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Abstract

Cells adjust to nutrient deprivation by reversible translational shutdown. This is accompa-

nied by maintaining inactive ribosomes in a hibernation state, in which they are bound by

proteins with inhibitory and protective functions. In eukaryotes, such a function was attrib-

uted to suppressor of target of Myb protein 1 (Stm1; SERPINE1 mRNA-binding protein 1

[SERBP1] in mammals), and recently, late-annotated short open reading frame 2 (Lso2;

coiled-coil domain containing short open reading frame 124 [CCDC124] in mammals) was

found to be involved in translational recovery after starvation from stationary phase. Here,

we present cryo-electron microscopy (cryo-EM) structures of translationally inactive yeast

and human ribosomes. We found Lso2/CCDC124 accumulating on idle ribosomes in the

nonrotated state, in contrast to Stm1/SERBP1-bound ribosomes, which display a rotated

state. Lso2/CCDC124 bridges the decoding sites of the small with the GTPase activating

center (GAC) of the large subunit. This position allows accommodation of the duplication of

multilocus region 34 protein (Dom34)-dependent ribosome recycling system, which splits

Lso2-containing, but not Stm1-containing, ribosomes. We propose a model in which Lso2

facilitates rapid translation reactivation by stabilizing the recycling-competent state of inac-

tive ribosomes.

Introduction

Ribosomes are universally conserved biological machines that translate genetic information

from mRNA templates into polypeptides with the corresponding amino acid sequence. Main-

taining ribosome functionality is vital for cell survival under all circumstances. Hence, regula-

tory mechanisms have evolved that facilitate transition of the translation machinery between

active and dormant states. This allows cells to dynamically adapt to environmental changes in

nutrient availability.
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Nutrient-starvation–induced cellular stress and reversible translational repression is partic-

ularly well studied in prokaryotes. In bacteria, several small ribosomal binding factors (RBFs)

have been identified that inhibit translation and facilitate reversible formation of inactive 100S

ribosome dimers [1,2]. The formation of 100S dimers allows ribosomes to enter a hibernation

state during stationary growth or stress phases [3–5]. Within hibernating bacterial ribosomes,

RBFs (ribosome modulation factor [RMF], hibernation promoting factor [HPF], and ribo-

some associated inhibitor A [RaiA]) bind the decoding center, occupy the mRNA binding

channel, and block acceptor (A) and peptidyl (P) tRNA sites [6–8]. As a result, bacterial hiber-

nation factors protect the crucial active sites of the ribosome and inhibit binding of both

mRNA and tRNA, blocking translation altogether [9].

Several types of inactive or hibernating ribosomes have also been observed in eukaryotes

[10,11]. In general, idle 80S ribosomes accumulate in eukaryotic cells after exposure to various

stresses like amino acid shortage [10,12], osmotic stress [13], or glucose starvation [14,15]. To

restart translation after stress, these 80S need to be dissociated in order to repopulate the pool

of free 40S for initiation. The duplication of multilocus region 34 (Dom34) splitting system,

containing the termination factor homologs Dom34 (Pelota in mammals), Hsp70 subfamily B

suppressor 1 (Hbs1), and the ATP binding cassette (ABC)-type ATPase RNase L inhibitor 1

(Rli1; ATP binding cassette subfamily E member [ABCE1] in mammals), were shown to disso-

ciate vacant ribosomes in yeast [15] and mammals [16]. The first eukaryotic hibernation fac-

tor, suppressor of target of Myb protein 1 (Stm1), was found in the crystal structures of

otherwise empty yeast 80S ribosomes, which were prepared from cells following 10 min of glu-

cose starvation [17]. Stm1 and its mammalian homolog SERPINE1 mRNA-binding protein 1

(SERBP1) clamp the ribosomal subunits together and, similar to bacterial hibernation factors,

bind in the mRNA entry channel as well as the A and P sites of the 40S, thereby occupying

sites important for translational activity[17].

The nonessential protein Stm1 was shown to have a protective role in Saccharomyces cerevi-

siae (S.c.), in which it supports recovery of translation after quiescence [18,19], and a knockout

of Stm1 in yeast suppresses the requirement of the Dom34 splitting system to restart transla-

tion after glucose starvation [15]. This indicates that idle 80S lacking Stm1 are less stable in

vivo. Metazoan homologs of Stm1 were also observed bound to inactive ribosomes from Dro-

sophila melanogaster (D.m.) andHomo sapiens (H.s.), indicating a high degree of functional

conservation [20]. Notably, these ribosomes also contain tRNA in the ribosomal exit (E) site

and the eukaryotic elongation factor 2 (eEF2) [20]. Presence of eEF2 and E-site tRNA was later

also observed on inactive ribosomes derived from rabbit reticulocyte lysates [11]. In the same

system, another type of inactive ribosomes was found containing the poorly characterized pro-

tein interferon-related developmental regulator 2 (IFRD2) and tRNA in a newly defined posi-

tion, near the E site, termed the Z site [11]. However, formation, release, and molecular

function of the involved RBFs remain enigmatic for all types of hibernating eukaryotic

ribosomes.

Recently, another eukaryotic RBF responsible for protecting and recovering translation was

discovered: late-annotated short open reading frame 2 (Lso2) in S.c., which is highly homolo-

gous to coiled-coil domain containing short open reading frame 124 (CCDC124) in human

cells [21]. Based on chemical crosslinking studies, Lso2 constitutively associates with 80S

monosomes and binds in proximity to tRNA and to rRNA helices H43 and H44 [21]. This

interaction between Lso2 and ribosomes apparently facilitates reactivation of translation upon

nutrient upshift and exit from stationary phase. Lack of Lso2 appears to affect translation at

the stage of initiation, as evident from a global 4- to 5-fold reduction in ribosome association

with most mRNAs in LSO2 knockout cells (lso2Δ) during recovery. Ribosomes from lso2Δ
show additional functional defects, including altered sensitivity to RNase I and altered A-site
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tRNA accommodation, as determined by increased incidence of pausing at start codons and

enrichment of 21mers in ribosomal profiling, indicative of empty A sites [21,22]. The mode of

ribosome interaction, and thus the molecular basis for these effects of Lso2, is not understood.

Here, we have structurally characterized the interaction between Lso2 and CCDC124 with

eukaryotic 80S ribosomes by single-particle cryo-electron microscopy (cryo-EM) to illuminate

how binding of these proteins can modulate translational activity during and after starvation.

We reconstituted Lso2 with idle 80S ribosomes from purified components and also character-

ized native idle 80S ribosomes obtained from yeast grown under nutrient-limiting conditions in

minimal medium and from human (human embryonic kidney [HEK]293T) cells harvested at

high confluency. High-resolution structures of the yeast Lso2–80S and the human CCDC124–

80S complexes reveal near-identical binding modes of Lso2 and CCDC124 to ribosomes.

Within idle ribosomes, these factors occupy the P-site position of the 40S subunit, including

mRNA and tRNA binding sites. Moreover, they bind the 60S subunit in the A and P sites and

reach close to the stalk base and the GTPase activating center (GAC) [23]. Surprisingly, we find

that a majority of human 80S are occupied with ErbB3-binding protein 1(EBP1)—a homolog of

the ribosome biogenesis factor “associated with ribosomal export complex protein 1” (Arx1)—

bound to the peptide tunnel exit of the 60S [24]. Notably, we observe, in addition to the class

containing nonrotated CCDC124-bound 80S, the previously described idle 80S bound to

SERBP1 and eEF2 in the rotated state. These human SERBP1/eEF2 80S are similar to the inac-

tive Stm1-bound ones in the crystal structures of yeast ribosomes [17], suggesting that in

eukaryotes, at least 2 functionally different pools of idle ribosome exist. Exploring their func-

tional distinction, we show that only Lso2-containing, but not Stm1-containing, idle 80S can be

readily split by the Dom34 splitting system. This strongly suggests a function of Lso2 in provid-

ing a pool of easily recyclable 80S for quick resumption of translation after nutrient starvation.

Results

Identification of Lso2 bound to idle yeast 80S ribosomes

For structural analysis of Lso2-bound ribosomes, we reconstituted idle 80S ribosomes from S.

c. in vitro with a 10×molar excess of purified recombinant Lso2 under defined conditions (see

Materials and Methods) and performed single-particle cryo-EM. From 3D classification (S1A

Fig), we obtained 1 class displaying a nonribosomal helix-shaped extra density between the

large and small subunit (Fig 1A). After refinement, we obtained a structure at 3.4 Å average

resolution and local resolution for Lso2 ranging from 3.2–4.5 Å (Fig 1A, left, and S1D Fig),

which allowed us to build an atomic model for Lso2 (Fig 1A, middle, S2 Fig and S1 Table).

Lso2 is exclusively bound to the inactive 80S in the unratcheted/nonrotated conformation,

as, for example, observed in 80S ribosomes stalled with an empty A site [25] (Fig 1B). This is

unusual because idle yeast 80S have normally been observed primarily in rotated states (Fig

1C), independent of the presence of Stm1 [17,28,29]. In our structure, Lso2 comprises 2 α-heli-
ces connected by a short loop (S1 and S2 Figs). The first Lso2 helix is located in the intersubu-

nit space between small and large subunit. More specifically, it occupies the P-tRNA binding

site and the mRNA channel in the P and E sites of the small subunit. (Fig 1D). From there,

Lso2 bridges over towards the A site of the 60S subunit, whereby the second helix stretches

below the central protuberance and extends towards the GAC and the stalk base. In this posi-

tion, Lso2 would overlap with an accommodated A-site tRNA (Fig 1D). In conclusion, Lso2

occupies mRNA and tRNA binding sites on the ribosome that need to be accessible for transla-

tion, thus corroborating Lso2’s function as a ribosome hibernation factor.

Confirming the reconstituted Lso2–80S complex structure, we determined the native struc-

ture of Lso2-bound 80S ribosomes (Fig 1A, right), which we found in yeast cells cultured in
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minimal medium. Extensive classification (S1B Fig) yielded a structure of an Lso2–80S com-

plex at 3.5 Å resolution that was essentially indistinguishable from the structure from the in

vitro reconstituted complex (S2 Fig and S1 Table). We conclude that also in vivo, Lso2 prefera-

bly binds to empty nonrotated 80S ribosomes in the same conformation as observed upon in

vitro reconstitution.

Lso2 interacts with ribosomal tRNA and mRNA binding sites

The local resolution in the intersubunit space allowed us to unequivocally identify Lso2 and

describe its ribosome interactions based on side-chain resolution (Figs 2 and S2). The main

interaction of Lso2 with the 40S subunit is formed by the positively charged Lso2 N-terminus

that reaches into the mRNA channel of the P and E sites (Fig 2A). Here, Lso2 residues G2 to

S6 interact in the cleft between rRNA helices h24, h28, and h44 (Fig 2A). In detail, Lso2 F5 is

stacking with the bases G1150 of h28 and G1768 of h44, an interaction likely supported by

Fig 1. Identification of Lso2 bound to idle 80S ribosomes. (A) Left: 3.4 Å resolution cryo-EMmap of the in vitro reconstituted yeast Lso2–80S complex; α-
helical extra density for Lso2 (red) is found in the intersubunit space. Middle: atomic model of the Lso2–80S complex. Right: 3.5 Å resolution cryo-EMmap
obtained from a native 80S ribosome preparation from cells grown under nutrient-limiting condition. (B–D): Top views of the Lso2–80S structure
superimposed with the structure of a yeast 80S in the nonrotated state (B) (PDB: 6Q8Y [25]) and a yeast 80S in the rotated-2 state (C) (PDB: 5JUP [26]),
showing differences between small subunit 18S rRNA in the 2 rotational states. (D) Same view as C, illustrating the position of accommodated A- and P-site
tRNAs and mRNA (PDB: 5MC6) [27]. All structures were aligned on the 60S subunit. Hallmark features of the 80S ribosome are labelled. A, acceptor; CP,
central protuberance; cryo-EM, cryo-electron microscopy; GAC, GTPase activating center; Lso2, late-annotated short open reading frame 2; P, peptidyl;
PDB, Protein Data Bank.

https://doi.org/10.1371/journal.pbio.3000780.g001
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several salt bridges and hydrogen bonds formed between highly enriched, positively charged

Lso2 residues (K3, R4, K11, K12) and the negatively charged 18S rRNA (Fig 2B). The Lso2 N-

terminus thus occupies the site where in an active ribosome, the last 2 mRNA bases from the

E-site codon and the first mRNA base of the P-site codon would be located.

Fig 2. Lso2 interactions with the ribosome. (A) Positioning of Lso2 with respect to the small subunit. (B) Zoom on interactions of Lso2
in the P and E sites of the 40S: the Lso2 N-terminus reaches into the cleft between rRNA helices h24, h28, and h44 of the 18S rRNA. All
the hydrogen-bond and salt-bridge interactions are indicated with a dashed line. (C) Positioning of Lso2 with respect to the large
subunit. (D) Lso2 binds to the large subunit near the CP via the helix-connecting loop. Interactions involve ribosomal proteins uL5 and
eL42 as well as H84 and H85 of 25S rRNA. (E) The C-terminal α-helix of Lso2 passes by the major groove of H38A and uL16 towards
the stalk base formed by H43 and H44 (GAC) and the P-stalk. The ultimate C-terminus of Lso2 is missing but might be located very
close to the P-stalk. BK, beak; CP, central protuberance; DCC, Decoding center; E, exit; GAC, GTPase activating center; Lso2, late-
annotated short open reading frame 2; P, peptidyl; PTC, peptidyl transferase center.

https://doi.org/10.1371/journal.pbio.3000780.g002
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Protruding from the 40S P site, the density for the first Lso2 helix ends near the central pro-

tuberance of the large subunit (Fig 2C). The connecting loop constitutes an important inter-

face involving ribosomal proteins uL5 and eL42, as well as 25S rRNA. In detail, Lso2 W42 is

accommodated in a pocket formed by R55 and R60 from uL5 and F106 from the C-terminus

of eL42 (Fig 2D). Further interactions between Lso2 residues E38, G45, and R47 with uL5 Y52

and R55, as well as between Lso2 N50, K52, and K53 and the phosphate backbone of 25S

rRNA helices H84 and H85, are well resolved (S2C and S2D Fig). The second straight helix of

Lso2 continues along the major groove of rRNA helix H38A (also known as the A-site finger)

and uL16 towards the stalk base and the P-stalk (Fig 2E). Notably, both the A-site finger and

uL16 are contact sites for the elbow region of A-site tRNA during accommodation and translo-

cation [30–32]. In our structure, these contact sites are blocked by Lso2. Photoactivatable-

Ribonucleoside-Enhanced Crosslinking and Immunoprecipitation with enhanced method of

CLIP library preparation (ePAR-CLIP) suggested direct interaction of Lso2 with rRNA helices

H43/H44 of the GAC [21]. This interaction is most likely established by the ultimate C-termi-

nus of Lso2, which is not resolved in our maps because of a high degree of flexibility.

Two distinct, inactive ribosomal species are present in eukaryotes

Because Lso2 is conserved in higher eukaryotes [21], we expanded our studies on its role as a

starvation factor to the human system. To that end, human 80S ribosomes were prepared from

an HEK293T culture with high cell density. Mass spectrometry confirmed the presence of

Lso2 homolog CCDC124 as well as SERBP1, eEF2, and EBP1. CCDC124 and EBP1 were also

detected in western blot analysis (S3 Fig).

Cryo-EM analysis of this sample revealed 2 major classes of hibernating 80S ribosomes

(S4A Fig). One class showed helical density very similar to the density for Lso2 on the yeast

ribosome, which again adopted the nonrotated state. As expected, the density corresponded to

CCDC124. Interestingly, the same class also displayed density corresponding to EBP1 at the

peptide exit site [33–35], as well as tRNA in the E site. The second class also contained EBP1

and E-site tRNA, but instead of CCDC124, SERBP1 and eEF2 were present, and ribosomes

were stabilized in the rotated state, as previously observed in cryo-EM structures of inactive

80S ribosomes from D.m. andH.s. [11,20].

Both classes, as well as a merged class of all EBP1-containing particles, were refined inde-

pendently (S4B–S4D Fig), and a molecular model was built for the human CCDC124–EBP1–

80S, an SERBP1–eEF2–EBP1–80S complex, and an EBP1–80S complex for which all EBP1-

containing particles were refined (Figs 3A and 3B and S5 and S1 Table).

The ribosome binding mode of Lso2 and CCDC124 is highly conserved

As for the yeast Lso2–80S complex, the local resolution of the human structure was sufficient

to assign the helical density unambiguously to CCDC124 and describe its ribosome interac-

tions (Figs 3E and S4B–4D and S5 and S1 Table). Position and orientation of CCDC124 in the

A and P sites of the 40S was near identical compared to the yeast homolog, indicating a con-

served binding mode (Fig 3). Ribosome binding is mediated by residues conserved from S.c. to

H.s. (Fig 3C), including W39 (W42 in S.c.), which plays an important role in establishing the

main contact to the 60S in the P site.

In detail, the N-terminal helix of CCDC124 occupies a similar space as Lso2 in the P- and E-

site mRNA position (Fig 3D), yet the electron density for the N-terminal helix was weaker than

for the C-terminal one, most likely because of higher overall flexibility of the 40S subunit. The

resolution of 3.0 Åwas sufficient for molecular model building starting from K11. As with Lso2,

the first helix stretches over towards the 60S subunit. At the connecting loop, W39 of CCDC124
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(similar toW42 in Lso2) is accommodated on the 60S in a binding pocket formed by uL5 R58

and R63 (S5C Fig). Unlike the yeast Lso2 contacts, however, eL42 is not involved in CCDC124

binding (Fig 3E). The stacking interaction betweenW42 of Lso2 and F106 of eL42 is accordingly

Fig 3. Ribosome binding of Lso2 and CCDC124 is evolutionarily conserved. (A) 3.0 Å resolution cryo-EMmap of the human
CCDC124–EBP1–80S ribosome. The reconstruction also contains E-site tRNA. The CCDC124 density is displayed at a different contour
level than the ribosome map. (B) Atomic model of the CCDC124–EBP1–80S complex. (C) Conserved residues shown in a sequence
alignment of CCDC124 with Lso2. (D) Superposition of Lso2–80S with CCDC124–80S models based on 25S rRNA shows a very similar
positioning, indicating a highly conserved binding mode. CCDC124, coiled-coil domain containing short open reading frame 124; CP,
central protuberance; cryo-EM, cryo-electron microscopy E, exit; EBP1, ErbB3-binding protein 1; GAC, GTPase activating center; Lso2,
late-annotated short open reading frame 2; P, peptidyl; PTC, peptidyl transferase center.

https://doi.org/10.1371/journal.pbio.3000780.g003
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not conserved in the human complex. Yet, it is compensated for by stacking between Y38 and

W39 of CCDC124. In general, the helix-connecting loop adopts a slightly different path, though

the second helix is observed in a nearly identical position as in Lso2 (Fig 3D). Analogous to what

we observe in the Lso2 structures, presence of CCDC124 prohibits A-site tRNA accommodation,

and again, the extended C-terminal tail is not resolved (Figs 3D and S5D). In conclusion,

CCDC124 occupies the binding interfaces of A- and P-site tRNA, as well as mRNA on the

human ribosome, congruent with the Lso2 binding site in yeast (Figs 3D and 1D).

The second major class of hibernating human ribosomes we observed and refined to 3.1 Å
was in agreement with previous reports on structures in the rotated state, more specifically the

“rotated-2 state,” as occurring when the 80S is occupied with hybrid A/P and P/E tRNAs (Fig

1C) [26]. In addition to a type-II tRNA displaying an extended V-loop in the E site, it contains

eEF2 and SERBP1 (Fig 4). Like Stm1, SERBP1, together with eEF2, binds in the mRNA entry

channel and prevents mRNA binding in the A and P sites [11,17–20]. Importantly, binding of

SERBP1 and CCDC124 is mutually exclusive.

EBP1 binds to the peptide exit site of hibernating human ribosomes

We note that under our conditions, the human ribosomes happen to be stably associated with

EBP1 at the tunnel exit (Figs 4 and S6), independent of ribosomal state and factors occupying

the mRNA and tRNA binding sites. EBP1 is the human homolog of the yeast ribosome biogen-

esis factor Arx1 [34,36] which also binds to the ribosomal exit site and is related to methionine

aminopeptidases (MetAPs) [36,37]. In addition, EBP1 has been described to be involved in cell

proliferation [38] and human cancer [39].

We obtained a structure of EBP1–80S at 2.9Å overall resolution, showing that EBP1 is

anchored to the peptide exit site through ribosomal proteins uL23, eL19, and uL29, as well as 28S

rRNA helix H59 (Figs 4C and S6). Also similar to Arx1 in yeast, it coordinates a part of the flexi-

ble rRNA expansion segment ES27L in a defined position below the tunnel exit. Its previously

described insertion domain (residues 250–305) [36] interacts with rRNA helix H59 in a rear-

ranged conformation and reaches into a cleft between uL23 and H59 (S6A Fig). On the tip of

rRNA helix H59, the base U2708 is flipped out and stacks with EBP1 F266 (Fig 4C), while C2709

is sandwiched between R263 of EBP1 and Q40 of eL19. These interactions are supported by

Fig 4. Hibernating human ribosomes are bound to EBP1 on the peptide exit site. (A) Side and bottom views of the human eEF2–SERBP1–EBP1–80S
model, built from a 2.9 Å resolution cryo-EMmap. (B) EBP1 coordinates a part of rRNA expansion segment ES27L below the peptide tunnel exit. A dummy
RNA helix was used as a placeholder for ES27L. (C) Zoom on the EBP1 insertion domain reaching into a cleft between uL23 and H59. cryo-EM, cryo-
electron microscopy; EBP1, ErbB3-binding protein 1; eEF2, eukaryotic elongation factor 2; SERBP1, SERPINE1 mRNA-binding protein 1.

https://doi.org/10.1371/journal.pbio.3000780.g004
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additional contacts between its MetAP-like domain and uL23 and uL29 (Fig 4B). Interestingly,

EBP1 shares a similar interaction mode with the ribosome as nascent chain-interacting factors

such as ribosome associated complex (RAC), the signal recognition particle (SRP), secretory pro-

tein 61 (Sec61), or the N-α-Acetyltransferase A (NatA) complex [40–43], and the presence of

EBP1 would not allow simultaneous binding of any of the abovementioned factors (S6C Fig).

Lso2-bound, but not Stm1-bound, 80S are split by canonical recycling
factors

Our cryo-EM analysis of human hibernating 80S suggests that in eukaryotes, at least 2 clearly

distinguishable populations of idle, translationally repressed 80S exist. These 80S are either

bound to Stm1/SERBP1 together with eEF2 or to Lso2 (CCDC124). Besides the different factor

compositions, their main difference is the conformation of the ribosome: Stm1/SERBP1-con-

taining 80S so far have been exclusively observed in rotated states [11,17,20,26], whereas the

Lso2- or CCDC124-bound 80S were found in the nonrotated state (Fig 1B and 1C), similar to

the post-translocational state with tRNAs in P and E sites and an empty A site [25,44].

Thereby, Lso2 (CCDC124) on 80S occupies a position that would exclude simultaneous pres-

ence of the basic translation machinery (A-site tRNA, P-site tRNA, mRNA) (Fig 1D) and con-

currently stabilize the nonrotated ribosome conformation [26]. Notably, Dom34–Hbs1 and

Dom34–ABCE1 complexes preferably bind to ribosomes in the nonrotated post state (Fig 5A

and 5B) [45–49]. In the rotated state, which is stabilized by Stm1, these factors would clash

with the ribosome itself (S7 Fig) and with eEF2, if present. We thus hypothesized that Lso2-

bound 80S ribosomes are a substrate for the Dom34 splitting system and tested our hypothesis

using an in vitro ribosome splitting assay. To that end, reconstituted Lso2–80S complexes

were incubated with purified Dom34, Hbs1–GTP, ABCE1–ATP, and eukaryotoc initiation

factor 6 (eIF6), a factor that prevents subunit reassociation [50,51]. Splitting reactions were

subjected to sucrose density gradient centrifugation, and UV profiles of the gradients were

generated at 260 nm (S8 Fig and S1 Data).

We observed that under near-physiological buffer conditions, reconstituted Lso2–80S ribo-

somes were almost quantitatively split, even more efficiently than puromycin/high-salt–treated

empty 80S ribosomes (Figs 5D–5E and S9 and S2 Data).

Splitting of Lso2–80S was dependent on the presence of nucleotides (1 mM ATP, 1 mM

GTP), as well as Dom34 and ABCE1 [15,52]. Also consistent with these studies is the observa-

tion that Hbs1, although required in vivo [15], was not required for ribosome splitting in vitro

[16]. This indicated that indeed the enzymatic activity of ABCE1 in concert with Dom34 bind-

ing to the A site was required to split Lso2-bound 80S ribosomes (S10 Fig and S3 Data).

Although the presence of eEF2 would not allow for the Dom34–ABCE1 system to directly act

on Stm1/SERBP1-containing 80S, we wondered whether splitting by the Dom34 system

depends on the nonrotated conformation induced by Lso2. To that end, we tested Stm1-con-

taining yeast 80S ribosomes obtained after glucose starvation, which are known to be in the

rotated state and have a tendency to lose the majority of the bound eEF2 during centrifugation

[17]. As anticipated, Stm1–80S complexes were found to be essentially resistant to splitting by

the Dom34 system, arguing in favor of a nonrotated conformation being required for efficient

splitting by Dom34–ABCE1 (Figs 5D–5E and S9 and S1 and S2 Datas). Notably, Stm1–80S

complexes purified after glucose starvation may not be directly comparable to in vitro recon-

stituted Lso2–80S complexes. Therefore, we cannot entirely exclude other differences than the

rotation status of Stm1–80S contributing to the splitting resistance.

Thus, to check whether the splitting-resistant fraction in the Stm1–80S population con-

tained Stm1 bridging the 40S and 60S in a rotated conformation, we performed cryo-EM on
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the Stm1–80S fraction after the splitting reaction with and without splitting factors. In any

case, we observed that the vast majority (>90%) of splitting-resistant 80S adopted the same

“rotated-2 state” [26] as the human eEF2 and SERBP1 containing ribosomes, and in the major-

ity of these ribosomes, Stm1 could be clearly observed in the subunit-bridging conformation

crossing the mRNA channel (S11 Fig). In conclusion, these results strongly suggest that, in

contrast to the rotated Stm1/SERBP1 (and eEF2)-containing 80S, the nonrotated Lso2/

CCDC124-bound ribosomes are substrates, which can be efficiently recycled by the Dom34–

splitting system.

Discussion

While for bacteria, numerous hibernation factors have been characterized (for review, see, for

example, [9]), knowledge about eukaryotic equivalents was so far limited to Stm1 in yeast and

SERBP1/eEF2, as well as the recently discovered IFRD2/Z-site tRNA [11,17] in mammals. In

Fig 5. In vitro splitting assay with Lso2–80S and Stm1–80S. (A and B) The Lso2–80S in nonrotated state (displayed as cartoon) was
overlaid with ribosome rescue factors Dom34 and Hbs1 (PDB: 3IZQ) [45] or Dom34 and ABCE1 (PDB: 3J16) [46]. In both
conformations, Dom34 could accommodate within the A site of the 40S and would not clash with Lso2, leading to the hypothesis that
the Dom34 splitting system preferably splits Lso2–80S. (C and D) Representative sucrose gradient profiles from splitting assays carried
out without (C) or with (D) splitting factors; raw data can be found in S1 Data. (E) Quantification of relative splitting displayed as fold
change over the negative controls (experiments without splitting factors), normalized to the control experiment using puromycin-
treated empty 80S (see also S8 and S9 Figs and S2 Data). All experiments were performed in triplicates. A, acceptor; Dom34, duplication
of multilocus region 34; Hbs1, Hsp70 subfamily B suppressor; Lso2, late-annotated short open reading frame 2; PDB, Protein Data Bank;
Stm1, suppressor of target of Myb protein 1.

https://doi.org/10.1371/journal.pbio.3000780.g005
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analogy to bacterial counterparts, both SERBP1/eEF2 and IFRD2/Z-tRNA occupy crucial

active sites on the ribosome [11]. While structural data strongly suggested that hibernation fac-

tors act by maintaining ribosomes in a translation-incompetent state, the mechanisms of

recovering translation-competent ribosomes have remained enigmatic.

In this work, we present Lso2 and CCDC124 in yeast and human cells as new eukaryotic-

specific ribosome hibernation factors that play an active role in translation recovery [21]. Our

cryo-EM structures show that Lso2 and CCDC124 occupy the binding sites of mRNA and

tRNA, thereby resembling the mode of action of known bacterial hibernation factors. How-

ever, while RMF, HPF, RaiA (also known as protein Y or pY), or the long form hibernation

promoting factor (LHPF) N-terminal domain all target the mRNA path and decoding center

of the small subunit, Lso2 and CCDC124 bind to both 40S and 60S subunits and exclusively

stabilize the nonrotated conformation of the 80S ribosome.

Independent of the ribosomal state and binding of hibernation factors SERBP1 or

CCDC124, we observed EBP1 bound to the peptide tunnel exit of hibernating human ribo-

somes. Our EBP1–80S structure largely resembles the recently published structures of EBP1

bound to puromycin-treated 80S ribosomes [53] and of EBP1-bound ribosomes from the

mouse neocortex [54]. The binding mode we observed is similar to that of other exit site bind-

ing proteins that interact with the nascent chain. As a result, this binding mode excludes inter-

action of the majority of co-translationally acting factors to the ribosome, consistent with a

role as hibernation factor that prevents unproductive sequestration of these factors to idle ribo-

somes. Interestingly, the study by Kraushar and colleagues showed that EBP1 binds not only

idle 80S but also to translating polysomes [54]. Here, EBP1 was found highly enriched in the

cytosol of early-born neuronal stem cells of mouse neocortex, in which it has been suggested

to play a role in modulating protein homeostasis, possibly by competing with other exit-site

factors. In this context, it is intriguing that EBP stabilizes the otherwise flexible rRNA expan-

sion segment ES27 in an exit-site–facing conformation. While no data are available for the

human system, ES27 is essential in yeast and was shown to directly coordinate and position

nascent chain-interacting factors such as NatA [43] on the exit site. Another potential role of

EBP1 may be in preventing ubiquitination of the ribosomal protein uL29 of the inactive ribo-

some, thereby contributing to the coordination of its propensity for ribophagy [55]. Yet, the

exact circumstances and mechanism of how EBP1 is recruited to dormant and also translating

ribosomes and what triggers its dissociation before or during the translation cycle remain to

be elucidated.

We reasoned that keeping dormant ribosomes in the nonrotated state may be a prerequisite

for the preferred reactivation by the Dom34 splitting system. Indeed, using in vitro splitting

assays, we could show that Lso2-bound 80S are highly susceptible to recycling. In contrast, 80S

enriched in Stm1, as occurring after short glucose starvation [17], could not be split, which is

explained by our structures of Stm1–80S resembling a distinct rotated-2 state [26]. Moreover,

presence of SERBP1 on the ribosome results to a large extent in stable eEF2 association in

mammals [11,20]. An analogous eEF2 enrichment on Stm1-bound ribosomes has been shown,

at least in vitro, in yeast [56]. This would further block access of Dom34 to the ribosomal A

site and render these ribosomes resistant to splitting by this system.

These findings are also in good agreement with the initial observation that absence of Lso2

delays recovery of translation after starvation [21]. Moreover, Lso2-depleted cells accumulate

idle 80S ribosomes and are decreased 5-fold in global initiation as analyzed by ribosome profil-

ing [21]. Intriguingly, a study demonstrated that deletion of Dom34 and Hbs1 has similar

effects on recovery from glucose depletion in yeast as deletion of Lso2 and that idle ribosomes

isolated from glucose-starved yeast were substrates for splitting by the Dom34 system [15].

Along the same lines, deletion of the stabilizing Stm1 suppresses the requirement of Dom34
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and Hbs1 in recovery of translation [15]. Here, a likely explanation is that in the absence of

Stm1, there is a larger pool of idle ribosomes that are unstable and can be easily recycled. Thus,

recovery of translation depends to a lesser extent on the recycling of ribosomes that strictly

require the Dom34 system for splitting. In support of this antagonism between Stm1 and

Dom34, overexpression of Stm1 in a dom34Δ strain leads to a growth defect [19], likely due to

an accumulation of Stm1–80S and the inability to split the remaining pool of 80S by the

Dom34 system. In combination with these data, our findings strongly suggest that Stm1–80S

represent a pool of dormant ribosomes that is most likely not readily split by the Dom34 sys-

tem. Taken together, we conclude that Lso2 acts in protecting inactive 80S ribosomes as a

hibernation factor, yet in contrast to Stm1, Lso2 stabilizes them in a rapid-to-recycle state for

timely re-entrance into the active translation cycle.

So far, it has remained unclear what the actual signals for both Stm1 and Lso2 are in order

to engage with idle 80S in their translational repressive subunit-clamping conformations. It is

plausible to assume that both proteins can constitutively associate with ribosomes in an alter-

native permissive binding mode because Stm1, for example, has been observed in actively

translating polysomes [57]. However, Stm1 was also suggested to trigger translation repression

in yeast, perhaps by modulating access of translation elongation factor eEF3 [18,56], and to

play a role in mRNA deadenylation [19]. Similarly, a role in early elongation was also attrib-

uted to Lso2 [21]. Thus, in the event of a starvation-driven translational shutdown, both poten-

tially already ribosome (pre-) bound factors could quickly generate a pool of protected

dormant 80S by adopting their repressive conformation on the same ribosome. Yet, the molec-

ular signals required for either generation or disassembly of these distinct inactive 80S popula-

tions are not known. One possibility is that the relative population size of idle 80S ribosomes

under specific stress conditions is already sufficient. On the other hand, Lso2–80S must be

protected from recurrent recycling to avoid repetition of idle rounds of splitting and reforma-

tion of these 80S. Whether this is regulated by the energy levels in the cell or by more specific

signals should be the subject of further investigation.

Materials andmethods

Purification of recombinant Lso2

For overexpression of recombinant Lso2, the LSO2 gene was cloned from yeast genomic DNA

into a modified pRSF Duet1–SUMO vector downstream of the SUMO coding sequence. The

resulting plasmid, coding for an SUMO–Lso2 fusion protein, was transfected into Escherichia

coli (E. coli) BL21 (DE3) and grown in LB media supplemented with ampicillin. Cells were

inoculated at an OD600 of 0.05 and grown at 37˚C to mid-log phase, at which point protein

expression was induced by the addition of IPTG. Cells were harvested after 2 h of protein

expression at 37˚C by centrifugation at 3,500 × g for 10 min. Cell pellets were resuspended in

lysis buffer (50 mM Tris-HCl [pH 8.0], 300 mMNaCl, 2 mM β-mercaptoethanol [β-ME]) and

lysed using Microfluidics M-110L microfluidizer (Hyland Scientific, Stanwood, WA, USA).

The membrane fraction was removed by centrifugation at 34,000 × g for 45 min. Clarified

lysates were then loaded onto nickel resin equilibrated with 5 column volumes (CVs) of wash

buffer (30 mM Tris-HCl [pH 8.0], 300 mMNaCl, 20 mM imidazole, 2 mM β-ME). Lso2 was

cleaved in batch mode by addition of deubiquitin protease Ulp1 over night at 4˚C and eluted

in wash buffer lacking imidazole. The eluate was concentrated to 1 mL and applied on a Super-

dex 75 gel filtration column (Sigma-Aldrich, St. Louis, MO, USA) in 20 mM Tris-HCl (pH

8.0), 150 mMNaCl, 2 mM β-ME, yielding 1.1 mg purified Lso2 from 0.5 L culture at a concen-

tration of 3 mg/ml.
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Purification of ribosomal subunits

Clarified cytoplasmic lysates obtained from isogenic S.c. S288C cells (MATα, HIS3, LEU2,

ura3–52, TRP1, GAL2) were spun through a sucrose cushion (1 M sucrose, 30 mM Tris-

HCl [pH 7.0], 500 mM KOAc, 25 mMMg(OAc)2, 5 mM β-ME, 0.1% Nikkol, 10 μg/mL

cycloheximide) at 290,000 × g for 45 min. The ribosomal pellet was resuspended in buffer

(50 mM Tris-HCl [pH 7.4], 500 mM KOAc, 2 mMMgCl2, 2 mM DTT) and treated with

puromycin (1 mM final concentration) for 15 min on ice and 10 min at 37˚C. Samples were

then loaded onto 10%–40% sucrose gradients (50 mM HEPES [pH 7.4], 500 mM KOAc, 5

mMMgCl2, 0.1 mM EGTA, 2 mM DTT) and centrifuged for 3 h at 284,000 × g. Gradient

fractionation was carried out, and 40/60S subunit fractions were pooled and concentrated

to 0.5 mL in grid buffer (20 mM HEPES [pH 7.4], 100 mM KOAc, 2.5 mMMg(OAc)2, 250

mM sucrose, 2 mM DTT).

Reconstitution of the Lso2–80S complex

Purified ribosomal subunits were mixed at a 1:1 molar ratio and incubated under reassociation

conditions in grid buffer containing 10 mMMg(OAc)2, 0.1% Nikkol for 10 min. Afterwards, a

10-fold molar excess of purified Lso2 was added 10 min prior to blotting.

Native Lso2–80S complexes from S.c.

We identified Lso2-containing ribosomes by cryo-EM in several samples, in which ribosomal

complexes were purified from yeast cells grown in minimal medium and overexpressing dif-

ferent target proteins on plasmids. The sample analyzed here was initially targeted at obtaining

Upf1-containing ribosomal complexes from BY4741 yeast cells (MATα; ura3Δ0; leu2Δ0;
his3Δ1; met15Δ0; YMR080c::kanMX4) harboring the plasmids pKB510, overexpressing a non-

sense-mediated mRNA decay reporter, and pKB607, overexpressing a FLAG-tagged ATP-

hydrolysis–deficient Upf1 mutant. Cryo-EM analysis of the elution fractions revealed a vast

majority of idle 80S ribosomes lacking any density for Upf1 but instead revealing a subclass of

Lso2-bound ribosomes.

In detail, cells were grown in minimal medium (yeast nitrogen base; −Leu −Ura dropout
medium and 2% glucose) at 30˚C to an OD600 of about 0.75. Cells were lysed using a freezer

mill (SPEX 6970/EFM; SPEX, Metuchen, NJ, USA) before being resuspended in lysis buffer

(20 mM HEPES [pH 7.4], 100 mM KOAc, 10 mMMgCl2, 0.5% Triton X-100, 1:1,000 prote-

ase inhibitor pill [Roche: 04-693-132-001; Basel, Switzerland]). For the preparation, 40 g of

lysed cell powder was used, and a cytosolic S100 fraction was prepared. First, membrane

fractions were removed by centrifugation at 28,714 × g for 15 min, then cytosolic fractions

were clarified by centrifugation at 92,387 × g for 20 min. The “S100” was added on 300 μl of
magnetic FLAG beads (Sigma-M8823; Sigma-Aldrich) equilibrated with lysis buffer and

incubated for 2 h at 4˚C. After washing 3 times with lysis buffer lacking Triton X-100, the

sample was eluted with FLAG peptide (Sigma F4799; Sigma-Aldrich). Ribosomal eluate was

spun through a 750 mM sucrose cushion prepared in elution buffer for 45 min at 290,000 ×
g. Pellets were resuspended in elution buffer and adjusted to a final concentration of

approximately 4 A260 ml−1 for cryo-EM sample preparation. As mentioned above, only Lso2

could be visualized in this sample as additional ribosome binder. Similar observations were

made when using the same protocol to obtain ribosomal complexes with other tagged pro-

teins, indicating that the presence of Lso2 on vacant ribosomes is independent of the nature

of the tagged bait protein.
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Native human hibernation complexes

Five × 15 cm plates of HEK293 Flp-In T-REx cells (Thermo Fisher Scientific, R78007; Wal-

tham, MA, USA) at 80% confluency were harvested in 15 mL DMEMmedia by trypsinization

and pelleted by centrifugation for 10 min at 150 × g. Cells were washed with ice-cold PBS and

pelleted again before resuspending in 0.75 mL lysis buffer (20 mMHEPES/NaOH [pH 7.4],

100 mM KOAc, 10 mMMg(OAc)2, 125 mM sucrose, 1 mMDTT, 0.5 mM PMSF, 0.5% IGE-

PAL, protease inhibitor pill). Cells were incubated for 30 min at 4˚C before pelleting the cell

debris for 15 min at 21,000 × g. The clarified lysate was distributed on top of 10%–50% sucrose

gradients prepared with lysis buffer lacking IGEPAL and centrifuged for 3 h at 284,000 × g.

80S fractions were collected, combined, and pelleted through a 1 M sucrose cushion of lysis

buffer lacking IGEPAL by centrifugation for 1 h at 540,000 × g. Pellets were resuspended in

20 μL lysis buffer lacking IGEPAL, resulting in a final concentration of 130 A260ml−1. For the

preparation of cryo grids, the concentration was adjusted to 4 A260ml−1.

Purification of idle 80S ribosomes with Stm1

Wild-type BY4741 S.c. cells were prepared exactly as described previously [17]. In short, cells

were grown to mid-log phase in YPD before pelleting at 30˚C and being incubated in YP for a

further 10 min at 30˚C. Cells were pelleted and washed 3 times in wash buffer (30 mMHEPES

[pH 7.4], 50 mM KCl, 2.5 mMMg(OAc)2, 0.5 mM EDTA, 2 mMDTT, protease inhibitor pill,

10% glycerol). After washing, cells were flash frozen in liquid nitrogen and lysed using a freezer

mill (SPEX 6970/EFM), and lysed cell powder was stored at −80˚C. Clarified lysates resus-

pended in wash buffer were loaded onto 10%–50% sucrose gradients in wash buffer lacking

glycerol. After gradient fractionation, 80S peaks were pelleted through a 1-M sucrose cushion

prepared in wash buffer, by centrifugation at 417,000 × g for 45 min. Finally, purified ribo-

somal pellets were resuspended in storage buffer (20 mMHEPES [pH 7.5], 100 mM KOAc, 5

mMMg(OAc)2, 1 mMDTT). Aliquots were flash frozen and stored at −80˚C.

Purification of puromycin-treated 80S ribosomes

S.c. BY4741 cells were grown to mid-log phase in YPD at 30˚C and harvested at a final OD600

of 2.5. Cells were pelleted and washed once with water and once with 1% KCl before being

resuspended in 100 mM Tris-HCl (pH 8), 10 mMDTT and incubated at room temperature

for 15 min. After a final pelleting step, cells were resuspended in lysis buffer (10 mMHEPES

[pH 7.5], 100 mM KOAc, 7.5 mMMg(OAc)2, 125 mM sucrose, 1 mMDTT, 0.5 mM PMSF,

protease inhibitor pill) before being lysed using Microfluidics M-110L microfluidizer. Lysates

were clarified via centrifugation at 4˚C, first at 27,000 × g for 15 min and again at 150,000 × g

for 30 min. Ribosomal fractions were then isolated by centrifugation through a double layer

1.5 M/2 M sucrose cushion (20 mMHEPES [pH 7.5], 500 mM KOAc, 5 mMMg(OAc)2, 1

mMDTT, 0.5 mM PMSF) at 246,500 × g for 21 h. Supernatant fractions were discarded, and

ribosomal pellets were resuspended in nuclease-free water. Ribosomes were mixed 1:1 with 2×
puromycin buffer (40 mMHEPES [pH 7.5], 1 M KOAc, 25 mMMg(OAc)2, 2 mM puromycin,

2 mMDTT, and Amicon anti-RNase [AM2692; Sigma-Aldrich]) and incubated for 30 min at

room temperature. Puromycin-treated ribosomes were loaded onto 10%–40% sucrose gradi-

ents in buffer conditions matching the previous sucrose cushion and subjected to ultracentri-

fugation at 4˚C, 21,000 × g for 20 h. 80S fractions were manually harvested from the gradients

by monitoring absorption at 260 nm, and ribosomes were pelleted at 417,000 × g at 4˚C for 45

min. Finally, puromycin-treated 80S pellets were resuspended in storage buffer (20 mM

HEPES [pH 7.5], 100 mM KOAc, 5 mMMg(OAc)2, 1 mMDTT). Aliquots were flash frozen

and stored at −80˚C.
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Purification of splitting factors

S.c. Dom34 was expressed with a C-terminal His tag in pET21a(+) vector and was purified

from Rosetta2(DE3) E. coli with Ni-NTA affinity chromatography as previously reported [45].

S.c. Hbs1 was expressed with an N-terminal His tag in pET28b(+) vector and was purified

from Rosetta2(DE3) E. coli with Ni-NTA affinity chromatography as previously described

[45]. Both proteins, Dom34 and Hbs1, were purified in a final buffer of 20 mM Tris (pH 7.5),

200 mMNaCl, 5 mM β-ME, 0.1 mM PMSF, and aliquots were flash frozen and stored at

−80˚C.
S.c. Rli1p (ABCE1) in high-copy pYES2Rli1 vector was overexpressed in S.c. strain WCGα.

Cells were grown in YP −ura, 2% galactose, 1% raffinose media at 30˚C to mid-log phase and

were harvested at a final OD600 of 1.0. Cell pellets were washed with water before being flash

frozen and stored at −80˚C. For lysis, cell pellets were thawed and washed once with 1% KCl

for cell wall destabilization before being resuspended in 100 mM Tris (pH 8.0), 14 mM β-ME

and incubated at room temperature for 15 min. Subsequently, cells were pelleted and resus-

pended in lysis buffer (75 mMHEPES [pH 8.0], 300 mMNaCl, 5 mM β-ME, 1% Tween, 20

mM imidazole, 2 mMMgCl2, 10% glycerol) and lysed using Microfluidics M-110L microflui-

dizer. Lysates were clarified by centrifugation at 25,000 × g for 10 min and filtered through a

0.45-μm filter before being loaded onto a HisTrap-HP 5mL affinity column using the ÄKTA

pure system (Cytiva, Marlborough, MA, USA). The column was washed with 8 CVs wash

buffer (50 mMHEPES [pH 8.0], 500 mMNaCl, 5 mM β-ME, 20 mM imidazole, 2 mMMgCl2,

10% glycerol) before eluting with 8 CVs over a 0%–100% gradient from wash to elution buffer

(wash buffer with 300 mM imidazole). Peak fractions were concentrated to 1 mL before being

loaded onto Superdex 200 (Sigma-Aldrich) for size exclusion chromatography. Aliquots of

pure ABCE1 in 20 mM Tris (pH 7.5), 200 mMNaCl, 5 mM β-ME, and 5% glycerol were flash

frozen and stored at −80˚C.
S.c. eIF6 was cloned into p7XC3GH (Addgene #47066; Watertown, MA, USA) fused at the

C-terminus to a 3C protease cleavage site, GFP, and 10×His. The plasmid was transformed

into E. coli BL21 (DE3), which was grown at 37˚C to mid-log phase. The temperature was

reduced to 16˚C, and protein overexpression was induced with IPTG for overnight expression.

Cells were harvested (4,400 × g, 4˚C, 8 min), washed with phosphate-buffered saline, and

resuspended in lysis buffer (20 mM Tris-HCl [pH 8.0], 300 mMNaCl, 2 mM β-ME, and prote-

ase inhibitor pill) before being lysed with Microfluidics M-110L microfluidizer. Lysates were

clarified by centrifugation at 30,596 × g at 4˚C for 20 min. The supernatant was loaded onto

TALONmetal affinity resin (Takara Bio, Mountain View, CA, USA) equilibrated in lysis

buffer and incubated on a rotating wheel at 4˚C for 40 min. Flowthrough was collected, and

resin was washed 3 times with lysis buffer + 10 mM imidazole before being incubated with elu-

tion buffer (lysis buffer, 10 mM imidazole, 0.25 mg/mL 3C protease) for 30 min at 4˚C. Eluted

protein was concentrated to 1 mL before being loaded onto Superdex 200 (Sigma-Aldrich) for

size exclusion chromatography in the final buffer (50 mMHEPES [pH 7.5], 500 mM KCl, 2

mMMgCl2, 2 mM β-ME). Aliquots were flash frozen and stored at −80˚C.

Splitting assay

Splitting assays were assembled in 50-μL reactions in a final SA buffer (20 mM Tris [pH 7.5],

100 mM KOAc, 4 mMMg(OAc)2, 5 mM β-ME), with 5 pmol purified ribosomes

(Stm1-bound, Lso2-bound, or puromycin-treated) and a 5×molar excess of each factor

included in the reaction. Control reactions were assembled with ribosomes and eIF6. Splitting

reactions included ribosomes eIF6, 1 mMATP, 1 mMGTP, and splitting factors (Dom34,

Hbs1, and ABCE1). Reactions were incubated on ice for 30 min before being loaded onto
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10%–50% sucrose SA buffer gradients and subjected to ultracentrifugation for 3 h at 284,000 ×
g. Sucrose density gradients were subjected to mechanical fractionation and UV spectroscopy.

Quantification of peaks was performed by estimating the integral using the trapezoid rule [58].

Let (xn | An) be the data points recorded, with x being the distance along the gradient and A

the absorption at 260 nm. The area Sab under one peak from xa to xb was approximated as

Sab ¼
Xb�1

n¼a
0:5 ðAn þ Anþ1

Þ ðxnþ1
� xnÞ

Relative splitting efficiencies were calculated as ratios of peak areas and averaged across experi-

ments. Errors shown in normalized results were estimated assuming linear propagation of sta-

tistical uncertainties.

Cryo-EM analysis

For all yeast samples, approximately 2.5–6 A260ml−1 of ribosome were applied to 2-nm pre-

coated Quantifoil R3/3 holey carbon support grids. Data were collected on a Titan Krios TEM

(Thermo Fisher Scientifc) equipped with a Falcon II direct detector at 300 keV under low-dose

conditions using approximately 28 electrons per Å2 for 10 frames in total (S1 Table). The defo-

cus range was between −1.1 to −2.3 μm, and for semiautomated data acquisition, the software

EM-TOOLS (TVIPS) was used. Magnification settings resulted in a pixel size of 1.084Å pixel−-

1. Original image stacks were summed and corrected for drift- and beam-induced motion at

the micrograph level using MotionCorr2 [59]. The estimation of contrast transfer function

(CTF) and the resolution range of each micrograph was performed with Gctf [60].

For the human sample, 4 A260ml−1 of ribosomes were applied to 2-nm precoated Quantifoil

R3/3 holey carbon support grids. Data were collected on a Titan Krios TEM (Thermo Fisher

Scientific) equipped with a Falcon III direct detector at 300 keV (S1 Table). The defocus range

was between −0.8 to −3.2 μm, and for semiautomated data acquisition, the software EPU

(Thermo Fisher Scientific) was used. Frame alignment was performed using MotionCorr2

[59]. The estimation of CTF was performed with Gctf [60].

Structure of the in vitro-reconstituted yeast Lso2–80S complex

After manual screening for ice quality, 10,313 micrographs were used for automated particle

picking in Gautomatch (https://www2.mrc-lmb.cam.ac.uk/research/locally-developed-

software/zhang-software/), yielding 1,413,783 initial particles. Upon 2D classification in

RELION 3.0, 781,257 particles were selected for a consensus 3D refinement. After 3D classifi-

cation, an Lso2-containing class (88,523 particles) was obtained and refined, including CTF

refinement, to an average resolution of 3.4 Å with local resolution ranging from 3–7 Å (3.2–4.5

for Lso2). All other classes contained only 80S ribosomes with no additional factors, tRNA, or

mRNA. A classification scheme is displayed in S1A Fig.

Structure of the native yeast Lso2–80S complex

After manual screening for ice quality, 8,600 micrographs were used for automated particle

picking in Gautomatch, yielding 585,801 initial particles. Upon 2D classification in RELION

3.0, 486,383 particles were selected for a consensus 3D refinement. Two rounds of 3D classifi-

cation and 3D refinement resulted in reconstructions of a low-resolution Lso2–80S complex

from 29,735 particles. This data set was later merged with a subsequent data set, wherein, 8,400

micrographs underwent automated particle picking in Gautomatch, yielding 381,233 initial

particles. After 2D classification in RELION 3.0, 163,303 particles were selected for a consensus

3D refinement. 3D classification and 3D refinement resulted in reconstructions of a low-
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resolution Lso2–80S complex from 24,085 particles. The resulting merged data set of 53,820

particles underwent a consensus 3D refinement before focused sorting on the intersubunit

space (A- and P-site tRNA positions) resulting in one tRNA containing class of 18,869 particles

and one Lso2-containing class of 34,951 particles. The Lso2-containing class underwent 1 final

round of 3D refinement and CTF refinement, resulting in an Lso2–80S complex reconstruc-

tion at 3.5 Å. Discarded classes contained 80S ribosomes with no additional factors, tRNA, or

mRNA. A classification scheme is displayed in S1B Fig.

Structure of the human hibernation complex

After manual screening for ice quality, 6,145 micrographs were used for automated particle

picking in Gautomatch, yielding 332,890 initial particles. Upon 2D classification in RELION

3.0, 156,750 particles were selected for a consensus 3D refinement. Extensive 3D classification

followed by 3D refinement and CTF refinement resulted in reconstructions of an SERBP1–

eEF2–80S complex, a CCDC124–80S complex, and an EBP1–80S complex at 3.1 Å, 3.0 Å, and
2.9 Å, respectively. A classification scheme is displayed in S4 Fig.

Molecular models of yeast and human hibernating ribosomes

The crystal structure of the S.c. (Protein Data Bank [PDB]: 5NDG) the human cryo-EM struc-

tures (PDB: 6EK0 and 4V6X) [20], and the human EBP1 crystal structure (PDB: 2Q8K) [36]

were used as initial models to build the 80S ribosomes and EBP1, respectively. In general, the

ribosome/EBP1 models were rigid-body fitted into our cryo-EMmaps in Chimera [61], fol-

lowed by manually adjusting in Coot according to the densities [62].

Because of the flexibility, the C-termini of both Lso2 and CCDC124 and the N-terminus of

CCDC124 are missing in our final model, but all the other regions were de novo built in Coot.

A homology model of the human eEF2 was generated using Swiss-Model server [63] based on

the Sus scrofamodel (PDB: 3J7P) [64]. The human SERBP1 model was adjusted from human

ribosome structure (PDB: 4V6X) [20].

All the final models (S2, S5 Figs and S1 Table) were real-space refined with secondary struc-

ture restraints using the PHENIX suite [65], and the final model evaluation was performed

with MolProbity [66]. Maps and models were visualized and figures created with the PyMOL

Molecular Graphics System (Version 1.7.4, Schrödinger, LLC) and ChimeraX [67].

Standard model-to-map validations were performed according to [68] to ensure that mod-

els are not overfitted.

Supporting information

S1 Fig. 3D classification scheme and local resolution of Lso2–80S reconstructions. (A–B)

Sorting schemes for reconstituted (A) and native (B) Lso2–80S reconstructions. For the native

Lso2–80S structure, particles containing Lso2 were merged from 2 individual collections after

3D classification because of relatively low occupancy with Lso2 (5% and 16% of all particles,

respectively). For both reconstituted and native complexes, the Lso2-containing classes were

locally classified using an ellipsoid mask covering the A- and P-site tRNA binding sites of the

80S. The Lso2-containing classes were refined to an overall resolution of 3.5 Å and 3.4 Å,
respectively. (C) The local resolution range for 80S ribosome and isolated Lso2 is indicated. A,

acceptor; Lso2, late-annotated short open reading frame 2; P, peptidyl.

(TIF)

S2 Fig. Validation of the Lso2–80S model. (A) View highlighting the model for the N-termi-

nus of Lso2 interacting with rRNA helix h28 (G1150) and h45 (G1768) fitting into respective
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densities (transparent gray mesh). (B) View focusing on the Lso2 N-terminal R4 interacting

with h44. (C) View focusing on the stacking of Lso2 hinge residue W42 inside a cleft formed

by large subunit proteins eL42 and uL5. (D) View focusing on interactions between the hinge

region of Lso2 (R47) and uL5 residues. (E) Fit of the entire Lso2 model into isolated density.

(F) Overall FSC curves, map to model FSC curves, and half map to model FSC curves for vali-

dation of the Lso2–80S model fitting the reconstituted and native Lso2–80S reconstructions.

FSC, Fourier shell correlation; Lso2, late-annotated short open reading frame 2

(TIF)

S3 Fig. CCDC124 and EBP1 are ribosome-associated in human cell lysates.HEK293T cell

lysates were fractionated through 10%–40% sucrose gradients. Fractions were collected, and

western blotting using antibodies against CCDC124 and EBP1 was performed. Both factors

were found to associate with 80S ribosomes. CCDC124, coiled-coil domain containing short

open reading frame 124; EBP1, ErbB3-binding protein 1; HEK, human embryonic kidney.

(TIF)

S4 Fig. 3D classification scheme and local resolution for native human idle ribosomes. (A)

In a first round of 3D classification, particles were separated, containing E-site tRNA and

EBP1 and either CCDC124 (in the nonrotated state) or SERBP1 and eEF2 (in the rotated-2)

state. Independent subclassifications using a regional mask were then performed using ellip-

soid masks covering the A- and P-site tRNA binding sites (for CCDC124 and eEF2/SERBP1,

respectively) or on the peptide exit site (for EBP1). This yielded homogenous ribosome classes

containing exclusively either CCDC124 and EBP1 or SERBP1/eEF2 and EBP1. The classes dis-

playing CCDC124–80S, SERBP1/eEF2–80S and EBP1-enriched SERBP1/eEF2–80S were

refined to overall resolution of 3.0 Å, 3.1 Å, and 2.9 Å. (B–D) Local resolution ranges for

CCDC124–80S (B), EBP1–80S (C), and eEF2/SERPB1–80S (D) and isolated CCDC124 and

EBP1 are indicated. A, acceptor; CCDC124, coiled-coil domain containing short open reading

frame 124; EBP1, ErbB3-binding protein 1; eEF2, eukaryotic elongation factor 2; P, peptidyl;

SERBP1, SERPINE1 mRNA-binding protein 1

(TIFF)

S5 Fig. Validation of the human CCDC124–80S, SERBP1–eEF2–80S, and EBP1–80S mod-

els. (A–B) View highlighting the hinge region of CCDC124 interacting with H85 (A) and H84

(B) of the 28S rRNA. (C) View focusing on the interaction of CCDC124 W39 stacking with

residues of uL5 in a manner distinct from Lso2, wherein eL42 also participates in stabilizing

Lso2W42. (D) Fits of the entire CCDC124 and EBP1 models into the respective isolated densi-

ties. (E) Overall FSC curves, map to model FSC curves, and half map to model FSC curves for

validation of the final CCDC124–80S, eEF2/SERPB1–80S, and EBP1–80S models fitting the

respective densities. CCDC124, coiled-coil domain containing short open reading frame 124;

EBP1, ErbB3-binding protein 1; FSC, Fourier shell correlation; Lso2, late-annotated short

open reading frame 2; SERPB1, SERPINE1 mRNA-binding protein 1

(TIF)

S6 Fig. Binding of EBP1 near tunnel exit on the 60S. (A) Close-up view showing the overall

positioning of EBP1 at the peptide exit site. (B) Zoom on the interaction between EBP1 and

H59. (C) Comparison of the EBP1 position with other exit-site ligands. EBP1 binding would

overlap with a majority of nascent chain-interacting factors such as NatA [43], RAC [40], SRP

[69], or Sec61 [41,42,70]. EBP1, ErbB3-binding protein 1; NatA, N-α-Acetyltransferase; RAC,
ribosome associated complex; Sec61, secretory protein 61; SRP, signal recognition particle.

(TIF)
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S7 Fig. Overlay of Dom34 with 18S rRNA in rotated-2 and nonrotated states. Dom34 in

complex with Hbs1 (and also ABCE1) is usually found in the nonrotated state. The structure

of a yeast 80S in the nonrotated state (PDB: 6Q8Y; representing Lso2–80S) [25] was superim-

posed with one in the rotated-2 state (PDB: 5JUP; representing Stm1–80S) [26] based on the

60S subunits. We note that the Dom34 N-terminal domain (taken from PDB: 3IZQ) [45]

would clash with 18S rRNA helix h18 and h34 in the rotated-2 state. This indicates that the

rotated (Stm1-containing) 80S ribosome cannot be split by the Dom34 splitting system.

Dom34, duplication of multilocus region 34; Hbs1, Hsp70 subfamily B suppressor; Lso2, late-

annotated short open reading frame 2; PDB, Protein Data Bank; Stm1, suppressor of target of

Myb protein 1

(TIF)

S8 Fig. Sucrose gradient profiles for in vitro splitting assays. UV profiles for splitting assays.

Assays contain 5 pmol of ribosomes (treated with puromycin or bound to Lso2 or bound to

Stm1) and 25 pmol of factors (60S subunit anti-association factor eIF6, Dom34, Hbs1, and

ABCE1). 50-μl reactions were spun through a 10%–50% sucrose gradient, and an absorption

profile at 260 nm (A260) was recorded. All experiments were carried out in triplicates (as indi-

cated in different shades of green). Raw data can be found in S1 Data. Dom34, duplication of

multilocus region 34; eIF6, eukaryotic initiation factor 6; Hbs1, Hsp70 subfamily B suppressor;

Lso2, late-annotated short open reading frame 2; Stm1, suppressor of target of Myb protein 1

(TIF)

S9 Fig. Quantification of in vitro splitting assays. The relative abundance of 80S ribosomes

and subunits in in vitro splitting assays was estimated by comparing the areas under A260

absorption peaks from 40S, 60S, and 80S subunits (calculated as described in Methods). Note

that Stm1–80S have the highest relative abundance after splitting, whereas Lso2–80S show the

lowest relative abundance after splitting. Calculations can be found in S2 Data. Lso2, late-

annotated short open reading frame 2; Stm1, suppressor of target of Myb protein 1

(TIF)

S10 Fig. Component requirements for splitting assay. (A) In vitro splitting assays were

assembled (materials and methods) with 80S ribosomes reconstituted with Lso2, omitting

individual factors or nucleotides as annotated. UV profiles for splitting assays were collected

following separation over a 10%–50% sucrose gradient; absorption profiles were collected at

260 nm. Splitting was observed in reactions when all components (eIF6, ABCE1, Hbs1,

Dom34, 1 mM ATP, 1 mMGTP) were present or in the absence of Hbs1. Conversely, splitting

was not observed when Dom34, Hbs1, or nucleotides were omitted from the reaction or in

reactions containing eIF6 and nucleotides without other factors. (B) Percent splitting was cal-

culated by comparing the areas under A260 absorption peaks from 40S, 60S, and 80S subunits

(calculated as described in Methods) and comparing the relative abundance of 80S ribosomes

and subunits. Raw data can be found in S3 Data. Dom34, duplication of multilocus region 34;

eIF6, eukaryotic initiation factor 6; Hbs1, Hsp70 subfamily B suppressor; Lso2, late-annotated

short open reading frame 2

(TIF)

S11 Fig. 3D classification for Stm1–80S ribosomes. Stm1–80S were prepared following pro-

tocols previously reported [17] to enrich Stm1 binding and used in in vitro splitting reactions.

Stm1–80S were collected from the sucrose gradient following in vitro splitting reactions with

and without splitting factors (control). These 80S fractions were analyzed by cryo-EM in

which particles were assessed for ribosome rotational states and presence of Stm1. (A) 80S

ribosome population from the control splitting assay. (B) 80S ribosome population remaining
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following incubation with splitting factors. An initial 3D classification revealed that a vast

majority of 80S are in the rotated state. These particles were further subjected to local classifi-

cation using and ellipsoid mask covering the region of the mRNA channel of the 40S to classify

for Stm1-containing particles (approximately 50%), which were further refined. Stm1 density

is displayed in orange. cryo-EM, cryo-electron microscopy; Stm1, suppressor of target of Myb

protein 1

(TIF)

S1 Table. Cryo-EM data collection, refinement, and validation statistics. Overview of cryo-

EM data collection, data processing, and model-fitting parameters for yeast native and recon-

stituted Lso2–80S complexes and for human CCDC124–EBP1 and SERBP1–eEF2–EBP1 com-

plexes. CCDC124, coiled-coil domain containing short open reading frame 124; cryo-EM,

cryo-electron microscopy; EBP1, ErbB3-binding protein 1; eEF2, eukaryotic elongation factor

2; Lso2, late-annotated short open reading frame 2; SERBP1, SERPINE1 mRNA-binding pro-

tein 1

(DOCX)

S1 Data. UV absorption profiles related to figures Figs 5C–5D and S8. This file contains

raw data from the UV absorption profiles for each splitting assay gradient in sheets 2–19. Split-

ting assays were carried out in triplicate, for each population, for both experimental and nega-

tive control reactions. Sheets 20–25 contain aligned data, including baseline and peak

alignment from triplicate experiments, which are the basis for the curves shown in S8 Fig. For

Fig 5C and 5D, only one of these triplicates is shown. Charts 1–6 show the plots for each tripli-

cate experiment.

(XLSX)

S2 Data. Calculations related to figures Figs 5E and S9.Determination of the peak area and

error bar calculation. From the UV absorption profile of each gradient, areas under each peak

corresponding to ribosomal subunits or 80S ribosomes were measured. To this end, beginning

and end of each peak were determined from the profile visually, and the area under the curve

in between these 2 points was approximated from individual data points using the trapezoid

rule. For each triplicate experiment, the fraction of total peak area (40S + 60S + 80S) taken up

by subunit peaks (40S + 60S) was averaged. From this, the fold change in this fraction between

experiments using eIF6 only and those using the full complement of splitting factors was calcu-

lated. These values were then normalized to the control experiment using puromycin-treated

ribosomes. Error bars were calculated using Gaussian error propagation for the (uncorrelated)

uncertainties of the averaged peak areas. eIF6, eukaryotic initiation factor 6

(XLSX)

S3 Data. UV absorption profiles and calculations related to S10 Fig. This file contains raw

data from the UV absorption profiles for each splitting assay control experiment shown in S10

Fig. Additional calculations used for defining peak boundaries and quantification summary

can be found in S9 Data and the corresponding legend.

(XLSX)

Acknowledgments

We thank S. Rieder, C. Ungewickell, A. Gilmozzi, J. Musial, and H. Sieber for excellent techni-

cal assistance.

PLOS BIOLOGY Novel structures of eukaryotic hibernating ribosomes

PLOS Biology | https://doi.org/10.1371/journal.pbio.3000780 July 20, 2020 20 / 24

http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3000780.s012
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3000780.s013
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3000780.s014
http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3000780.s015
https://doi.org/10.1371/journal.pbio.3000780


Author Contributions

Conceptualization: Jennifer N. Wells, Wendy Gilbert, Jingdong Cheng, Roland Beckmann.

Data curation: Jennifer N. Wells, Robert Buschauer, Timur Mackens-Kiani, Katharina Best,

Hanna Kratzat, Otto Berninghausen, Roland Beckmann.

Formal analysis: Jennifer N. Wells, Robert Buschauer, Thomas Becker, Jingdong Cheng,

Roland Beckmann.

Funding acquisition: Roland Beckmann.

Investigation: Jennifer N. Wells, Robert Buschauer, Wendy Gilbert, Roland Beckmann.

Methodology: Jennifer N. Wells, Timur Mackens-Kiani, Otto Berninghausen, Jingdong

Cheng, Roland Beckmann.

Project administration: Jennifer N. Wells, Thomas Becker, Roland Beckmann.

Resources: Robert Buschauer, Otto Berninghausen, Thomas Becker, Roland Beckmann.

Software: Robert Buschauer, Otto Berninghausen, Roland Beckmann.

Supervision: Thomas Becker, Jingdong Cheng, Roland Beckmann.

Validation: Jennifer N. Wells, Robert Buschauer, Thomas Becker, Jingdong Cheng, Roland

Beckmann.

Visualization: Jennifer N. Wells, Robert Buschauer, Timur Mackens-Kiani, Jingdong Cheng,

Roland Beckmann.

Writing – original draft: Jennifer N. Wells, Robert Buschauer, Thomas Becker, Jingdong

Cheng, Roland Beckmann.

Writing – review & editing: Jennifer N. Wells, Robert Buschauer, Timur Mackens-Kiani,

Katharina Best, Hanna Kratzat, Thomas Becker, Wendy Gilbert, Jingdong Cheng, Roland

Beckmann.

References
1. Basu A, Yap MN. Disassembly of the Staphylococcus aureus hibernating 100S ribosome by an evolu-

tionarily conserved GTPase. Proc Natl Acad Sci U S A. 2017; 114(39):E8165–E73. https://doi.org/10.
1073/pnas.1709588114 PMID: 28894000

2. Ortiz JO, Brandt F, Matias VR, Sennels L, Rappsilber J, Scheres SH, et al. Structure of hibernating ribo-
somes studied by cryoelectron tomography in vitro and in situ. J Cell Biol. 2010; 190(4):613–21. https://
doi.org/10.1083/jcb.201005007 PMID: 20733057

3. Matzov D, Aibara S, Basu A, Zimmerman E, Bashan A, YapM-NF, et al. The cryo-EM structure of hiber-
nating 100S ribosome dimer from pathogenic Staphylococcus aureus. Nature Communications. 2017;
8(1):723-. https://doi.org/10.1038/s41467-017-00753-8 PMID: 28959035

4. Beckert B, Abdelshahid M, Schafer H, SteinchenW, Arenz S, Berninghausen O, et al. Structure of the
Bacillus subtilis hibernating 100S ribosome reveals the basis for 70S dimerization. EMBO J. 2017; 36
(14):2061–72. https://doi.org/10.15252/embj.201696189 PMID: 28468753

5. Beckert B, Turk M, Czech A, Berninghausen O, Beckmann R, Ignatova Z, et al. Structure of a hibernat-
ing 100S ribosome reveals an inactive conformation of the ribosomal protein S1. Nat Microbiol. 2018; 3
(10):1115–21. https://doi.org/10.1038/s41564-018-0237-0 PMID: 30177741

6. Ueta M, Yoshida H, Wada C, Baba T, Mori H, Wada A. Ribosome binding proteins YhbH and YfiA have
opposite functions during 100S formation in the stationary phase of Escherichia coli. Genes Cells.
2005; 10(12):1103–12. https://doi.org/10.1111/j.1365-2443.2005.00903.x PMID: 16324148

7. Ueta M, Ohniwa RL, Yoshida H, Maki Y, Wada C,Wada A. Role of HPF (hibernation promoting factor)
in translational activity in Escherichia coli. J Biochem. 2008; 143(3):425–33. https://doi.org/10.1093/jb/
mvm243 PMID: 18174192

PLOS BIOLOGY Novel structures of eukaryotic hibernating ribosomes

PLOS Biology | https://doi.org/10.1371/journal.pbio.3000780 July 20, 2020 21 / 24

https://doi.org/10.1073/pnas.1709588114
https://doi.org/10.1073/pnas.1709588114
http://www.ncbi.nlm.nih.gov/pubmed/28894000
https://doi.org/10.1083/jcb.201005007
https://doi.org/10.1083/jcb.201005007
http://www.ncbi.nlm.nih.gov/pubmed/20733057
https://doi.org/10.1038/s41467-017-00753-8
http://www.ncbi.nlm.nih.gov/pubmed/28959035
https://doi.org/10.15252/embj.201696189
http://www.ncbi.nlm.nih.gov/pubmed/28468753
https://doi.org/10.1038/s41564-018-0237-0
http://www.ncbi.nlm.nih.gov/pubmed/30177741
https://doi.org/10.1111/j.1365-2443.2005.00903.x
http://www.ncbi.nlm.nih.gov/pubmed/16324148
https://doi.org/10.1093/jb/mvm243
https://doi.org/10.1093/jb/mvm243
http://www.ncbi.nlm.nih.gov/pubmed/18174192
https://doi.org/10.1371/journal.pbio.3000780


8. Yoshida H, Maki Y, Kato H, Fujisawa H, Izutsu K, Wada C, et al. The RibosomeModulation Factor
(RMF) Binding Site on the 100S Ribosome of Escherichia coli1. J Biochem. 2002; 132:983–9. https://
doi.org/10.1093/oxfordjournals.jbchem.a003313 PMID: 12473202

9. Prossliner T, SkovboWinther K, Askvad SørensenM, Gerdes K. Ribosome Hibernation. Annual
Review of Genetics. 2018; 52: 321–348. https://doi.org/10.1146/annurev-genet-120215-035130 PMID:
30476446

10. Krokowski D, Gaccioli F, Majumder M, Mullins MR, Yuan CL, Papadopoulou B, et al. Characterization
of hibernating ribosomes in mammalian cells. Cell Cycle. 2011; 10(16):2691–702. https://doi.org/10.
4161/cc.10.16.16844 PMID: 21768774

11. Brown A, Baird MR, Yip MC, Murray J, Shao S. Structures of translationally inactive mammalian ribo-
somes. eLife. 2018; 7: e40486. https://doi.org/10.7554/eLife.40486 PMID: 30355441

12. Tzamarias D, Roussou I, Thireos G. Coupling of GCN4mRNA translational activation with decreased
rates of polypeptide chain initiation. Cell. 1989; 57(6):947–54. https://doi.org/10.1016/0092-8674(89)
90333-4 PMID: 2661015

13. Uesono Y, Toh EA. Transient inhibition of translation initiation by osmotic stress. J Biol Chem. 2002;
277(16):13848–55. https://doi.org/10.1074/jbc.M108848200 PMID: 11796711

14. Ashe MP, De Long SK, Sachs AB. Glucose depletion rapidly inhibits translation initiation in yeast. Mol
Biol Cell. 2000; 11(3):833–48. https://doi.org/10.1091/mbc.11.3.833 PMID: 10712503

15. van den Elzen AM, Schuller A, Green R, Seraphin B. Dom34-Hbs1 mediated dissociation of inactive
80S ribosomes promotes restart of translation after stress. EMBO J. 2014; 33(3):265–76. https://doi.
org/10.1002/embj.201386123 PMID: 24424461

16. Pisareva VP, Skabkin MA, Hellen CU, Pestova TV, Pisarev AV. Dissociation by Pelota, Hbs1 and
ABCE1 of mammalian vacant 80S ribosomes and stalled elongation complexes. EMBO J. 2011; 30
(9):1804–17. https://doi.org/10.1038/emboj.2011.93 PMID: 21448132

17. Ben-Shem A, Garreau de Loubresse N, Melnikov S, Jenner L, Yusupova G, YusupovM. The structure
of the eukaryotic ribosome at 3.0 A resolution. Science. 2011; 334(6062):1524–9. https://doi.org/10.
1126/science.1212642 PMID: 22096102

18. Van Dyke N, Chanchorn E, Van Dyke MW. The Saccharomyces cerevisiae protein Stm1p facilitates
ribosome preservation during quiescence. Biochemical and Biophysical Research Communications.
2013; 430(2):745–50. https://doi.org/10.1016/j.bbrc.2012.11.078 PMID: 23206692

19. Balagopal V, Parker R. Stm1modulates translation after 80S formation in Saccharomyces cerevisiae.
RNA. 2011; 17(5):835–42. https://doi.org/10.1261/rna.2677311 PMID: 21460238

20. Anger AM, Armache JP, Berninghausen O, Habeck M, SubkleweM, Wilson DN, et al. Structures of the
human and Drosophila 80S ribosome. Nature. 2013; 497(7447):80–5. https://doi.org/10.1038/
nature12104 PMID: 23636399

21. Wang Y, Vaidyanathan PP, Rojas-Duran MF, Udeshi N, Carr S, Gilbert WV. Lso2 is a conserved ribo-
some-bound protein required for translational recovery in yeast. PLoS Biol. 2018; 16(9): e2005903.
https://doi.org/10.1371/journal.pbio.2005903 PMID: 30208026

22. WuCC, Zinshteyn B, Wehner KA, Green R. High-Resolution Ribosome Profiling Defines Discrete Ribo-
some Elongation States and Translational Regulation during Cellular Stress. Mol Cell. 2019; 73(5):959–
70 e5. https://doi.org/10.1016/j.molcel.2018.12.009 PMID: 30686592

23. Spahn CM, Gomez-Lorenzo MG, Grassucci RA, Jorgensen R, Andersen GR, Beckmann R, et al.
Domain movements of elongation factor eEF2 and the eukaryotic 80S ribosome facilitate tRNA translo-
cation. EMBO J. 2004; 23(5):1008–19. https://doi.org/10.1038/sj.emboj.7600102 PMID: 14976550

24. Bradatsch B, Katahira J, Kowalinski E, Bange G, YaoW, Sekimoto T, et al. Arx1 functions as an unor-
thodox nuclear export receptor for the 60S preribosomal subunit. Mol Cell. 2007; 27(5):767–79. https://
doi.org/10.1016/j.molcel.2007.06.034 PMID: 17803941

25. Tesina P, Heckel E, Cheng J, Fromont-Racine M, Buschauer R, Kater L, et al. Structure of the 80S ribo-
some-Xrn1 nuclease complex. Nat Struct Mol Biol. 2019; 26(4):275–80. https://doi.org/10.1038/
s41594-019-0202-5 PMID: 30911188

26. Abeyrathne PD, Koh CS, Grant T, Grigorieff N, Korostelev AA. Ensemble cryo-EM uncovers inchworm-
like translocation of a viral IRES through the ribosome. Elife. 2016; 5: e14874. https://doi.org/10.7554/
eLife.14874 PMID: 27159452

27. Schmidt C, Kowalinski E, Shanmuganathan V, Defenouillere Q, Braunger K, Heuer A, et al. The cryo-
EM structure of a ribosome-Ski2-Ski3-Ski8 helicase complex. Science. 2016; 354(6318):1431–3.
https://doi.org/10.1126/science.aaf7520 PMID: 27980209

28. Jenner L, Melnikov S, Garreau de Loubresse N, Ben-Shem A, IskakovaM, Urzhumtsev A, et al. Crystal
structure of the 80S yeast ribosome. Curr Opin Struct Biol. 2012; 22(6):759–67. https://doi.org/10.1016/
j.sbi.2012.07.013 PMID: 22884264

PLOS BIOLOGY Novel structures of eukaryotic hibernating ribosomes

PLOS Biology | https://doi.org/10.1371/journal.pbio.3000780 July 20, 2020 22 / 24

https://doi.org/10.1093/oxfordjournals.jbchem.a003313
https://doi.org/10.1093/oxfordjournals.jbchem.a003313
http://www.ncbi.nlm.nih.gov/pubmed/12473202
https://doi.org/10.1146/annurev-genet-120215-035130
http://www.ncbi.nlm.nih.gov/pubmed/30476446
https://doi.org/10.4161/cc.10.16.16844
https://doi.org/10.4161/cc.10.16.16844
http://www.ncbi.nlm.nih.gov/pubmed/21768774
https://doi.org/10.7554/eLife.40486
http://www.ncbi.nlm.nih.gov/pubmed/30355441
https://doi.org/10.1016/0092-8674(89)90333-4
https://doi.org/10.1016/0092-8674(89)90333-4
http://www.ncbi.nlm.nih.gov/pubmed/2661015
https://doi.org/10.1074/jbc.M108848200
http://www.ncbi.nlm.nih.gov/pubmed/11796711
https://doi.org/10.1091/mbc.11.3.833
http://www.ncbi.nlm.nih.gov/pubmed/10712503
https://doi.org/10.1002/embj.201386123
https://doi.org/10.1002/embj.201386123
http://www.ncbi.nlm.nih.gov/pubmed/24424461
https://doi.org/10.1038/emboj.2011.93
http://www.ncbi.nlm.nih.gov/pubmed/21448132
https://doi.org/10.1126/science.1212642
https://doi.org/10.1126/science.1212642
http://www.ncbi.nlm.nih.gov/pubmed/22096102
https://doi.org/10.1016/j.bbrc.2012.11.078
http://www.ncbi.nlm.nih.gov/pubmed/23206692
https://doi.org/10.1261/rna.2677311
http://www.ncbi.nlm.nih.gov/pubmed/21460238
https://doi.org/10.1038/nature12104
https://doi.org/10.1038/nature12104
http://www.ncbi.nlm.nih.gov/pubmed/23636399
https://doi.org/10.1371/journal.pbio.2005903
http://www.ncbi.nlm.nih.gov/pubmed/30208026
https://doi.org/10.1016/j.molcel.2018.12.009
http://www.ncbi.nlm.nih.gov/pubmed/30686592
https://doi.org/10.1038/sj.emboj.7600102
http://www.ncbi.nlm.nih.gov/pubmed/14976550
https://doi.org/10.1016/j.molcel.2007.06.034
https://doi.org/10.1016/j.molcel.2007.06.034
http://www.ncbi.nlm.nih.gov/pubmed/17803941
https://doi.org/10.1038/s41594-019-0202-5
https://doi.org/10.1038/s41594-019-0202-5
http://www.ncbi.nlm.nih.gov/pubmed/30911188
https://doi.org/10.7554/eLife.14874
https://doi.org/10.7554/eLife.14874
http://www.ncbi.nlm.nih.gov/pubmed/27159452
https://doi.org/10.1126/science.aaf7520
http://www.ncbi.nlm.nih.gov/pubmed/27980209
https://doi.org/10.1016/j.sbi.2012.07.013
https://doi.org/10.1016/j.sbi.2012.07.013
http://www.ncbi.nlm.nih.gov/pubmed/22884264
https://doi.org/10.1371/journal.pbio.3000780


29. Beckmann R, Bubeck D, Grassucci RA, Penczek P, Verschoor A, Blobel G, et al. Alignment of Conduits
for the Nascent Polypeptide Chain in the Ribosome-Sec61 Complex. Science. 1997; 278(5346):2123–
6. https://doi.org/10.1126/science.278.5346.2123 PMID: 9405348

30. Frank J, Gao H, Sengupta J, Gao N, Taylor DJ. The process of mRNA-tRNA translocation. Proc Natl
Acad Sci U S A. 2007; 104(50):19671–8. https://doi.org/10.1073/pnas.0708517104 PMID: 18003906

31. Whitford PC, Geggier P, Altman RB, Blanchard SC, Onuchic JN, Sanbonmatsu KY. Accommodation of
aminoacyl-tRNA into the ribosome involves reversible excursions along multiple pathways. RNA. 2010;
16(6):1196–204. https://doi.org/10.1261/rna.2035410 PMID: 20427512

32. Petrov AN, Meskauskas A, Roshwalb SC, Dinman JD. Yeast ribosomal protein L10 helps coordinate
tRNAmovement through the large subunit. Nucleic Acids Res. 2008; 36(19):6187–98. https://doi.org/
10.1093/nar/gkn643 PMID: 18824477

33. Greber BJ, Gerhardy S, Leitner A, Leibundgut M, SalemM, Boehringer D, et al. Insertion of the Biogen-
esis Factor Rei1 Probes the Ribosomal Tunnel during 60SMaturation. Cell. 2016; 164(1–2):91–102.
https://doi.org/10.1016/j.cell.2015.11.027 PMID: 26709046

34. Bradatsch B, Leidig C, Granneman S, Gnadig M, Tollervey D, Bottcher B, et al. Structure of the pre-60S
ribosomal subunit with nuclear export factor Arx1 bound at the exit tunnel. Nat Struct Mol Biol. 2012; 19
(12):1234–41. https://doi.org/10.1038/nsmb.2438 PMID: 23142978

35. Barrio-Garcia C, ThomsM, Flemming D, Kater L, Berninghausen O, Bassler J, et al. Architecture of the
Rix1-Rea1 checkpoint machinery during pre-60S-ribosome remodeling. Nat Struct Mol Biol. 2016; 23
(1):37–44. https://doi.org/10.1038/nsmb.3132 PMID: 26619264

36. Kowalinski E, Bange G, Bradatsch B, Hurt E, Wild K, Sinning I. The crystal structure of Ebp1 reveals a
methionine aminopeptidase fold as binding platform for multiple interactions. FEBS Lett. 2007; 581
(23):4450–4. https://doi.org/10.1016/j.febslet.2007.08.024 PMID: 17765895

37. Kowalinski E, Bange G,Wild K, Sinning I. Expression, purification, crystallization and preliminary crys-
tallographic analysis of the proliferation-associated protein Ebp1. Acta Crystallogr Sect F Struct Biol
Cryst Commun. 2007; 63(Pt 9):768–70. https://doi.org/10.1107/S1744309107038985 PMID: 17768350

38. Squatrito M, Mancino M, Donzelli M, Areces LB, Draetta GF. EBP1 is a nucleolar growth-regulating pro-
tein that is part of pre-ribosomal ribonucleoprotein complexes. Oncogene. 2004; 23(25):4454–65.
https://doi.org/10.1038/sj.onc.1207579 PMID: 15064750

39. Nguyen DQ, Hoang DH, Nguyen Vo TT, Huynh V, Ghoda L, Marcucci G, et al. The role of ErbB3 binding
protein 1 in cancer: Friend or foe? J Cell Physiol. 2018; 233(12):9110–20. https://doi.org/10.1002/jcp.
26951 PMID: 30076717

40. Zhang Y, Ma C, Yuan Y, Zhu J, Li N, Chen C, et al. Structural basis for interaction of a cotranslational
chaperone with the eukaryotic ribosome. Nat Struct Mol Biol. 2014; 21(12):1042–6. https://doi.org/10.
1038/nsmb.2908 PMID: 25362488

41. Becker T, Bhushan S, Jarasch A, Armache JP, Funes S, Jossinet F, et al. Structure of monomeric yeast
and mammalian Sec61 complexes interacting with the translating ribosome. Science. 2009; 326
(5958):1369–73. https://doi.org/10.1126/science.1178535 PMID: 19933108

42. Voorhees RM, Hegde RS. Structure of the Sec61 channel opened by a signal sequence. Science.
2016; 351(6268):88–91. https://doi.org/10.1126/science.aad4992 PMID: 26721998

43. Knorr AG, Schmidt C, Tesina P, Berninghausen O, Becker T, Beatrix B, et al. Ribosome-NatA architec-
ture reveals that rRNA expansion segments coordinate N-terminal acetylation. Nat Struct Mol Biol.
2019; 26(1):35–9. https://doi.org/10.1038/s41594-018-0165-y PMID: 30559462

44. Budkevich TV, Giesebrecht J, Behrmann E, Loerke J, Ramrath DJ, Mielke T, et al. Regulation of the
mammalian elongation cycle by subunit rolling: a eukaryotic-specific ribosome rearrangement. Cell.
2014; 158(1):121–31. https://doi.org/10.1016/j.cell.2014.04.044 PMID: 24995983

45. Becker T, Armache J-P, Jarasch A, Anger AM, Villa E, Sieber H, et al. Structure of the no-go mRNA
decay complex Dom34–Hbs1 bound to a stalled 80S ribosome. Nature Structural & Molecular Biology.
2011; 18(6):715–20.

46. Becker T, Franckenberg S, Wickles S, Shoemaker CJ, Anger AM, Armache JP, et al. Structural basis of
highly conserved ribosome recycling in eukaryotes and archaea. Nature. 2012; 482(7386):501–6.
https://doi.org/10.1038/nature10829 PMID: 22358840

47. Hilal T, Yamamoto H, Loerke J, Burger J, Mielke T, Spahn CM. Structural insights into ribosomal rescue
by Dom34 and Hbs1 at near-atomic resolution. Nat Commun. 2016; 7:13521. https://doi.org/10.1038/
ncomms13521 PMID: 27995908

48. Shao S, Murray J, Brown A, Taunton J, Ramakrishnan V, Hegde RS. Decoding Mammalian Ribosome-
mRNA States by Translational GTPase Complexes. Cell. 2016; 167(5):1229–40 e15.

49. Brown A, Shao S, Murray J, Hegde RS, Ramakrishnan V. Structural basis for stop codon recognition in
eukaryotes. Nature. 2015; 524(7566):493–6. https://doi.org/10.1038/nature14896 PMID: 26245381

PLOS BIOLOGY Novel structures of eukaryotic hibernating ribosomes

PLOS Biology | https://doi.org/10.1371/journal.pbio.3000780 July 20, 2020 23 / 24

https://doi.org/10.1126/science.278.5346.2123
http://www.ncbi.nlm.nih.gov/pubmed/9405348
https://doi.org/10.1073/pnas.0708517104
http://www.ncbi.nlm.nih.gov/pubmed/18003906
https://doi.org/10.1261/rna.2035410
http://www.ncbi.nlm.nih.gov/pubmed/20427512
https://doi.org/10.1093/nar/gkn643
https://doi.org/10.1093/nar/gkn643
http://www.ncbi.nlm.nih.gov/pubmed/18824477
https://doi.org/10.1016/j.cell.2015.11.027
http://www.ncbi.nlm.nih.gov/pubmed/26709046
https://doi.org/10.1038/nsmb.2438
http://www.ncbi.nlm.nih.gov/pubmed/23142978
https://doi.org/10.1038/nsmb.3132
http://www.ncbi.nlm.nih.gov/pubmed/26619264
https://doi.org/10.1016/j.febslet.2007.08.024
http://www.ncbi.nlm.nih.gov/pubmed/17765895
https://doi.org/10.1107/S1744309107038985
http://www.ncbi.nlm.nih.gov/pubmed/17768350
https://doi.org/10.1038/sj.onc.1207579
http://www.ncbi.nlm.nih.gov/pubmed/15064750
https://doi.org/10.1002/jcp.26951
https://doi.org/10.1002/jcp.26951
http://www.ncbi.nlm.nih.gov/pubmed/30076717
https://doi.org/10.1038/nsmb.2908
https://doi.org/10.1038/nsmb.2908
http://www.ncbi.nlm.nih.gov/pubmed/25362488
https://doi.org/10.1126/science.1178535
http://www.ncbi.nlm.nih.gov/pubmed/19933108
https://doi.org/10.1126/science.aad4992
http://www.ncbi.nlm.nih.gov/pubmed/26721998
https://doi.org/10.1038/s41594-018-0165-y
http://www.ncbi.nlm.nih.gov/pubmed/30559462
https://doi.org/10.1016/j.cell.2014.04.044
http://www.ncbi.nlm.nih.gov/pubmed/24995983
https://doi.org/10.1038/nature10829
http://www.ncbi.nlm.nih.gov/pubmed/22358840
https://doi.org/10.1038/ncomms13521
https://doi.org/10.1038/ncomms13521
http://www.ncbi.nlm.nih.gov/pubmed/27995908
https://doi.org/10.1038/nature14896
http://www.ncbi.nlm.nih.gov/pubmed/26245381
https://doi.org/10.1371/journal.pbio.3000780


50. Russell DW, Spremulli LL. Mechanism of action of the wheat germ ribosome dissociation factor: Interac-
tion with the 60 S subunit. Archives of Biochemistry and Biophysics. 1980; 201(2):518–26. https://doi.
org/10.1016/0003-9861(80)90540-8 PMID: 6901609

51. GartmannM, Blau M, Armache JP, Mielke T, Topf M, BeckmannR. Mechanism of eIF6-mediated inhibi-
tion of ribosomal subunit joining. J Biol Chem. 2010; 285(20):14848–51. https://doi.org/10.1074/jbc.
C109.096057 PMID: 20356839

52. Shoemaker CJ, Green R. Kinetic analysis reveals the ordered coupling of translation termination and
ribosome recycling in yeast. Proc Natl Acad Sci U S A. 2011; 108(51):E1392–8. https://doi.org/10.1073/
pnas.1113956108 PMID: 22143755

53. Wild K, Aleksic M, Lapouge K, Juaire KD, Flemming D, Pfeffer S, et al. MetAP-like Ebp1 occupies the
human ribosomal tunnel exit and recruits flexible rRNA expansion segments. Nat Commun. 2020; 11
(1):776.

54. Kraushar ML, Krupp F, Turko P, Ambrozkiewicz MC, Sprink T, Imami K, et al. The architecture of pro-
tein synthesis in the developing neocortex at near-atomic resolution reveals Ebp1-mediated neuronal
proteostasis at the 60S tunnel exit. bioRxiv 939488 [Preprint]. 2020 [cited 2020 May 23]. Available:
https://www.biorxiv.org/content/10.1101/2020.02.08.939488v1

55. Brandman O, Hegde RS. Ribosome-associated protein quality control. Nature Structural & Molecular
Biology. 2016; 23(1):7–15.

56. Hayashi H, Nagai R, Abe T,WadaM, Ito K, Takeuchi-Tomita N. Tight interaction of eEF2 in the presence of
Stm1 on ribosome. J Biochem. 2018; 163(3):177–85. https://doi.org/10.1093/jb/mvx070 PMID: 29069440

57. Van Dyke N, Baby J, Van DykeMW. Stm1p, a ribosome-associated protein, is important for protein syn-
thesis in Saccharomyces cerevisiae under nutritional stress conditions. J Mol Biol. 2006; 358(4):1023–
31. https://doi.org/10.1016/j.jmb.2006.03.018 PMID: 16580682

58. Kalambet Y, Kozmin Y, Samokhin A. Comparison of integration rules in the case of very narrow chro-
matographic peaks. Chemometrics and Intelligent Laboratory Systems. 2018; 179:22–30.

59. Zheng SQ, Palovcak E, Armache JP, Verba KA, Cheng Y, Agard DA. MotionCor2: anisotropic correc-
tion of beam-induced motion for improved cryo-electron microscopy. Nat Methods. 2017; 14(4):331–2.
https://doi.org/10.1038/nmeth.4193 PMID: 28250466

60. Zhang K. Gctf: Real-time CTF determination and correction. J Struct Biol. 2016; 193(1):1–12. https://
doi.org/10.1016/j.jsb.2015.11.003 PMID: 26592709

61. Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM, Meng EC, et al. UCSF Chimera—a
visualization system for exploratory research and analysis. J Comput Chem. 2004; 25(13):1605–12.
https://doi.org/10.1002/jcc.20084 PMID: 15264254

62. Emsley P, Cowtan K. Coot: model-building tools for molecular graphics. Acta Crystallogr D Biol Crystal-
logr. 2004; 60(Pt 12 Pt 1):2126–32.

63. Biasini M, Bienert S, Waterhouse A, Arnold K, Studer G, Schmidt T, et al. SWISS-MODEL: modelling
protein tertiary and quaternary structure using evolutionary information. Nucleic Acids Res. 2014; 42
(Web Server issue):W252–8. https://doi.org/10.1093/nar/gku340 PMID: 24782522

64. Voorhees RM, Fernandez IS, Scheres SH, Hegde RS. Structure of the mammalian ribosome-Sec61
complex to 3.4 A resolution. Cell. 2014; 157(7):1632–43. https://doi.org/10.1016/j.cell.2014.05.024
PMID: 24930395

65. Adams PD, Afonine PV, Bunkoczi G, Chen VB, Davis IW, Echols N, et al. PHENIX: a comprehensive
Python-based system for macromolecular structure solution. Acta Crystallogr D Biol Crystallogr. 2010;
66(Pt 2):213–21. https://doi.org/10.1107/S0907444909052925 PMID: 20124702

66. Chen VB, Arendall WB, 3rd, Headd JJ, Keedy DA, Immormino RM, Kapral GJ, et al. MolProbity: all-
atom structure validation for macromolecular crystallography. Acta Crystallogr D Biol Crystallogr. 2010;
66(Pt 1):12–21. https://doi.org/10.1107/S0907444909042073 PMID: 20057044

67. Goddard TD, Huang CC, Meng EC, Pettersen EF, Couch GS, Morris JH, et al. UCSF ChimeraX: Meet-
ing modern challenges in visualization and analysis. Protein Sci. 2018; 27(1):14–25. https://doi.org/10.
1002/pro.3235 PMID: 28710774

68. Brown A, Long F, Nicholls RA, Toots J, Emsley P, Murshudov G. Tools for macromolecular model build-
ing and refinement into electron cryo-microscopy reconstructions. Acta Crystallogr D Biol Crystallogr.
2015; 71(Pt 1):136–53. https://doi.org/10.1107/S1399004714021683 PMID: 25615868

69. Halic M, Becker T, Pool MR, Spahn CM, Grassucci RA, Frank J, et al. Structure of the signal recognition
particle interacting with the elongation-arrested ribosome. Nature. 2004; 427(6977):808–14. https://doi.
org/10.1038/nature02342 PMID: 14985753

70. Gogala M, Becker T, Beatrix B, Armache JP, Barrio-Garcia C, Berninghausen O, et al. Structures of the
Sec61 complex engaged in nascent peptide translocation or membrane insertion. Nature. 2014; 506
(7486):107–10. https://doi.org/10.1038/nature12950 PMID: 24499919

PLOS BIOLOGY Novel structures of eukaryotic hibernating ribosomes

PLOS Biology | https://doi.org/10.1371/journal.pbio.3000780 July 20, 2020 24 / 24

https://doi.org/10.1016/0003-9861(80)90540-8
https://doi.org/10.1016/0003-9861(80)90540-8
http://www.ncbi.nlm.nih.gov/pubmed/6901609
https://doi.org/10.1074/jbc.C109.096057
https://doi.org/10.1074/jbc.C109.096057
http://www.ncbi.nlm.nih.gov/pubmed/20356839
https://doi.org/10.1073/pnas.1113956108
https://doi.org/10.1073/pnas.1113956108
http://www.ncbi.nlm.nih.gov/pubmed/22143755
https://www.biorxiv.org/content/10.1101/2020.02.08.939488v1
https://doi.org/10.1093/jb/mvx070
http://www.ncbi.nlm.nih.gov/pubmed/29069440
https://doi.org/10.1016/j.jmb.2006.03.018
http://www.ncbi.nlm.nih.gov/pubmed/16580682
https://doi.org/10.1038/nmeth.4193
http://www.ncbi.nlm.nih.gov/pubmed/28250466
https://doi.org/10.1016/j.jsb.2015.11.003
https://doi.org/10.1016/j.jsb.2015.11.003
http://www.ncbi.nlm.nih.gov/pubmed/26592709
https://doi.org/10.1002/jcc.20084
http://www.ncbi.nlm.nih.gov/pubmed/15264254
https://doi.org/10.1093/nar/gku340
http://www.ncbi.nlm.nih.gov/pubmed/24782522
https://doi.org/10.1016/j.cell.2014.05.024
http://www.ncbi.nlm.nih.gov/pubmed/24930395
https://doi.org/10.1107/S0907444909052925
http://www.ncbi.nlm.nih.gov/pubmed/20124702
https://doi.org/10.1107/S0907444909042073
http://www.ncbi.nlm.nih.gov/pubmed/20057044
https://doi.org/10.1002/pro.3235
https://doi.org/10.1002/pro.3235
http://www.ncbi.nlm.nih.gov/pubmed/28710774
https://doi.org/10.1107/S1399004714021683
http://www.ncbi.nlm.nih.gov/pubmed/25615868
https://doi.org/10.1038/nature02342
https://doi.org/10.1038/nature02342
http://www.ncbi.nlm.nih.gov/pubmed/14985753
https://doi.org/10.1038/nature12950
http://www.ncbi.nlm.nih.gov/pubmed/24499919
https://doi.org/10.1371/journal.pbio.3000780

