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Abstract

Temperature impacts biological systems across all length and timescales.
Cells and the enzymes that comprise them respond to temperature fluctu-
ations on short timescales, and temperature can affect protein folding, the
molecular composition of cells, and volume expansion. Entire ecosystems
exhibit temperature-dependent behaviors, and global warming threatens to
disrupt thermal homeostasis in microbes that are important for human and
planetary health. Intriguingly, the growth rate of most species follows the
Arrhenius law of equilibrium thermodynamics, with an activation energy
similar to that of individual enzymes but with maximal growth rates and
over temperature ranges that are species specific. In this review, we discuss
how the temperature dependence of critical cellular processes, such as
the central dogma and membrane fluidity, contributes to the temperature
dependence of growth. We conclude with a discussion of adaptation to
temperature shifts and the effects of temperature on evolution and on the
properties of microbial ecosystems.
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INTRODUCTION

Rising global temperatures and accumulating evidence that temperature shapes microbial
ecosystems (18, 61) have prompted a resurgence of interest in general aspects of temperature
sensitivity across all kingdoms (59, 61).Due to their inability to regulate intracellular temperature,
microorganisms are particularly susceptible to temperature changes, as increased temperatures
increase enzymatic rates, thereby enhancing growth, but also cause denaturation that threatens
function. Environmental microorganisms, which are critical for global nutrient cycling (18), must
be able to tolerate sudden (e.g., weather-related), diurnal, and seasonal variations in temperature
while also evolving on geological timescales and in response to anthropogenic climate change.
The observation that runoff from water-cooled industrial and power facilities into natural aquatic
systems increased the likelihood of bacterial infections in fish prompted early concerns about
thermal pollution (97). Temperature is the largest contributing factor to microbial composition in
the world’s oceans (144), and increased soil temperatures decrease microbial biomass and increase
carbon loss (93). Host–microbe interactions can also depend strongly on temperature. For
example, the 1927 Nobel Prize in Medicine was awarded for the discovery that fever treatment
(pyrotherapy) could successfully treat neurosyphilis (162); in addition, fungal infections in mam-
mals are rare, thought to be due in part to inhospitably high host temperatures (approximately
37°C) (17). These connections with planetary and human health motivate the search for a deeper,
systems-level understanding of how temperature affects cellular growth.
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Figure 1

The effects of temperature on enzyme kinetics. (a) The Arrhenius law from equilibrium thermodynamics describes the empirical
observation that the logarithm of the rate of a chemical reaction, ln(k), depends linearly on the inverse absolute temperature (T). The
slope of this relationship is the activation energy (Ea). (b) In classical enzyme kinetic theory, an enzyme (E) binds reversibly (forward
rate kf, reverse rate kr) to a substrate (S) to form a transition state (ES‡) that irreversibly catalyzes the formation of product (P) at the
catalytic rate, kcat. The enzyme effectively lowers the free energy barrier of the transition state (�G‡) for the reaction. (c) The Eyring
equation derived from transition state theory relates the rate of a chemical reaction (k) exponentially to the change in Gibbs free energy
at the transition state (�G‡). The frequency factor (kBT/h) captures the contribution of thermal vibrations. Fitting of ln(k/T) versus
1/T provides a measurement of the activation enthalpy (�H‡, slope) and activation entropy (�S‡, y intercept). (d) In Michaelis-Menten
kinetics (derived from the chemical framework in panel b), the production rate depends on the catalytic rate (kcat) and the Michaelis-
Menten constant (KM), which captures the effects of the forward and reverse binding rates (kf, kr). Increasing temperature increases KM
(left). At higher substrate concentrations ([S]�KM), the reaction rate depends only on kcat and its activation energy (right); at lower
concentrations ([S]�KM), the rate depends on kcat/KM, thereby lowering the activation energy (left). Colored circles represent the KM
at each temperature (left). (e) Most enzymes increase the rate of a reaction by lowering the activation enthalpy (left) (data from
Reference 163), but rates can be enhanced through an increase in the activation entropy (right) (data from Reference 138).

A wealth of measurements of growth rate across temperatures has revealed a general ex-
ponential relationship consistent with the Arrhenius law of equilibrium thermodynamics,
which relates chemical reaction rates to temperature through an activation energy (10, 24, 54)
(Figure 1a).However, underlying this seemingly simple temperature sensitivity of cellular growth
is a complex network of thousands of reactions, each of which has its own temperature depen-
dence.The details of this temperature dependence can arise frommultiple thermodynamic factors
(e.g., enthalpy and entropy), leading to potentially large differences in sensitivity across reactions.
Moreover, the levels of each molecule can vary with temperature, as can the organism’s metabolic
program. Other reviews have provided excellent analyses of the heat- and cold-shock responses
(70, 115), which allow for adaptation to temperature shifts outside the normal range of growth. In
this review, we discuss the temperature dependence of a wide variety of central cellular processes,
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aiming to identify general principles that connect temperature to growth.We start by focusing on
the impact of temperature on enzymes, which form the bedrock of all biological systems and for
which the Arrhenius law has a direct mechanistic framework. We then examine how growth rate
changes phenomenologically across temperatures, largely focused on microbes.Next, we focus on
processes within the central dogma (DNA replication, transcription, translation) and membrane
synthesis, all of which can be limiting for growth, and examine how their individual temperature
sensitivities could be coordinated. We discuss cellular adaptation to temperature and, in turn,
how temperature may have affected evolutionary dynamics. Finally, we assess how temperature
impacts complex communities of organisms, such as those that live in the soil or ocean.

ENZYME KINETICS AND THE CONNECTION
TO CELLULAR GROWTH

Investigation of the impact of temperature on cellular behavior has a long history, rooted in the
study of chemical reactions and the formation of the field of thermodynamics in the nineteenth
century (8, 108). In classical chemical kinetics, the rate of a chemical reaction at equilibrium
depends on temperature according to the empirical Arrhenius equation (8) (Figure 1a):

k = Ae−
Ea
kBT . 1.

Equation 1 describes the intuitive result that an increase in temperature (T) causes an increase
in reaction rate (k) because the relative cost of the activation energy (Ea) is reduced compared
with the thermal energy kBT. A is a constant that sets the maximum reaction rate. As Ea is
typically much larger than kBT, small changes in temperature can produce large changes in k; for
example, the rate of a reaction with a moderate Ea of 25 kBT would increase twofold upon a 10°C
temperature increase. Equation 1 typically holds only over a limited range of temperatures that is
reaction dependent; for a review focused on enzyme kinetics, including non-Arrhenius behavior,
the reader is referred to Reference 7.

According to transition-state theory, the activation energy reflects the change in enthalpy (total
heat content) required to reach a transition state,which for enzymes describes the substrate-bound
enzyme (39) (Figure 1b).Thus, thermodynamic properties of the activated state can be inferred by
varying the temperature of a reaction and measuring the change in reaction rate; the slope relates
to the activation enthalpy �H‡, and the intercept relates to the activation entropy �S‡ (difference
between initial and transition states) (39), as described by the Eyring equation (Figure 1c):

k ∝ e
�S‡
kB e−

�H‡
kBT . 2.

The activation energy in the Arrhenius equation is equal to the activation enthalpy offset by the
thermal energy (which only contributes approximately 0.6 kcal/mol): Ea = �H‡ + kBT ; thus,
reported values of Ea and �H‡ are approximately interchangeable.

In classical enzyme kinetic theory, the Michaelis-Menten equation is derived from a reversible
transition state of the substrate-bound enzyme (141). Since the reaction is reversible, the for-
ward and reverse rates are both temperature dependent, and so KM depends on temperature
(Figure 1d), typically in an increasing fashion (141). Thus, since enzyme-catalyzed synthesis is
dictated by kcat/KM rather than kcat at subsaturating substrate concentrations, the activation en-
ergy of reactions in this regime is predicted to be lower than at saturation (Figure 1d), consis-
tent with experimental findings (37). While in vitro experiments typically provide substrates at
saturating concentrations (100), cells regularly confront low-nutrient conditions in their natural
environments (123), during which temperature-dependent effects may be reduced.
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Enzymes have evolved to lower the activation energy of reactions with low uncatalyzed rates
(37, 163), thereby increasing reaction rates at biological temperatures (Figure 1e). For example,
uncatalyzed hydrolysis of glycosides occurs very slowly (approximately 10−6 s−1) but increases to
approximately 1 s−1 in the presence of alpha-glucosidase through a decrease in �H‡ from 30 to
11 kcal/mol (kBT = 0.6 kcal/mol at 25°C) (163). A survey of enzyme catalysis across bacterial
species whose normal growth temperatures span from 4°C to 100°C showed that enzymes have
similar activation energies (approximately 8–18 kcal/mol) independent of growth temperature
(37, 104). The empirical minimum activation energy of approximately 8 kcal/mol (37, 163) across
nature may indicate a limit to the catalytic capacity of enzymes.

However, enzymes have thermal limits: Catalytic rates increase until an optimal temperature
is reached, above which the rate falls rapidly due to enzyme denaturation (141). Thus, a chal-
lenge for all cellular systems is enzyme stability: The time required for protein maturation limits
the rate of enzyme production, while destabilization of active enzymes increases at higher temper-
atures (130). At high temperatures, cells respond to increased protein unfolding using molecular
chaperones that are induced as part of the well-characterized heat-shock response (115), but chap-
erone production diverts translational capacity from other processes. These obstacles are thought
to limit the maximum growth rate across temperatures (20).

FACTORS THAT INFLUENCE ACTIVATION ENERGY

The action of Escherichia coli dehydrogenases on a variety of substrates exhibited a common acti-
vation energy of approximately 20 kcal/mol despite an approximately 100-fold range in reaction
rates (51), suggesting that some enzyme-catalyzed chemistries may have a conserved temperature
dependence. Nonetheless, environmental factors can alter enzyme activation energy. For exam-
ple, increased salt concentration dramatically increased both reaction rates and the activation en-
ergy of purified ATPase (52). Activation energies may also depend on subcellular localization, as
membrane-bound ATPase and ribosomes from rat liver exhibited higher rates of ATP and pro-
tein production, respectively, as well as higher activation energies, compared with freely diffusing
molecules (111, 150). Thus, the temperature dependence of each cellular process may be context
specific and depend on a host of environmental variables that remain to be elucidated.

THE IMPACT OF TEMPERATURE ON GROWTH RATE
ACROSS ORGANISMS

The most well-studied organism, E. coli, is commonly grown in the laboratory at 37°C, a tem-
perature chosen based on E. coli colonization of the human body. However, E. coli achieves its
maximum growth rate above 37°C (approximately 40°C for laboratory strains) and can tolerate a
broad range of temperatures (4–45°C). Interestingly, the temperature dependence of growth rate
[defined as the rate of change in log(optical density)] in E. coli follows an Arrhenius law between
20 and 37°C (Figure 2a), mimicking a single rate-limiting reaction with an activation energy
(approximately 13 kcal/mol) similar to the free energy from ATP hydrolysis (54, 108) despite
growth being the result of thousands of coupled reactions (20, 56, 114). The range of tempera-
tures over which log(growth rate) versus 1/T is linear has been termed the Arrhenius range (20, 54)
(Figure 2a). E. coli exhibited similar activation energies (13–15 kcal/mol) during growth in a va-
riety of media (21, 54, 99), suggesting that activation energy may be independent of the specific
metabolic pathways used for growth. Additionally, the maximum yield of E. coli cultures varied
significantly across carbon sources but was constant between 22°C and 37°C (21), indicating that
metabolic efficiency is preserved within the Arrhenius range.

How conserved is the temperature dependence of E. coli growth? Bacterial species with a wide
range of optimal growth temperatures (14–71°C) grown in the same medium displayed activation
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Figure 2

Cellular growth rates obey species-specific Arrhenius laws. (a) Growth rates of Escherichia coli in rich medium were measured at various
temperatures (left). An Arrhenius plot [log(growth rate) versus 1/T] reveals a range of temperatures (20–37°C) over which the data are
approximately linear, a so-called Arrhenius range (right). Temperatures above and below the Arrhenius range produce a heat- and
cold-shock response, respectively. Data from Reference 54. (b) Bacterial and eukaryotic species possess Arrhenius ranges (dotted boxes)
with similar activation energies, despite a wide range of growth temperatures and growth rates (E. coli, data from Reference 54; Thermus
aquaticus, data from Reference 99; Saccharomyces cerevisiae, data from Reference 156; Vibrio pyschroerythrus, data from Reference 99).

energies ranging from 6 to 33 kcal/mol, with most falling between 8 and 15 kcal/mol (99).
Interestingly, Vibrio marinus had the highest activation energy (33 kcal/mol) and lowest optimal
temperature (14°C) (99), suggesting a possible correlation between temperature sensitivity and
growth at low temperatures. However, in soil bacteria, a positive correlation between activation
energy and minimum growth temperature has been observed (75). Across several thermophiles
with similar optimal growth temperatures (60–65°C), a negative correlation exists between Ea

(8–39 kcal/mol) and growth rate (0.4–2 h−1) at the optimal temperature (27, 55, 106), suggesting
a trade-off between temperature sensitivity and maximum growth rate.

Nonbacterial species, ranging from archaea to mammalian cell types, also exhibit species-
specific Arrhenius laws (Figure 2b). A study of 14 archaeal species from the family Halobacte-
riaceae revealed relatively high and narrowly distributed optimal growth temperatures (43–50°C)
with low activation energies between 5 and 10 kcal/mol (117), suggesting phylogenetic conserva-
tion of Ea. Mammalian cells have much narrower Arrhenius ranges and higher activation energies
than do bacteria and archaea: HeLa cells grown in liquid suspension have a narrow Arrhenius
range (33–38°C) and Ea ≈ 31 kcal/mol (113), and leukemic mouse cells have an Ea of approxi-
mately 32 kcal/mol between 31°C and 37°C (160). By contrast, yeasts appear to be more similar to
bacteria: The starch-converting yeast Lipomyces kononenkoae has a relatively wide Arrhenius range
(25–33°C) and Ea ≈ 12 kcal/mol (143). While these observations motivate speculation about the
relationships among phylogeny, optimal growth temperature, growth rate, and activation energy,
uncovering the general rules will require a more comprehensive and quantitative interrogation of
the temperature dependence of growth across taxonomic groups.

THE IMPACT OF TEMPERATURE ON CENTRAL DOGMA PROCESSES:
DNA REPLICATION, TRANSCRIPTION, AND TRANSLATION

Growth rate reflects the speed of cellular duplication, requiring that all steps of the central
dogma (DNA replication, transcription, and translation) occur at similar rates to each other
and to volume expansion to maintain homeostasis. Thus, when growth rate increases due to a
temperature increase, the rates of polymerases involved in central dogma processes likely increase
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in tandem, suggesting that either their activation energies are the same or additional regulation
is required. In the sections below, we present an overview of the numerous studies focused on
the temperature dependence of the core polymerases [DNA polymerase (DNAP), RNA poly-
merase (RNAP), the ribosome] in an effort to synthesize a framework of how central processes
are coordinated across temperatures.

DNA Replication

Growth rate is often varied experimentally via nutrient limitation such that DNA replication,
biomass production, and cellular expansion are all ultimately limited by the same pool of pre-
cursor material. If, instead, growth rate is modulated through changes in temperature, then it is
reasonable to assume that, unless DNAP and the cellular growthmachinery have the same temper-
ature sensitivity, DNA replication and growth must be coordinated to ensure proper proliferation
at each temperature.

Radiolabeling of DNA in dividing E. coli cells to study the interplay between growth and DNA
replication revealed that the time required for DNA replication was double the time between
division and initiation of replication, regardless of nutrient condition or temperature (109), in-
dicating that DNA replication rate is dependent on both nutrient availability and temperature.
Nonetheless, DNA concentration is constant across nutrient conditions and temperature in E. coli
(21), Salmonella Typhimurium (131), and budding yeast (156), demonstrating highly conserved
coordination between DNA replication and growth.

In vitro, purified E. coliDNAP I incorporates radiolabeled nucleotides at a speed that depends
on temperature according to an Arrhenius law with an activation energy of 17 kcal/mol over a
broad range of temperatures (4–40°C) (92) (Figure 3a). This activation energy is consistent with
early studies of radiation damage in E. coli, in which gamma irradiation initiates DNA degrada-
tion at a temperature-dependent speed with an Ea of 17 kcal/mol (19); this degradation is ac-
complished in coordination with DNAP (151). In vitro measurements of the speed of the Klenow
fragment (the catalytic component ofE. coliDNAP I) also showed Arrhenius behavior with anEa ≈
24 kcal/mol (13), suggesting that the full DNAP is less temperature sensitive than the Klenow
fragment. Since the activation energy of E. coli DNAP I (17 kcal/mol) is slightly higher than that
of growth (13–15 kcal/mol) (21, 54, 99), maintenance of DNA concentration across temperatures
may depend on additional factors, including the entire suite of DNAPs (I–V) (44), whose temper-
ature dependence is not yet known.

DNAPs from other organisms also exhibit Arrhenius behavior. DNA replication speed in
cultured hamster fibroblasts and HeLa cells had an Ea ≈ 22 kcal/mol between 31°C and 39°C
(126), and in kidney cells fromXenopus laevis grown between 18°C and 28°C, the activation energy
of replication speed was 18 kcal/mol (3), similar to E. coli DNAP I. However, in extremophiles,
a large range of activation energies has been observed. In vitro, the well-known Taq poly-
merase (DNAP isolated from Thermus aquaticus) used for PCR exhibited an Ea of approximately
22 kcal/mol (73), and the Klentaq catalytic fragment of Taq displayed a similar Ea ≈ 24 kcal/mol
between 25°C and 60°C (13). Isolated DNAP from the archaeal hyperthermophile Thermococcus
litoralis had an activation energy of 22 kcal/mol between 30°C and 75°C (69). By contrast, a
catalytic fragment of DNAP from the thermophilic bacterium Geobacillus anatolicus had an Ea ≈
13 kcal/mol in vitro between 22°C and 50°C; error frequency was constant across temperatures
(16). Replication speed of DNAP from the archaeal thermophile Sulfolobus solfataricus had an
activation energy of 33 kcal/mol between 26°C and 56°C in vitro (42). Thus, the temperature
dependence of DNA replication may not be conserved across bacterial species and has no obvious
connection to natural growth temperatures.
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Figure 3

The effects of temperature on central dogma processes. (a) DNA polymerase I (blue) from Escherichia coli binds DNA templates with a
low activation energy (Ea) (data from Reference 73) and synthesizes DNA at a speed that obeys an Arrhenius law (Ea ≈ 17 kcal/mol)
(data from Reference 92). (b) The multisubunit RNA polymerase from E. coli (orange) binds promoters with a relatively high Ea
(data from References 36, 63, 121, 122, and 159) and synthesizes RNA across temperatures with an Ea that agrees with growth
(approximately 13 kcal/mol) (data from Reference 1). (c) The bacterial ribosome (values shown for E. coli) is assembled from RNA and
protein components to form the 30S and 50S subunits (data from Reference 147), which associate to form the full 70S ribosome during
translation (data from Reference 2). Each stage of translation is temperature dependent, and catalytic steps possess a narrow range of
activation energies (Ea = 15–21 kcal/mol) (data from References 40, 62, 65, 72, 74, 118, 133, and 138). Abbreviations: mRNA,
messenger RNA; rRNA, ribosomal RNA; tRNA, transfer RNA.

While DNAP speed is likely rate limiting for DNA replication under saturating substrate con-
centrations, the complex interplay between DNA accessibility and polymerase binding must be
thermodynamically compatible to ensure proper binding and polymerase initiation (Figure 3a).
For example, force measurements of tethered DNA templates showed that the persistence length
(Lp) of DNA decreases with increasing temperature (35), as is expected based on statistical me-
chanics (108). Lp increased with G+C content and decreased due to binding and compaction by
the E. coli histone-like HU protein, regardless of temperature (35). Interestingly, HU binding was
strong enough to overcome the temperature dependence of Lp, indicating that the effects of tem-
perature changes can be alleviated by protein binding.

Fluorescence anisotropy measurements showed that the Klentaq fragment and full Taq op-
timally bind DNA at approximately 50°C (28), whereas the Klenow fragment binds optimally
at 25°C (29); the exact temperature dependence of DNA binding by DNAP remains unclear.
Some studies have measured a highly nonlinear (i.e., non-Arrhenius) temperature dependence
of both Klenow and Klentaq polymerases (28, 29, 164), but recent measurements of the kinet-
ics of Taq binding to DNA substrates showed Arrhenius behavior across a large range of tem-
peratures (5–55°C) with a very low Ea of 4–5 kcal/mol (73) (Figure 3a). This discrepancy may
be due to experimental differences, given the large differences in measured dissociation con-
stants: Kd of approximately 6 nM in Reference 29 and approximately 5 pM in Reference 73.
Thus, further work is needed to fully understand the effects of temperature on DNAP–DNA
binding.
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Transcription

To coordinate increased metabolic flux and growth rates at higher temperatures, cells must al-
ter their gene expression program to account for temperature-dependent increases in messenger
RNA (mRNA) production by RNAP, in addition to changes to binding and unbinding rates of
RNAP and transcription factors at promoter regions (Figure 3b). RNAP concentration in E. coli
is constant across normal growth temperatures (54), representing approximately 1% of the total
proteome between 25°C and 42°C in minimal glucose medium (125). In both minimal and rich
media, the concentration of total RNA in E. coli depends on nutrient quality but not temperature
(21, 125).

Since total RNA and RNAP concentrations are both constant across temperatures, the rate of
RNA synthesis by RNAPmust be coordinated with growth rate. Indeed, the incorporation rate of
radiolabeled ribonucleotides in E. coli cells at 29°C and 37.5°C exhibits an Ea of 11 kcal/mol in rich
media (87), similar to the Ea of growth rate (13–15 kcal/mol) (21, 54). The RNA synthesis rate per
DNA molecule across temperatures in E. coli computed from RNA and DNA content produced
the same Ea of 11 kcal/mol (21). Pulse-chase experiments with radiolabeled uridine showed an
increase in chain elongation rate from 32 to 118 nt/s when temperature was increased from 20.5°C
to 42°C, consistent with an Ea of approximately 11 kcal/mol (125). Single-molecule experiments
confirmed the temperature dependence of E. coli RNAP speed, measuring an activation energy
of 13 kcal/mol while finding that pausing and unpausing rates are approximately temperature
invariant (1) (Figure 3b).

While RNAP speed is limiting for RNA synthesis after transcription initiation (intracellular
NTP concentration is approximately 1 mM; RNAP saturates at approximately 100 μM) (14, 142),
the kinetics of DNA binding, promoter recognition, and transcription initiation by RNAP may
have temperature dependences that impact overall gene regulation separate from thermal effects
on catalytic speed. In vitro, E. coli RNAP bound to the λ phage pR promoter with an association
constant that increased between 25°C and 37°C and with an activation energy of 20 kcal/mol,
while the dissociation constant had an inverse relationship with temperature (Ea ≈ −9 kcal/mol)
(121, 122), indicating highly favorable binding.E. coli RNAP bound to the T7 phage A1 promoter
with an association constant Ea of approximately 16 kcal/mol (63), and association of E. coli RNAP
to the tetR promoter in vitro had an activation energy of 31 kcal/mol (36). Furthermore, in vitro
studies examining the impact of specific promoters on transcription rates (including both associ-
ation and polymerization) revealed generally high, promoter-dependent activation energies com-
pared with the Ea of growth rate (13–15 kcal/mol). E. coli RNAP transcription rates from viral T4
DNA had an activation energy of 23 kcal/mol (159), and transcription from λ phage promoter re-
gions resulted in activation energies of 23 and 25 kcal/mol (91). Transcription of a synthetic DNA
template depended more weakly on temperature than did viral DNA templates (Ea ≈ 8 kcal/mol)
(91), suggesting that promoters may have evolved to have high activation energies. These results
suggest that specific promoters can have dramatically different temperature-dependent transcrip-
tional behavior (Figure 3b).

Like growth rate, the Arrhenius behavior of RNAP appears to be conserved, with species-
specific activation energies. Purified RNAP from the Antarctic-dwelling bacterium Pseudomonas
syringae had synthesis speeds with an Ea of 35 kcal/mol between 0°C and 16°C (153), substantially
higher than the Ea of E. coli RNAP (21). In budding yeast, RNAP II (responsible for mRNA syn-
thesis) transcription in vivo had an Ea of 8.5 kcal/mol between 23°C and 37°C (96); in contrast to
E. coli, the cellular concentration of RNAP II decreased slightly with temperature (96), suggesting
complex regulation that ensures proper RNA levels. Due to the small number of existing studies,
it is unclear whether the activation energies of growth rate and RNAP speed are correlated.
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RNAPs isolated from viruses exhibit Arrhenius behavior with high temperature sensitivity. In
vitro, viral RNAP from avian influenza had a large Ea of 27 kcal/mol between 26°C and 37°C,
with RNA synthesis rates falling sharply above 39°C (132), suggesting that viral RNAP may have
evolved to operate optimally at host body temperatures. Transcription of very short DNA frag-
ments (5 base pairs) by T7 viral RNAP was used to estimate the rate of initiation, leading to the
finding that single-stranded and double-stranded templates have similar activation energies (25
and 26 kcal/mol, respectively), despite single-stranded DNA having higher initiation rates (90,
152). Thus, transcription initiation by T7 RNAP is strongly temperature dependent, likely owing
to a large enthalpic change that occurs after rapid DNA melting.

Translation

Quantification of the chemical composition of cells has established a bacterial growth law in which
growth rate across nutrient conditions correlates linearly with the cellular concentration of ribo-
somes (131, 134, 145); this law appears to be conserved across prokaryotes and even eukaryotes
such as budding yeast (158). These studies suggest that ribosome concentration varies across nu-
trient conditions to match the availability and synthesis capacity of free amino acids (Figure 4a).
However, the correlations among growth rate, ribosome concentration, and transfer RNA (tRNA)
levels break down when growth rate is varied by temperature. A seminal study of the effects of
temperature on E. coli examined the abundances of 133 proteins between 13.5°C and 46°C in rich
medium; the included ribosomal proteins varied only slightly with temperature between 13.5°C
and 42°C (54), suggesting that ribosome concentration is constant across the normal growth range
of temperatures. Furthermore, the RNA–protein ratio (a common proxy for ribosome concen-
tration) remained approximately constant between 21°C and 42°C in rich medium (125), and
direct quantification confirmed a constant proteome fraction accounting for ribosomal proteins
in E. coli between 30°C and 42°C (167). The fixed ribosome concentration across temperatures
(Figure 4a) suggests that the resulting changes in growth rate are not limited by ribosome number
but instead are likely limited through a kinetic process.

Growth rate
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Figure 4

Ribosome concentration is constant across temperatures, and ribosome stability correlates with the maximum growth temperature.
(a) The canonical growth law states that growth rate is linearly related to the ribosome concentration across media of varying nutrient
content (blue line). However, ribosome concentration is constant across temperatures, despite variations in growth rate (red line; dotted
lines at different nutrient conditions). (b) The G+C content of ribosomal RNA (black), but not that of the genome (green), correlates
with the maximum growth temperature. (Inset) The ribosome melting temperature across species also correlates with the maximum
growth temperature. Data from References 48 and 107.

508 Knapp • Huang

A
nn

u.
 R

ev
. B

io
ph

ys
. 2

02
2.

51
:4

99
-5

26
. D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 S

ta
nf

or
d 

U
ni

ve
rs

ity
 - 

M
ai

n 
C

am
pu

s -
 R

ob
er

t C
ro

w
n 

La
w

 L
ib

ra
ry

 o
n 

10
/2

3/
22

. F
or

 p
er

so
na

l u
se

 o
nl

y.
 



THE TEMPERATURE DEPENDENCE OF RIBOSOME ASSEMBLY

An important component in translational control is ribosome assembly, which in E. coli requires
the coordination of 54 proteins and 3 large RNAs [ribosomal RNAs (rRNAs)] (Figure 3c). These
components form into separate small (30S) and large (50S) subunits that mature into full (70S)
ribosomes assisted by an array of enzymes (137) (Figure 3c). The timescale for complete ribosome
assembly is rapid compared with the doubling time, with 50S assembly occurring within minutes
(136). The speed of ribosome assembly depends on growth conditions: Across media, the time
for rRNA incorporation into 70S E. coli ribosomes was a constant fraction of the doubling time
(approximately 0.05–0.06) (95).Thematuration time of rRNA into 30S and 50S particles similarly
scales with doubling time (79).

Dissection of the complete assembly kinetics of the E. coli 30S subunit in vitro between
15°C and 40°C revealed a large range of activation energies for binding of various ribosomal
proteins to 16S rRNA (25–45 kcal/mol) (Figure 3c). Interestingly, the binding rate constant was
inversely correlated with the binding activation energy (147). According to the Eyring equation
(Equation 2; Figure 1c), the reaction rate is inversely correlated to the activation energy only if
the activation entropy is constant, suggesting that the entropic cost of binding to rRNA is similar
for all ribosomal proteins.

Measurements of the fractions of 30S, 50S, and 70S subunits in E. coli cell extract showed
that the equilibrium association constant for fully mature ribosomes (Ka = [70S]/[30S][50S]) was
as high as 1026 M−1 under certain ionic conditions, indicating a strong affinity between small
and large subunits (32). Increases in temperature favor dissociation of the complex, with a very
large and negative Ea of −85 kcal/mol in the association constant (32, 57). Association is Mg2+

dependent due to the large negative charge of rRNAs, and Mg2+ concentration correlated pos-
itively with activation energy (57), consistent with predictions from Michaelis-Menten kinetics
(Figure 1d). Thus, while subunit association decreases with temperature, affinity is remarkably
high and is likely not limiting for translation.

The temperature dependence of ribosome assembly in vivo is unclear; the large discrepancy be-
tween the activation enthalpies of 30S–50S association and of ribosomal protein binding to rRNA
must somehow be coordinated to produce complete subunits and fully mature ribosomes across
temperatures. One study (2) examined E. coli ribosome assembly in cells with and without chaper-
ones across a range of temperatures, reasoning that assisted protein folding would be necessary at
high temperatures. In wild-type cells, complete incorporation of radiolabeled rRNA into mature
ribosomes took approximately 15 min at 30°C and approximately 8 min at 40°C (2), indicating
an assembly rate Ea of approximately 12 kcal/mol, similar to that of growth rate (54) (Figure 3c).
When cells lacked the chaperone DnaK, the assembly time more than doubled at both 30°C and
40°C, with increased abundances of subunit intermediates (21S, 32S, 45S) (2), suggesting a role
for chaperones in late-stage ribosome assembly regardless of temperature.

THE TEMPERATURE DEPENDENCE OF TRANSLATION RATE

Once ribosome assembly is complete (1–2 min during fast growth) (79, 95) and a transcript is
bound for translation, translation occurs in a sequence of initiation, elongation, and termination
(77) (Figure 3c). Each of these steps is enzymatically catalyzed and is therefore temperature de-
pendent (37, 163). Since ribosome and protein concentrations are approximately constant as a
function of temperature (125), the increase in protein production rate that accompanies higher
growth rates at higher temperatures must be accomplished through an increase in the translation
rate of the ribosome.
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Measurement of the in vivo rate of protein production in E. coli between 10°C and 44°C
was elegantly accomplished by isopropyl β-d-1-thiogalactopyranoside (IPTG) induction of
β-galactosidase (β-gal), wherein the first signal of β-gal activity in cell extracts indicated the time of
completed translation (40). These data showed that the translation rate increased according to an
Arrhenius law from approximately 6 aa/s at 23°C to approximately 19 aa/s at 44°C (40), represent-
ing anEa of 13 kcal/mol.Below 23°C,both growth rate and translation rate decreased dramatically,
and the translation rate continued to increase at heat-shock temperatures above 37°C, while the
growth rate slowed (40). Thus, the translation rate in E. coli obeys an Arrhenius law across a large
temperature range (23°C to at least 44°C) with an Ea consistent with growth (13 kcal/mol) (40)
(Figure 3c).

During translation, aminoacylated tRNAs (aa-tRNAs) are delivered to the ribosome by the
GTPase elongation factor Tu (EF-Tu) in what is termed the elongation ternary complex (EF-Tu,
GTP, and aa-tRNA) (118) (Figure 3c). In vitromeasurements of ternary complex formation across
temperatures found that noncognate tRNAs bind EF-Tu with affinities similar to those of cog-
nate tRNAs. However, cognate tRNAs bound EF-Tu with a much narrower range of binding free
energy (9.5–10.5 kcal/mol) and binding activation energy (9.5–12.5 kcal/mol) (74) (Figure 3c).
The dissociation constant of the elongation ternary complex and the E. coli ribosome (23 nM
at 37°C) has an activation energy of approximately 7 kcal/mol (118). Other kinetic parameters
for this binding were inferred to have similarly small activation energies, ranging from 2 to
10 kcal/mol (118) (Figure 3c). GTP hydrolysis by EF-Tu, which arranges aa-tRNAs for reac-
tion with the growing peptide chain, exhibited a relatively large activation energy (21 kcal/mol)
and activation entropy (7 kcal/mol) (62) (Figure 3c), indicating high catalysis rate and temperature
sensitivity.

After the aa-tRNA is positioned by EF-Tu, the ribosome catalyzes the peptide bond between
the tRNA-bound amino acid and the growing protein (Figure 3c). To interrogate the thermody-
namics of catalysis of peptide bond formation across temperatures, an in vitro chemical system for
comparing peptide bond kinetics in solution against the reaction catalyzed by purified E. coli ribo-
somes was developed (138). Peptide bonds formed in solution had a lower activation energy than
those catalyzed by ribosomes (Ea ≈ 9.7 kcal/mol in solution versus Ea ≈ 17 kcal/mol for those cat-
alyzed by ribosomes) and dramatically different activation entropies (T�Ssolution ≈ −13 kcal/mol
versus T�Sribosome ≈ 0.7 kcal/mol) (138) (Figure 3c). Similar studies of in vitro peptide-bond
catalysis by ribosomes found activation enthalpies of 16–17 kcal/mol and an activation entropy
of approximately 2 kcal/mol (62, 133), in close agreement with Reference 138. Thus, unlike typ-
ical enzymes, which enhance rates through lowering the activation enthalpy (163), the ribosome
performs catalysis through increasing the activation entropy, a so-called entropy trap mechanism
(138) (Figure 1e).

Ribosomes continue to elongate the growing protein until the stop codon is recognized, after
which release factors bind to the ribosome and catalyze release of the completed protein (65,
72) (Figure 3c). E. coli elongation factor G (EF-G), the GTPase that catalyzes translocation of
the mRNA–tRNA–protein complex through the ribosome, was demonstrated in vitro to induce
translocation with an Ea of approximately 15 kcal/mol (65) (Figure 3c). Furthermore, kinetic
measurements of purified E. coli components showed that release factor 2 catalyzes peptide
release from the ribosome with an Ea of approximately 16.5 kcal/mol (72) (Figure 3c). Thus,
most catalytic steps of translation in E. coli fall within a narrow range of temperature sensitivities
(Ea = 15–21 kcal/mol), slightly higher than both the inferred overall protein synthesis rate in
vivo and the growth rate (Ea ≈ 13 kcal/mol) (40, 54). These observations may indicate that the
activation energy of the overall translation rate is a combination of both binding (low Ea) and
catalytic (high Ea) activation energies, a result that would be predicted from the effects of binding
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on enzyme kinetics (Figure 1e) and the averaging of catalytic activation energies through coupled
enzymatic reactions (60).

TRANSLATIONAL ADAPTATION TO TEMPERATURE

While protein synthesis capacity is likely to be generally under strong selection,whether ribosome
kinetics are conserved beyond E. coli is mostly unknown. Purified ribosomes from the thermophile
Thermus thermophilus exhibited an Ea of approximately 23 kcal/mol for peptide bond catalysis
(119), significantly larger than that of the E. coli ribosome (62), along with a higher entropic cost
(approximately 5 kcal/mol). Thus, the entropy-trap mechanism may be enhanced in thermophiles
to balance the higher enthalpic cost at higher temperatures. Indeed, the T. thermophilus ribosome
had a translation rate similar to that of E. coli (119), suggesting that ribosomes may have evolved
to conserve high rates of synthesis across different temperatures.

In addition to simple kinetic effects of temperature on translation rates through Arrhenius
behavior, longer-term exposure to temperature changes may alter overall temperature sensitivity
in ribosomes. Studies of wheat ribosomes revealed interesting adaptations in activation energies:
Purified ribosomes incubated at various temperatures for 48 h and then switched to different tem-
peratures for assaying synthesis rates exhibited higher synthesis rates when preincubated at higher
temperatures but lower activation energies (preincubation at 4°C resulted in Ea = 22 kcal/mol,
while preincubation at 36°C resulted in Ea = 13 kcal/mol). Preincubation temperature did not
affect the temperature at which ribosomes became denatured (55°C), indicating that translation
efficiency but not denaturation is dependent on temperature history (41). Additionally, in E. coli,
antibiotics that target the ribosome elicit cold-shock and heat-shock transcriptional responses
(155), suggesting that the translational inhibition during temperature shocks is directly tied to
ribosomal inhibition. These results support the notion that ribosomes vary structurally across
temperatures and thus can sense their temperature environment through differences in stabil-
ity (155); they also indicate the potential for history dependence in all ribosome-related thermal
adaptation.

Ribosome stability is clearly important across species.Melting temperatures of ribosomes from
19 phylogenetically diverse organisms were narrowly distributed between 69°C and 79°C, despite
optimal organismal growth temperatures ranging from18°C to 73°C (107).Additionally, theG+C
content of rRNA correlated with melting temperatures, even though the G+C content of the
genome did not scale with either ribosome melting temperature or optimal growth temperature
(107) (Figure 4b). These data point to ribosomal efficiency as a driver of selection caused by
temperature changes on evolutionary timescales.

TRANSCRIPTIONAL AND TRANSLATIONAL RESPONSES
TO TEMPERATURE SHIFTS AND THE ROLE OF ppGpp

While individual enzymes can change their catalytic rates rapidly in response to a change in tem-
perature (149), downstream biological processes resulting from gene regulation likely take much
longer. In E. coli, production of the stress-signaling molecule guanosine-tetraphosphate (ppGpp),
which regulates a vast array of stress responses in bacteria (86), initially increased rapidly after an
increase in temperature and then gradually decreased, and steady-state levels were positively cor-
related with temperature (43, 85). Additionally, RNA synthesis rates underwent multiple stages
of regulation upon a temperature upshift to 40°C characterized by rapid acceleration, decel-
eration, and then slow acceleration to the higher steady-state rate (85). Decreases in tempera-
ture induced rapid decreases in ppGpp and RNA synthesis to steady-state values, indicating that
cells respond differentially to temperature increases versus decreases (85). Time-resolved
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transcriptional profiling of E. coli exposed to temperature decreases showed that approximately
9% of all transcripts underwent at least a twofold change in expression within 10 min, with genes
related to energy metabolism preferentially decreasing in expression (47). Consequently, tran-
scriptional responses to temperature changes appear to be quick (10–20 min) (47, 85), likely ow-
ing to strong promoter binding and fast polymerization by RNAP (121, 122, 125), but the overall
regulation of the temperature-dependent transcriptome requires further elucidation.

Under conditions of amino acid starvation, the bacterial stringent response is responsible for
limiting the number of ribosomes, which is mediated by the production of ppGpp (86). This reg-
ulation optimizes ribosome concentration to ensure maximal growth rates across nutrient condi-
tions (168). A study of the rates of protein synthesis after temperature upshifts found that most
E. coli proteins are produced at transiently accelerated or decelerated rates before settling to a
steady-state value within 40 minutes (76), consistent with the timescale of ppGpp regulation (85).
In a cold-dwellingVibrio species, ppGpp levels transiently increased after a shift from 0°C to 13°C,
but not after one from 13°C to 0°C, suggesting that the stringent response to temperature upshifts
may be conserved across bacteria (6).

THE ROLE OF TRANSFER RNAS IN THERMAL ADAPTATION

Since organisms encode less than the 61 tRNAs that would match all possible codons for amino
acids, chemical modifications of tRNA to facilitate processes such as wobble base pairing are re-
quired for protein synthesis (26). As such, tRNAs are the most transcriptionally modified RNA
type (80). While the ratio of tRNA to ribosome copy number in E. coli decreases slightly with in-
creasing nutrient availability and growth rate (34), the concentration of tRNAs is constant across
normal growth temperatures (125).

Similar to rRNAs (107), the thermostability of tRNAs likely plays an important role in ther-
mal adaptation, as tRNA G+C content correlates with tRNA melting temperature across organ-
isms (71). A strong correlation has been observed across species between the diversity of tRNAs
(number of distinct types) and G+C content (128), and thermophiles and psychrophiles (opti-
mal growth <10°C) have a mean of approximately 42 and 34 tRNA types, respectively (127),
suggesting that noncanonical tRNA binding and wobble base pairing may be suboptimal at high
temperatures and thus that higher tRNA diversity is required. Temperature shifts also alter the
level of tRNA modifications in thermophiles (161); for example, an increase from 70°C to 100°C
increased methylation and thiolation of tRNA bases in the hyperthermophile Pyrococcus furiosus
(71). Thus, high temperature likely selects for both tRNA diversity and modification, although it
is unclear how the fidelity of translation depends on the trade-off between these two factors. The
temperature dependence of tRNA abundance and usage has yet to be clarified, but tRNAs likely
represent important components of thermal adaptation strategies.

REGULATION AND ADAPTATION OF MEMBRANE FLUIDITY
ACROSS TEMPERATURES

Cellular compartmentalization by the membrane is also subject to temperature dependence
and regulation. Membrane fluidity is predicted to increase with temperature due to weaker
intermolecular interactions (4) (Figure 5a), although cells may be able to tune membrane
composition to counteract these changes. Measurements of the lipid composition in E. coli
revealed that, as temperature increases, the ratio of unsaturated-to-saturated fatty acids decreases
substantially (threefold between 25°C and 37°C; Figure 5b) (88). Since unsaturated fatty acids
produce nonoptimal packing and thus increase fluidity within phospholipid bilayers owing to
their kinked hydrocarbon chains (15), increased saturation with temperature would suggest
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Figure 5

Homeoviscous adaptation ensures that membrane fluidity is preserved across temperatures through changes in fatty acid saturation.
(a) The fatty acid side chains of phospholipids can be modified with varying levels of unsaturation (carbon–carbon double-bonds) that
produce kinks (left). Without modifications to fatty acid chains, a temperature increase will increase membrane fluidity (bottom right).
Lower levels of unsaturated (kinked) fatty acid chains produce more favorable phospholipid packing, thereby decreasing membrane
fluidity (top right). (b) At higher temperatures, cells maintain membrane fluidity (teal) through decreasing the level of fatty acid
unsaturation (black), counteracting the physical consequences of increased membrane fluidity at higher temperatures.

regulation that maintains membrane fluidity (Figure 5a). Indeed, in E. coli, membrane viscosity
(inverse of fluidity) was approximately constant between 15°C and 43°C (140) (Figure 5b).
Furthermore, isolated membranes from cells cultured at 43°C exhibited a sevenfold increase
in viscosity when incubated at 15°C (140), indicating that cells adapted to high temperature
have highly rigid membranes. This regulation of membrane viscosity, termed homeoviscous
adaptation (140), has also been observed in yeast (15), worms (83), fish (25), and mammalian cells
(5), with some regulation occurring through addition of cholesterol to rigidify membranes (5).
Additionally, increases in saturated and branched fatty acid content with temperature have been
observed within psychrophiles (102) and across organisms whose growth spans 5–70°C (53, 139).
Taken together, these findings indicate that the ability to modify fatty acid composition across
temperatures to maintain membrane fluidity is likely conserved across kingdoms.

A striking feature of the temperature dependence of membrane viscosity is that it too follows an
Arrhenius law across bacterial (140), plant, and mammalian (112) membranes. In synaptic mem-
branes, the sensitivity of membrane viscosity to temperature was nearly identical in fish and rats
(Ea ≈ 13 kcal/mol) (25), even though fish lack body temperature regulation. Despite the require-
ment of more rigid membranes in thermophiles to maintain proper membrane fluidity, isolated
membranes still exhibited similar temperature sensitivities (Ea ≈ 11 kcal/mol) (98). The mecha-
nistic origins of this Arrhenius behavior are still unclear (135), although activation energies are
remarkably similar to those of enzymatically catalyzed processes (1, 62, 141).

Cells may tightly regulate membrane viscosity due to a variety of processes, for example, main-
tenance of membrane potential. Proton import by membranes isolated from bacteria spanning
optimal growth temperatures from 5°C to 95°C revealed a remarkable conservation of temper-
ature sensitivity (Ea = 9.5–13 kcal/mol) and maximal rate constants (approximately 0.1 s−1), and
temperature-dependent sodium efflux was nearly identical across organisms and fell along a sim-
ilar temperature-dependent curve (Ea ≈ 12 kcal/mol) (154); both of these observations support
the importance of membrane potential regulation. Increases in membrane fluidity led to increased
cellular respiration in bacteria and mitochondria and thus allowed for increased growth rate un-
der oxygen exposure (15), demonstrating a direct link between fluidity and physiology. Moreover,
misregulation of fatty acid synthesis can have dire consequences, affecting heat tolerance (83),
metabolism, and cell size regulation (15).
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Interestingly, measurements of membrane viscosity have repeatedly revealed phase transitions,
identified through changes to the slope of or discontinuities in Arrhenius plots (15, 112, 140).
These transitions likely indicate critical temperatures at which the membrane undergoes signifi-
cant rearrangement. At increasing levels of fatty acid saturation, the critical temperature increases
(15, 140), probably due to increased packing that increases the heat capacity of the membrane.
Alterations to phase-transition properties of the membrane can have significant functional conse-
quences for enzyme behavior. For example, around a critical temperature of 23°C, protein synthe-
sis rates of membrane-bound ribosomes exhibited a sharp change in slope representing a transition
in Ea from 30 to 12 kcal/mol, while free ribosomes exhibited a constant Ea of approximately
25 kcal/mol (150). Various membrane-bound enzymes that exhibited critical temperatures
generally showed a significant decrease (2- to 10-fold) in activation energy (166), indicating that
membrane properties can significantly impact the temperature sensitivity of enzymes. Thus, the
membrane (and perhaps other components of the cell envelope) can affect temperature sensitivity
at the molecular and cellular scales.

ADAPTATION AND THE EFFECTS OF TEMPERATURE
ON EVOLUTION

Beyond the central dogma and membrane fluidity, other cellular and ecological processes appear
to depend on temperature in amanner similar to enzyme kinetics.Themass-normalizedmetabolic
rate (based on oxygen flux) across all kingdoms has a remarkably conserved Arrhenius law, with
activation energies between 6 and 11 kcal/mol (49). A similar relationship has also been observed
in entire ecosystems, as measured by regional CO2 output,with an average activation energy of ap-
proximately 9.3 kcal/mol (38). Thus, the temperature dependence of the energy requirements for
life may be conserved, from individual enzymes to entire ecosystems. Despite the apparent con-
servation of activation energies, planetary temperature changes on evolutionary timescales have
nonetheless likely constrained enzymatic function. For instance, ancient versions of the highly
conserved adenylate kinase inferred from its phylogenetic tree resemble modern thermophile ho-
mologs (104) (Figure 6a), consistent with the history of a cooling Earth.

Organismal fitness likely depends on the ability of each species to exploit the effects of tem-
perature; for example, mammals may have evolved to maintain energetically costly and elevated
temperatures as a means to combat fungal pathogens (17). By contrast,microorganisms are unable
to regulate their intracellular temperature, and thus all biological functions are subject to varia-
tions in environmental temperature. In E. coli, adaptation to increased temperatures appears to
have coincided with adaptation to oxygen deprivation, likely due to the anaerobic nature of the
mammalian intestinal tract (146): When cells are transitioned from 37°C to 25°C, genes required
for aerobic respiration are upregulated, and vice versa (146) (Figure 6b).

In long-term laboratory evolution experiments, E. coli grown for 2,000 generations at different
temperatures showed differential trade-offs in thermal adaptation, such that 32°C-evolved cells
performed worse than the parent strain at 42°C, while those evolved at 42°C saw no fitness de-
crease at 32°C (12) (Figure 6c). Interestingly, cultures alternated between 32°C and 42°C saw no
fitness defect against either the ancestor or a 32°C-evolved strain at 32°C, while they exhibited a
significant fitness advantage against the ancestor at 42°C (12) (Figure 6c), indicating that it is pos-
sible to improve fitness over a range of temperatures simultaneously. In a follow-up study, E. coli
was grown at 20°C, 32°C, 37°C, and 42°C for 2,000 generations, and genomic sequencing revealed
beneficial mutations specific to each temperature, including loss-of-function mutations and mu-
tations in essential genes (31). Interestingly, extended evolution of the ancestor at 37°C for 20,000
generations eventually led tomany of the samemutations that benefited each temperature-evolved
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Figure 6

Thermal adaptation occurs across evolution and short-term perturbations. (a) The highly conserved adenylate kinase, a critical
metabolic enzyme, evolved across temperatures to preserve high rates of catalysis through alterations in activation energy (higher
temperature ≈ higher Ea). Data from Reference 104. (b) Increases in temperature from 25°C to 37°C (human body temperature)
induced rapid decreases in expression of aerobic respiration genes in Escherichia coli, indicating convergent adaptation between exposure
to increased temperature and low oxygen (reflective of the human gastrointestinal tract). Data from Reference 146. (c) Long-term
laboratory evolution (2,000 generations) of E. coli to various temperatures produced optimal temperature adaptation. Cultures not
evolved for high-temperature growth (42°C) suffered significant fitness defects at the higher temperature. Data from Reference 12.

strain (31), indicating that mutations can be beneficial at multiple temperatures, but temperatures
other than 37°C may select for these mutations at higher frequency. In a similar study, >100 cul-
tures of E. coli were independently evolved for 2,000 generations at 42.2°C; each culture increased
fitness relative to the ancestor at the higher temperature with a distinct set of mutations. These
mutations occurred predominantly in the RNAP complex (148), highlighting the importance of
transcription in temperature adaptation. The evolved strains also shifted their permissible tem-
perature range for growth, such that they performed worse at temperatures <20°C but better at
temperatures >42°C (120).

At more extreme temperatures, dramatic trade-offs emerge between growth at normal and
at high temperatures. E. coli evolved over the course of two years with stepwise gradual increases
from 42°C to 48.5°C exhibited high and constant induction of molecular chaperones and the heat-
sensitive lysine–tRNA synthetase lysU and suffered significant fitness defects against the ancestor
at 37°C (124).Thus, adaptation to altered temperature depends on both the duration and the range
of growth temperatures and is achieved through highly diverse mutational pathways, affecting a
host of functional outcomes in both metabolism and global transcriptional regulation.

While individual mutations can modify the function and production of proteins to optimize
growth at a given temperature, detailed analyses of how diverse organisms have evolved to thrive
at temperatures spanning <0°C to >100°C paint a complex picture of thermostability require-
ments for DNA, RNA, and proteins (103). The traditional understanding is that protein stability
is the major contributing factor for growth at high temperatures (33); thermophiles have higher
protein melting temperatures (129), as well as overall higher net protein charge, than do other or-
ganisms, which is thought to counteract protein aggregation under high temperature (66). DNA
composition may also play a role in thermal adaptation, although G+C content does not increase
with optimal growth temperature despite the increased binding energy of G–C bonds versus A–T
bonds (48, 58, 107). However, the G+C content of rRNA is correlated with optimal growth tem-
perature (48, 107), suggesting that ribosome function is a limiting thermostability requirement
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for growth at higher temperatures (Figure 4b). DNA stability may still play an important role
in thermal adaptation, as dinucleotide composition, which impacts DNA compaction, correlates
well with optimal growth temperature (66, 103). Therefore, physical constraints on the function
of central processes like translation and transcription at high temperatures may select for genomic
mutations that increase stability in all biopolymers.

ECOLOGICAL IMPACTS OF TEMPERATURE VARIATION

Since every species within an ecosystem has its own profile of temperature sensitivity and adapta-
tion, temporal fluctuations and spatial heterogeneity in temperature inevitably affect the behavior
of communities. Soil bacteria in isolation possess distinct ranges of normal growth temperatures
and activation energies (75, 99), suggesting the potential for temperature dependence of microbial
community composition. Nonetheless, soil samples grown in media that promote either bacterial
or fungal growth revealed that maximal growth rates of each occurred at 30°C, with similar acti-
vation energies from 4°C to 30°C (Ea = 15 kcal/mol for bacteria and 13 kcal/mol for fungi) (11),
suggesting that temperature adaptation of soil communities as a whole may be approximately in-
dependent of kingdom. Samples from the same soil source were grown in parallel for one month
at temperatures spanning 5°C to 50°C; after this propagation, samples grown above 30°C (but
not those grown below that temperature) exhibited an increase in optimal growth temperature
(11), suggesting that selection is more rapid at higher temperature. Communities of bacteria and
fungi derived from agricultural and humus soil also exhibited optimal growth temperatures of
approximately 30°C in vitro, but with relatively low activation energies (Ea ≈ 5 kcal/mol) (110).
By contrast, experiments in situ revealed dramatic temperature sensitivity, with a sixfold increase
in microbial respiration in high-elevation alpine forest soil during the transition from winter to
spring as temperature and moisture increase (101). These results suggest that soil communities
may have a common optimal growth temperature, but their temperature sensitivity likely depends
on the soil source (e.g., due to differences in constituent microbes).

Exposure of permafrost and active-layer soil samples to various temperatures (5°C to 40°C)
for one month resulted in significant compositional changes only at the highest temperatures (81),
suggesting that community composition is resilient to relatively short-term temperature pertur-
bations. Incubation of Antarctic soil samples at temperatures above freezing (15°C) for 6 months
dramatically increased nitrogen fixation (Figure 7a), and subjecting samples to freeze–thaw cy-
cles between −15°C and 10°C to simulate seasonal variation primarily affected fungal rather than
bacterial composition (165). A 90-s heat shock (using a microwave) of soil-derived communities
caused both immediate and gradual species loss, while 6 h of exposure to −80°C did not perturb
community structure (64). It remains unknown whether elevated temperatures are generally dele-
terious to community composition; temperature-dependent changes to community composition
may depend on phylogeny and the magnitude and duration of temperature change.

Long-term (multiyear) studies of temperature impacts on microbial communities have shown
that small changes in temperature can produce large-scale metabolic and compositional changes.
Metagenomic sequencing of soil samples exposed to mild heating (+2°C) for 10 years revealed
that Actinobacteria preferentially grew in the warm soil, whereas Proteobacteria proliferated in
unheated samples, and approximately 60% of all taxa exhibited significant differences in abun-
dance (82). Additionally, heating caused an increase in overall G+C content, and heated samples
exhibited an enrichment of genes involved in carbon utilization, respiration, and sporulation (82).

Studies from the Harvard Forest site evaluated the effects of long-term (>25 years) warming
on soil biology (30, 45, 93, 94) by using buried heating cables to maintain a 5°C increase above
ambient temperature in experimental soil plots (94). Soil respiration, as measured by CO2 flux,
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Figure 7

Microbial community behavior and composition are affected by temperature. (a) Antarctic soil samples thawed for 6 months at various
temperatures generated a large increase in nitrogen fixation at 15°C, indicating an increase in metabolic activity. Data from Reference
165. (b) Long-term soil warming (+5°C above ambient) at the Harvard Forest site produced fluctuations in microbial respiration (CO2
output, black), a decrease in microbial biomass (orange), and a net loss in soil carbon (green). Data from References 45 and 93. (c) In
consumer-resource models, species competition for nutrients (blue circles) shapes community composition. Since species growth rate
(k) and nutrient utilization are temperature dependent, increases in temperature likely select for species that possess higher activation
energies (Ea) of growth.

increased significantly in the first year of heating compared to control soils; this increase was
attributed to rapid utilization of simple carbon sources but eventually decreased after 10 years
(94) (Figure 7b). While soil microbial biomass was approximately constant throughout the first
10 years, over the following 15 years, microbial biomass decreased significantly (approximately
40%), and soil respiration accelerated (30, 45, 93) (Figure 7b). Fungi experienced larger rela-
tive biomass losses than did bacteria; long-term temperature increases promoted higher bacterial
diversity, particularly through increases in Acidobacteria (30). Heating also caused a decrease in
the overall temperature dependence of respiration (93), suggesting that heating selects for lower
activation energies at the community level (104). Importantly, through 25 years of study, heated
soils generated significant carbon loss (93); it remains unclear whether ecosystems have feedback
mechanisms to recover from this loss over longer timescales. Collectively, these studies demon-
strate that long-term heating can reshapemicrobial composition in soils through increased carbon
and nitrogen utilization.

DISCUSSION

A remarkable collective conclusion that emerges from the extensive studies of temperature de-
pendence is that many biological processes, including protein binding (Figures 1d and 3), central
dogma processes (Figure 3), membrane fluidity (Figure 5), and metabolism (Figure 6a), fol-
low an Arrhenius law with activation energies that fall in a narrow range (10–20 kcal/mol). This
convergence suggests that the enzyme kinetics underlying biology also dictate the emergent tem-
perature dependence of most aspects of growth. An interesting case in point is the various kinetic
steps of translation, which all have a roughly similar temperature dependence (9–21 kcal/mol) in
E. coli, including ternary complex formation, tRNA binding, and peptide elongation (74, 118, 138)
(Figure 3c). This similarity may suggest an evolutionary convergence of the combined reactions
to ensure stable protein synthesis across temperatures. The major polymerases of the central
dogma (DNAP, RNAP, and the ribosome) in E. coli have a narrow range of activation energies
that coincides with that of the overall growth rate (Ea = 13–15 kcal/mol). Do other enzymes from
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E. coli fall within this range as well? An analysis of activation energies from the limited number of
studies of enzyme kinetics demonstrated that those involved in diffusion and transport processes
have lower activation energies than those involved in catabolism (116), suggesting that growth
may be more limited by transport at higher temperatures. Some studies have hypothesized that
the activation energy of growth represents a single rate-limiting enzymatic reaction (24), but there
is no evidence to date to support this hypothesis. Other models for growth suggest that the acti-
vation energy of growth arises as an average response of all contributing reactions (56, 60). Future
studies could address these models by measuring growth dynamics after temperature shifts or by
targeting important pathways through chemical or genetic perturbations (67).

To what extent is cellular growth optimized across temperatures? Under varying nutrient con-
ditions, ribosome concentration is tightly controlled to optimize protein synthesis (134, 168), but
it is unclear how optimization occurs across temperatures, since ribosome concentration remains
constant (54, 125, 167). Some evidence suggests that the activation energy of growth is conserved
across nutrient conditions in E. coli (21, 54), but more detailed investigations are necessary to de-
termine the generality of this conclusion and its mechanistic origins and implications. A large
proportion of genes are differentially regulated across temperatures (47, 54, 76), but the genes
responsible for temperature responses are virtually unknown, demonstrating the need for future
systems-wide studies using proteomic and transcriptomic approaches (78).

A large fraction of studies of temperature dependence have focused on laboratory strains of
E. coli; the effects of temperature on natural isolates are largely unknown. Given that temperature
plays a vital role in E. coli’s ability to respond to oxygen availability (146), certain strains may
exhibit environment- and host-specific adaptations. Moreover, detailed studies on the effects of
natural variations in temperature are rare; thus, we do not yet understand how the timescales
of temperature fluctuations influence responses. Laboratory long-term evolution experiments of
E. coli have demonstrated fitness gains that are temperature specific (12), suggesting selection for
increased growth rate at the target temperature, perhaps through modifying the activation energy
of growth. Future studies that dissect if and how cells alter activation energy would elucidate the
role of activation energy in growth and adaptation and perhaps reveal the genetic basis for such
alterations.

Intracellular spatial heterogeneity in temperature may also impact which processes are more
temperature sensitive, but given the complications of developing efficient thermal probes (105),
few studies have been able to measure intracellular temperature. For example, temperature-
dependent measurements of fluorescent proteins are particularly difficult, since maturation, de-
naturation, and quantum efficiency (not to mention expression dynamics) all change as a function
of temperature (9). Recent measurements using thermosensitive dyes surprisingly revealed that
mitochondria are maintained at approximately 50°C (22), suggesting that there are different ther-
mostability requirements across metabolic processes.

Given the role of the environment in shaping temperature sensitivity, it is natural to speculate
that activation energy is coupled to other growth behaviors. Indeed, a survey of soil bacteria re-
vealed that activation energy is correlated with minimal growth temperature (75), and activation
energy is correlated with maximal binding rate across proteins involved in 30S ribosome assembly
(147). These observations suggest that species or proteins that optimally grow or bind, respec-
tively, at higher temperatures perform comparatively worse at lower temperatures, likely reflect-
ing trade-offs of performance optimization at high temperature that necessarily involve increases
in enthalpy and entropy.While some studies have suggested the importance of protein stability in
shaping temperature-dependent growth (20, 33), ribosomal and membrane stability requirements
suggest other forms of adaptation (107, 139), indicating that more work is needed to understand
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how distinct activation energies and maximal growth rates may arise in other organisms and how
they are coupled (23).

The limited studies carried out to date on microbial communities have shown temperature-
dependent composition and behavior (30, 75, 81, 82, 144) (Figure 7), but the mechanisms that
account for these changes are mostly unknown. For example, the interactions among tempera-
ture,metabolism, and nutrient competition likely play substantial roles. Consumer-resource mod-
els have demonstrated the ability to explain species coexistence through resource competition
(89), but how temperature variations affect these interactions has yet to be explored in detail
(Figure 7c). The use of in vitro–assembled communities should help to address these questions
(6a, 50, 157).Understanding how temperature changes disrupt microbial communities will be crit-
ical to mitigating current and future effects of global warming, as exemplified by the collapse of
certain ecosystems like coral reefs due to small temperature increases (46). In addition, long-term
shifts toward increased temperatures can have deleterious consequences for human health, as they
may select for bacterial and fungal pathogens (68), as well as antibiotic-resistant strains of bacteria
(84).
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