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SMAD transcription factors, the main effectors of the TGFb (transforming growth factor b) network, have
a mixed architecture of globular domains and flexible linkers. Such a complicated architecture precluded
the description of their full-length (FL) structure for many years. In this study, we unravel the structures
of SMAD4 and SMAD2 proteins through an integrative approach combining Small-angle X-ray scattering,
Nuclear Magnetic Resonance spectroscopy, X-ray, and computational modeling. We show that both pro-
teins populate ensembles of conformations, with the globular domains tethered by disordered and flex-
ible linkers, which defines a new dimension of regulation. The flexibility of the linkers facilitates DNA and
protein binding and modulates the protein structure. Yet, SMAD4FL is monomeric, whereas SMAD2FL is
in different monomer–dimer-trimer states, driven by interactions of the MH2 domains. Dimers are pre-
sent regardless of the SMAD2FL activation state and concentration. Finally, we propose that SMAD2FL
dimers are key building blocks for the quaternary structures of SMAD complexes.
� 2021 The Author(s). Published by Elsevier B.V. on behalf of Research Network of Computational and
Structural Biotechnology. This is an open access article under the CC BY-NC-ND license (http://creative-

commons.org/licenses/by-nc-nd/4.0/).
1. Introduction and inhibitors (I-SMADs, SMAD6/7) [7]. R-SMADs and SMAD4 con-
SMAD proteins are transcription factors that play key roles in
the transforming growth factor beta (TGFb) signaling network.
TGFb signaling is initiated upon TGFb interaction with its specific
receptors that in turn activate SMADs to regulate the transcription
of specific genes [2–3]. TGFb signaling can have contrasting roles in
tumor development. It can either promote tumor proliferation,
invasion, metastasis, and escape from immune surveillance; or
favor tumor suppression through the inhibition of epithelial cell
proliferation [4], with SMAD proteins being highly mutated in
tumors [5]. These proteins are also affected in rare diseases and
several other conditions, including neurological and respiratory
diseases [6].

SMAD proteins are conserved in metazoans and they are classi-
fied into three functional classes: Receptor-regulated SMADs (R-
SMADs, SMAD1/2/3/5/8), Co-mediator SMAD (Co-SMAD, SMAD4),
sist of three functional regions: The N-terminal DNA binding
domain (MH1); a linker region of about 120 residues; and a C-
terminal domain (MH2). Upon receptor activation, the MH2
domain is phosphorylated at two serine residues conserved at
the C-terminus [8,9]. The phosphorylation of the MH2 domain trig-
gers the formation of a hetero-oligomer between R-SMAD and
SMAD4 [10–12]. The linkers are substrates for kinases and phos-
phatases and act as binding platforms for cofactors and ubiquitin
ligases, which label SMAD proteins for activation or degradation
[5,13,14].

The monomeric and oligomeric nature of FL SMAD proteins
have been a matter of debate for many years. Moreover, the obser-
vations on the mechanisms of association and on the behaviors in
the basal and activated states are contradictory, mostly because of
technical limitations [15,16]. In the 90s, attempts to crystalize FL
SMAD4 were unsuccessful [17], most likely because the protein
does not adopt a single compact structure. Afterwards, structural
studies on SMAD proteins focused on the structured domains
bound to DNA and cofactors, providing a fragmented and static
view of this system that has prevailed across the last decades
[18–24]. However, SMAD proteins are not static but dynamic,
and display different conformations to carry out their function.
Indeed, flexibility allows to optimize structures to meet specific
functional needs and determines the formation of large multicom-
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ponent complexes. At the same time, it adds complexity and
requires new strategies to study protein systems in atomic detail.
Many signaling proteins and transcription factors like the SMAD
proteins, combine disordered linkers and structured modules.
Although multidomain proteins represent an evolutionary break-
through that facilitates molecular diversity and cross-talk, essen-
tial to protein function [1], they received little attention in
structural biology because of methodological limitations.

We wanted to address how FL SMAD proteins fold and
embraced the challenge to provide the first description of their
structures. In parallel to this, we define a strategy that could be
extended to investigate other transcription factors and modular
signaling proteins that share with SMADs the multi-domain archi-
tecture of globular domains separated by long flexible linkers.
These structures are expected to form ensembles of conformations,
because of the intrinsic flexibility of the linker. We also aimed to
establish how the linker and the domains -in the FL context- mod-
ulate the quaternary structure of SMAD proteins, as well as their
association with other partners. For the structural analyses, we
selected SMAD4, as it plays a pivotal role in the TGFb signaling
pathway, and SMAD2, as an example of receptor-activated SMADs.

Studying the structures of FL SMAD proteins required stream-
lined tools to unveil the ensemble of conformations that explain
their dynamic behavior. Nuclear Magnetic Resonance (NMR),
Small-angle X-ray scattering (SAXS), molecular dynamics simula-
tions, and molecular modeling provided truly complementary data
that we have used to study these structures. As a proof of concept
of the methodology, we previously analyzed the dynamic behavior
of the MH1 domains in solution through an integrative approach
[18–20] based on using the complementary SAXS and NMR tech-
niques. Here, we use this approach to describe flexible regions
within the MH2 domains that were not defined in the available
structures because of flexibility. In particular, detailed local confor-
mations from NMR were merged with global shape/size fluctua-
tions derived from SAXS. Other hybrid approaches have recently
been used for mixed flexible-rigid systems, although none of these
systems has linkers as long and flexible as in the SMAD proteins
[25–29]. To analyze the SAXS data corresponding to the complete
proteins, we built explicit models of the domains and linkers, com-
paring the isolated domains and the domains in the FL context. We
then selected sub-ensembles that collectively explain the SAXS
data, applying the Ensemble Optimization Method (EOM) pipeline.

Our results indicate that SMAD4FL protein is a monomer,
whereas SMAD2FL populates ensembles of monomer–dimer-
trimers, independently of the activation state. In both FL proteins,
the structured MH1 and MH2 domains are flexibly linked and they
are not retained in a long and stable compact interaction. Indeed,
the proteins populate ensembles of closed and extended conforma-
tions, whose equilibria depend on protein concentration and the
dynamic behavior of the unstructured linker, which also modulates
the quaternary structure of the proteins.
2. Results

2.1. General workflow

Prior to analyzing the full-length protein datasets, we studied
the MH2 domains and linkers, to characterize their folding and
oligomerization properties in solution and to obtain experimental
information to build starting models that accurately represent
our systems. Therefore, we obtained high quality SAXS data corre-
sponding to independent fragments and SMAD2FL (S2FL) and
SMAD4FL (S4FL) proteins. Then, we applied the ensemble opti-
mization method (EOM) to select those models that fit the exper-
imental SAXS data at different concentrations [30]. In particular,
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we studied three constructs of S2FL to cover the activated and
non-activated states and their role in protein association.

SMAD linkers are inter-domain sequences of approximately
100–120 residues, characteristic of each type of SMAD protein
[5,31]. There is no structural information available, except for short
fragments of SMAD1, SMAD2 and SMAD7, which were studied as
complexes bound to transcription activators and ubiquitin ligases
[14]. Indeed, these interactions involve a portion of the linker,
which contains poly-proline rich sequences and small protein
modules named WW domains, which are present in the protein
partners [32].

The analysis of the sequences indicates that both SMAD2 and
SMAD4 linkers (S4L and S2L) have potential flexibility, net charge,
and hydrophobicity propensities, similar to Intrinsically Disor-
dered Regions (IDRs) [33] (Supplementary Fig. S1A,B). NMR and
SAXS showed that the intrinsically disordered nature was typical
of linkers both in isolation and in the context of full-length pro-
teins [34–35]. Thus, we applied the Flexible-Meccano pipeline, to
model these regions as flexible ensembles [36].

Because of the presence of highly flexible linkers, the SAXS data
were best described using large ensembles of protein conforma-
tions (hundreds of models). Final ensembles were depicted using
a schematic representation (Fig. 1B). The schematic experimental
workflow and a summary of the constructs and names are shown
in Fig. 1A,B and Supplementary Fig. 1C,D.

2.2. The linkers are flexible and behave as intrinsically disordered
regions

Both S4L and S2L have predicted propensities of Intrinsically
Disordered Regions (IDRs) [33] (Supplementary Fig. S1A,B). These
propensities are also observed in the 2D 1H-15N Heteronuclear sin-
gle quantum coherence (HSQC) NMR spectra (Supplementary
Fig. S2A). This experiment correlates the amide proton and nitro-
gen resonances of amino acids, providing a single signal for each
of them. The distribution of these resonances indicates if proteins
are folded (well-dispersed signals) or unfolded (overlapped sig-
nals). For both S4L and S2L, most signals clustered between 7.5
and 8.6 ppm, values that are typical of unfolded proteins [37].
However, the signal overlap was not severe, allowing us to identify
most residues in both S2L and S4L constructs using standard 3D
backbone experiments. The analysis of the chemical shift con-
firmed the lack of secondary and tertiary structures characteristic
of IDRs. Once the residues were assigned, to decipher their
dynamic properties, we started by analyzing the NMR relaxation
experiments, that provide information of site-specific internal
motions on the subnanosecond timescale [38]. The longitudinal
and transverse relaxation experiments (T1, T2), the low heteronu-
clear Overhauser effect (hetNOE) values (below 0.7), and the
absence of propensity to form secondary structure, agreed with
values reported in the literature for flexible and disordered regions
(Fig. 2A) [39–41]. Only the N-terminal part of S2L, which is adja-
cent to the MH1 domain, had a b-sheet/extended propensity, per-
haps because of the high Pro content, albeit a flexible nature
indicated by the hetNOE values below 0.2.

2.3. The linker properties are conserved in the FL proteins

We also acquired a 1H-15N HSQC spectrum for S4FL and super-
imposed it to that of S4L (Supplementary Fig. S2B). Unfortunately,
S2FL could not be studied by NMR because of protein oligomeriza-
tion and precipitation at the concentrations required for these
experiments.

Over 75% of the S4FL visible resonances overlapped with the
ones of S4L, with low dispersion for the 1H dimension. This indi-
cated that the linker maintained a similar IDP-like behavior both



Fig. 1. Construct design and general workflow a. S4 and S2 domain composition. Detailed boundaries are shown in Supplementary Fig. S1A,B. b General methodology and the
ensemble selection protocol. Models of the full-length proteins were prepared, including monomers, dimers, and trimers. Flexibility of the linkers was verified by NMR. Final
models were selected by fitting the generated ensemble to the SAXS data using the EOM pipeline. S4FL models were validated using IM-MS data. Final ensembles were
represented using the MH2 as reference (surface representation), with MH1 domains centers-of-mass illustrated as spheres of a diameter that was proportional to the
frequency of a given inter-domain position within the ensemble. Linkers have been omitted for clarity.

T. Gomes, P. Martin-Malpartida, L. Ruiz et al. Computational and Structural Biotechnology Journal 19 (2021) 5210–5224
when isolated and in the full-length protein context. Quantita-
tively, the per-residue distribution of the hetNOE and T2 relaxation
values of S4FL resemble those of S4L (Fig. 2A), thus reinforcing the
flexible character of the linker within S4FL.

We also assessed the degree of flexibility and/or unfolding of
the linker using the SAXS derived Kratky plots, which represent
the degree of compactness or flexibility of proteins in solution.
The Kratky plots are consistent with an IDR profile (Fig. 2B) since
the plot monotonically increased without a clear maximum, indi-
cating conformational heterogeneity and lack of globularity [42].
The asymmetric pair distance distribution functions, P(r), obtained
from their scattering data, were also compatible with unfolded
particles in solution, having a radius of gyration (Rg) of 30 Å for
S2L, and 37 Å for S4L. These Rg values were close to theoretical
ones for fully disordered random coils (RgS2LRc = 27 Å, RgS4LRc = 33 Å)
(Supplementary Fig. S1B). Their P(r) functions smoothly ended at
maximum distances (Dmax) of 111.0 ± 2 Å for S2L, and 128.5 ± 2 Å
for S4L (Fig. 2B).

To further characterize the conformational properties of the
linkers, we built large ensembles (10,000 conformers) for each iso-
lated linker sequence, using the Flexible-Meccano (FM) algorithm
[36]. Ensembles of this size are recommended for highly flexible
systems like IDRs [43]. For each pool of conformations, we ran
the EOM to yield sub-ensembles that reproduce the scattering pro-
files. The resulting subsets display Rg distributions enriched in con-
formations with slightly larger Rg values, in comparison to a
theoretical random coil. These distributions fitted with the exper-
imental SAXS curves [44] with v2 values of 0.6 and 0.5 for S2L and
S4L, respectively, with a residual distribution that was better than
the one corresponding to theoretical random coils (Fig. 2C). Taken
together, these results show that S2L and S4L behave as IDRs and
that this behavior is observed in both isolation and full-length pro-
tein contexts.
2.4. S4MH2 domain: Visualizing the invisible regions in crystals

In crystals, the S4MH2 fold is defined by a beta-sandwich
flanked by a three-helical bundle on one side and by a set of large
loops and a helix on the other side (PDB:1YGS) [17]. Undefined
areas in the electron density maps covered three regions, the
sequence connecting helices H3 and H4 in the three-helical bundle
and also the most C-terminal part of the domain that is mostly
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unobserved (Fig. 3A). This part is partially ordered in crystals cor-
responding to an extended version of the MH2 domain that contain
the SMAD Activation Domain [45] (PDB:1DD1) [46]. In this struc-
ture, the H3 is longer and the C-terminal part is folded as two short
beta strands, (bt1 and bt2, Fig. 3A). Independently of the MH2
domain boundaries and crystallization conditions, about 30–50
residues located in loops and in the domain, are still undetected
in all crystal structures determined so far, probably due to internal
flexibility.

Given that NMR allows to identify residues in mixed flexible-
rigid proteins, we used NMR spectroscopy to clarify the structural
characteristics of the S4MH2 core domain in solution. Backbone
standard triple resonance experiments facilitate to assign NMR
chemical shifts to specific residues and atoms in 2H/13C/15N-
enriched proteins. To facilitate the assignment, we acquired the
backbone experiments immediately after Deuterium–Hydrogen
exchange. In this way, all flexible regions have the amide proton
exchanged whereas most residues in the beta-sandwich that
participate in hydrogen-bonds remain bound to deuterium, non-
observable in the triple resonance experiments. We identified
helices, b-strands and flexible loops by comparing the
13C-backbone chemical shifts to random coil values [47]. The
chemical shift analysis confirmed the presence and flexibility of
the entire H3 as well as the region connecting H3 and H4 that does
not adopt a secondary structure in solution (Supplementary
Fig. S3A). It also revealed two short extended-regions at the C-
terminus, consistent with the bt1 and bt2 strands observed in
the S4SADMH2 structure but undetected in crystals of the
S4MH2 domain (Fig. 3B).

Overall, our results indicate that in solution, the S4MH2 core
domain contains the previously characterized structural elements
observed in crystals plus a long H3 and the bt1 and bt2 strands.
The complete set of structural elements were included to build
the pool of models to analyze all SAXS data related to S4 protein.
2.5. MH2 domains of S2 and S4 display distinctive assembly
propensities in solution

The overall structural architecture of both S2MH2 and S4MH2
domains is highly similar. In the case of S2, the helical bundle is
more compact, with a shorter helix H3 and an ordered loop con-
necting helices H3 and H4 (Supplementary Fig. S3B). The second



Fig. 2. SAXS and NMR data of inter-domain linkers in solution. a S2L and S4L relaxation experiments and secondary structure propensities. The comparison of the spin–spin
relaxation time, T2, and the hetNOE for S4FL and S4L. Structural propensities were calculated using ncSPC 50. The colored bar depicts the random-coil threshold and values
above or below the bar represent secondary structure propensities (ɑ-helix or b-sheet/extended, respectively). For IDPs, values close to b-sheet propensity imply that these
IDPs have an elongated structure. The 1H-15N HSQC spectra showing the narrow 1H chemical shift dispersion characteristic of IDPs is shown as Supplementary Fig. S2B. b
Kratky plots for S4L and S2L are shown in dark and light blue, respectively. The high flexibility of both linkers is observed as a monotonic increase along with high s values.
Distance distributions derived from the SAXS experimental profiles for S2L and S4L. The color code is the same as for the previous panel. c The experimental SAXS profiles and
KDE for Rg distribution for S4L and S2L (in gray) and the solid line simulated curves from each EOM with residuals represented below. (For interpretation of the references to
color in this figure legend, the reader is referred to the web version of this article.) (For interpretation of the references to color in this figure legend, the reader is referred to
the web version of this article.)

T. Gomes, P. Martin-Malpartida, L. Ruiz et al. Computational and Structural Biotechnology Journal 19 (2021) 5210–5224
difference is located at the C-terminus that in S2 contains a short
motif that is phosphorylated upon activation. In crystals, this 5-
residue region becomes well-ordered after phosphorylation and
stabilizes the association through homotrimers. SMAD1 MH2
(highly related in sequence to S2) also crystallized as homotrimers
with the C-terminal region ordered even in the absence of phos-
phorylation (PDB:1KHU). Heterotrimers of activated S2 and
S4MH2 domains have also been observed in crystals [17,46,48].

In solution, there is information on a phosphorylated mimic
S2MH2 domain to resemble the activation state that has been
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studied by SAXS. Due to solubility problems, the domain was teth-
ered to the linker up to the MH1 domain. This phosphorylated
mimic variant (S2LMH2EEE) behaves as a trimer in solution [49].

Since we plan to determine the S2FL ensemble of conformations
in both phosphorylated and non-phosphorylated states, we studied
the non-phosphorylated S2LMH2 using the same boundaries as in
S2LMH2EEE. For comparison, we also generated two extended con-
structs of S4MH2 domain, one construct containing the SAD region
(S4SADMH2), and the other containing the full linker up to the
MH1 domain (S4LMH2) (Supplementary Fig. S1C,D).



Fig. 3. S4 and S2MH2 domains in solution. a Available crystal structures of S4MH2 domain. Missing residues in the electron density maps are indicated in the structure as
dashed lines and as white boxes on the schematic sequence representation (on top). b SAXS scattering curve of S4MH2, corresponding to a merged curve generated from data
at several protein concentrations. Residuals showing the agreement between the simulated and experimental profiles are given below the curve. Explicit models satisfying
these curves are shown next to the SAXS curve. Green regions in the S4MH2 ensemble depict NMR-supported secondary structures, which were not observed in X-ray
structures. c SAXS data corresponding to the S2LMH2 non-phosphorylated domain at two concentrations. In these cases, monomers (M), dimers (D), and trimers (T) (at low
concentration), or only trimers (high concentration), contribute to the ensemble of conformations in solution. We provide the Kernel Density Estimation (KDE) calculated for
each EOM ensemble compared to that obtained using the starting random pool of models (gray). Explicit models satisfying the curves are shown. d As in c, for S4LMH2. (For
interpretation of the references to color in this figure legend, the reader is referred to the web version of this article.) (For interpretation of the references to color in this figure
legend, the reader is referred to the web version of this article.)
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For the non-phosphorylated S2LMH2 domain, we observed that
the size distribution of the particles in solution varies with the con-
centration, covering distances that agree with compact monomeric
5214
structures and larger ones corresponding to different association
states. To determine the nature of these ensembles we built a pool
of conformations containing monomers as well as trimers and
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dimers, the latter built after removing one monomer of the trimer.
We have included dimers in the pool of conformations because
they have been previously detected by size exclusion chromatogra-
phy using S2 FL proteins purified from endogenous expression in
cells [16]. Our molecular dynamics simulations confirmed that
the network of van der Waals interactions between two monomers
is stable during the simulation (Supplementary Fig. S3C). In addi-
tion, one of the two non-phosphorylated C-terminal tails remains
bound to the second monomer whereas the other tail is exposed
to the solvent and flexible.

The EOM-selected ensemble analysis indicated that the
S2LMH2 domain coexisted as a monomer–dimer-trimer equilib-
rium in solution. Remarkably, in this equilibrium, 25% of the total
population is a dimer at low concentration whereas 50% of the
population was assembled as a trimer already at concentrations
of 15 and 30 lM. The trimer was the main species at 60 lM
(v2 = 0.69). We observed that the freedom displayed by the linker
is larger in monomers and decreases concomitantly with the for-
mation of dimers and trimers (Fig. 3C).

In the case of S4MH2 domains, independently of the linker
length and concentrations, the selected models that fitted the data
only contained monomeric species (S4MH2: v2 = 0.77, Rg = 22 Å,
S4SADMH2: v2 = 0.87, Rg = 25 Å, S4LMH2: v2 = 0.63, Rg = 37 Å)
(Fig. 3B,D and Supplementary Fig. S3D). In fact, the fitting of the
SAXS curve to purely trimeric ensembles yields a v2 = 21, which
is not compatible with the experimental data (Supplementary
Fig. S3E). Furthermore, the presence or absence of the SAD domain,
or of the linker preceding the MH2 domain, did not affect the qua-
ternary structure of the fragments at different concentrations.
Indeed, the fragments were always monomeric, and not trimeric
as in crystals (Supplementary Fig. S3E,F).

The mechanisms that govern the association propensities of the
MH2 domains have been a matter of debate for many years. Our
data reveal that, besides the sequence and fold conservation
between the SMAD4 and SMAD2 MH2 domains (39% identity and
51% similarity), their MH2 domains display distinctive assembly
propensities in solution. Whereas S4MH2 and S4LMH2 domains
are monomeric, the S2LMH2 domain populates dimeric and tri-
meric states, even without a phosphorylation-dependent trigger.
In the trimer, almost all linkers are exclusively positioned on one
side of the trimer plane because of steric hindrance. This restraint
is key to define the relative orientation of the MH1 and MH2
domains in the FL context.

2.6. S4FL is a monomer and populates multiple conformational states
in solution

To gain insights into the conformational landscape of full-
length SMAD proteins, we acquired SAXS data for SMAD4 and
SMAD2 proteins at different concentrations (Fig. 4A).

In solution, S4FL shows amoderate flexibility, as reflected by the
asymmetry of the SAXS-derived P(r) distribution (Dmax = 171.4 Å
and Rg = 47 Å) intermediate values between IDR and globular
structures, as expected from the mixed architecture of the protein
(Supplementary Fig. S1B and 4A). The Kratky plot also shows a
plateau characteristic of modular proteins, in which domains are
separated by flexible and non-structured linkers [50].

To describe the ensemble of conformers that satisfy the exper-
imental SAXS restraints, we generated explicit models using struc-
tured MH1 and MH2 domains tethered by a linker that was
modeled as an IDR. Although the fragments containing the MH2
domains indicated a monomeric behavior, we built models to
include monomer, dimer, and trimer populations through MH2
domain contacts to explore all possible associations in the FL
context. Since the linker behaves as an IDR, we generated a large
ensemble pool of 10,000 models with inter-domain distances
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covering the broad distribution range of the linkers experimentally
characterized.

Sub-ensembles that collectively fit the SAXS curve were
selected using EOM. The minimal sub-ensemble size (Nse) of 50
models was empirically determined by searching for the smallest
size at which the increase of the Nse did not lead to a significant
improvement in v2, to avoid overfitting (Supplementary
Fig. S4B). As for the S4 constructs without the MH1 domain, only
monomers were compatible with the experimental data.

We simultaneously fitted a single S4FL EOM pool (truncated as
required for each SAXS experimental profile) to data acquired on
three linker constructs, in isolation, attached to the MH2 domain,
and in the context of the full-length protein. This way, we con-
firmed that linker conformations had similar overall flexibility pro-
files in the three scenarios, unaffected by the presence of the
structured MH1 and MH2 domains in the full-length protein. Also,
we observed that in the three cases, the linkers adopted slightly
more compact conformations than those expected for a theoretical
random coil distribution. This multi-curve fitting approach yielded
excellent v2 statistics of 0.78, 0.95, and 0.76, for S4L, S4LMH2, and
S4FL, respectively (Supplementary Fig. S4C).

Since the linker can adopt a variety of conformations, we
grouped the EOM-selected models on the basis of the inter-
domain center-of-mass (COM) distances. This approach resulted
in three major clusters with distances of approximately 50 Å,
100 Å, and 160 Å (Fig. 4B,C). These clusters correspond to Rg values
of around 35 Å, 50 Å, and 70 Å, respectively, resulting in a compact
to expanded conformations ratio of about 1:2. When compared to
the random ensemble, which followed a Gaussian distribution cen-
tered at inter-domain distances of about 115 Å and Rg of about
55 Å, these experimental clusters were more compact (Fig. 4C,D).
The three clusters satisfying the experimental SAXS data displayed
inter-domain distances too big for MH1 and MH2 to directly inter-
act, even in the most compact cluster, which has an inter-domain
COM distance of 50 Å. The other two clusters show very large val-
ues with an average separation of approximately 93 and 155 Å. The
ratio between compact and expanded conformations was validated
by Ion mobility followed by Mass Spectrometry (IM-MS). Using
this approach, we clearly observed monomeric proteins and similar
ratios for various m/z (Supplementary Fig. S4D).

To visualize the ensemble of models (pool and EOM-selected),
we generated a representation overlaying the ensemble with
respect to the MH2 domain (surface representation). We repre-
sented the MH1 domains as spheres condensed at the COM, as
indicated in the general workflow description. In the pool, all
spheres representing the MH1 domain have a similar diameter
and are uniformly distributed. In contrast, in the ensembles that
fit the experimental data, the spheres have different diameters.
More populated regions are represented by larger spheres
(Fig. 4B) since volumes are proportional to how often a given
domain populates one region in the conformational space around
the MH2 domain. Regions with an inter-domain distance up to
75 Å are shown in blue and the rest in tan.

The final ensemble agreed with the experimental data for mod-
els corresponding to monomeric proteins with a v2 = 0.50 and a
random dispersion of the residuals. Some representative models
of compact and extended conformations are indicated in Fig. 4D.
As expected, the pool ensembles are unable to explain the experi-
mental SAXS data (v2 = 1.98) (Supplementary Fig. S4E).

We used NMR titrations to further explore the potential interac-
tion between the MH1 and MH2 domains in solution using the iso-
lated domains (up to 3 equivalents, Supplementary Fig. S4F). The
analysis did not reveal significant differences in the resonances
(or changes in the intensity) of the MH1 domain. Therefore, MH1
and MH2 did not form stable complexes in solution, both in the
context of the full-length protein and of isolated domains.



Fig. 4. S4FL conformational landscape in solution. a The SAXS EOM simulated profile corresponding to S4FL is shown in pink. It is overlaid with the experimental profile in
gray and the respective residuals are represented at the bottom panel. b EOM and random pool S4FL conformational landscapes containing 10 000 conformations. To visualize
the domains in the ensemble, the MH2 domain is depicted as a surface (gray) and was used as the reference to fit all conformers. On the contrary, the MH1 domain is
simplified as a sphere whose radius is proportional to the probability of occurrence for a given conformation. Large spheres that represent highly populated distributions have
the MH1 domain represented as a cartoon. Blue spheres represent distributions up to a distance of 75 Å between domains, and tan spheres indicate expanded conformations.
Linkers have been hidden from the representation for clarity, c Size distribution of the ensemble of conformations in the random pool and after EOM selection. The
distribution shows compact (34%) and expanded (66 %) conformations, respectively. d Most representative conformations are indicated as explicit models. (For interpretation
of the references to color in this figure legend, the reader is referred to the web version of this article.) (For interpretation of the references to color in this figure legend, the
reader is referred to the web version of this article.)
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Overall, these results indicate that, in solution, S4FL is a mono-
mer and presents a ratio of compact to expanded conformations of
1:2 (Fig. 4A,B).
2.7. S2FL exists as a monomer–dimer-trimer equilibrium, shaped by
phosphomimetic mutations

To explore the conformational equilibrium of S2FL in solution
and its potential dependence on the activation of the MH2 domain,
we acquired SAXS data on wild type SMAD2FL (S2FLWT) and on a
phosphomimetic SMAD2 (S2FLEEE). We also prepared a mutant
that contains a premature stop codon at position 460, which
produces a protein without the phosphorytable region (S2FL460*
Supplementary Fig. S1D). This variant is listed in the COSMIC
database as being present in some tumors [51].

Data were acquired at different concentrations: 13.6, 24.3, 46.8,
and 56.1 lM, for S2FLWT; and 9.4, 18.7, and 28.1 lM for S2FLEEE
(Fig. 5A,B and Supplementary Fig. S5A,B). Then, these datasets were
analyzed using explicit ensemble models including monomer,
dimer, and trimer populations, based on MH2 domain contacts.
All v2 values for the EOM-selected ensembles agreed with the
SAXS data for both S2FLWT and S2FLEEE. In the case of S2FLWT,
the trimeric state ranged from 1.0% at 13.8 lM, to 16.4% at
56.1 lM. For the S2FLEEE variant instead, the trimer population
was 44.8% at 28.1 lM. In both SMAD proteins (Fig. 6 and Fig. 7),
trimers were enriched at higher concentrations and their forma-
tion was enhanced by the phosphomimetic mutations. The
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EOM-selected models are shown using similar representations as
for S4FL.

Remarkably, for S2FLWT, the dimer formation reached a maxi-
mum of 18% at 56 lM. For S2FLEEE instead, dimer populations
were almost invariable with concentration, with a constant frac-
tion of approximately 36% (Fig. 6 and Fig. 7). This concentration
independence suggests that formation of dimers is on one hand,
an intermediate step in the monomer-trimer equilibrium. On the
other hand, dimers seem to exist as stable entities during long peri-
ods that permit their identification. Since trimers, especially het-
erotrimers of S4 and R-SMAD proteins, are believed to define the
functional unit of SMAD proteins, the presence of S2 dimers will
facilitate the formation of heterotrimers after binding to mono-
meric S4. They will also define the stoichiometry of the trimeric
form, to be 2S2-1S4, an open question in the field for decades.

For S2FL460*, almost no trimer (4%) was observed at high con-
centrations (74 lM), thus confirming the essential role of the C-
terminal residues for trimer formation even in the absence of acti-
vation (Supplementary Fig. S5C). Abolishing TGFb activation or the
possibility to associate with other SMAD proteins in the basal state
could indicate that tumors harboring S2FL460* drastically reduce
the tumor-suppressor capacity [52,53].

We also explored the inter-domain distances, using the EOM-
derived ensembles. We found that an increase in protein concen-
tration shifted these distances towards more compact arrange-
ments, especially in S2FLWT (Fig. 6 and Supplementary Fig. S5D).
Remarkably, the �50Å inter-domain distance resembled that of
S4FL (Fig. 4A-C).



Fig. 5. S2FL equilibrium distribution in solution. a and b SAXS curves for S2FLWT or S2FLEEE at two different concentrations in gray and EOM fittings in blue and red. Next to
each SAXS curve are the Kernel density contour plots for Dmax and Volume, calculated from the EOM ensembles. M, D, and T are abbreviations for monomer, dimer, and
trimer species, respectively. (For interpretation of the references to color in this figure legend, the reader is referred to the web version of this article.) (For interpretation of
the references to color in this figure legend, the reader is referred to the web version of this article.)
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3. Discussion

Conventional structural biology approaches are confronted with
the challenge of studying mixed rigid and flexible proteins that
populate ensembles of conformations instead of compact models.
Protein dynamics covers structural fluctuations from minor local
movements in the structured domains up to large-scale changes
modulated by linkers and inter-domain contacts. Moreover, the
dynamic behavior is inherent to modular proteins, which combine
structured domains and linkers of variable length and flexibility, to
enhance their functional versatility. Describing the global structure
and flexibility has proved challenging in multidomain proteins
containing long linkers, like the SMAD transcription factors.
Because of the technical limitation imposed by flexibility, we only
have access to structures of folded domains, which have been dis-
sected from the full-length (FL) proteins. We also have several
studies of FL proteins carried out using biochemical approaches
and using exogenous and endogenous SMAD proteins purified
from cell lysates. In these cases, the drawback is related to the
characterization of the SMAD complexes, which is based on protein
retention time in columns and in the use of specific antibodies that
detect individual proteins. These experiments have yielded results
that have been interpreted contradictorily [15,16].

We tackled the SMAD complex system through an integrated
structural biology approach that allowed us to study the conforma-
tional landscape and self-assembly properties of SMAD4 and
SMAD2 FL proteins and provide new hypotheses on how SMAD
proteins associate. These hypotheses provide a view where past
experiments and current experiments performed in cell lines and
with native proteins fit together with the results obtained here
using recombinant SMAD proteins.

The analysis of the SAXS data revealed how SMAD proteins
undergo large conformational changes that affect their overall
shape, exposing or covering the functional regions of the proteins
depending on the open or extended state. Without external cofac-
tors, the MH1 andMH2 domains are flexibly linked. In solution, the
linker between the two domains acts like a mechanical element.
Indeed, it allows to approximate and separate the MH1 and MH2
domains, without retaining them through a long and stable com-
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pact interaction, but allowing them to participate in direct con-
tacts. These closed conformations have been previously described
in the literature and are proposed to play essential inhibitory roles
in tumor mutated SMAD4 proteins [54]. However, since these
interactions are transient in the wild type proteins, the absence
of stable inter domain interactions allows the domains to explore
different relative orientations, without assuming compact and
globular architectures.

Our results indicated that the linker, although very long and
unstructured, restricts the relative orientation of the domains, with
some distances and orientations preferred with respect to others
(Figs. 4, 6 and 7). This is particularly remarkable in S2 and in the
dimers and trimers, which condition the orientation of the linkers
to cluster on one side of the MH2 trimeric plane. Short linker dis-
tances are observed in the compact states whereas the expanded
states illustrate how linker modification and cofactor association
can occur. Indeed, from a biological perspective, linker compact-
ness could act as a protective mechanism to prevent SMAD2 from
non-specific interactions with other proteins, modulating its con-
formational landscape in a concentration-dependent way. In fact,
spatial and temporal variations of protein concentration regulate
the function of other transcription factors, both in vivo and
in vitro [55–58].

Expanded structures exposed linker accessible regions sepa-
rated by almost no energy barriers. Remarkably, these extended
conformations also exposed the domains to interact with DNA
and other protein partners, as linker kinases and phosphatases or
cofactors. This observation solves open questions related to
SMAD’s association that had been in the field for decades. Remark-
ably, in the case of SMAD2 (WT and phosphomimetic variant), we
also observed an increase in compact conformations dominated by
shorter interdomain distances upon dimer-trimer formation.

One of the excruciating questions in the field has been related
to how SMAD proteins form heteromeric complexes of variable
composition (homo or hetero dimers and trimers [16,17,59,60]).
We observed that S4 is mostly monomeric (and not a trimer, as
observed in crystals of MH2 domains). On the contrary, S2 popu-
lates an equilibrium containing monomers, dimers, and trimers,
with trimers being less abundant among FL proteins (activated



Fig. 6. S2FLWT conformational landscape in solution. Left: distribution of MH1-MH2 inter-domain distances in the pool ensembles, in comparison to those obtained after the
EOM-selection. Compact structures were classified as those with inter-domain distances less than 75 Å. Right: Models derived from SAXS data at 56.1 mM are shown following
a similar approximation as that used for S4FL proteins. Representative conformations (indicated with arrows) are depicted as explicit models. To facilitate the identification of
monomers, dimers, and trimers, the MH2 domains are colored in purple, green, and yellow, whereas the MH1 domains are shown in red. (For interpretation of the references
to color in this figure legend, the reader is referred to the web version of this article.) (For interpretation of the references to color in this figure legend, the reader is referred to
the web version of this article.)
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and inactivated) than in the context of isolated MH2 domains.
Thus, the presence of the MH1 domain and the linker seems to
modulate the association propensity of S2 MH2 domains, a feature
overlooked when working with isolated MH2 domain fragments.

The inter-domain association, however, was reported in the
past, using purified S2 protein endogenously expressed in cells,
and it was hypothesized that MH1 and MH2 stable contacts
might play a role in tuning the homotrimerization propensities
[15,16]. Nevertheless, our data favor a different explanation,
where transient interactions between either the MH1 or the lin-
ker with the MH2 domain suffice to modulate the oligomerization
properties of the MH2 domain in the FL protein context. More-
over, the presence of S2 dimers—and not only trimers—offers a
plausible explanation for the heterotrimeric association of SMAD
proteins in cells. In this scenario, a S4 (monomer) and a dimer
of S2 can yield a 1S4-2S2 hetero-trimer (Fig. 8) defining for the
first time the mechanism of heterotrimer assembly. The S2 dimer
can also associate with a monomeric S2 (or S3) to form trimers
without the presence of S4, as observed in experiments in cells
[61–63].

In both cases, the formation of heterotrimers starting from an
intermediate dimer seems to be more favorable than competitive
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displacement of an already formed homotrimer triggered by
SMAD4, as was previously thought [60]. Although experimental
proof is needed, it is tempting to speculate that a similar mecha-
nism of hetero-trimer formation starting from homodimers also
holds true for SMAD1/5/8 proteins. Indeed, in these proteins, their
MH1 domains are prone to define dimers, perhaps enhancing the
dimerization propensity of the entire protein [20].

Another conclusion derived from the conformational fluctua-
tions of the linkers relates to the recognition of specific DNA sites
in cis-regulatory elements. Linkers, regardless of how flexible or
rigid they could be, limit the overall freedom of the MH1 domains
by tethering them to the MH2 domain trimer. Our hypothesis is
that this restriction has a positive impact in DNA binding, by
speeding up the process of identifying optimal binding sites
through an adapted ‘‘Monkey Bar” mechanism [64]. Through such
mechanism and thanks to the flexibility provided by the linkers,
the interaction of one MH1 domain with the DNA suffices to
approximate the entire complex to a given promoter. This leads
to explore the possibilities to produce a second and third interac-
tion of all MH1 domains present in the trimeric SMAD complex.
Optimal binding sites will correspond to those where two or three
MH1 domains can interact effectively.



Fig. 7. Conformational landscape of S2FL phosphomimetic variant (S2FLEEE) in solution. Inter-domain distance distribution and models derived from SAXS data
corresponding to this variant. The representations are prepared following the same representations as in Fig. 6 and derived from SAXS data at 28.1 mM.
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Overall, these results on the conformational landscape of SMAD
full length proteins start unveiling how these transcription factors
associate and work in native contexts. They also pave the way to
study the interactions with cofactors and the effects of SMADmod-
ifications (ubiquitination, phosphorylation, or disease-associated
mutations) on the dynamics, in the context of FL proteins and out-
side conserved domains.

Finally, the methodology and computational tools that we opti-
mized could find broad application to study other multi-domain
proteins with long and disordered linkers. Indeed, these linkers
are abundant among transcription factors and yet poorly repre-
sented in structural studies.
4. Methods

The general experimental workflow is indicated in Fig. 1 A,B and
explained at the beginning of the Results section.
4.1. Recombinant protein production and cloning

S2FL, S2FL460*, S2LMH2, S2FLEEE, and S2LMH2EEE constructs
were cloned in the pETM10 vector with an N-terminal His-tag,
whereas S2L, S2MH1-E3, S2MH1E3, S4LMH2, S4SADMH2,
S4MH2, and S4L were cloned in the pETM11 vector. S4FL was
cloned in the pCOOFY34 vector with an N-terminal streptavidin
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tag and a 3C protease cleavage site. Successful cloning was con-
firmed by DNA sequencing (GATC Biotech). All constructs are
shown in Supplementary Fig. S1C,D.

Cloning was performed using standard protocols as described
[18]. For protein production, all protein constructs were expressed
in the E. coli BL21 (DE3) strain. Cells were cultured at 37 �C in Luria-
Bertani (LB) medium until reaching an OD600 of 0.6–0.8. After
induction with IPTG (Isopropyl b-D-1-thiogalactopyranoside) at a
final concentration of 0.5 mM, and overnight expression at 20 �C,
bacterial cultures were centrifuged at 4000xg for 20 min and resus-
pended in lysis buffer (40 mM Tris, pH 7.5, 400 mM NaCl, 0.1%
Tween-20, 40 mM imidazole, 1 mM TCEP (tris(2-carboxyethyl)
phosphine) and a protease inhibitor cocktail (S8820 SIGMAFASTTM).
Cells were lysed using a refrigerated EmulsiFlex-C5 (Avestin) at
20,000 psi and the lysed solution was centrifuged at 35000xg for
45 min at 4 �C to discard insoluble material. Soluble supernatants
were purified by affinity chromatography (StepTag or HiTrap Che-
lating HP columns, GE Healthcare Life Science) using an NGC Quest
10 Plus Chromatography System (BIO-RAD) and a buffer gradient
starting at 0% buffer A (lysis buffer) up to 100% buffer B in 15 col-
umn volumes. Buffer B was 40 mM Tris, pH 7.5, 200 mM NaCl,
2.5 mM desthiobiotin for S4FL and 40 mM Tris, pH 7.5, 400 mM
NaCl, 400 mM imidazole for the rest. Eluted proteins were digested
at 4 �C with specific proteases and further purified by ion-exchange
chromatography using a HiTrap SP HP or monoQ (GE Healthcare)
columns and a gradient running from 0% buffer A (40 mM TRIS,



Fig. 8. Cartoon describing our hypothesis on the mechanism for the hetero-trimer
association of SMAD proteins. Schematic representation of the S2FL and S4FL
proteins and their quaternary structures. The MH1 and MH2 domains are
represented as silhouettes generated from 3D structures. Flexible connectors have
been simplified and sketched as lines. The S2FL dimer can associate either with
monomeric S4FL forming a hetero-trimer, or with another monomeric R-SMAD to
generate homo-trimeric R-SMAD assemblies. Each monomer of S2FL is colored with
a shade of blue and monomeric S4FL is shown in orange. (For interpretation of the
references to color in this figure legend, the reader is referred to the web version of
this article.) (For interpretation of the references to color in this figure legend, the
reader is referred to the web version of this article.)
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pH 7.2) to 100% buffer B (40 mM TRIS, 1 M NaCl, pH 7.2). As a final
purification, step size-exclusion chromatography was performed
using 40 mM TRIS, 150 mM NaCl, pH 7.2 buffer.

For the purification of the inter-domain linkers S2L and S4L, the
proteins were expressed as described above but the resulting pro-
teins were insoluble. In these cases, the lysis and protein elution
were performed in denaturing conditions (40 mM TRIS, 400 mM
NaCl, 8 M Urea, 40 mM imidazole, 1 mM TCEP, 0.1% tween20, pH
7.5). Proteins were refolded bound to the resin, using four washing
steps and increasing the ratio of refolding/lysis buffers from zero to
four (refolding buffer: 40 mM TRIS, 400 mM NaCl, 40 mM imida-
zole, 1 mM TCEP, 0.1% tween20, pH 7.5). After elution, proteins
were cleaved and further purified by gel filtration chromatography
and stored in 40 mM TRIS, 150 mM NaCl, pH 7.2. 15N-and
13C-labeled proteins were prepared as previously described
[19,20] and purified as above. Aliquots were kept frozen at -
80 �C. Protein purity was assessed by SDS-PAGE (sodium dodecyl
sulfate–polyacrylamide gel electrophoresis) and mass spectrome-
try. DNA binding capacity was compared and equal to the capacity
reported in the literature to ensure that the Full-length proteins
were functional.

4.2. Nuclear magnetic resonance spectroscopy

NMR data were acquired on a Bruker Avance III 600-MHz spec-
trometer (IRB Barcelona) or Bruker Avance IIIHD 850-MHz (IBS-
ISBG, Grenoble), both equipped with a Cryo TCI (1H, 13C, 15N, 2H),
5 mm, with z-gradients. S4L and S2L samples were studied in
40 mM TRIS, 150 mM NaCl, 10% D2O, pH 6.6 at 278 K. The HSQC
experiments were processed using TOPSPIN v3.5 (Bruker). All other
experiments were processed using NMRPipe [65] and analyzed
with the CcpNmr Analysis [66] software suite or with CARA. The
NMR backbone assignment followed established protocols
employing CBCANH, CBCA(CO)NH, HN(COCA)NH, HN(CA)NH, HN
(CA)CO, HNCO and N HCACB and NHCACOCB experiments for
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deuterated proteins using Non-Uniform Sampling (NUS) and
BEST-TROSY backbone experiments [67–71]. Proline residues were
connected using a set of specific experiments [72]. T1 and T2 relax-
ation measurements were acquired using standard pulse
sequences at 278 K [67], essentially as described in [20]. T1 relax-
ation experiments used inversion recovery delays of 20, 110, 160,
270, 430, 540, 700, 860, 1080, 1400, 1720 and 2000 ms. The delays
used for the T2 experiment were 0, 20, 40, 60, 80, 120, 160, 200,
280 and 400 ms. The size of the fid for all experiments was (1H)
1024 � (15N)256 points and the interscan delay was set to 3 s.
Relaxation rates were retrieved by fitting peak intensities to an
exponential function implemented in CcpNnmr analysis [66].

The NMR titration of the S4MH2 into the S4MH1 construct was
performed in the same buffer described above, with 1 equivalent
corresponding to a final concentration of 130 lM.

Chemical shifts were quantified using equation (1),

d ¼
ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
1
2

d2H þ 0:15Â � d2N
� �h ir

ð1Þ

where dH and dN are the 1H and 15N chemical shift differences,
respectively.

Secondary structure propensities were calculated using the
ncSPC (Neighbor Corrected Structural Propensity Calculator)
method [41] using 13C, 15N and 1HN backbone chemical shifts.
Values between -0.1 and 0.1 are random coils, with values above
0.1 and below -0.1 corresponding to ɑ-helix and b-sheet propen-
sity, respectively.
4.3. Protein disorder propensities

The protein disorder propensity was calculated with MetaDisor-
der [73]. Uversky plot was calculated using CIDER [74].
4.4. Small-angle X-ray scattering data acquisition

SAXS data were acquired on Beamline 29 (BM29) at the Euro-
pean Synchrotron Radiation Facility (ESRF, Grenoble, France). Pro-
tein samples were centrifuged for 10 min at 10000xg prior to data
acquisition. Experiments on BM29 were collected on 45 lL sam-
ples with the following settings: 12.5 keV, 100% transmission,
low viscosity and 0 s wait time. Data were recorded on a Pilatus
1 M detector, at 10�C. Ten frames per sample were collected for
1 s each. Solvent from each sample elution was collected and their
scattering data were acquired to account for buffer contribution.
Image conversion to the 1D profile, scaling, buffer subtraction
and radiation damage accession was done using the in-house soft-
ware pipeline available at BM29. Further processing was done by
the ATSAS software suite [75] and the ScÅtter package (http://
www.bioisis.net/). For SMAD4 constructs, the reported SAXS pro-
files were concentration-independent and were merged in
ATSAS2.8 and used for subsequent analysis. For SMAD2, the S2L
construct was merged at the reported concentrations, and all other
constructs were analyzed for each concentration individually, due
to their concentration-dependence (Supplementary Table 1). Fit-
ting to the experimental data was calculated using the reduced
v2 metric in equation (2).

v2 ¼ 1
K � 1

X Iexp sð Þ � lItheo sð Þ
r sð Þ

� �2
ð2Þ

where K is the number of data points for each SAXS profile (Iexp sð Þ),
r sð Þ are the standard deviations of the scattering intensities and l is
a scaling factor. Itheo sð Þ are the theoretical scattering intensities for
each model.

http://www.bioisis.net/
http://www.bioisis.net/
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4.5. Ion mobility mass spectrometry data acquisition

Ion mobility mass spectrometry experiments were performed
using a Synapt G1-HDMS mass spectrometer (Waters, Manchester,
UK). Samples were buffer-exchanged to a 200 mM ammonium
acetate buffer and infused by an automated chip-based nanoelec-
trospray using a Triversa Nanomate system (Advion BioSciences,
Ithaca, NY, USA). The ionization was performed in positive mode
using a spray voltage and a gas pressure of 1.70 kV and 0.5 psi,
respectively. Cone voltage, extraction cone and source temperature
were set to 40 V, 2 V and 20 �C, respectively. Trap and transfer col-
lision energies were set to 10 V and 10 V, respectively. The pressure
in the trap and transfer T-Wave regions were 5.8410-2 mbar of Ar
and the pressure in the IMS T-Wave was 0.460 mbar of N2. Trap gas
and IMS gas flows were 8 and 24 mL/sec, respectively. The travel-
ling wave used in the IMS T-Wave for mobility separation was
operated at 300 m/sec. The wave amplitude was fixed to 10 V.
The bias voltage for entering in the T-wave cell was 15 V. The
instrument was calibrated over the m/z range 500–8000 Da using
a solution of cesium iodide. MassLynx (v4.1) and Driftscope
(v2.4) were used for data processing and analysis. Drift time cali-
bration of the T-Wave cell was performed using the following cal-
ibrants: b-Lactoglobulin (bovine milk), transthyretin (human
plasma), avidin (egg white), serum albumin (bovine) and con-
canavalin A (Canavalia ensiformis) in 200 mM ammonium acetate
at 20 lM. All measurements followed the same experimental pro-
tocol stated above. The reduced cross-sections (O’) were retrieved
from previous results [76] and plotted against corrected drift times
(tD). A power law fit of O’ vs. tD was performed to extract the cal-
ibration coefficients (Prism v6, GraphPad Software Inc.). Finally,
Gaussian curves were fitted to the drift time distributions used
to extract the experimental CCS.

4.6. Structural modeling of SMAD2 and SMAD4 linkers

Random coil ensemble models of S2L and S4L containing 10,000
conformations each [43] were generated using Flexible-Meccano
(FM) [36], where torsion angle pairs were selected randomly from
a database of amino acid-specific conformations in loop regions of
high-resolution X-ray structures. Side-chains modeling with
SCCOMP [77], and energy-minimization in explicit solvent using
GROMACS 5.1.1 were then carried out [78]. We used the force field
AMBER99sb-ILDN [79] and the TIP3P water model [80]. We used
CRYSOL [81] to compute the theoretical SAXS profiles from confor-
mational ensembles of S2L and S4L. All theoretical curves were
obtained with 101 points and a maximum scattering vector of
0.5 Å-1 using 25 harmonics. Using the ensemble optimization
method (EOM) [30], we select from the S2L and S4L structural
pools the linker structures whose theoretical SAXS profiles collec-
tively fit their experimental SAXS profiles, using the reduced v2

metric. The theoretical SAXS profile for each generated conforma-
tion was computed and then averaged over the selected sub-
ensembles.

4.7. Reconstruction of the missing fragments of SMAD2 and SMAD4
MH2 domains

Ensembles of missing terminal disordered fragments were re-
built using FM and attached to the X-ray templates of SMADs
MH1 and MH2 using in-house scripts as in [82–83]. We used the
following PDB structures as templates: SMAD4 MH1 (PDB:3QSV)
and MH2 (PDB:1DD1) domains, and SMAD2 MH1 (PDB:6H3R)
and MH2 (PDB:1KHX) domains. For each built segment, side-
chains were added using SCCOMP and then pre-processed with
Rosetta 3.5 fixbb-module to alleviate steric clashes. Internal seg-
ments and disordered loops were built using the RosettaCM appli-
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cation as previously described for S2MH1 [19], outputting 5,000
structures per domain. We assessed the quality of the ensembles
by examining their averaged SAXS curves against the respective
experimental data, using the reduced v2 metric. We subsequently
used these conformers to build LS-MH2, full-length (i.e., MH1-LS-
MH2), and oligomeric constructs. All models were energy-
minimized in water as above.
4.8. Modeling and fittings of full-length SMAD proteins and mutants

We modeled the full-length proteins (i.e, S4FL, S2FLWT,
S2FLEEE and S2FL460* variants) using the pools created for each
region (i.e., MH1, MH2, MH2460*, and LS), explained above. To cre-
ate S2FLEEE, we in-silico mutated the phospho-serine sites (pSer)
of MH2 located at the C-terminal residues Cys-Ser-Ser-Met-Ser
(SSXSS motif) by phosphomimetic glutamic acid residues. To gen-
erate ensemble models for the C-terminally-truncated SMAD2FL
variant (S2FL460*), we removed the seven last residues from the
MH2 crystal structure. Different conformers were randomly
selected and added to new unique explicit models without steric
clashes. The final models were energy-minimized with GROMACS
5.1.1 [78].

Following this workflow, we created an ensemble of 10,000
unique combinations for each system/scenario, including different
oligomeric forms, i.e., their monomeric, dimer, and trimer repre-
sentations. S4 and S2 MH2 domains form crystallographic homo-
trimers. We used the trimers as starting models to generate mono-
meric and dimeric versions by removing one or two chains. Then,
to probe the oligomeric preferences of SMAD4 and SMAD2 FL
and variants, identical monomer, dimer, and trimer populations
were defined in the initial shared pool and analyzed with EOM.
To this end, we used CRYSOL [81] to compute the theoretical SAXS
profiles from each conformational ensemble, and with EOM, we
selected those structures reproducing the experimental SAXS data.
A minimal sub-ensemble size (Nse) was empirically determined by
searching for the smallest Nse = 50 with the global lowest SAXS dis-
crepancy (reduced v2), checking for over-fitting biases. To further
detail the SMAD4 conformational landscape and add robustness
to the modeling, we also used multiple SAXS curves from the dele-
tion mutant S4LMH2, S4L, and full-length protein as a strategy to
enhance the structural content of SAXS data and improve model
discrimination. The ensemble multi-curve fitting with a single pool
successfully improved the structural analysis of disordered tau
protein [84]. With the assumption that S4L remains disordered in
the full-length context, we selected those conformers that fitted
the SAXS profiles of S4L, S4LMH2, and S4FL simultaneously, by
minimizing the sum of v2 between the experimental (Iexp sið Þ) and
average theoretical (Itheo sið Þ) SAXS intensities:

v2 ¼
X

v2
j ð3Þ
v2
j ¼ 1

K � 1

XK
i¼1

Iexp sið Þ � lItheo sið Þ
r sið Þ

� �2
ð4Þ
Ijtheo sð Þ ¼ 1
N

X50
1

jðsÞ ð5Þ

where K is the number of data points of each SAXS profile (Iexp sið Þ),
(r sið Þ) are the standard deviations of the scattering intensities, and
l is a scaling factor. Itheo sið Þwas obtained by averaging the scattering
of 50 explicit models (Nse) per variant (i.e.,j = S4L, S4LMH2 or S4FL).
Subsequent ensemble analysis obtained was done using MDanalysis
[85].
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4.9. Molecular dynamics simulations

To assess the stability of MH2 dimers, we ran a molecular
dynamics trajectory of 500 ns. Molecular dynamics simulations
were performed for the dimer with GROMACS 5.1.1 using the
Amber99sb force field [78]. The system was solvated in a dodeca-
hedron box with TIP3P water. It was minimized for a maximum of
50,000 steps or until the force constant was less than
1000 kJ/mol�nm, using the steepest descent algorithm imple-
mented in GROMACS. The cutoff distance used for the non-
bonded interactions, using the Particle mesh Ewald (PME) method,
was 10 Å. Before the final production simulation, the system was
equilibrated using the NPT ensemble for 500 ps, followed by
50 ps in the NVT ensemble. Finally, the system was simulated for
0.5 ls with a 2 fs integration step. The first 100 ns were discarded
assuming system equilibration. Temperature coupling was done
with the Nose–Hoover algorithm at 300 K. Pressure coupling was
done with the Parrinello–Rahman algorithm at 1 bar. Root-mean-
squared deviation (RMSD) was calculated using built-in GROMACS
analysis routines and plotted using Xmgrace.

5. Data availability

Protein ensembles are deposited at the Protein Ensemble Data-
base (PED) [86], PED00193-PED00202. NMR data are available at
the BMRB with accession codes 50738 (SMAD2) and 50737
(SMAD4). SAXS data are available at SASBDB, accession numbers
are detailed in Supplementary Table 1. All remaining data are
available in the main text or the supplementary materials.
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