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            Abstract
Despite intense interest in discovering drugs that cause G-protein-coupled receptors (GPCRs) to selectively stimulate or block arrestin signalling, the structural mechanism of receptor-mediated arrestin activation remains unclear1,2. Here we reveal this mechanism through extensive atomic-level simulations of arrestin. We find that the receptorâ€™s transmembrane core and cytoplasmic tailâ€”which bind distinct surfaces on arrestinâ€”can each independently stimulate arrestin activation. We confirm this unanticipated role of the receptor core, and the allosteric coupling between these distant surfaces of arrestin, using site-directed fluorescence spectroscopy. The effect of the receptor core on arrestin conformation is mediated primarily by interactions of the intracellular loops of the receptor with the arrestin body, rather than the marked finger-loop rearrangement that is observed upon receptor binding. In the absence of a receptor, arrestin frequently adopts active conformations when its own C-terminal tail is disengaged, which may explain why certain arrestins remain active long after receptor dissociation. Our results, which suggest that diverse receptor binding modes can activate arrestin, provide a structural foundation for the design of functionally selective (â€˜biasedâ€™) GPCR-targeted ligands with desired effects on arrestin signalling.
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                    Fig. 1: Removal of the C tail of arrestin leads arrestin to fluctuate between active and inactive states; the receptor core and RP tail each independently stabilize the active state.[image: ]


Fig. 2: The receptor core favours arrestin activation through interactions mediated by the receptorâ€™s intracellular loops.[image: ]


Fig. 3: The RP tail induces arrestin activation, and the arrestin C tail prevents activation, by controlling the conformation of the gate loop.[image: ]


Fig. 4: Fluorescence spectroscopy supports computational predictions.[image: ]
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Extended data figures and tables

Extended Data Fig. 1 Interdomain twist angles and global projection metric values for six arrestin-1 simulation conditions.
Dashed lines indicate the interdomain twist angles in the inactive (0Â°) and active (18Â°) state crystal structures and the projection metric values in the inactive (0.0â€‰Ã…) and active (8.15â€‰Ã…) state structures. Thick traces indicate the moving average smoothed over a 50-ns window, and thin traces represent unsmoothed data. For each simulation, a pair of plots is shown, one immediately above the other. The top plot (dark colours) shows the interdomain twist angle. The bottom plot shows the projection metric, an alternative means of capturing global conformational change. In one simulation (red box, lower right corner), the RP tail became unbound from arrestin, which resulted in inactive twist angles. All other simulations in that condition maintained stable binding to the RP tail.


Extended Data Fig. 2 Global conformational behaviour of arrestin-1 in simulation.
a, The r.m.s.d. from the inactive structure for representative simulations of arrestin-1 starting in its inactive state with: the C tail removed (green), arrestin-1 with the C tail present (grey), or arrestin-1 bound to full-length rhodopsin (blue). The simulation of arrestin-1 with its C tail removed transitions to active conformations and achieves r.m.s.d. values that match those of rhodopsin-bound active-state simulations. r.m.s.d. is computed on arrestin C-domain Î²-strands after alignment on the N domain. b, Mean r.m.s.d. from active and inactive structures across all six independent simulations for each condition, calculated after removing the first 500â€‰ns of each simulation. c, We used PCA to compare the conformational states visited under the various arrestin-1 simulation conditions (seeÂ Methods; nâ€‰=â€‰8100 simulation frames as input). Each principal component corresponds to a mode of motion or variance in Cartesian coordinate space. The star on the left in each plot corresponds to the position of the active-state crystal structure, and the star on the right corresponds to the inactive-state structure. Simulations of the two crystallographic conditions separate clearly along the first principal component (PC1) and along the third principal component (PC3) but not along the second principal component (PC2). Simulations starting from the inactive state or active state with the arrestin C tail removed and no receptor present explore similar ranges of PC1 and PC2 coefficients and have some overlap in the range of PC3 coefficients. Simulations with either the receptor core or RP tail bound closely overlap with simulations performed in the presence of the full-length receptor. The x axis is shifted to the right in the first plot in each row relative to the second and third plots in order to show the full range of values of PC1 coefficients. d, Images that show the motion of arrestin-1 along each principal component. e, Variance explained by each principal component. The cumulative distribution function (CDF) shows the variance explained by all principal components up to and including a given one.


Extended Data Fig. 3 Conformation of arrestin favoured by binding of receptorÂ core.
a, b, In simulations started from an inactive conformation of arrestin bound to the receptor core alone (a, seeÂ Methods), arrestin preferred to adopt active interdomain twist angles (cyan histogram) (b). By contrast, simulations of arrestin initiated from the same conformation without the receptor (grey histogram) were less likely to spontaneously adopt interdomain twist angles matching those seen in the active-state structure. c, Traces for all simulations, 20 per condition. The difference between the grey and cyan histograms increases with simulation time and would be likely to increase further with additional simulation time, but the differences in the mean interdomain twist angle achieved between the two conditions are already highly significant (Pâ€‰=â€‰3â€‰Ã—â€‰10âˆ’5).


Extended Data Fig. 4 Simulation traces from targeted and restrained molecular dynamics simulations.
a, We started simulations of arrestin-1 from the inactive state and pulled the finger loop towards its active, helical conformation (grey trace). The finger loop quickly reached its active state (top), but this failed to induce active interdomain twist angles (bottom) on timescales of hundreds of nanoseconds. b, Similarly, in simulations of arrestin-1 started from the active state (without a receptor present), restraining the finger loop conformation to its active conformation did not prevent arrestin-1 from visiting inactive interdomain twist angles. c, d, By contrast, pulling the gate loop to its active state to mimic RP-tail binding (c), or pulling the IL2-binding crevice apart to mimic receptor core binding (d), consistently induced active interdomain twist angles in arrestin (Pâ€‰=â€‰4â€‰Ã—â€‰10âˆ’6, Pâ€‰=â€‰0.002, respectively, compared to unbiased simulations). All traces are smoothed using an averaging window of 20â€‰ns. In all cases we attempted to apply external forces to mimic binding of various structural elements of the receptor. To mimic the effect of binding at the receptor core interface, we aligned and pulled on the same residues within the C loop and middle loop contacted by the receptor. The broad range of interdomain twist angles may reflect the fact that the restraints do not perfectly mimic the effect of the receptor core. Nonetheless, other simulations, including unbiased simulations starting from the inactive state, suggest that separation of the interdomain crevice or the presence of the receptor core favour active interdomain twist angles (Extended Data Figs.Â 3,Â 6), providing independent support for the proposed effect of core binding on arrestin activation. Six independent simulations were performed for each condition.


Extended Data Fig. 5 Gate loop motion may be restrained in the inactive state by an ionic interaction with the finger loop.
In certain inactive-state crystal structures of arrestin-1 (for example, PDB entry 1CF1, chain D) and arrestin-2 (for example, PDB entry 1G4M, chain A), a lysine in the gate loop (K298 in arrestin-1, K292 or K294 in arrestin-2) forms an ionic interaction with a carboxylic acid in the finger loop (D71 in arrestin-1, E66 in arrestin-2). Simulations initiated from these structures with the C tail removed exhibited less frequent transitions of the gate loop to fully active conformations than simulations initiated from crystal structures in which this ionic interaction between the gate loop and the figure loop was not formed (for example, PDB entry 1CF1, chain A). Thus a particular finger loop conformation might mildly increase the stability of the inactive-state gate loop conformation. In simulations, we observed additional sets of ionic interactions between gate loop lysines and either D67 on the finger loop or D135 on the middle loop (according to arrestin-2 numbering), which also appeared to prevent motion of the gate loop towards the active state. Certain finger loop conformations might also favour the inactive state through interactions with the C tail of arrestin64.


Extended Data Fig. 6 Conformational changes at IL2 and IL3 interfaces correlate with interdomain twist angle.
a, The C loop contains residues S251 and D253, which interact with Y67 in the N domain in the inactive state of arrestin (cyan, left). In the rhodopsin-bound crystal structure, this network of residues separates when IL2 binds in the central crevice between the N and C domains (purple, right). b, c, We measured separation between the Y67â€“S251 side-chain hydroxyl oxygens (b) and between the C143â€“D253 CÎ± atoms (c). Conformational changes at the IL2 interface correlate with interdomain twist angles. This is particularly noticeable in simulations starting from the inactive state but with the arrestin C tail removed (green), where increased interdomain twist angles correlated with disruption of the Y67â€“S251 interaction (R2â€‰=â€‰0.35) and with increased separation distance between the two domains, as measured through the C143â€“D253 CÎ± distance (R2â€‰=â€‰0.36) (six independent simulations). Plots and correlations refer to trajectories downsampled every 10â€‰ns, with no frames removed at the beginning of simulation. One caveat is that in simulations started from active state without the arrestin C tail, the interdomain crevice frequently collapsed at the beginning of simulation, so that even when arrestin visited more active interdomain twist angles, the crevice did not re-open. It is possible that these simulations reached a local energy minimum not typically visited in the equivalent simulations started from the inactive conformation. d, Conformational changes at the IL3 interface correlate with interdomain twist angles. Compared to the inactive state (blue) of arrestin, in the active state (purple), the back loop, located in the arrestin C domain (residues 311â€“320), extends away from the arrestin body (motion indicated by the black arrow). In this conformation, the back loop contacts the third intracellular loop in rhodopsin via an ionic interaction between R318 (arrestin) and E239 (rhodopsin). e, The position of the back loop correlates with the interdomain twist angle for simulations of arrestin with its C tail removed, starting from either the inactive (green) or active (purple) state (R2â€‰=â€‰0.50 and R2â€‰=â€‰0.58, respectively; six independent simulations). Back loop position is measured by projecting the coordinates of the back loop onto the vector connecting the crystallographic inactive- and active-state back loopÂ structures (seeÂ Methods). f Similarly, in simulations of arrestin bound to the receptor core only, movement away from active interdomain twist angles weakly correlated with disruption of the R318â€“E239 interaction (R2â€‰=â€‰âˆ’0.14; six independent simulations). Our simulations therefore indicate that interaction between arrestin and receptor at IL3 may control the interdomain twist angle. We speculate that this occurs because the back loop is coupled to the C loop via a set of Î²-strands. Thus, the receptor is likely to also modulate interdomain twisting by extending the shape of the back loop. When the back loop moves towards its active conformation, its motion appears to couple to the C domain through Î²-sheet formation with the C loop. Indeed, previous studies have indicated that acidic residues on IL3 might facilitate arrestin engagement. For example, an acidic residue on IL3 of the human luteinizing hormone receptor is critical for binding to arrestin-2 and arrestin-3, albeit to different extents for each65. Our simulations support the idea that binding via the IL3 interface could help to trigger arrestin activation. Arrestins 1 to 4 share a conserved basic residue at position 313 (bovine arrestin-1 numbering). A qualitative examination of GPCR sequences reveals that several receptors, including the M2 muscarinic receptor, melatonin receptors, Î²2AR, A2AR, NTS1R, apelin receptor and H1R, all contain acidic residues at the 5x73â€“5x75 positions (GPCRdb numbering66), which extend into IL3 and may facilitate arrestin activation in the absence of RP-tail phosphorylation.


Extended Data Fig. 7 Gate loop conformation and behaviour of the R175â€“D296 polar core interaction across arrestin-1 conditions.
a, Gate loop conformation (grey) is measured by projecting the coordinates of the gate loop onto the vector connecting the crystallographic inactive and active gate loop structures (seeÂ Methods). In simulations where arrestin-1 maintains a stable active interdomain twist, such as in simulations performed in the presence of the RP tail (right column), the R175â€“D296 interaction occasionally reforms transiently (blue traces), although the separation of the R175â€“D296 CÎ± atoms (red traces) continues to resemble the distance seen in active-state crystal structures. The CHARMM36 force field used here might slightly overstabilize this ionic interaction, increasing the propensity for R175â€“D296 to reform in these simulations67. b, Conformations of the polar core and gate loop are tightly coupled. Crystal structures of arrestin-1 bound to its C tail (PDB entry 1CF1) and of arrestin-1 bound to the RP tail (PDB entry 5W0P) reveal distinct arrangements of the residues in the polar core (D30, R175, D296, D303 and R382) and a surrounding polar network. As described in the main text, the position of D296 is tightly coupled to interdomain twist. In the active state (right), binding of the RP tail has two effects: first, a phosphorylated serine, S338, engages the gate loop through a direct interaction with K300. In doing so, D296 shifts away from its inactive-state position towards the C domain. In doing so, the interaction between D296 and R175 breaks, disturbing the ionic network of the polar core. Second, S338 also engages R29, which stabilizes the rearrangement of residues in and around the polar core. D30 now engages R175 through an ionic interaction, and D296 is free to interact with other residues, including S308. c, Our simulations reveal how the position of D296 is coupled to interdomain twisting. After the gate loop undergoes a conformational change from its inactive conformation to an active conformation in simulations started from the inactive state with arrestin C tail removed, D296 can shift between its inactive and active positions. In snapshots such as the one shown (simulation 8, right), shifting of D296 towards its active position moves a small Î²-strand (G292â€“D296), which is connected to a large Î²-strand (N271â€“L280) in the C domain. These observations explain the fact that the R175E and D296R mutationsâ€”which would force D296 towards its active position by ionic repulsionâ€”cause phosphorylation-independent arrestin activity, whereas the combination of the two mutations, which would maintain the polar core salt bridge between positions 175 and 296, does not5,68.


Extended Data Fig. 8 Centrifugal pull-down analysis of fluorescently labelled arrestin mutants.
a, Arrestin mutants were mixed with rod outer segment membranes containing rhodopsin (Rho), phosphorylated rhodopsin (RhoP), opsin (Ops) or phosphorylated opsin (OpsP). Rhodopsin samples were illuminated (>â€‰495â€‰nm, 15â€‰s) to obtain activated rhodopsin (Rho*) and phosphorylated activated rhodopsin (Rho*P), and then all samples were centrifuged at 20,800g for 10â€‰min. The supernatant was removed, and the pellets were solubilized in loading buffer. Samples were subjected to SDSâ€“PAGE, and gels were stained with Coomassie blue. MW, molecular weight marker kDa. Arrestin migrates slower than rhodopsin or opsin (arrestin (A) and receptor (R) bands are indicated by arrows). As controls, samples of arrestin in buffer alone (NS, nonspecific pull-down in isotonic or low salt buffer) or rhodopsin alone (bkd, background) were centrifuged alongside the other samples. The total amount of arrestin present in each assay (2.25 Î¼g) is indicated in the lanes marked â€˜Arrâ€™. Arrestin â€˜cyslessâ€™ corresponds to the background construct for all fluorescently labelled arrestin mutants (C63A, C128S, C143A, W194F) and is functionally equivalent to native wild-type bovine arrestin-161. Representative gels, cropped to show desired lanes, are shown. Experimental conditions: 1 Î¼M arrestin, 10 Î¼M receptor, 50 Î¼l sample volume; 50â€‰mM HEPES, 130â€‰mM NaCl pH 7 (isotonic buffer) for samples containing rhodopsin, 50â€‰mM HEPES pH 8.5 (low-salt buffer) for samples containing opsin, 20â€‰Â°C. b, Arrestin bands were quantified by densitometry using the program GelQuant.NET v.1.8.2. Each band is expressed as the fraction of total arrestin that was present in each experiment, and bars represent averages from nâ€‰=â€‰2 (arr cysless), nâ€‰=â€‰5 (Rho* and Rho*P, L173F), and nâ€‰=â€‰4 (all other conditions) independent experimentsâ€‰Â±â€‰s.e.m. Essentially no background density from ROS was present at the molecular-weight range of arrestin. All mutants showed some amount of nonspecific pull-down in the different buffer conditions. Note that this nonspecific pull-down is subtracted from the pull-down data reported in the main text. The fluorescent NBD-labelled arrestin mutants bound to the different receptor variants at similar levels as the cysless arrestin control (Opsâ€‰<â€‰Rho*â€‰<â€‰OpsPâ€‰<â€‰Rho*P).


Extended Data Fig. 9 Arrestin-2 undergoes similar fluctuations in simulation as arrestin-1, suggesting a potential common activation mechanism.
Simulations initiated from the inactive conformation but with the arrestin C tail removed reached active conformations, and simulations initiated from the active conformation but with the co-crystallized RP tail removed reached inactive conformations. a, Interdomain twist angle as a function of time for simulations of arrestin-2 performed under four conditions: active arrestin-2 bound to the V2 vasopressin receptor C-terminal phosphopeptide (PDB entry 4JQI) with the crystallographic Fab30 fragment removed; active arrestin-2 with the V2R RP tail removed; and inactive arrestin-2 with its crystallographic C tail present or absent (PDB entry 1G4M). In these simulations, arrestin-2 appears to favour more inactive-like conformations than those seen in the majority of our arrestin-1 simulations, but this may be due to the specific choice of crystal structure from which the simulations were initiated; see Extended Data Fig.Â 5. Dashed lines represent the inactive and active state interdomain twist angles for the arrestin-2 crystal structures. b, Snapshot of an active-like rotational state observed in simulations started from an inactive-state structure with the C tail removed (simulation 63, dark red), overlaid on the active-state structure (purple). c, Simulation snapshot from a simulation started from the inactive state with the C tail removed, in which the gate loop moves into an intermediate state (simulation 62, dark red). The absence of a structure of a receptor-bound Î²-arrestin leaves open the possibility that receptors might bind Î²-arrestins differently from arrestin-1, and even if the binding mode is similar, the activation mechanism might be different.


Extended Data Table 1 A non-exhaustive list of experimental studies supporting the hypothesis that arrestin activation depends on receptor engagement of the RP tail and/or receptor core binding interfacesFull size table
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