100
90
80
70
60
50
40
30
20
10

0
15 20 25 30 35 40 45 50 5510

C S288C
 

I 

D 
Ψ 

ncm5U 
m3C 
m1A 
m5C 
m7G 
Cm 

m5U 
Um 
t6A 
m1I 

mcm5U 
m1G 
ac4C 
m2G 
Gm 

m2,2G 
Am 
i6A 

25 30 34 37 39
Temp. [°C]

 

 

 

W303

 

 

−100

−10

0

10

I 

D 
Ψ 

ncm5U 
m3C 
m1A 
m5C 
m7G 
Cm 

m5U 
Um 
t6A 
m1I 

mcm5U 
m1G 
ac4C 
m2G 
Gm 

m2,2G 
Am 
i6A 

25 30 34 37 39

Fo
ld

 c
ha

ng
e 

re
la

tiv
e 

to
 3

0°
C

Temp. [°C]

FIGURE 2. Quantitative liquid chromatography mass spectrometry
analysis reveals differences in tRNA modification levels following tem-
perature stress. (A) Superimposed extracted-ion chromatograms
(XICs) of the 18 most prominent nucleoside modifications found in
yeast. The average retention time (n = 3) for each modification in this
chromatographic setup is indicated in minutes: 1, D (13.8); 2, Ψ
(17.37); 3, ncm5U (29.03); 4, m3C (30.05); 5, m1A (31.78); 6, m5C
(34.57); 7, m7G (36.24); 8, Cm (36.75); 9, I (38.28); 10, m5U (39.32);
11, t6A (43.44); 12, m1I (44.82); 13, mcm5U (45.37); 14, m1G (45.75);
15, ac4C (46.53); 16, m2G (46.63); 17, m2,2G (48.83); 18, Am (51.65).
In addition, we detect yW (26.68), mcm5s2U (39.43), Um (42.06),
ct6A (44.44), Gm (46.93), ncm5Um (47.92), and i6A (55.50). The ca-
nonical bases are omitted for clarity. (B) Full mass spectrum depicting
the neutral loss occurring upon ionization-induced fragmentation of a
nucleoside with a native (m1A) or methylated (Cm) ribosyl group, re-
spectively. (C) Heat map depicting the relative comparison of normal-
ized modification levels at various temperatures for 21 nucleosides
detected by pyQms in samples from S. cerevisiae S288C and W303.
The scale bar indicates the fold change in modification levels compared
with 30°C (10-fold increase shown as white, no change as pale orange,
and 100-fold decrease as black). Modifications that yield a weak MS sig-
nal are labeled in gray.
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comparing the overall modification landscape of W303 to
S288C, it appears thatW303 is hypomodified at ambient tem-
peratures but becomes hypermodified at 39°C (W303: ∼1.4-
fold reduction at 25°C, ∼1.5-fold increase at 39°C; S288C:
∼1.2-fold reduction versus ∼4.0-fold reduction). This shows
that although S288C and W303 may have a similar genotype,
their tRNA modification phenotypes differ substantially.

2-Thiolation of tRNA decreases as a response
to temperature stress

This perplexing difference in tRNA modifications observed
in our MS analysis prompted us to perform an in-depth anal-
ysis of one specific modification. We chose mcm5s2U34 for
several reasons. First, we did not detect this modification
by MS, but it can be accurately quantified by ([N-acryloyla-
mino]phenyl)mercuric chloride (APM)-affinity gel electro-
phoresis and Northern blotting with radiolabeled probes.
In this assay, thiolated tRNAs are specifically retarded in
a polyacrylamide gel (Igloi 1988). Second, mcm5s2U34 only
occurs on three cytoplasmic tRNAs—tEUUC, tKUUU, and
tQUUG

—allowing us to quantify all modification targets in
parallel. Third, this wobble uridine modification has been
implicated in translational control (Grosjean 2009; Rodri-
guez-Hernandez et al. 2013).
Strikingly, we found a significant reduction in mcm5s2U34

levels at elevated temperatures (Fig. 3). For S288C, ∼60% of
tKUUU is modified at 25°C and 30°C, whereas modification
levels drop below 20% at 39°C (Fig. 3A). A slight decrease
to ∼50% is seen at 34°C, suggesting that this temperature
constitutes the upper boundary for the thermal adaptation
of the strain. A similar trend is observed for tEUUC as well, al-
beit the overall 2-thiolation levels are slightly lower at all tem-
peratures. Interestingly, tQUUG shows even lower 2-thiolation
levels (∼35%) at 25°C–34°C, and an almost complete loss of
2-thiolation at 37°C and 39°C (Fig. 3A). This indicates that
the specificity or affinity of the enzymes toward the individual
isoacceptors differ substantially in S288C. In W303, 2-thiola-
tion levels for all three isoacceptors are more similar, suggest-
ing that formation of the mcm5s2U34 modification proceeds
with a lower isoacceptor preference (Fig. 3B). In contrast to
most other modifications and as observed in S288C, tRNA
thiolation levels clearly decrease at elevated temperatures in
W303.
We independently verified our results for the S288C sam-

ples by UPLC. As seen in the chromatogram overlay, the in-
tensity of the mcm5s2U34 signal decreased as temperature
increased (∼0.61% of the total signal at 30°C, ∼0.28% at
34°C, ∼0.071% at 37°C, and ∼0.021% at 39°C) (Fig. 3C).
This analysis confirmed that 2-thiolation levels are reduced
at higher temperatures, although it did not provide informa-
tion regarding possible isoacceptor preferences.
2-Thiolation levels are reduced in ELP-complex deficient

strains (Björk et al. 2007; Leidel et al. 2009). Such a deficiency
could account for the reduction in 2-thiolation that we ob-

served. However, careful analysis of MS data speaks against
this. In W303 cells, mcm5U34 levels increase ∼1.2-fold at
34°C to ∼3.8-fold at 39°C, whereas mcm5s2U34 levels
decrease approximately threefold to fivefold depending on
the isoacceptor (Supplemental Table S1; Figs. 2C, 3B). This
suggests that the ELP pathway remains active. In S288C,
the picture is more complicated due to the overall reduc-
tion of most modifications at high temperatures. However,
ncm5U34 levels can act as a proxy for ELP pathway activity
that is independent of s2 levels (Björk et al. 2007). The ratio
of mcm5U34 to ncm5U34 increases in S288C from ∼1.3-fold
at 34°C to ∼2.5-fold at 37°C, and in W303 from ∼1.4-fold at
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FIGURE 3. 2-Thiolation levels in S. cerevisiae respond to elevated tem-
peratures. (A,B) Representative autoradiogram of tRNA extracted at dif-
ferent growth temperatures from (A) S288C and (B) W303 following
([N-acryloylamino]phenyl)mercuric chloride (APM)-affinity gel elec-
trophoresis and Northern blot with the tKUUU probe. The horizontal ar-
rows in this and subsequent Northern blot images mark thiolated
(black) and non-thiolated (gray) tRNA species. 2-Thiolation levels were
quantified for all three tRNA isoacceptors (n = 3, apart from W303
samples grown at 25°C where n = 2). (C) Superimposed UV-chromato-
grams from UPLC analysis of enzymatically digested tRNA of S288C.
The position of the canonical bases is indicated, and synthetic standards
of mcm5U (20.3 min) and mcm5s2U (31.5 min; boxed) were used to
determine the average retention times (n = 3). Note the decreasing
height and area of the mcm5s2U peak at elevated temperatures. The rel-
ative change in peak area for mcm5s2U is depicted (normalized to 30°C).
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34°C to ∼1.8-fold at 37°C and 39°C, respectively. This indi-
cates that the ELP pathway is active and relative increases in
mcm5U34 levels are observed due to lack of 2-thiolation.
Thus, the observed loss of mcm5s2U34 modification at high
temperatures is not due to a defect in the ELP pathway, but
rather due to temperature sensitivity of one or more compo-
nents in the URM1 pathway.

2-Thiolation recovers upon removal
of temperature stress

To the best of our knowledge, temperature sensitivity of a cy-
toplasmic U34 modification has not been described before.
Therefore, we wanted to better understand the kinetics of
this inactivation and to test whether 2-thiolation levels can
recover. To address this question, we maintained S288C cells
in logarithmic growth at 37°C for 7 h, at which point the cul-
tures were split into two. One culture was kept at 37°C and
the other shifted to 30°C, and growth was continued for ad-
ditional 7 h (Fig. 4A). We found that the mcm5s2U34 modi-
fication levels decreased at 37°C in an exponential manner,
reaching the half point after ∼3 h (Fig. 4B; Supplemental
Fig. S2). However, in cells that were shifted to 30°C, 2-thio-
lation levels recovered within a few hours. This shows that
cells maintain the ability to recover.

Inhibition of tRNA synthesis stalls 2-thiolation
at elevated temperatures

We have demonstrated that loss of mcm5s2U34 modification
is reversible in wild-type yeast. However, different mecha-
nisms could underlie the loss of 2-thiolation at higher tem-

peratures: 2-thiolated tRNA molecules might be actively
degraded, the modification itself might be actively removed,
or newly transcribed tRNA might not acquire the modifica-
tion at 37°C, thereby diluting the modified tRNA.
To address this question, we decided to inhibit RNA syn-

thesis. First, we used ML-60218, an indazolo-sulfonamide
compound that specifically inhibits RNA polymerase III
(Wu et al. 2003). ML-60218 does not completely inhibit
tRNA synthesis, but a leakiness of 20%–30% is expected
(Iwasaki et al. 2010). This hypomorphic phenotype allowed
us to reduce tRNA synthesis while only slightly reducing
growth rates during the first hours of the experiment (Fig.
5A, top panel). Importantly, the loss of tRNA modification
occurred slower relative to the situation without the inhibi-
tor (Figs. 4B, 5B; Supplemental Figs. S2, S3A). This suggests
that tRNA synthesis rather than active removal of thiolated
tRNA or thiolated nucleosides affect thiolation levels at
high temperatures.
To verify this hypothesis, we used thiolutin to completely

block transcription of RNA polymerases I–III (Tipper 1973).
Addition of thiolutin led to cessation of growth within 1 h
(Fig. 5A, middle panel). Similarly, the mcm5s2U34 modifica-
tion levels remained constant throughout the experiment
(Fig. 5C; Supplemental Fig. S3B). To exclude that this is an
indirect effect caused by inactivation of RNA polymerases I
and II, we utilized S. cerevisiae rpo31-698, a temperature-sen-
sitive mutant strain of RNA polymerase III (Li et al. 2011).
When shifted to the restrictive temperature at 37°C, growth
slowed down (as seen for ML-60218) (Fig. 5A) and 2-thiola-
tion levels remained constant following an initial decrease
during the first hour after shift (Fig. 5D; Supplemental Fig.
S3C). These experiments suggest that the tRNA isoacceptors

and the modification per se remain stable
and are not actively turned over. It is un-
likely that addition of the inhibitors
directly affect 2-thiolation levels, as we
observed no change in mcm5s2U34 levels
in cells grown at 30°C in the presence of
ML-60218 or thiolutin (Supplemental
Fig. S4A,B). Furthermore, cells grown at
37°C and shifted to 30°C upon addition
of thiolutin did not increase 2-thiolation
levels (Supplemental Fig. S4C). Taken
together, our experiments suggest that
tRNA synthesized before exposure to
heat retain their modifications whereas
tRNA synthesized at high temperatures
is not 2-thiolated.

Temperature tolerance and
2-thiolation vary markedly
in other yeast species

As we found reduced s2U34 levels at ele-
vated temperature in S. cerevisiae, we
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wondered whether this trait is evolutionarily conserved and
constitutes a common adaptation of yeast to high tempera-
ture. To this end, we analyzed representative strains of five
evolutionarily divergent yeast species; S. bayanus, S. mikatae,
S. paradoxus, C. glabrata, and S. pombe (Fig. 6A), and per-
formed serial dilution spottings at the same temperature
range as for S. cerevisiae (Figs. 1, 6B). Candida glabrata grows
very well at 41°C and slight growth can be seen at 43°C. In
contrast, S. bayanus did not grow above 34°C, whereas
S. mikatae and S. paradoxus grew at 35°C. S. pombe is also ca-
pable of growth at 37°C (Fig. 6B). Based on these results we
isolated tRNA from liquid cultures for subsequent analysis by
Northern blot and MS. As expected, all yeast species con-
tained 2-thiolated tRNA. However, the levels varied between
50% and 60% for the different isoacceptors in S. pombe to
∼70% in S. mikatae. Furthermore, the phenomenon that

tQUUG is less 2-thiolated than tEUUC

and tKUUU appeared to be evolutionari-
ly conserved. Similar to S. cerevisiae, S.
bayanus is the only yeast that showed de-
creased thiolation levels in response to el-
evated temperatures (Figs. 3, 7A). In S.
mikatae, S. paradoxus, and S. pombe, we
did not detect obvious changes in 2-thio-
lation levels in response to heat (Fig. 7B,
C,E). However, in C. glabrata, which is
a pathogenic yeast species capable of
growth at high temperature, 2-thiolation
levels rose slightly in response to in-
creased temperature (Fig. 7D). Thus,
loss of 2-thiolation does not constitute
a conserved response to high tempera-
tures in yeast.

Furthermore, MS analysis of these rep-
resentative yeast species revealed tRNA
modification landscapes that share re-
markably similar features (Fig. 8; Supple-
mental Fig. S5). In contrast to S288C, all
other strains share the trend of up-reg-
ulating modification levels at higher
temperatures (Figs. 2C, 8). In particular,
S. bayanus is very similar to W303 as
many modifications respond comparably
with increased temperatures (Figs. 2C,
8). Candida glabrata surpasses its modifi-
cation levels at 30°C by an average of
∼12% at 39°C–43°C. With the exception
of S288C, Ψ modification levels increase
∼1.2- to 2.0-fold at high temperatures
in all other strains analyzed (Fig. 8; Sup-
plemental Table S1). Methylations asso-
ciated with the structural stability of the
tRNA molecule, such as m5C and m1G,
show clear temperature dependance in
all species and become more prevalent

as temperature increases (Fig. 8). More divergence is ob-
served for position 34 modifications, as mcm5U and Am re-
main stable throughout all temperatures in all species, and
Cm decreases significantly in S. mikatae and C. glabrata but
not in S. pombe (Fig. 8; Supplemental Table S1). In addition,
m7G is detected at slightly higher intensity only at ambient
temperature in S. bayanus and S. pombe. This surprising sim-
ilarity between species implies that neither evolutionary dis-
tance nor natural environments have forced a radiation of
modification phenotypes.

DISCUSSION

We conducted a comprehensive evolutionary study to quan-
titatively characterize the effects of temperature stress
on tRNA modification levels in yeast. Importantly, we

FIGURE 5. Inhibition of tRNA synthesis stalls 2-thiolation. (A) Growth curve measurements of
S288C cells in logarithmic growth at 37°C supplemented with RNA polymerase inhibitor ML-
60218 (top panel) or thiolutin (middle panel) at the 0 h time point. rpo31-698 was grown at
30°C and shifted to 37°C at the 0 h time point (bottom panel). (B) Representative autoradiogram
of tRNA extracted at indicated time points from ML-60218 treated cells following APM-affinity
gel electrophoresis and Northern blot with tEUUC probe. Arrowheads highlight the 0 h time point
at which the inhibitor was added. Thiolation levels were quantified by image densitometry (n =
3). (C) As in B for thiolutin. (D) As in B for rpo31-698, where inhibition of tRNA synthesis is
induced by the temperature shift to 37°C.
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established that elevated temperatures lead to a reduction of
the mcm5s2U34 level in the commonly used S. cerevisiae lab-
oratory strains S288C and W303. However, this reduction is
reversible, as 2-thiolation levels return to normal within a
few hours after relief of the stress. This is an intriguing find-
ing, as modification of U34 in tEUUC has been proposed to
dynamically regulate the translation of key damage response
proteins (Begley et al. 2007). A decrease of s2U34 might sim-
ilarly redirect the translational program of cells at high tem-
perature by disfavoring recognition of the cognate codons for
tEUUC, tKUUU, and tQUUG. However, it is unlikely that loss of
2-thiolation in response to high temperatures might be an ac-
tive regulatory process, which is exploited by the cell. First,
the decrease in 2-thiolation levels correlates with cellular
growth rates, suggesting that newly synthesized, unmodified
tRNA dilutes the pool of modified tRNA. Similarly, recovery
of thiolation upon shift to ambient temperatures is slow com-
pared with the immediate response that follows environmen-
tal stress (Gasch et al. 2000). Thus, a translationally regulated
response would be slow and follow the transcriptional rewir-
ing of the cell rather than preceding it. Second, reducing or
blocking the synthesis of nascent tRNA slows down or pre-
vents loss of 2-thiolation. If s2U34 would be actively degraded,
it would likely be uncoupled from tRNA synthesis. Third, loss
of U34 modification is likely to affect the translation of a large
number of proteins, thereby causing cellular stress, which is
corroborated by the up-regulation of Gcn4p upon U34 hypo-
modification (Zinshteyn and Gilbert 2013). Therefore, it is

unlikely that S. cerevisiae would gain fitness benefits for
growth at high temperatures by actively reducing 2-thiola-
tion. Finally, our analysis of other yeasts at high temperature
reveals that s2U34 levels are reduced only in S. cerevisiae and
S. bayanus. In contrast, their close relatives, as well as S.
pombe, which constitutes the phylogenetic outgroup in our
study, do not exhibit the same phenotype. Thus, a decrease
of 2-thiolation in response to high temperatures is unlikely
to constitute an ancient cellular program. Taken together,
our results suggest that the reduction of s2U34 levels at high
temperatures is likely not an active regulatory process used
to dynamically rewire the translational program of the cells.
Rather, it may reflect the temperature sensitivity of one or
more components of the URM1 pathway.
It is puzzling that loss of 2-thiolation may have been inde-

pendently acquired in S. cerevisiae and S. bayanus. However,
both were originally used in fermentation. It is possible
that constant growth at ambient temperatures in rich media
selected for modifications of cellular metabolism, which
decrease fitness of yeast in its natural environment. There-
fore, it will be interesting to extend the analysis to yeast strains
from different ecological niches, and to test whether loss of
2-thiolation at high temperature is a general behavior of S.
cerevisiae.
Importantly, our analysis of 2-thiolation reveals enzymatic

features of the URM1 pathway. We found that isoacceptors
are not fully modified and that relative 2-thiolation levels
generally follow the order tKUUU > tEUUC > tQUUG. This
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raises the question, whether functional constraints limit the
pathway to fully modify all tRNA molecules or whether
some isoacceptors are less important (Phizicky and Alfonzo
2010). The latter is supported by tRNA overexpression exper-
iments in S. cerevisiae and S. pombe, where overexpression
of tKUUU and tQUUG, but not tEUUC, leads to the rescue of
different stress sensitivities in mcm5s2U34 deficient strains
(Esberg et al. 2006; Björk et al. 2007; Leidel et al. 2009;
Fernández-Vázquez et al. 2013). Furthermore, 2-thiolation
is not temperature sensitive in all yeasts. Thus, it is feasible
to complement mutants in S. cerevisiaewith the genes of oth-
er species that form s2U34 at high temperature to identify the
genes that cause temperature sensitivity of 2-thiolation.
We sought to define the tRNA modification landscapes

in a range of yeast species in response to stress. By choosing
representative strains of S. cerevisiae, S. bayanus, S. mikatae,
S. paradoxus, and C. glabrata, we analyzed several prominent
models in the Saccharomyces clade, including one pathogenic
strain. Furthermore, S. pombe is separated from the other
species due to a whole-genome duplication event (Vivancos
et al. 2006). Surprisingly, all strains except S288C showed a
fairly similar pattern—most tRNA modifications increase
modestly if temperature rises >30°C. This may either reflect
a coordinated response to temperature stress or a passive in-
crease in pathway activities due to more favorable reaction
conditions at higher temperatures. Our global analysis also
did not address whether all tRNA modifications occur at rel-
evant positions. Theoretically, the increase could reflect un-
specific modifications through decreased selectivity toward
the natural modification targets. However, examples in ar-
chaea show that tRNA modifications are more abundant at
high temperature (Noon et al. 2003; Shigi et al. 2006). Similar
findings have not been reported in a eukaryotic system.
When looking at the modification landscapes more closely
we find thatΨ, which is one of the most abundant nucleoside
modifications, remains prominent at elevated temperatures
in all strains analyzed, apart from S. cerevisiae S288C where
it decreases. Clearly, methylations implicated in structural
stability, such as m5C and m1G, become more prevalent at
high temperatures, emphasizing a need for tighter conforma-
tional control of the tRNA molecule. Indeed, these observa-
tions support the notion that high temperature warrants
increased tRNA modification levels also in eukaryotic cells.
Upon comparison to all other strains, it is surprising that

the commonly used laboratory strain S288C reacts in such
a divergent manner to increasing temperatures, especially
as the response is so different from the closely related strain
W303. It is important to keep this in mind. Even though
S288C offers numerous experimental advantages, we need
to be cautious when basing our conclusions on results ob-
tained in a single wild-type strain. The selective pressures in
the laboratory are unusual, and not every conclusion may
stand the test in a natural environment. This emphasizes
the need to perform more studies that make use of the great
power of the evolutionary biology of yeasts.

FIGURE 7. 2-Thiolation levels are not affected by temperature in most
other yeast species. Representative autoradiogram images of tRNA ex-
tracted at different growth temperatures from (A) S. bayanus, (B)
S. mikatae, (C) S. paradoxus, (D) C. glabrata, and (E) S. pombe following
APM-affinity gel electrophoresis and Northern blot with the tKUUU

probe. 2-Thiolation levels were quantified by image densitometry
(n = 3, apart from samples grown at 25°C where n = 2). Asterisks (∗)
show unspecific binding of the probe.
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MATERIALS AND METHODS

Yeast strains and growth conditions

Haploid mating type a strains of S. cerevisiae and S. pombewere used
and diploid strains of S. bayanus, S. mikatae, S. paradoxus, and
C. glabrata. Refer to Supplemental Table S2 for further information
about these strains.

All experiments were conducted in rich growth medium (YPD;
Formedium), except for S. pombe, which was grown in YES. The sol-
id growth media were supplemented with 2% agar. Overnight (o/n)
starter cultures were grown at 30°C, 200 rpm. The starter culture was
inoculated into prewarmed medium to yield an OD600 = 0.2, grown
at the indicated temperatures to logarithmic growth phase (OD600 =
0.8–1.0), and harvested by centrifugation for 3 min at 5000g.

For time-course experiments, an o/n starter culture of S288C was
used to inoculate cultures at 37°C. The cultures were kept at loga-
rithmic growth by regular dilution with fresh prewarmed medium.
At 7 h post-inoculation, the cultures were split into two, one being
further incubated at 37°C and the other shifted to 30°C. Samples
were collected at the indicated time points for tRNA isolation.

Isolation and purification of tRNA

tRNA was isolated essentially as previously described (Emilsson and
Kurland 1990; Björk et al. 2001). In brief, cells were resuspended in
4 mL of 0.9% NaCl and lysed in an equal volume of acidic phenol
(pH 4.3) supplemented with 0.1 vol. of 1-bromo-3-chloropropane
(BCP) and glass beads. The mixture was vortexed for 5–10 min fol-
lowed by centrifugation for 15 min at 10,000g. The RNA containing
aqueous phase was transferred to a fresh centrifugation tube con-
taining 2 mL acidic phenol and 0.1 vol. of BCP. The suspension
was vortexed for 30 sec and centrifuged for 10 min at 10,000g.
This step was repeated twice. Subsequently, the total RNA contain-

ing aqueous phase was applied onto
Nucleobond AX-100 columns (Macherey-
Nagel) that were preequilibrated with 10 mL
of buffer EQ (10 mM Tris, pH 6.3, 15% eth-
anol, 200 mM KCl, 0.15% Triton X-100).
The columns were washed twice with 12 mL
of buffer WA (10 mM Tris, pH 6.3, 15% eth-
anol, 300 mM KCl), and the tRNA was eluted
with 10 mL buffer EL (10 mM Tris, pH 6.3,
15% ethanol, 650 mM KCl) into 2.5 vol. of
99.6% ethanol. The tRNA was precipitated
o/n at −20°C and pelleted by centrifugation
for 20 min at 10,000g. Residual salt was re-
moved by washing the pellet three times
with 80% ethanol. The tRNA pellet was dried
at room temperature for ∼10 min and resus-
pended into 50 µL of RNase-free water.

Electrophoretic fractionation and
Northern hybridization

Northern blot analysis was performed essen-
tially as previously described (Emilsson and
Kurland 1990; Björk et al. 2001). For DNA ol-

igonucleotides refer to Supplemental Table S3. Signals were collect-
ed onto BAS-IP MS 2025-E image plates and scanned using a Fuji
FLA 7000 phosphorimager (Fujifilm). Digital image analysis (densi-
tometry) was performed using Fiji-ImageJ2 (The Fiji Project), mea-
suring the band intensities using the Analyze/Gels tool.

Inhibition of tRNA synthesis

To assess turnover of nucleoside modifications, tRNA synthesis was
inhibited by the addition of RNA polymerase inhibitors. S288C
cultures at 37°C were grown to OD600 = 0.6 as described above, at
which point the cultures were supplemented with either 5 µg/mL
thiolutin (Sigma-Aldrich) or 50 µg/mL N1-[3-(5-chloro-3-methyl-
benzo[b]thiophen-2-yl)-1-methyl-1H-pyrazol-5-yl]-2-chloroben-
zene-1-sulfonamide (ML-60218; Calbiochem). The rpo31-698 (Li
et al. 2011) culture was grown to OD600 = 0.6 at 30°C and subse-
quently shifted to 37°C. The cultures were grown for an additional
6 h and samples for total RNA isolation were collected at indicated
time points. Total RNA isolation was performed as described above
andprecipitatedby adding 2.5 vol. of 99.6%ethanol to the final aque-
ous phase. The total RNA was precipitated o/n at −20°C and
washed with 80% ethanol.

Enzymatic digestion of tRNA and nucleoside
purification

Dephosphorylated mononucleosides were generated by enzymatic
digestion of 25 µg tRNA using 80 milliunits of Nuclease P1 from
Penicillium citrinum (Sigma-Aldrich) in the presence of 0.2 unit of
Shrimp Alkaline Phosphatase (Fermentas) in 30 µL reactions at
37°C containing 2 mg/mL ZnCl2 and 1× NEB3 buffer. Following
1.5 h incubation, the reaction mixture was supplemented with 15
µL 0.5 M ammonium bicarbonate and incubation was resumed at
37°C for 1 h. The reaction was terminated by adding 5.0%
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trifluoroacetic acid (TFA) in water to a final concentration of
1.0%. Nucleosides were purified with HyperSep Hypercarb Spin
Tips (Thermo Scientific). Briefly, the spin tips were equilibrated
three times with 50 µL 0.1% TFA in H2O. The digested samples
were applied and washed three times with 50 µL 0.1% TFA in
H2O. The nucleosides were eluted twice with 50 µL 0.1% TFA in
80% acetonitrile. All centrifugation steps were carried out in a
microcentrifuge for 30 sec to 1 min at 845g. The samples were
dried to completion in a Savant SpeedVac concentrator (Thermo
Scientific) and resuspended in either 0.1% formic acid (for chroma-
tography analysis) or 5mM sodium acetate (for mass spectrometry).

Reverse-phase high-performance liquid
chromatography of nucleosides

Analysis of nucleosides was performed on a Hypercarb 3 µm 2.1 ×
150 mm porous graphitic carbon column (Thermo Scientific) using
a Knauer PLATINblue UPLC system with a PDA-1 photodiode ar-
ray detector (Dr. Ing. Herbert Knauer GmbH). The column was
equilibrated in 0.1% formic acid with 2% acetonitrile at a flow
rate of 0.75 mL/min until a stable baseline was achieved. Twenty-
five micrograms of nucleoside digest was loaded onto the column
and washed for 5 column volumes (CV) with 2% acetonitrile.
Separation was obtained by applying a linear gradient from 10%
to 40% acetonitrile at 0.75 mL/min for 40 CV, followed by a wash
at 98% acetonitrile and regeneration at 2% acetonitrile for 5 CV, re-
spectively. Absorption at 260 nm was recorded.
The average retention times for all nucleotide modifications were

obtained by analyzing synthetic nucleoside standards (Carbosynth
Ltd.). mcm5U, mcm5s2U, ncm5U, and ncm5s2U were a generous
gift by Andrzej Małkiewicz. Nucleoside modification levels were de-
termined using automated peak analysis in ChromGate 3.3.2 (Dr.
Ing. Herbert Knauer GmbH) by normalization of the signal inten-
sity to adenosine in each run.

Liquid chromatography mass spectrometry

Nucleosides were resuspended in 25 µL of 5 mM sodium acetate
buffer pH 5.3 and subjected to LC–MS analysis using a Proxeon
EASY nLC online coupled via a C18 reversed-phase column
(Synergi 4u Hydro-RP 80A 0.3 × 150 mm, Phenomenex Ltd.) and
a stainless steel emitter (Proxeon, 0.03 × 40 mm) to a Q Exactive
mass spectrometer (Thermo Finnigan). The column was attached
to a nano ESI source from Proxeon. Injection volume was 5 µL.
The buffer system consisted of 5 mM sodium acetate pH 5.3
(Buffer A) and 40% acetonitrile (Buffer B). Nucleosides were sepa-
rated using a multistep gradient (0%–1% B in 5 min; 1%–2% B in
4:20 min; 2%–3% B in 1:40 min; 3%–5% B in 2 min; 5%–25% B in
19 min; 25%–50% in 6 min; 50%–75% B in 5:30 min; hold at 75%
for 1:30 min; 75%–99% B in 5 min; hold at 99% for 7 min) at a flow
rate of 1 µL/min. The mass spectrometer was run in the positive
mode at a resolution of 70,000. Full MS spectra were recorded in
profile mode in the scan range fromm/z 100–700, with the AGC tar-
get value set to 1 × 105 and the maximum fill time to 200msec. Only
single charged ions were allowed (Nuc+H+), excluding uncharged
compounds and compounds with z≥ 2. In source, CID fragmenta-
tion was enabled (5.0 eV) to allow for incomplete fragmentation of
most nucleosides at the glycosidic bond between the ribose and the
corresponding base. Loss of the sugar is reflected by a mass differ-

ence of 132.04 (ribosyl) or 146.06 (methylated ribosyl) between
the intact nucleoside and remaining base, for both of which signals
are present in the MS spectrum. This mass loss is characteristic for
ribonucleosides and simplifies identification of the nucleoside spec-
tra in complex mixtures. Average retention times were obtained as
described above.

Automated quantification of nucleoside modifications

Identification and quantification of nucleoside modifications was
performed using pyQms (Barth et al. 2014). In brief, pyQms gener-
ates high accuracy isotopologues from chemical formulas and
matches those onto MS1 spectra using a weighted similar match
score (Gower 1971). A manually curated list of all potentially ex-
pected nucleosides was used as input for pyQms (data obtained
from MODOMICS) (Machnicka et al. 2013). The isotopologues
were grouped into five classes that share the same nitrogenous
base and differ only by one of the following neutral loss masses:
ribose (C5O4H8), methylated ribose (C6O4H10), ribophosphate
(C5O7H9P1), methylated ribophosphate (C6O7H11P1), or phosphate
(H1O3P1). When insource fragmentation is applied, multiple mem-
bers of one class can be detected in the same MS1 scan. This allows
us to distinguish molecules that share the same chemical formula,
yet differ in their chemical compositions after neutral loss.

SUPPLEMENTAL MATERIAL

Supplemental material is available for this article.
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