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Abstract The 21-subunit Mediator complex transduces regulatory information from enhancers to
promoters, and performs an essential role in the initiation of transcription in all eukaryotes. Structural
information on two-thirds of the complex has been limited to coarse subunit mapping onto 2-D
images from electron micrographs. We have performed chemical cross-linking and mass
spectrometry, and combined the results with information from X-ray crystallography, homology
modeling, and cryo-electron microscopy by an integrative modeling approach to determine a 3-D
model of the entire Mediator complex. The approach is validated by the use of X-ray crystal
structures as internal controls and by consistency with previous results from electron microscopy and
yeast two-hybrid screens. The model shows the locations and orientations of all Mediator subunits,
as well as subunit interfaces and some secondary structural elements. Segments of 20-40 amino acid
residues are placed with an average precision of 20 A. The model reveals roles of individual subunits
in the organization of the complex.

DOI: 10.7554/eLife.08719.001

Introduction

Mediator is a complex of at least 21 subunits, with a mass of greater than 1 million Daltons, conserved
from yeast to humans (reviewed in Kornberg, 2005; Conaway and Conaway, 2011; Ansari and
Morse, 2013). Genetic studies have shown that Mediator is essential for RNA polymerase Il (pol Il)
transcription and required for positive and negative regulation of transcription. Biochemical studies
have confirmed the importance of Mediator for both basal and regulated transcription, and have
demonstrated interactions of Mediator with pol Il, with general transcription factors, and with
transcriptional activator proteins. Through these interactions, Mediator is thought to promote
assembly of the entire machinery for pol Il transcription.

Electron microscopy (EM) has shown a division of Mediator in three modules, termed Head,
Middle, and Tail (Asturias et al., 1999). EM studies further showed that Mediator structure is
conserved from yeast to humans, that Mediator is compact when free in solution, and that a major
structural rearrangement occurs upon interaction with pol Il, which is surrounded by the Head and
Middle modules in the so-called ‘holoenzyme’ (Asturias et al., 1999, Dotson et al., 2000). Details of
subunit interaction networks within Mediator modules have come from co-expression studies (Koh
et al.,, 1998; Lee et al., 1998; Kang et al., 2001; Koschubs et al., 2010) and from Mediator-specific
(Guglielmi et al., 2004) and genome-wide (Uetz et al., 2000; Ito et al., 2001) two-hybrid
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elLife digest Inside a cell, proteins are made from instructions encoded by DNA. To produce a
particular protein, a section of DNA within a gene is copied into a molecule of messenger ribonucleic
acid (or mRNA). This process is called transcription and is carried out by an enzyme known as RNA
polymerase.

Transcription begins in a region of DNA called a promoter, which is found at the start of the gene.
RNA polymerase is brought to the DNA by many proteins, including the so-called Mediator complex.
Mediator receives signals from within the cell and from the environment, processes the information,
and instructs RNA polymerase whether to transcribe the gene or not. Mediator performs this
important role in all organisms from yeast to humans, but it is not clear how it works. A crucial step
towards the solution of this problem is to understand the three-dimensional structure of the
complex.

Previous research using a technique called ‘electron microscopy’ showed that Mediator is
composed of three modules, referred to as Head, Middle and Tail. The images from electron
microscopy were not sufficiently detailed to reveal the organization of the proteins within these
modules. An open-source Integrative Modeling Platform (IMP for short) was recently developed to
arrive at structural models of large protein complexes from a combination of experimental data and
computer models. Now, Robinson, Trnka, Pellarin et al. have used this platform to study the
Mediator complex.

First, Robinson, Trnka, Pellarin et al. collected experimental data on the structure of the Mediator
complex using two approaches called ‘chemical cross-linking’ and ‘mass spectrometry’. This data was
combined with biochemical and structural information from previous studies to generate a three-
dimensional model of the structure of the entire Mediator using IMP. The model is detailed enough
to show the location and orientation of all the proteins in the complex. For example, a protein called
Med17 connects the Head and Middle modules, while another subunit—known as Med14—spans the
entire complex and makes extensive contacts with other proteins in all three modules.

DOI: 10.7554/eLife.08719.002

approaches. The currently accepted subunit assignments are Med 6-8-11-17(Srb4)-18(Srb5)-20(Srb2)-
22(Srbb) in the Head module, Med 1-4-7-9(Cse2)-10(Nut2)-19(Rox3)-21(Sbr7)-31(Soh1) in the Middle
module, and Med 2-3(Pgd1)-5(Nut1)-14(Rgr1)-15(Gal11)-16(Sin4) in the Tail module (old naming
convention in parentheses).

X-ray crystal structures of Head modules from Saccharomyces cerevisiae and Schizosaccharomyces
pombe have been determined, with (Robinson et al., 2012) and without (Imasaki et al., 2011,
Lariviere et al., 2012) the carboxy-terminal domain (CTD) of the largest pol Il subunit, Rpb1, bound
to a conserved site on the surface. CTD interaction with Head and Middle modules plays an important
role in the association of Mediator with pol Il and the pre-initiation complex. Beyond the X-ray
crystallography of the Head module, structural information on Mediator is limited. Only small portions
of the Middle (Baumli et al., 2005; Koschubs et al., 2009) and Tail modules (Bontems et al., 2011,
Eletsky et al., 2011; Vojnic et al., 2011) have been solved at near atomic resolution. EM at low
resolution with subunit-labeling has given an approximate idea of the spatial organization of the
modules (Tsai et al., 2014; Wang et al., 2014), and an architectural model for a subcomplex of the
Middle module (lacking Med 1 and 19) has been proposed on the basis of cross-linking data and
homology modeling (Lariviere et al., 2013). Recently, reconstituted yeast Head and Middle Mediator
modules were visualized by EM in a complex with pol Il and a subset of general transcription factors
(Plaschka et al., 2015).

Mediator is representative of a large number of macromolecular complexes that are refractory to
classical high-resolution structural approaches, due to low native abundance and to conformational
and compositional heterogeneity. For the study of such systems, data from chemical cross-linking and
mass spectrometry can provide multi-protein interaction maps at residue-level resolution (Murakami
et al., 2013; Erzberger et al., 2014; Shi et al., 2014). The approach is particularly effective when
combined with other structural information, such as electron density maps from EM (Murakami et al.,
2013) and subunit structures from X-ray crystallography (Robinson et al., 2012). To construct
structural models of macromolecular assemblies by combining such diverse types of information, the
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open-source Integrative Modeling Platform (IMP) program was developed (http://integrativemodel-
ing.org) (Russel et al., 2012). IMP translates the data into spatial restraints, computes an ensemble of
models by satisfying these restraints as well as possible, and finally assesses the ensemble against the
data used or not used in its construction (Schneidman-Duhovny et al., 2014). IMP has been successfully
applied to a number of protein complexes (Lasker et al., 2012; Erzberger et al., 2014; Shi et al.,
2014).

Here we determined the molecular architecture of Mediator by integrative structure determination,
based on chemical cross-links, X-ray crystal structures, homology models, and a cryo-EM electron
density map, with the use of IMP. Possible configurations of the Mediator subunits were exhaustively
sampled to identify those that best satisfied the experimental restraints. The resulting model was
validated by re-computing it with random subsets of chemical cross-links (i.e., ‘jackknifing’) (Brunger
et al., 1993) as well as by comparison with known protein structures and protein interaction networks
(Guglielmi et al., 2004). The Mediator model will serve as a basis for studies of Mediator interaction
with pol Il, general transcription factors, gene activators, and gene repressors.

Results

Isolation and cross-linking of native Mediator

Mediator was isolated from yeast as originally described (Kim et al., 1994) in the form of a complex
with pol Il (holoenzyme). The complex is not only a functionally relevant form of Mediator, but is also
more soluble than free Mediator under the conditions used for lysine directed cross-linking. We
employed a double affinity-tagging strategy (Figure 1—figure supplement 1) and obtained 20-fold
more stoichiometric holoenzyme than from previous purification procedures. The native complex was
stable, persisting throughout purification, whereas a complex formed from separately isolated
Mediator and pol Il was disrupted by the same purification procedures.

Cross-linking and mass spectrometry were performed on the native holoenzyme, with a mixture of
D12-labelled and unlabeled BS3 cross-linking reagents, or with unlabeled BS3 and enrichment of
cross-linked trypsin fragments by gel filtration. The BS3 reagent bridges free-amine moieties at
surface lysines and N-termini with Ca spacing within approximately 25 A. Cross-links were assigned
with the Protein Prospector platform and a refined scoring function (Trnka et al., 2014). The 320,767
initial product ion spectra were searched against a database containing the sequences of the yeast
transcriptional machinery as well as 520 randomized decoy sequences, identifying 20,388 potential
cross-linked spectra (Figure 1A). Classification of these matches and the application of quality filters
resulted in the identification of 3196 holoenzyme cross-linked spectra at a false discovery rate (FDR,
fraction of decoy hits above score cutoff) of 0.7% (Figure 1A). These spectra defined 402 unique pairs
of linked amino acid residues (‘cross-links’) with a FDR of 4.1% (Figure 1—source data 1,
Figure 1—figure supplement 2, Supplementary file 1). The majority (260 cross-linked fragments)
were between Mediator proteins, 124 were between pol Il subunits, and 18 were between Mediator
and pol Il.

Validation of holoenzyme cross-link dataset

The pol Il component of the holoenzyme provided an internal control, enabling validation of the cross-
link dataset by two approaches. First, the X-ray crystal structure of pol Il and also that of the Mediator
Head module could be used to assess the validity of cross-links, as 130 of the 402 high confidence
cross-links were between residues in these structures. Only five of these 130 cross-links occurred
between residues further apart than the 35 A threshold (Figure 1B). This number of violations was
therefore consistent with the FDR of 4.1%, estimated from the number of decoy database hits.
Second, we constructed an integrative model of pol Il based on the cross-link dataset, a cryo-EM
electron density map (EMD-1883, 20.9 A resolution using FSC 0.5), and X-ray crystal structures of the
pol Il subunits, using IMP. The X-ray crystal structures of the subunits were represented as
independent rigid bodies, and the regions not observed in the structure were represented by flexible
strings of beads. A low resolution EM map was used for comparison with the EM data available for
Mediator (see below). Starting from scrambled configurations, the positions and orientations of the
pol Il subunits were optimized with a Monte Carlo procedure (which applies a large number of random
movements guided by the input data), resulting in configurations that satisfied the input data well.
This ensemble of good-scoring solutions recapitulated the known architecture of pol Il (Figure 1C).
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Figure 1. Holoenzyme cross-linking and modeling results and methodology. (A) Cross-links were identified by
searching MS2 product ion spectra against concatenated target and decoy databases containing 52 Saccharomyces
cerevisiae transcription proteins +520 sequence randomized versions, respectively. Confidence in the spectral
assignment is represented by an support vector machine (SVM) classifier (Trnka et al., 2014). The distribution of the
target and decoy spectral matches in relation to the acceptance threshold (red line) is shown with an overall spectral
false discovery rate (FDR) of 0.7%. (B) Mapping identified cross-linked spectra onto regions of known structure such
as the Mediator Head module and RNA polymerase |l yields distance distributions that reflect the accuracy of
Figure 1. continued on next page
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Figure 1. Continued

cross-link identification. The Ca violation distance of 35 A is indicated with a dashed line. (C) Demonstration of RNA
pol Il structural recapitulation from a random starting configuration (top panel) of individual pol Il subunits
represented as rigid bead models and restrained by cross-links (green links) and electron microscopy (EM) density
map (mesh). A representation of the converged modeling solution is presented alongside the 12-subunit pol Il X-ray
structure (PDB: TWCM) for reference. (D) Schematic representation of the Mediator complex cross-linking network.
Mediator subunits are colored according to their location within the Head, Middle and Tail modules. All
Inter-subunit cross-links and selected intra-subunit cross-links from the current study as well from (Lariviere et al.,
2013) are represented, colored according to their origin.

DOI: 10.7554/elife.08719.003

The following source data and figure supplements are available for figure 1:

Source data 1. Categorization of cross-links with respect to module and data source.
DOI: 10.7554/eLife.08719.004

Figure supplement 1. Purification of Native S. cerevisiae Holoenzyme complex.

DOI: 10.7554/eLife.08719.005

Figure supplement 2. Annotated product ion spectra for selected cross-linked peptides.
DOI: 10.7554/eLife.08719.006

The average root-mean-square deviation (RMSD) of the solutions with respect to the crystal structure
of pol Il was 14 A. All subunits were correctly placed, except for Rpb8 and Rpb9, whose locations were
undetermined, due to a lack of cross-link restraints.

The N-Termini of Med14 and Med17 are components of the Mediator
Middle module

We augmented our Mediator cross-link dataset with 38 Mediator Middle module cross-links from a
dataset collected on a recombinant preparation of S. cerevisiae Middle module containing é subunits
(Lariviere et al., 2013). The 38 cross-links were selected according to our minimal length requirement
of four amino acid residues per cross-linked peptide; three cross-links were common to both datasets.
This modest overlap is likely due to the use of a different chemical cross-linker, as well as to the
presence of additional subunits in our full native Middle module. The complete dataset of 294 inter-
subunit cross-links defined an interaction map of 19 of the 21 Mediator proteins (Figure 1D). The two
subunits for which there were no inter-subunit cross-links have been crystallized in complexes with
other Mediator subunits: Medé as part of the Head module (Robinson et al., 2012), and Med31 in a
complex with the N-terminal region of Med7 (Koschubs et al., 2009). Both proteins were present in
our native holoenzyme preparations, as shown by SDS PAGE and mass spectrometry
(Figure 1—figure supplement 1). Two subunits, Med17 (Head module) and Med14 (Tail module)
showed patterns of cross-links split between two or more different Mediator modules. The majority of
Med17 (residues 123-687) formed an extensive cross-link network with other subunits of the Head
module, as expected from the X-ray crystal structure (Robinson et al., 2012). The N-terminal region of
Med17 (1-122), not observed in the Head module crystal structure, formed many cross-links with
Med7 and Med21, subunits of the Middle module (Figure 1D). Similarly, Med14, a presumptive Tail
module subunit, formed cross-links to other Tail module proteins (Med2 and 15), but almost
exclusively in its C-terminal region (residues 712-1082), while the N-terminal region and the majority
of the protein (residues 1-711) cross-linked instead to Middle module subunits (Med4, Med9, Med10,
and Med21). The N-terminal regions of Med17 and Med14 not only extended into the Middle module
but also formed many cross-links with each other. For these reasons, we redefine the Mediator
modaules to include the N-terminal domains of Med17 (residues 1-122) and Med14 (residues 1-711) in
the Middle module rather than the Head and Tail modules (Figure 1D, Med14 and Med17 colored by
module localization).

Integrative modeling of Mediator complex

Although cross-linking was performed on the holoenzyme, about 90% of the cross-links in our dataset
were within Mediator modules (intra-modular) or within pol Il. Due to the paucity of cross-links
between Mediator and pol I, and because a cryo-EM map at sufficient resolution for molecular
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modeling was only available for Mediator without pol I, modeling calculations were performed for
Mediator alone. The four-step modeling (‘integrative structure determination’) procedure
(Figure 2—figure supplement 1) entailed: (1) gathering data; (2) representing and translating the
data into spatial restraints; (3) sampling the conformational space and identifying good scoring
solutions; and (4) analyzing and assessing the ensemble of solutions. All IMP input files, scripts, and
output models for this study are available at http://salilab.org/mediator/.

In step 1, the data comprised our holoenzyme cross-link dataset, X-ray crystal structures of some
subunits and subunit regions, homology models for some subunits, and the highest resolution cryo-
EM map of free Mediator available (Tsai et al., 2014).

In step 2, we constructed a set of 21 Mediator subunit model representations (Figure 2—figure
supplement 2). Atomic models from X-ray crystallography or homology models were represented by
rigid bodies (Figure 2—figure supplement 2, blue subunit shading), and unmodeled subunit regions
were represented as flexible strings of beads (Figure 2—figure supplement 2, yellow subunit
shading). The entire Head module was represented as a rigid body (based on the X-ray structure PDB
4GWP), with the exception of the unmodeled N-terminus of Med17 (1-181), the last 103 residues of
Medé, and other missing regions, all of which were represented as flexible strings of beads. Manual
docking and the mapping of Med 8, 18, and 20 onto 2-D EM projections previously supported a single
docking solution for the Head module in the EM density (Tsai et al., 2014). We performed an
exhaustive docking calculation, comparing all possible Head module locations with a cross-correlation
scoring function (Materials and methods). We found a docking solution that is consistent with the
solution proposed previously, with a normalized cross-correlation coefficient approximately 40%
better than the next best solution. We modeled the Mediator complex with the Head module fixed in
a single position corresponding to the highest scoring docking solution. Other regions defined by
atomic models were Med7C-Med21 and Med7N-Med31, represented by rigid bodies based on their
X-ray structures (Baumli et al., 2005; Koschubs et al., 2009), and Med4-Med?9, based on a homology
model (Lariviere et al., 2013). In addition, we created a homology model of the first 540 residues of
Med16, also in a rigid body representation, based on a seven-bladed B-propeller fold (proposed and
justified below).

The EM map was divided into segments to reflect the modular organization of the complex. Since
the Head module was docked and fixed in a portion of the density map, the remaining density was
segmented into regions corresponding to the Middle and Tail modules on the basis of previous
approximate localization of Middle and Tail module subunits within two distinct regions of the EM
map (Tsai et al., 2014; Wang et al., 2014). During modeling, each Middle or Tail subunit was
restrained to the corresponding Middle or Tail EM density. EM spatial restraints were based on a
Gaussian decomposition of the electron density (Materials and methods).

The cross-linking data was encoded in a Bayesian scoring function (Erzberger et al., 2014; Shi
et al., 2014). The scoring function allowed the independent optimization of the relative weights of
arbitrary subsets of the cross-linking data. We split the cross-link dataset into two subsets composed
of inter-module (8% of the total) and intra-module (92% of the total) cross-links (Figure 1—source
data 1).

In step 3, we conducted a large number of independent modeling runs. The positions and
orientations of rigid bodies and flexible strings of beads were repeatedly perturbed in an effort to
satisfy the scoring function consisting of the excluded volume, sequence connectivity, EM, and cross-
linking restraints. A total of 165,523 Mediator model configurations were produced. The 500 best-
scoring models (solutions) were grouped on the basis of RMSD into four clusters (C1-4,
Figure 2—figure supplement 3), the minimum number required to fully represent the main
structural differences between the best scoring models. To confirm that we had sampled
conformational space sufficiently to reach model convergence, we compared two independent
halves of the solutions to each other and to the entire set, showing they were all similar to one another
(Figure 2—figure supplement 4).

The solutions satisfied all excluded volume, sequence connectivity, and EM restraints. Intra-module
cross-links were satisfied to a high degree (approximately 95%), and inter-modular cross-links to a
much lesser degree (about 10%) (Figure 2—figure supplement 3). In fact, the Bayesian scoring
function automatically assigned a low scoring weight to the inter-modular cross-links, pointing to an
inconsistency of the inter-modular cross-links in the holoenzyme dataset with the EM density map of
the free Mediator. The satisfaction of intra-modular cross-links suggests that the arrangement of
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Mediator subunits within modules of the holoenzyme is similar to that in the free Mediator, whereas
the inconsistency of the inter-modular cross-links with the EM map suggests that motions of the
modules relative to one another occur upon association with pol Il in the holoenzyme. Indeed, EM
studies have indicated large motions about hinges between the modules, opening the compact
structure of free Mediator for wrapping around pol Il in the holoenzyme (Asturias et al., 1999; Davis
et al., 2002). Based on these observations, the inter-modular cross-links were not considered in our
analysis of the free Mediator.

A single, best-scoring subunit architecture
The four clusters of best-scoring solutions differed in two respects. Cluster 3, which represented a
minor subset of best-scoring models (~8%), differed from the other clusters by an inversion of
orientation of the Middle module. This cluster was disregarded because the inverted orientation was
inconsistent with prior EM localization experiments (Tsai et al., 2014) and because of significantly
worse intra-module cross-link violation statistics (Figure 2—figure supplement 3D-E). The remaining
three clusters were virtually identical in the locations of all subunits except for Med5, Med15, and
Med16 in the Tail module (Figure 2—figure supplement 3C,G). Only Cluster 1 showed an
arrangement of these three subunits consistent with previous EM localization (Figure 2—figure
supplement 3H). Cluster 1 also showed the best cross-link satisfaction statistics and had the best
average score. Cluster 1 was therefore taken to represent the true Mediator subunit architecture.
The overall precision of our integrative model, computed as the average RMSD of the solutions in
Cluster 1 with respect to the cluster center, is 19 A.The precision of the Middle and Tail modules is 24
and 33 A, respectively. These values represent the average fluctuations of the individual residues or
beads in 3-D space across the ensemble of solutions comprising the highest scoring cluster. Precision
defined in this way is not directly comparable to the resolution of an EM map, which refers to the
uncertainty of the overall electron density, without regard to the placement of components within the
density. Although the precision of the Tail module is lower than that of the Middle or Head modules, it
is sufficient to position the Tail subunits within the Tail EM density as features with high cross-link
density, and consequently high local precision values (such as the Middle-Tail junction), provide strong
spatial restraints. The overall precision of the Mediator model sufficed to determine the positions and
orientations of all Mediator subunits, and 20-40 residue beads could be localized with precisions of
10-50 A (Figure 2—figure supplement 5), depending on the density of cross-linking restraints. We
represented the cluster of solutions by a localization density (Figure 2), defined as the probability of
observing a particular subunit at a specific point in space in the cluster of solutions. Because the model
is three-dimensional, it depicts the contact surfaces between subunits, with residue-level resolution at
many points where cross-links are formed between them. This contact information is especially rich
and reliable in regions where multiple cross-links are formed and where contacts occur in multiple
models in the cluster, as depicted by the darkest boxes in the domain interaction map (Figure 3).
Some cross-links anticipated from the domain interaction map were not observed, most likely because
cross-linking depends on the occurrence of unprotonated, appropriately oriented, solvent-accessible
pairs of lysine residues, and on the formation of tryptic peptides with physicochemical properties
amenable to liquid chromatography and mass spectrometry.

Validation of the Mediator Model

The Mediator model (Figure 2A) fits the EM map used as a modeling restraint (Figure 2B and
Figure 7—figure supplement 1), satisfied most of the cross-link restraints (Figure 2—figure
supplement 3), and was consistent with almost all data from previous subunit interaction and subunit
localization studies (Figure 2C-E). The model explains subunit interactions deduced from co-
expression trials (Kang et al., 2001, Beve et al., 2005; Koschubs et al., 2010), pulldowns/
immunoprecipitation (Kang et al., 2001; Zhang et al., 2004), and yeast two-hybrid analyses (Uetz
et al., 2000; Ito et al., 2001; Guglielmi et al., 2004) (Figure 2D, green lines). There were only three
discrepancies (Figure 2D, red lines), corresponding to the Med3-Med21, Med1-Med7, and Med1-
Med5 interactions. The Med3-Med21 interaction, from two-hybrid data, is clearly spurious, because
the proteins are found in different Mediator modules (Head and Tail) and our model, consistent with
an EM localization study (Tsai et al., 2014), places the two subunits more than 100 A apart. A second
subunit interaction that is unsupported by our model, between the C-terminal domain of Med1 and
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Figure 2. Mediator complex architecture. (A) Mediator subunit localization density map colored by individual subunit. (B) Mediator localization density
map (solid grey) calculated from the highest scoring model cluster and shown at a threshold level (T = 0.1) that most closely matches the volume of the EM
density map used as 3D spatial restraint during modeling (EMD-2634, T = 0.35: Blue mesh). The position of the three Mediator modules (Head, Middle,
and Tail) is indicated. (C) Schematics of the architecture of the Mediator complex obtained from the localization density analysis. Med14 and Med17-NTD
are also schematically represented by splines. (D) Protein—protein interactions derived from published Yeast-two hybrid, immunoprecipitation and sub-
complex isolation data (Uetz et al., 2000; Ito et al., 2001, Kang et al., 2001; Guglielmi et al., 2004, Zhang et al., 2004, Beve et al., 2005, Koschubs
et al., 2010). The data is represented by a graph superposed on the EM density map of the complex (Tsai et al., 2014). Nodes are Mediator subunits, the
edges are the observed proteomic interactions, and the green circles are isolated sub-complexes. Green and red edges are interactions that are in

agreement and in disagreement with the Mediator model, respectively. (E) Localization by labeling (blue triangle) and domain deletion (areas encircled by
light red closed lines) mapped on the EM density map (Tsai et al., 2014; Wang et al., 2014). Straight light-red lines represent domain deletion assays

that split the complex.
DOI: 10.7554/el.ife.08719.007

The following figure supplements are available for figure 2:

Figure supplement 1. Schematic of integrative structure determination highlighting the individual data inputs and the four stages in our approach.

DOI: 10.7554/eLife.08719.008

Figure 2. continued on next page
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Figure 2. Continued

Figure supplement 2. Input Model Representations.

DOI: 10.7554/eLife.08719.009

Figure supplement 3. Cluster analysis of the solution ensemble.

DOI: 10.7554/eLife.08719.010

Figure supplement 4. Exhaustiveness of sampling and robustness of cross-link data.
DOI: 10.7554/eLife.08719.011

Figure supplement 5. Representation of subunit position precision.

DOI: 10.7554/elife.08719.012

Med5, also comes from two-hybrid data (Guglielmi et al., 2004). Although it also relates proteins
located in different modules (Middle and Tail), the two proteins are less than 30 A apart in our model.
The holoenzyme cross-link dataset includes one cross-link of Med5 (Tail) to Med1 (Middle) and two
cross-links of Med5 (Tail) to Med15 (Tail). Because the Med1-Med5 cross-links are inter-modular, they
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Figure 3. Mediator subunit domain interaction matrix. Average domain-domain contact map calculated for the
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DOI: 10.7554/elife.08719.013

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 9 of 29


http://dx.doi.org/10.7554/eLife.08719.009
http://dx.doi.org/10.7554/eLife.08719.010
http://dx.doi.org/10.7554/eLife.08719.011
http://dx.doi.org/10.7554/eLife.08719.012
http://dx.doi.org/10.7554/eLife.08719.013
http://dx.doi.org/10.7554/eLife.08719

LI FE Biophysics and structural biology

were assigned lower weights by our scoring function and were not satisfied in the final model. It is
possible that the interactions occur in alternative conformational states, where Med1 is in close
proximity to Med5. A third subunit interaction that is unsupported by our model, between Med1-
Med7, comes from immunoprecipitation data (Kang et al., 2001), and cannot be ruled out, because
the N-terminus of Med1 is in the vicinity of the 16 C-terminal residues of Med7, which are unmodeled
in the crystal structure and not well localized in our study (Figure 2—figure supplement 5). A lack of
lysine residues in the 16 C-terminal residues of Med7 might explain why this putative interaction was
not detected by cross-linking.

Our Mediator model was also validated by comparison with results of previous EM studies that
mapped subunit terminal tags or subunit deletions onto 2-D class averages (Tsai et al., 2014, Wang
et al., 2014). Our detailed 3-D model was consistent with all 2-D mapping results (compare
Figure 2C,E). It also confirms a proposal that a Med7C-Med21-Med4-Med9 tetramer serves as a
structural backbone within the central portion of the Middle module (Lariviere et al., 2013)
(Figure 4).

Middle module architecture

The proposed structure of the Med7C-Med21-Med4-Med?9 tetramer was based on a set of 40 cross-
links, an X-ray crystal structure of Med7C-Med21, and Med4-Med9 modeled as a structural homolog
of Med7C-Med21 (Lariviere et al., 2013). Med7C and Med21 form a four-helix bundle, proposed to
stack end-to-end on a four-helix bundle of Med4 and Med?, in a manner analogous to the packing
observed in Med7C-21 crystals. In our modeling, we did not impose end-to-end stacking, but rather
represented the Med7C-21 crystal structure and the Med4-Med9 homology model as two distinct
rigid bodies. In our final Mediator model, the ends of the two four-helix bundles are in close proximity
(Figure 4B,C), although without enforcing end-to-end helical stacking. Satisfaction of the EM
restraints in other regions of the Middle module appears to require a distortion of the putative end-to-
end interaction (Figure 4C), and many solutions displayed a twist of one four-helix bundle with
respect to the other, reflecting the asymmetrical nature of the Middle module EM density.

The Med7C-Med21-Med4-Med9 tetramer provides a structural scaffold for the association of all
remaining Middle module subunits (Figure 4B,C). The Middle module can be subdivided into two
halves: Med7C-Med21, with interacting proteins Med10, Med19, and Med31; and Med4-Med?, with
interacting protein Med1. The only two proteins that interact extensively with both halves of the
Middle module are Med14 and Med17, which perform special architectural roles in the Mediator
complex, discussed in more detail below. A Med7N-Med31 heterodimer, connected to the helical
Med7C domain by an unstructured 27 amino acid residue linker, is localized to a distinct protrusion
within the central portion of the EM map. The flexible C-terminal domain of Med4 is localized to the
same region. The Med4-9 half of the Middle module is defined by a close association of the two large
subunits Med1 and Med14 with opposite faces of the helical backbone. The N-terminus of Med1
forms an extensive interaction surface with Med4-9 (Figures 3, 4), with eight cross-links
between residues in the first 418 residues of Med1 and residues of Med4-9 located on one face of
the N-terminal four-helix bundle (Figures 1D, 4B and Supplementary file 1). This high density of
cross-links leads to a precise localization of the first half of Med1, with Cluster 1 showing low
root-mean-square fluctuations (RMSFs) for residues within this portion of the protein. In contrast, the
C-terminus of Med1 lacks cross-links (Figures 1D, 4B) and is restrained only by the EM density,
resulting in a lower precision of the model and higher RMSF values (Figure 2—figure supplement 5).

Tail module architecture

The region of the Tail module that abuts the Middle module is a rich subunit interaction hub,
composed of residues from the N-termini of Med2 and Med3 and the C-termini of Med15 and Med16
(Figures 3, 5, 6C). The C-terminus of Med14 also contributes to the structure of this region, consistent
with the finding that a C-terminal deletion of Med14 results in the loss of all Tail subunits from
Mediator (Li et al., 1995). The Med2 and Med3 NTDs are modeled with relatively high precision
(Figure 2—figure supplement 5), and structural similarity searches with these NTDs show a number
of high similarity hits to coiled-coil proteins, in particular to multiple chains within the highly elongated
Fibrinogen trimeric coiled-coil structure (Figure 5—source data 1). We extended this analysis to
calculate the odds that each of these NTDs forms a coiled-coil structure, with the use of two
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Figure 4. Architecture of the Mediator Middle module. (A) Blow-out views of the Middle module subunit localization
maps with the first view and coloring identical to Figure 2A and the second view related by a 180° rotation around
the y-axis. (B) Average contact maps calculated for the cluster of best scoring solutions. Each square is a contact map
calculated between a given pair of Middle module proteins with border length proportional to the length of
corresponding subunit sequences. The grey-shaded areas indicate observed interactions, with the grey-scale proportional
to the fraction of models observing the corresponding interaction. The colored circles are observed cross-links, where the
green and orange colors represent respectively satisfied and violated cross-links for the cluster center (i.e., the solution that
has the minimal root-mean-square deviation (RMSD) from all the other solutions in the cluster). (C) Top view of Middle
module with individual panels showing the full localization map of each Middle subunit within its surrounding density,
made semi-transparent for visual clarity. In the central portion of the Middle module the end-to-end stacking of Med7C-21
(PDB 1YKH) and Med4-9 (Homology Model [Lariviere et al., 2013]) heterodimers forms a backbone scaffold (top panel),
upon which Med10 and Med19 associate at the Med7C-21 extreme (left panels) while Med1 associates closely with the
N-terminal portions of Med4-9 (bottom right panel). The Med7N-31 complex (PDB 3FB) is located proximal to the
Med7C-21 heterodimer and the unmodeled carboxy-terminal domain (CTD) of Med4 (top panel). The centrally located
Med17 NTD (bottom panel) is wedged between the Med7C-21-4-9 backbone and Med14, which forms contacts with
Med10 and Med21 at its extreme NTD, while the bulk of its density localizes to Med4-9 and Med1 (top right panel).
Subunit localization density and ribbon models are colored according to Figure 2A.

DOI: 10.7554/elife.08719.014

independent prediction servers (Figure 5D). We found a good correspondence between regions of
similarity to coiled-coil proteins and regions predicted with high confidence (p > 0.8) to form
coiled-coil structures. These analyses, together with the co-localization of these domains in our
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Figure 5. Architecture of the Mediator Tail module. (A) Subunit localization within the Tail module. For each Tail
subunit, the corresponding localization density is shown within a semi-transparent Tail density (grey) and colored
according to Figure 2A. (B) Average contact maps calculated for the cluster of best-scoring solutions and
represented as described in Figure 4B. (C) B-propeller model of the Med16 NTD. The location of 7 WD domains
within the N-terminus of Med16, predicted by MSA analysis (Bourbon, 2008), is shown in the context of the
predicted Med16 N-term secondary structure (bottom panel). Similarity searches identified a high-confidence match
to the 7-bladed B-propeller of the S. cerevisiae vesicle coat protein Sec31 (PDB 2PM9). (D) Schematic showing the
predicted coiled-coil regions of three interacting Tail proteins, Med2, Med3 and Med15. The co-localization of the
Med2/3 N-termini and Med15 C-term (panel A) supports the formation of a coiled-coil at this tail locus.

DOI: 10.7554/elife.08719.015

The following source data is available for figure 5:

Source data 1. HHpred comparative modeling results for Tail module proteins.
DOI: 10.7554/eLife.08719.016
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Mediator model and the previous observation that Med2 and Med3 can be isolated as a heterodimer
(Beve et al., 2005), suggest that the N-termini of Med2 and 3 form a coiled-coil motif in the Middle-
Tail contact region.

Med15 is co-localized in our Mediator model with Med2 and Med3 and can be isolated with Med2
and Med3 in a trimeric complex (Zhang et al., 2004). Central residues of Med15 exhibit homology to
Fibrinogen (Figure 5—source data 1), and may participate in a coiled-coil structure, but it is the C-
terminal domain of Med15 (850-1081) that interacts with Med2 and Med3 in the Middle-Tail contact
region. The Med15 CTD also interacts with the Med16 CTD, apparently stabilizing the association of
Med16 within the Tail, and that of Med5 as well, because truncation of the Med16 CTD results in the
dissociation of both Med16 and Med5 from the Mediator (Tsai et al., 2014).

Previous sequence analysis of Mediator subunits identified seven WD repeats in the N-terminal
domain of Med16 (Figure 5C) (Bourbon, 2008). We extended this analysis and identified a number of
high-confidence hits to seven-bladed p-propeller structures. The most complete match to a full
B-propeller was to Sec31, a component of the S. cerevisiae coat protein complex (COPII) involved in
ER vesicle transport (Figure 5C and Figure 5—source data 1). We used a homology model, in which
the first 540 residues of Med16 were mapped onto the Sec31 B-propeller structure, in our modeling of
the Tail module architecture (Figure 2—figure supplement 2). Two intra-protein cross-links of Med16
could be mapped onto the homology model without violation (Supplementary file 1). In our model,
the Med16 B-propeller was located in a central position at the base of the Tail module, making
extensive contacts with Med5 (Figure 6D). The central location of Med16 within the Tail module and a
large interaction surface with Med5 are consistent with the finding that the entire Tail module is
destabilized and lost in Mediator preparations from a strain from which the MED16 gene was deleted
(Li et al., 1995). In contrast, Med5 occupies a terminal position within the Tail module, and the MED5
gene can be deleted without disrupting the remainder of the module (Tsai et al., 2014). Although the
majority of Med5 occupies a single location within the Tail module, the N-domain of Med5 follows a
path around the outside edge of the Med16 B-propeller domain before interacting with Med15 at a
more internal locus (Figure 6D). This interaction is consistent with an earlier finding that Med5 can form
a tetrameric complex with the Med2-Med3-Med15 trimer in the absence of Med16 (Beve et al., 2005).

Unique architectural roles of Med17 and Med14

Especially noteworthy in our Mediator model are the special roles performed by Med17 and Med14.
An integral component of the Mediator Head module, Med17 is of particular interest for a
temperature sensitive allele (srb4-138%) in which all pol II-dependent transcription is abolished at the
restrictive temperature (Thompson and Young, 1995; Holstege et al., 1998). N-terminal truncations
of Med17 in S. cerevisiae are inviable (data not shown). The N-terminal 181 residues of Med17 are
disordered in Mediator Head module crystals. Our Mediator model reveals a central role of the
Med17 N-terminal domain in the connection between the Head and Middle modules. The Med17
NTD is strongly localized at a central site in the Middle module, wedged between Med7-Med21-
Med4-Med9 backbone density on one side and Med14 density on the other (Figures 2, 4). The entire
path of Med17 from this Middle interaction site to its first modeled residue in the Head module is
clearly resolved in the model (Figure 6A).

The essential Med14 subunit was originally identified as a repressor protein in yeast (Sakai et al.,
1990). Reports of the location of Med14 in the Mediator have been contradictory. Med14 truncations
uncouple the Tail module, suggesting that Med14 is primarily a Middle module protein (Li et al.,
1995), but in yeast strains in which the Middle module has been disrupted by subunit deletion, Med14
remains associated with the Tail (Baidoobonso et al., 2007). Furthermore, Med14 is required along
with reconstituted Head and Middle modules for basal transcription in vitro in Mediator-depleted cell
extracts (Cevher et al., 2014). Med14 formed cross-links with components of the reconstituted Head
and Middle modules, as well as with Med17 (Cevher et al., 2014).

In our Mediator model, Med14 makes extensive contacts with proteins from all three modules, and
is the only Mediator subunit that does so (Figure 1D). It spans almost the entire Mediator complex,
extending a distance of about 220 A from N-terminal interactions with Med10-Med19 at the tip of the
Middle module to C-terminal interactions at the Middle-Tail contact region (Figure 6B,C). Med14
residues 264-600 interact with the Med4-Med9 four-helix bundle (Figures 3, 4, 6B). Med14 residues
247-350 participate in bridging the Head and Middle modules through multiple contacts with the
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Figure 6. Novel structural insights into Mediator complex architecture and module connectivity. (A) Subunit
localization density for Med17 (blue) reveals the extension of the unmodeled N-terminal domain to contact Middle
module subunits. (Left A panel) The N-terminus of the Head subunit Med17 (blue density and beads) forms an
extensive cross-linking network (green links) within the Middle module, acting as an inter-modular bridge (see right
A panel and Supplementary file 1 for detailed cross-link information). Head and Middle module ribbon models are
colored light grey and according to their subunit color in Figure 2A, respectively, and unmodeled residues cross-
linked to Med17 are represented with light grey beads. Only Med17 beads with cross-links are shown for clarity and
Figure 6. continued on next page
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Figure 6. Continued

coordinates are derived from the full-complex centroid model. (Right A panel) A detailed stick representation of the
cross-linking network shown in the left panel. (B) Subunit localization density for Med14 (salmon) highlights its
unique function as a Mediator scaffold protein spanning ~220 A to connect all three modules. (Left B panel) The
N-terminus of Med14 forms an extensive cross-linking network across the full Middle module. The structural
elements of Med14 and other subunits are represented as in left panel of (A). (Right B panel) A detailed stick
representation of the cross-linking network shown in left panel. (C) The localization of the Med14 CTD to the
Middle-Tail junction is observed through a pair of cross-links to a Tail protein located in the region (Left C panel).
(Right C panel) A detailed stick representation of the subunit localization and cross-linking network within the
Middle-Tail junction. (D) Subunit localization density for the subunits localized in the central portion of the Tail
module. (Left D panel) Bead representation of the cross-links involving the N- and C-terminal portions of Med16
(yellow) with Med5 (brown) and Med15 (green), respectively. The Med16 N-terminal B-propeller is centrally located in
the Tail module and forms extensive interactions with Med5. The Med16 CTD links Med16-Med5 with the remainder
of the Tail. (Right D panel) A detailed stick representation of the cross-linking network shown in left panel.
Coordinates for both panels of (C) and (D) are derived for the Tail module centroid model.

DOI: 10.7554/elife.08719.017

Med17 NTD. Additional interactions with the Head module proteins are suggested by contacts of
Med14 residues 601-1082 with Med20 and the C-terminal region of Med17 (residues 401-687)
(Figure 3).

Holoenzyme configuration

Plaschka et al. (2015) recently reported a 9.7 A structure of a yeast ‘core initiation complex’,
comprising the Mediator Head module, a minimal Middle module, pol I, a nucleic acid scaffold, and
the general transcription factors TBP, TFIIB and TFIIF, obtained by cryo-EM and chemical cross-
linking (Plaschka et al, 2015). The Mediator portion of the cryo-EM map represents only about 50%
of the mass of Mediator, as the ‘core initiation complex’ does not include the 480 kDa Tail module
or the Middle module protein Med1. The structure shows the ‘neck’ of the Head module binding to
pol Il near subunits Rpb 4 and Rpb7, with the ‘mobile jaw’ regions of Med 18 and Med20 extending
to contact the TFIIB-binding site and subunits Rpb 3, 10, 11, and 12. Cross-links between subunits
within the Head (30 unique cross-links) and Middle (71 unique cross-links) modules are in complete
agreement with our three-dimensional architectural model of the free Mediator complex
(Figure 7—figure supplement 1B). Docking our Mediator model to the EM map of Plaschka
et al. (2015) resulted in a holoenzyme model that was also largely consistent with Mediator to
polymerase cross-links (12 non-redundant and within the modeled sequence) identified by Plaschka
et al. (2015) (Figure 7A,C). However, a set of 17 Mediator to polymerase cross-links from our study
of holoenzyme showed agreement only in the region where the Head module contacts Rpb4 and
Rpb7 (Figure 7B). Cross-links between the Tail and Middle modules to pol Il in our study were not
consistent with the map of Plaschka et al. (2015) (Figure 7C). As mentioned above, cross-links
between Mediator modules in our study were also poorly satisfied by the EM density for free
Mediator used in our integrative modeling. Together, these findings suggest a different
conformation of the Mediator-polymerase holoenzyme in the presence of the Tail module (not
included in the map of Plaschka et al. (2015)) and in the absence of the nucleic acid scaffold and
general factors. Our results point to a similar contact site between the Head module and pol Il to
that in the model of the ‘core initiation complex’, but suggest that a conformational change in the
Mediator brings the Tail module in contact with pol Il near the DNA binding cleft of pol Il in the
holoenzyme, a suggestion that is consistent with our own preliminary cryo-EM data on the
holoenzyme (P Robinson, unpublished) (Figure 7D). Such conformational dynamics are in keeping
with the idea that interaction between Mediator and pol Il in the absence of other factors is largely
determined by interactions between the Rpb1 CTD and the neck of the Head module (Robinson
et al., 2012).

Discussion
Through integration of data from diverse sources, we have arrived at a 3-D model of Mediator, which
explains virtually all previous findings, and which provides a complete picture, including internal details, of

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 15 of 29


http://dx.doi.org/10.7554/eLife.08719.017
http://dx.doi.org/10.7554/eLife.08719

e LI F E Research article

Biophysics and structural biology

250 -
C <=
8 200} E
c
i)
°
0 150t i
o ;
Q £
o]
O 100- ) - x
x oo e
£ : :
o ¢ 5
g sof -] ; E
S ¥
0 . .
Initiation Holoenzyme
D Complex
Pol Il
Cleft Rbpa/7 4
/ Middle/Tail X
Rotation i Pol Il
Head
Middle
Tail
Initiation complex Holoenzyme
(open) (compact)

Figure 7. Holoenzyme cross-linking data indicate different conformational states between the holoenzyme and the core
Mediator initiation complex. (A) Docking of our Mediator model to the EM density of Plaschka et al. (2015) provides a
subunit architectural map that is highly consistent with the 12 Mediator to pol Il cross-links of Plaschka et al. (2015) (non-
redundant and within modeled sequence), collected on a core initiation complex containing the Mediator Head and
Middle modules with pol II, nucleic acid scaffold and the general factors TBP, TFIIB and TFIIF. (B) In contrast, the 17
equivalent Mediator to pol Il cross-links of the current study are largely inconsistent with the position of Mediator modules
found in the core initiation complex. (C) Distributions of cross-link Ca distances from the two datasets measured in the
context of the docked Mediator model. (D) The pattern of holoenzyme cross-links implies a major conformational
rearrangement in the presence of the Tail module and absence of DNA scaffold and general transcription factors.
DOI: 10.7554/elife.08719.018

The following figure supplement is available for figure 7:

Figure supplement 1. Further validation of the Mediator model.
DOI: 10.7554/elife.08719.019

the complex. One source of data was cross-linking, performed on a native holoenzyme, comprising pol Il
and Mediator, for several reasons: Mediator structure was thereby analyzed in a more functionally relevant
state; the native holoenzyme, isolated from yeast, was much more soluble and stable than a reconstituted
holoenzyme formed by mixing pol Il and Mediator in vitro; and the X-ray crystal structure of the pol Il
component of the holoenzyme provided an internal control for the modeling process. We restricted our
analysis to the internal organization of the three Mediator modules, because their relationship to one
another is believed to differ between free Mediator and the holoenzyme, and free Mediator was the
source of our EM information. Notable features of our 3-D Mediator model include the following:

1. The definition of the three Mediator modules. Whereas Med17 and Med14 were previously
classified as Head and Tail proteins, the N-terminal domains of both proteins are now seen to form
part of the Middle module. The two NTDs not only interact with core components of the Middle
module but also with each other.

2. The special roles of Med17 and Med14 in the architecture of the entire Mediator. Med17 connects
Head and Middle modules, while Med14 extends the entire length of Mediator, connecting all
three modules. The path of the NTD of Med17, not revealed in X-ray crystal structures of the Head
module, can now be followed from a site of interaction in the Middle module to its connection with
the body of the protein in the Head module.

3. The complete 3-D arrangement of subunits of the Middle module. A Med7-Med21-Med4-Med9
tetramer is seen to form the core of the module, with a cap of Med10-Med19 at one end and a cap
of Med1 at the other.
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4. The complete 3-D arrangement of components of the Tail module. Of particular note are the
extensive interactions of the NTDs of Med2 and Med3 and the CTDs of Med 15 and Med16, which
form the region of the Tail module that contacts the Middle module, and which is important for
Mediator-activator protein interaction. The Med2-Med3-Med15 triad is a binding target of
multiple yeast transcriptional activator proteins, including Gen4 and Gal4 (Lee et al., 1999; Myers
et al., 1999; Zhang et al., 2004). Yeast harboring a Med3A Med15A double knockout exhibits
decreased levels of Mediator and of transcription pre-initiation complexes at inducible gene
promoters (Ansari et al., 2012).

5. Secondary structural features of Tail module proteins. The NTDs of Med2 and Med3 interact in a
coiled-coil motif in the Middle-Tail junction. A 7-bladed p-propeller encompassing the N-terminal
half of Med16 interacts extensively with Med5 at the base of the Tail. Both proteins play roles in
transcriptional repression, and expression analysis in yeast Tail mutants has established a functional
link between them (van de Peppel et al., 2005).

The 3-D Mediator model not only unifies and resolves discrepancies in the extensive literature on
Mediator organization, but also forms a starting point for future investigation. High-resolution
structures can be docked and additional structural information incorporated in the model, using the
same integrative approach we applied here (Russel et al., 2012). Interactions with pol Il, general
transcription factors, and transcriptional regulatory proteins can be mapped to the surface. Changes
associated with activity or due to mutation can be identified and their functional significance
understood.

Our Mediator model could be docked into the Mediator portion of the EM map of Plaschka et al.
(2015), as association with pol Il appears to cause little change in the structure and relative position of
the Head and Middle Mediator modules compared to those in the free Mediator EM map used as
restraint in our modeling study (Tsai et al., 2014) (Figure 7—figure supplement 1A). Our docked
model provides a more detailed map of the locations of Middle module subunits across the pol Il
surface, and therefore allows a more complete interpretation of the Mediator portion of the map of
Plaschka et al. (2015). Our model provides a structural basis for the Mediator to pol Il cross-links
reported by Plaschka et al. (2015), which can be mapped with precision onto both the Mediator and
pol Il surfaces to yield a structurally consistent set of cross-link distances (Figure 7A,C). Furthermore,
mapping novel Middle module cross-links from Plaschka et al. (2015) onto our Mediator model, we
find additional strong support for the validity of our subunit localizations (Figure 7—figure
supplement 1B).

Also as mentioned above, the cross-links between Mediator modules that we obtained with
holoenzyme are inconsistent with the result of docking our Mediator model into the map of Plaschka
et al. (2015) (Figure 7B,C). We found multiple cross-links between the Tail module and the region of
pol Il around the active center cleft, whereas docking our Mediator model into the map of Plaschka
et al. (2015) places the Tail module on the opposite side of pol Il. We have noted the Mediator
conformational change required to satisfy our Tail module-pol Il cross-links (Figure 7D). Tail module
interactions with pol Il in the vicinity of the active center cleft may be relevant to the role of Tail
module subunits Med14, 15 and 16 in transcriptional repression at multiple loci in yeast (Covitz et al.,
1994; Sussel et al., 1995).

The success of the integrative modeling approach in the derivation of Middle and Tail module
structures warrants application to the issues raised here and to other challenging problems. It is of
immediate interest to apply IMP to the holoenzyme with an expanded cross-link dataset and a high
resolution holoenzyme EM map. Further studies may be directed towards a complete RNA
polymerase Il pre-initiation complex including Mediator, and to additional biological particles of
great size and complexity.

Materials and methods

Yeast strains

The S. cerevisiae Holoenzyme was purified as an intact complex using a yeast strain in which both
endogenous Mediator and RNA Pol Il were affinity tagged. To achieve double tagging the following
genetic manipulations were performed in the CB010 background (Mata pep4::HIS3 prb1::LEU2 prc1::
HISG can1 ade2 trp1 ura3 his3 leu2-3 leu2-112). First, the N-terminus of the essential Mediator Head
module subunit, Med17p, was TAP-tagged using the N-terminus tagging cassette, including
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Kluyveromyces lactis TRP1 marker gene, amplified from vector pBS1761 as described previously (Puig
et al., 2001). The MED17 gene was returned to endogenous promoter regulation following Cre-
mediated LoxP recombination driven from pSH47 (Ura+). The C-terminus of the largest RNA Pol Il
subunit, Rpb1p, was tagged with a custom protein G affinity tag with 3C PreScission protease
cleavage site. The vector for C-terminal protein G tag cassette amplification [p CEMM-CTAP(KanMX)]
was first generated by sub-cloning a 1633 bp fragment containing the Tn903 KanMX marker gene
with flanking LoxP sites from pUGé6 between the Xhol (597) and Notl (616) sites of mammalian
expression vector pPCEMM-CTAP(SG), positioned immediately C-terminal to the protein G domain
sequence (Forward primer 5-3': actgtcactgaatagctcgaggaacgcggccgccagctgaagcttcgtacg—Reverse
primer 5'-3': ggcggaatttacgtagcggccgceccgeggcecgcataggecactagtggatetg). The Rpb1 C-terminal
protein G tagging cassette including the protein G and KanMX elements was PCR amplified from
pCEMM-CTAP (KanMX) using primers with flanking sequence including 45 bp complementary to
Rpb1 genomic DNA immediately upstream/downstream of the STOP codon and sequence encoding
the 3C PreScission cleavage site (5'-3": ctggaagttctgttccaaggtcca).

Native S. cerevisiae holoenzyme complex protein purification

The endogenous yeast complex was purified from whole-cell extracts using an affinity capture method
described previously with minor modifications (Robinson et al., 2012). Double-tagged CB010 were
grown in 200L YPAD to 9.0 Aggp and 3.0 Kg cells were lysed by continuous-flow bead beating in A25
buffer (25 mM ammonium sulfate, 100 mM HEPES pH 7.8, 1 mM EDTA, 5% glycerol, 5 mM DTT, and
1x protease inhibitor cocktail [0.6 pM leupeptin hemisulfate, 2 uM pepstatin A, 1 mM PMSF and 2.1
mM benzamidine hydrochloride]) with 25 pg/ml RNAse A (Qiagen, Hilden, Germany). The cell debris
was pelleted by centrifugation at 12,250xg for 1 hr at 4°C and the supernatant made up to 300 mM
ammonium sulfate with the addition of cold 3.9 M ammonium sulfate and gentle stirring. Nucleic acids
were depleted from the lysate by adding 500 ml DEAE (GE healthcare, Little Chalfont, UK) pre-
equilibrated in A300 buffer. After 30 min of stirring the DEAE was pelleted by centrifugation
(12,250xg, 30 min at 4°C) and the supernatant loaded onto an IgG column before washing in A500
buffer. The use of two distinct protease cleavage sites allowed the isolation of stable holoenzyme
complex using a two-stage elution approach (Figure 1—figure supplement 1). First-stage TEV
cleavage led to the release of free Mediator, with Mediator retention occurring through complex
formation with uncleaved RNA pol Il. Subsequent cleavage with 3C PreScission protease led to the
release of both free RNA pol Il and holoenzyme complex. The order of protease cleavage could be
reversed with equivalent yields of holoenzyme complex (~5 mg/3 Kg dry cell mass). The holoenzyme
was further purified from free RNA pol Il (TEV-3C) or Mediator (3C-TEV) using ion exchange (75-600
mM (NH,4),SOy; HiTrap FFQ) and size-exclusion (200 mM (NH,4),SO4, 25 mM HEPES, pH 7.8, 5%
glycerol, 2 mM DTT; Superose 6) chromatography steps. In the case of the TEV-3C cleavage order, the
holoenzyme eluted from the IE column as a leading shoulder in the large peak due to free RNA pol Il.
Using the 3C-TEV cleavage order, the holoenzyme was retained longer in |E than free Mediator and
could be resolved as an independent peak.

Cross-linking procedures

Prior to cross-linking, holoenzyme samples were exchanged into phosphate buffer containing: 150
mM NaPO,, 150 mM KOAc, pH 7.5, 5% glycerol and 2 mM DTT by dialyzing against three changes of
buffer. Cross-linking was then performed by one of two procedures:

Procedure A

A 50:50 mixture of unlabeled and ?H;»-labeled BS3 reagent (Creative Molecules, Victoria, BC,
Canada) was applied to generate cross-linked reaction products spaced by 12 Da. Approximately
315 pg holoenzyme was treated with 2.7 mM reagent (120 min on ice) and then quenched with
ammonium sulfate. Mono-dispersed Holoenzyme was separated from aggregate by size-exclusion
chromatography (Superose 6). The cross-linked holoenzyme (estimated at 160 pg) was then treated
with 0.8 M Urea, 10 mM TCEP (20 min at 56°C), alkylated with 20 mM iodoacetamide (1 hr at room
temperature), adjusted to pH 8 with 100 mM ammonium bicarbonate, and digested with trypsin
(Promega, Fitchburg, WI, United States) added at a 1:40 ratio (overnight at 37°C). The digests were
acidified to 0.3% TFA and peptides were solid-phase extracted using a 100 pl C1g OMIX tip (Agilent,
Santa Clara, CA, United States). Digests were fractionated by high pH Cg chromatography using a
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1.0 x 100-mm column packed with 3 um, 110 A Gemini Cqg resin (Phenomenex, Torrance, CA, United
States) (Mobile phases A: 10 mM ammonium formate, pH 10; B: 10 mM ammonium formate, pH 10 in
50% ACN) (Robinson et al., 2012).

Both fractionated and unfractionated samples were analyzed on an LTQ-Orbitrap Velos (Thermo
Scientific, San Jose, CA, United States) mass spectrometer equipped with a Nanoacquity UPLC system
(Waters, Milford, MA, United States). Peptides were re-suspended in solvent A (0.1% formic acid (aq)) and
separated at 600 nl/min on a 75 pm x 150 mm BEH130 C18 column (Waters). Gradients of varying lengths
were run from 3-27% solvent B (0.1% formic acid in ACN) followed by a wash at 50% B. Precursor ion
spectra were measured in the Orbitrap at 30,000 resolution while HCD product ions were measured in the
Orbitrap analyzer at 7500 resolution. Half of each sample was acquired using a data-dependent protocol
in which the six most abundant triply-charged or higher ion signals in each precursor scan were selected
for HCD. A dynamic exclusion window was used to prevent re-selection of the same precursor ion. These
data were processed offline with in-house scripts to identify precursor ion signals with the characteristic
monoisotopic spacing of 12.0753 Da. The remainder of each sample was then re-acquired using an
inclusion list protocol, which only targeted these precursor ions (both light and heavy pairs were targeted).
Peaklists from both sets of acquisitions were later merged and searched for cross-linked products.

Procedure B

Approximately 380 pg of holoenzyme was cross-linked with BS3 (Pierce, Rockford, IL, United States) in
phosphate buffer and quenched with ammonium sulfate. This sample was directly treated with 0.8 M
Urea, 10 mM TCEP at 50°C for 25 min and otherwise digested as in Procedure A. Desalting was
performed using a Peptide Macrotrap Cqg cartridge (Bruker, Billerica, MA, United States). Peptides
were loaded at 250 pl/min in 0.3% TFA (aq) and eluted at 500 pl/min in 70% ACN, 0.3% TFA (aq).
Desalted peptides were then enriched for cross-linked products using a Superdex Peptide PC 3.2 x
300 mm column (GE Healthcare) as described previously (Leitner et al., 2012). All chromatographic
steps were performed on an Akta purifier system (GE Healthcare). Mass spectrometry was performed
as in procedure A for data-dependent acquisition.

Interpretation of cross-linking-MS data

MS Peaklists were generated such that all monoisotopic ions detected within the selection window of
the linear ion trap (4 m/z units) were annotated as possible precursors to a given product ion
spectrum, as described previously (Robinson et al., 2012; Trnka et al., 2014). Peaklists were first
searched against the full SwissProt database to check the composition of the sample. Cross-link
searches were then carried out against a target database consisting of the 52 components of the S.
cerevisiae Preinitiation Complex. For each polypeptide sequence, 10 randomized versions were
generated and concatenated to the target database for a total of 572 sequences (52 target and 520
decoy). Decoy protein sequences were the same length as their corresponding target sequences and
sampled from the natural distribution of S. cerevisiae amino acid frequency.

Peaklists were then searched against this database using Protein Prospector (version 5.13.1) to
assign putative cross-linked peptides (Trnka et al., 2014). Carbamidomethylation of cysteine was
considered as a fixed modification. N-terminal methionine loss with and without acetylation, peptide
N-terminal glutamine conversion to pyroglutamate, oxidation of methionine, and ‘dead-end’
modification of lysine and the protein N-terminus by semi-hydrolyzed BS3 were considered as
variable modifications in addition to cross-linking by BS3. Up to 3 variable modifications per peptide
were considered. Mass tolerances of 13 ppm and 20 ppm were used for precursor and product ions
respectively. Trypsin specificity with 3 missed cleavages was used to generate theoretical peptides. 85
product ion signals from each MS2 spectrum were used for assessment. For experiments involving
isotopic mixtures of cross-linking reagents, the searches were performed twice, once specifying heavy
BS3 and once with light BS3. The search results were later merged. Both light and heavy dead-end
modifications were considered in each of these database searches.

For all experiments, cross-link spectral matches (CSM) were discarded if the following Protein
Prospector parameters fell outside the threshold values: peptide score below 20, peptide/protein/
worse_peptide expectation values above 50, and score_difference below 0. A linear support vector
machine (SVM) model was constructed to classify CSMs between decoy and target classes (Trnka
et al., 2014). Briefly, the CSMs were split evenly into two sets. SVM models were trained on half of the
data and evaluated for their ability to correctly classify true negatives (hits to the decoy database) on
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the test set. CSMs were considered decoy matches if either of the two constituent peptides came
from the decoy database. The final SVM model included a metric reflecting the number of product
ions matched to the less fragmented of the two peptides (score_difference) and a metric for the
overall match of the spectrum (percentage of the total ion current annotated). The inclusion of
additional metrics did not increase the predictive power of the model. An SVM decision value of 0 was
taken as the acceptance threshold for reporting cross-linked peptides. FDRs were calculated by
dividing the number of decoy hits at this threshold by 10 (to account for the larger decoy database
size) and dividing by the number of hits to the target database.

CSMs where either peptide was less than 4-amino acids long were discarded, with a few manually
validated exceptions. When spectra could be interpreted by multiple cross-linked peptide-pairs,
CSMs were considered to be unambiguous if the second best match was further than 0.3 SVM
decision value units from the top match. Intra-protein cross-links were selected over inter-protein
cross-links if there were still conflicts. The remaining decoy matches were also removed from
consideration. Following these selection criteria, most CSMs identified a single cross-linked peptide-
pair. The remaining spectral redundancy came exclusively from ambiguous site localizations, where
there was sufficient evidence to identify both peptides, but the position of the modified amino acid
remained ambiguous. In these cases, all possible sites were reported using a spectral identifier and
used in subsequent modelling steps.

Cross-linking results and annotated HCD spectra may be viewed online using Protein Prospector’s
MS-Viewer program: http://prospector2.ucsf.edu/prospector/cgi-bin/msform.cgi?=msviewer.

Search key: gqzpxihtngx

All raw mass spectrometry files and peaklists used in the study have been deposited to the MassIVE
proteomics repository and are available through the ProteomeXchange consortium.

MassIVE accession: MSV000079237

ProteomeXchange accession: PXD002723

Integrative structure modeling

Our integrative structure modeling of RNA Pol Il and Mediator complexes proceeds through four
stages (Lasker et al., 2010; Fernandez-Martinez et al., 2012; Lasker et al., 2012) (Figure 2):
(1) gathering of data, (2) representation of subunits and translation of the data into spatial restraints,
(3) configurational sampling to produce an ensemble of models that satisfies the restraints, and
(4) analysis and assessment of the ensemble. The modelling protocol (i.e., stages 2, 3, and 4) was scripted
using the Python Modelling Interface (https://github.com/salilab/pmi), version be72c15, a library to
model macromolecular complexes based on our open source IMP package (http://salilab.org/imp/),
version 829¢3f0 (Russel et al., 2012). Files containing the input data, scripts, and output models are
available at http://salilab.org/mediator.

Molecular architecture of the Mediator complex revealed by integrative
modeling

Stage 1: gathering of data

The current study identified 260 BS3 unique cross-linked positional-pairs ('cross-links’) corresponding
to the Mediator complex (Figure 1D, Figure 1—source data 1). This dataset was supplemented by
38 unique cross-links (filtered by our acceptance criteria where applicable) from a previous
independent study of reconstituted Middle module (Lariviere et al., 2013). The experiment of
Lariviere et al. utilized the CBDPS reagent, which is a few A longer than BS3 and also lysine directed.
There were 4 cross-links in common between the datasets producing 294 cross-links in the combined
data. These cross-links were identified by a total of 1900 spectral matches, which consist of multiple
peptide sequences, charge states, or replicates.

The atomic structures for the full yeast Mediator Head module (80% sequence coverage) as well as
the heterodimers of """"2%Med7-""*°Med21 (PDB 1YKH) and '*#Med7-'"""""Med31 (PDB 3FBI) in the
Middle module have been previously determined by X-ray crystallography (Figure 2—figure
supplement 2) (Baumli et al., 2005; Koschubs et al., 2009; Robinson et al., 2012). Overall, the
crystallographic structures covered 23% of the residues in the Mediator complex. In addition, a
comparative model of the Middle module heterodimer ¥2Med4->'*"Med9 was previously
constructed based on the structure of the '"2Med7-""**Med21 (Lariviere et al., 2013).
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A comparative model of the N-terminal portion of Med16 containing 7 WD motifs (8-538) was
discovered and initially computed using the Phyre2 server (Figure 5) (Kelley and Sternberg, 2009).
The model was further refined by manually adjusting the sequence numbering and removing large,
loop regions. Regions with poor stereochemistry were adjusted using the Coot structural refinement
tools (Emsley et al., 2010).

Exhaustive docking of head module within EM density

Finally, an 18 A resolution cryo-EM density map of the Mediator complex was recently determined
(EMD- 2634, 25 A resolution using FSC 0.5) (Tsai et al., 2014), which is currently the highest resolution
map available. We used an unbiased, exhaustive computational docking procedure to determine
whether the Head module can be docked unambiguously within this map. We employed the Colores
search module within Situs 2.7 (Chacon and Wriggers, 2002) that performs a 3-stage 6D cross-
correlation search of a single rigid body PDB structure within a map density at a user-defined
resolution and angular sampling. Because the EM map resolution is worse than 10 A a Laplacian filter
is applied by default to maximize the fitting contrast. We ran Colores using the map resolution value
(25 A) and threshold (0.35) reported in the EM database (using FSC 0.5 criterion) with the default
angular sampling of 30°. The unnormalized correlation coefficient of the top-scoring docking solution
was within the range 0.3-0.5 expected for appropriately docked Laplacian-filtered densities. The top
scoring solution (unnormalized CC 0.302) was 24% higher than the next best unormalized docking
solution (unnormalized CC 0.243) and was found to be in close agreement with previous manual
docking and localization studies. This agreement gave us high confidence that the Head module could
be appropriate docked into the EM map at a single fixed position for the modelling study.

The EM density map was segmented into regions corresponding to the head, middle, and tail
modules of Mediator by first subtracting the density associated with the docked head module and
then apportioning the remaining density between middle and tail modules such that the volume of
each was proportional to their molecular weight. The results were similar to the division of density
proposed previously (Tsai et al., 2014).

Stage 2: representation of subunits and translation of the data into spatial
restraints

To maximize computational efficiency while avoiding model oversimplification, we represented the
Mediator complex subunits in a multi-scale fashion. This representation employed spherical beads of
varying sizes and 3D Gaussians, which coarsen domains of the complex using several resolution scales
simultaneously. The spatial restraints discussed below are applied to individual resolution scales as
appropriate. To improve the accuracy and precision of the model ensemble obtained by satisfaction
of spatial restraints, beads and Gaussians of a given domain were arranged into either a rigid-body or
a flexible string, based on the available crystallographic structures and comparative models
(Figure 2—figure supplement 1). Within a rigid-body, all the beads and Gaussians have their
relative positions constrained during configurational sampling, while in a flexible string the beads and
the Gaussians are restrained by the sequence connectivity (below). The three sub-complexes
determined by X-ray crystallography as well as two homology models were constrained into rigid
bodies, namely: (X1) Mediator Head module ('?Med6, #2"Med8, *'"*Med11, '82’Med17, *
30'Med18, 2?'°Med20, '?'"Med22) (Robinson et al., 2012), (X2) """-?°%Med7C-""**Med21 (Baumli
et al.,, 2005), (X3) '*%Med7N-"""""Med31 (Koschubs et al., 2009), (H1) ¥"'?’Med4-°>"'*“Med9
(Lariviere et al., 2013), and (H2) #>*®Med16N.

Three scales were used to represent the crystallographic structures (X1, X2 and X3) and the
comparative models (H1 and H2). Two of the three scales, here named fine and coarse, were set by
applying two different coarse-graining criteria to the molecular volume of the atomistic structure. In
both representations, the volume was decomposed into beads. For the fine scale, each bead
corresponded to individual residues, and was centered at the position of the C, atom. For the coarse
scale, each bead represented 10-residue segments and was positioned on the center of mass of all
atoms of the corresponding segment. The third scale is the Gaussian mixture model (GMM)
approximation of the atomic electron density of the corresponding structure. The atomistic structures
were converted into a GMM by first sampling points from the density, and then fitting the sample
using the expectation-maximization algorithm implemented in scikit-learn (Pedregosa et al., 2011).
We set the number of Gaussians to the number of residues in a component divided by 50.
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We adopted a two-scale representation for the flexible strings (i.e., domains without
crystallographic structures or comparative models). Each element in the string corresponded to up
to 40 residues and was represented by a bead (coarse scale) and a spherical Gaussian. The fine scale
representation was omitted for computation efficiency. The radius of the bead and the variance of the
Gaussians were set to describe the average molecular volume and the molecular electron density of
polypeptide segments, respectively. The bead and the Gaussian centers were enforced to be
identical.

Bayesian scoring function

All information gathered in Stage 1 is encoded into a Bayesian scoring function (Rieping et al.,
2005). The likelihood function reflects the cross-linking data, while the prior depends on the
sequence connectivity, excluded volume, and EM 3D restraint. Most of the remaining information
(crystallographic structures of the subunits and homology models) is included in the
representation, while the Mediator subunit interaction network data were used only for validating
our final model.

The Bayesian approach (Rieping et al., 2005) estimates the probability of a model given
information available about the system, including both prior knowledge and newly acquired
experimental data. The model M=(X,{a;}) includes the structure coordinates X and additional
parameters {a;j}. Using Bayes’' theorem, the posterior probability p(M|D,I), given data D and prior
knowledge I, is p(M|D,I) xp(D|M,I)p(M,I), where the likelihood function p(D|M, I) is the probability of
observing data D, given | and M, and the prior is the probability of model M, given I. To define the
cross-link likelihood function, one needs a forward model that predicts the data point (i.e., the
presence of a cross-link between two given residues) given any model M, and a noise model that
specifies the distribution of the deviation between the observed and predicted data points. The
Bayesian scoring function is the negative logarithm of p(D|M,I)p(M|I), which ranks the models
identically to the posterior probability.

Forward model

The forward model f, is computed as the probability of randomly picking two points r; and r; within
the spheres centered on the Ca atoms of the cross-linked residues, with coordinates r; and r;, with
unknown radii 6; and o, such that the distance between them 17,-j is lower than the maximum cross-
linker length Ix,; the radii 6; and 6; are proxies for the uncertainty of forming a cross-link, given
structural model X. To reduce the number of parameters in the model, we utilized a single
uncertainty parameter o for all residues. We imposed a maximum length of Iy, = 21 A for the BS3
cross-link.

Likelihood function

The BS3 cross-link dataset was used to construct a likelihood function that restrained the distances
spanned by the cross-linked residues. The cross-link restraints were applied to the fine scale
representation for the X-ray structures and comparative models as well as to the coarse scale of the
strings.

The likelihood function for a cross-link d,, is p(d.|X,I) =y - (1 =f£,(X)) +f,(X) - (1—w), where y is the
uncertainty of observing a cross-link, and is approximately equal to the fraction of inconsistent cross-
links. The joint likelihood function p(D|M,I) for a dataset D = {d,} of Nx_ independently observed
cross-links is the product of likelihood functions for each data point. We promoted cross-links with
high spectral redundancy, and we assigned different weight parameters to the inter- and intra-module
cross-links. The goal was to lessen the impact of inter-module cross-links while benefitting from intra-
module ones. Because the cross-links were collected on a sample of Mediator Holoenzyme complex,
we expected the inter-module cross-links to be less accurate than the intra-module cross-links in
describing the apo-mediator state. This finding is consistent with EM studies in which the presence of
RNA pol Il induces large motions about the hinge regions between the Mediator modules, while the
intra-module topology appears unchanged (Asturias et al., 1999; Davis et al., 2002). We grouped
the cross-links into two classes, including a class of inter-module cross-links (23 cross-links defined by
44 spectral matches), and a class with intra-module cross-links (271 cross-links defined by 1856
spectral matches) (Figure 1—source data 1).
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Priors

The model prior p(M|I) is defined as a product of the priors p(X) and p(e) on the structural coordinates
X and uncertainty o, respectively. The prior p(X) includes the excluded volume restraints, the sequence
connectivity restraints, the EM restraint, and a weak restraint whose score depends linearly on the
distance between cross-linked residues, with a slope of 0.01 A plo) is a uniform distribution over the
interval [0, 100].

The excluded volume restraint was applied to the coarse scale representation for X-ray structures
and comparative models as well as to the coarse scale for the flexible strings. The excluded volume of
each bead was defined using the statistical relationship between the volume and the number of
residues that it covered (Shen and Sali, 2006).

The sequence connectivity restraint imposes a harmonic upper-bound on the distance between
beads that represent sequence-consecutive segments. The restraint is applied within a flexible string,
or between a bead of a flexible string and a rigid-body, with a threshold distance equal to four times
the sum of the radii of the two connected beads. The bead radius was calculated from the excluded
volume of the corresponding residues that are represented by the bead, assuming standard protein
density (Shen and Sali, 2006, Fernandez-Martinez et al., 2012).

Finally, the EM 3D restraint was imposed on the GMM representation of each domain, using the
cross-correlation coefficient between GMM representations of the EM volume and model
components. The weights of each GMM component were normalized to the relative mass of the
component vs the mass of the module. The density of a molecule represented by a GMM is given by:

N
f(xl®)= ¥ mip(rlp;, Zi).

i=1

Here r; are the mixing weights (normalized to 1) and ¢(r|u;, X;) is a Gaussian density function with
mean p; and covariance ;.
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The GMM approximation for an electron density map (the data) can be calculated using the
standard expectation-maximization approach using scikit-learn (Pedregosa et al., 2011).
The overlap function between the model (M) and the data (D) GMMs is defined by:

ov(dar, ) = / B (Fltags Ea)(Flap, p)dr

1
)|z +2p]'

—p) Zr—py) |-

exp |3 ~o) (Zh+ )" g =) |-

This expression can be generalized as the overlap function between two GMMs:

Ny Np

1 T -1
ovlfinsfo) = lz:l /Z:l (27) /2|2Mi + Xpjl 2P [_2 (”Mi _”Dj) (ZMi " ZDj) (ﬂMi _ﬂDj)} .

The cross-correlation function is (Sfikas et al., 2005):

2ffM dx _ 20v(fu,fp)
J(fii(x +fD )dx ov(fu,fp) +ov(fp,fp)

The negative logarithm of the cross-correlation is the EM score. We empirically found a scaling
factor of 100.

CC(fu.fp)=

Stage 3: sampling the configurations

Structural models of the Mediator complex were computed using Replica Exchange Gibbs sampling,
based on the Metropolis Monte Carlo algorithm (Rieping et al., 2005). The Monte Carlo moves
included random translation and rotation of rigid bodies (up to 2 A and 0.04 radians, respectively),
and random translation of individual beads in the flexible segments (up to 3 A). 64 replicas were used,
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with temperatures ranging between 1.0 and 2.5. 10 independent sampling calculations were
performed, each one starting with a random initial configuration. A model was saved every 10 Gibbs
sampling steps, each consisting of a cycle of Monte Carlo steps that moved every rigid body and
flexible bead once. The sampling produced a total of 165,523 models in 20 independent runs.
Additionally, we performed 34 sampling runs by randomly removing (i.e., ‘jackknifing’) 10% of the
cross-links, thereby producing 198,498 models. The entire sampling procedure took approximately 2
weeks on a cluster of 1280 computational cores.

Stage 4: analysis and assessment of the ensemble

First, the exhaustiveness of configurational sampling was assessed by comparing two subsets of
the whole ensemble of sampled models. The 500 best scoring models from runs 1-10 (first half)
and the 500 best scoring models from runs 11-20 (second half) were converted into localization
density maps (definition below) (Figure 2—figure supplement 4). The localization density map of
a subunit was contoured at a density of 0.15. Importantly, the two localization density maps were
similar to each other, and to the density map obtained considering the whole ensemble of
models, demonstrating that the Monte Carlo algorithm likely sampled all solutions that satisfy the
input restraints. The final localization density maps of the Mediator subunits and the whole
complex were computed from the complete ensemble solutions (i.e., the 500 best scoring models
considering all 20 sampling runs).

Second, the ensemble of solutions was assessed in terms of how well they satisfy the data from
which they were computed, including the cross-links as well as the excluded volume, sequence
connectivity, and the 3D EM restraints. We validated the ensemble of solutions by comparing it with
the ensemble of solutions obtained jackknifing the cross-link dataset. The obtained localization maps
are similar to the one computed without jackknifing the dataset (Figure 2—figure supplement 4),
suggesting that the cross-link data are accurate and the models are not a result of overfitting. The 3D
shape implied by the EM restraint was satisfied by the ensemble. The excluded volume and sequence
connectivity restraints were also satisfied.

Third, the solutions (500 best scoring models) were grouped by RMSD k-means clustering, based
on the position of the beads representing all subunits of the Mediator complex. Owing to the mixed
resolution of the representation, consisting of coarse-grained beads comprising 20-40 residues as
well as individual residues, the RMSD was computed by weighting the average squared displacement
by the size of the beads:

Zpnp < Xpi— X b,/)

Zpny,

RMSD;; =

where X,; and }bJ are the coordinates of bead b in models i and j, respectively, and ny, is the number
of residues represented by the bead.

The precision of each cluster was calculated as the average RMSD between the individual solutions
and the cluster-center solution, defined as the solution with the minimal sum of the RMSD’s to the
other solutions in the cluster (Figure 2—figure supplement 4). The localization density maps of the
clusters were computed as described above.

Finally, we performed the following analysis:

Localization density map (Figures 2, 4-7, Figure 2—figure supplements 3-4)
For a given cluster of solutions, we computed the probability of finding a given protein at any point in
space (i.e., the localization density map). All localization density maps of proteins and domains are
represented by an isosurface, corresponding to the threshold of 0.15 unless otherwise stated.

Contact-map (Figures 4, 5)

The proximities of any two residues in each cluster were measured by their relative ‘contact
frequency’, which is defined by how often the two residues contact each other in the cluster; a pair
of residues are in contact when the distance between the surface of the fine resolution beads is less
than 10 A.
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Domain—-domain interaction map (Figure 3)

Two domains are in contact when the surface of any bead of one domain is within 10 A from the
surface of any of the beads of the other domain. Long sequences are divided into domains of 200
residues. The domain—-domain interaction map displays the frequency of contacts between every pair
of domains for a given cluster of solutions.

Precision (Figure 2—figure supplement 3F, Figure 2—figure supplement
4C-E, Figure 2—figure supplement 5)

The precision of a domain (or a protein, or the whole complex) is calculated as the average RMSD
(computed on the beads of the corresponding domain, or protein, or whole complex) between the
cluster center and all other solutions in the cluster.

Average distance between clusters (Figure 2—figure supplement 4C-E)

The average distance between two clusters is calculated as the average RMSD, computed on the
whole complex, between every pair of solutions taken from the two clusters.

RMSF (Figure 2—figure supplement 5A)

RMSF of a given residue is the standard deviation of distances between the position of the residue in
each solution of the cluster and its position in the cluster center. The position of the residue is the
center of the bead that was used to represent it.

Molecular visualizations were prepared using the UCSF chimera package (Pettersen et al., 2004).

Selection of the cluster of solutions

In the IMP modeling procedure we perform a large number of independent modeling runs, each
starting from a random configuration and undergoing thousands of rounds of small random model
perturbations, in order to achieve exhaustive sampling of conformational space. As we are
interested only in models that best satisfy the restraints, we select a small fraction of the models
representing the very best scoring solutions (Figure 2—figure supplement 3A). These models then
undergo pairwise-RMSD clustering to separate out divergent structural states (Figure 2—figure
supplement 3B). In our study, most of the best scoring models (92%, n = 500) gave a unique subunit
arrangement for 18 of the 21 Mediator subunits. The divergent clusters differed only in the relative
locations of Med5, Med15 and Med16 within the Tail module (Figure 2—figure supplement 3C).
We compared these three clusters in terms of crosslink violation statistics (Figure 2—figure
supplement 3E) and consistency with prior EM localization experiments (Figure 2—figure
supplement 3H). A single cluster showed both consistency with earlier localizations and
significantly better violation statistics and was therefore deemed to be the Mediator architecture
with the highest confidence.

Molecular architecture of the RNA Pol Il complex revealed by integrative
modeling

Modeling studies of RNA pol Il employed cross-link data from two sources: 156 cross-links from
previous experiments conducted with the free pol Il fraction isolated during our holoenzyme SEC
purification (Trnka et al., 2014), and 108 cross-links from a previous study (Chen et al., 2010).
These sources had 63 cross-links in common. Hence, the current study used 201 unique cross-links.
The atomic structures for the twelve-subunit yeast pol Il have been previously determined by X-ray
crystallography (PDB accession ID: TWCM, [Armache et al., 2005]). The crystallographic structure
covers 89% of the residues in the pol Il complex. A 20.9 A resolution density map from single
particle EM reconstruction of the pol Il complex was also considered (EMDB accession id: 1883,
[Czeko et al., 2011]). The 12 pol Il subunits were represented as 15 domains, where Rpb1 was
decomposed into 3 domains (residues: 1-1140, 1141-1274, 1275-1733), Rpb2 was decomposed
into 2 domains (residues 1-1102, 1103-1224), and the remaining subunits were represented as
single domains. Regions without a crystal structure were modeled as beads containing up to 5
amino acid residues. We followed the same 4-stage procedure as described for the Mediator
complex above.

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 25 of 29


http://dx.doi.org/10.7554/eLife.08719

LI FE Research article Biophysics and structural biology

Acknowledgements

We thank JH Morris, CC Huang, EC Meng and other members of the Resource for Biocomputing,
Visualization, and Informatics at UCSF for support with Cytoscape and Chimera. We acknowledge B
Webb for his help with IMP, J Baker-LePain for his help with the cluster at UCSF, as well as D Saltzberg
and P Cimermancic for discussions. This work was supported by the US National Institutes of Health
(NIH) grants RO1 Al21144 (to RK), P41 GM 109824 and R01 GM083960 (to AS), and P41 GM103481 (to
AB). We also acknowledge support from Human Frontier Science Program long-term fellowship
LT00160 (to PJR) and the US National Science Foundation through partnership in the BioXFEL Science
Technology Center supported by grant NSF-1231306 (to RK). Yeast fermentation was performed
using an instrument purchased using funds from the NIH S10 shared instrumentation grant
S10RR028096.

Additional information

Funding

Funder Grant reference Author

National Institutes of Health (NIH) GM 109824 Andrej Sali
National Institutes of Health (NIH) GM 083960 Andrej Sali
National Institutes of Health (NIH) GM 103481 Alma L Burlingame
National Science 1231306 Roger D Kornberg
Foundation (NSF)

National Institutes of Health (NIH) S10RR028096 Roger D Kornberg
Human Frontier Science Program LTO0160 Philip J Robinson
(HFSP)

National Institutes of Health (NIH) Al21144 Roger D Kornberg

The funders had no role in study design, data collection and interpretation, or the
decision to submit the work for publication.

Author contributions

PJR, MJT, RP, Conception and design, Acquisition of data, Analysis and interpretation of data,
Drafting or revising the article; CHG, Analysis and interpretation of data; DAB, Conception and
design, Acquisition of data, Analysis and interpretation of data; RD, Performed Holoenzyme
reconstitution experiments that were critical to determine that the native form of the Holoenzyme is
more stable than the reconstituted counterpart; ALB, AS, RDK, Conception and design, Analysis and
interpretation of data, Drafting or revising the article

Additional files

Supplementary file

e Supplementary file 1. Full list of Mediator-Mediator cross-linked peptides discovered by mass
spectrometry. Separate Microsoft Excel File.

DOI: 10.7554/elife.08719.020

References

Ansari SA, Ganapathi M, Benschop JJ, Holstege FC, Wade JT, Morse RH. 2012. Distinct role of Mediator tail
module in regulation of SAGA-dependent, TATA-containing genes in yeast. The EMBO Journal 31:44-57.
doi: 10.1038/emboj.2011.362.

Ansari SA, Morse RH. 2013. Mechanisms of Mediator complex action in transcriptional activation. Cellular and
Molecular Life Sciences 70:2743-2756. doi: 10.1007/s00018-013-1265-9.

Armache KJ, Mitterweger S, Meinhart A, Cramer P. 2005. Structures of complete RNA polymerase Il and its
subcomplex, Rpb4/7. The Journal of Biological Chemistry 280:7131-7134. doi: 10.1074/jbc.M413038200.

Asturias FJ, Jiang YW, Myers LC, Gustafsson CM, Kornberg RD. 1999. Conserved structures of Mediator and RNA
polymerase Il holoenzyme. Science 283:985-987. doi: 10.1126/science.283.5404.985.

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 26 of 29


http://dx.doi.org/10.7554/eLife.08719.020
http://dx.doi.org/10.1038/emboj.2011.362
http://dx.doi.org/10.1007/s00018-013-1265-9
http://dx.doi.org/10.1074/jbc.M413038200
http://dx.doi.org/10.1126/science.283.5404.985
http://dx.doi.org/10.7554/eLife.08719

LI FE Research article Biophysics and structural biology

Baidoobonso SM, Guidi BW, Myers LC. 2007. Med19(Rox3) regulates Intermodule interactions in the
Saccharomyces cerevisiae Mediator complex. The Journal of Biological Chemistry 282:5551-5559. doi: 10.1074/
jbec.M609484200.

Baumli S, Hoeppner S, Cramer P. 2005. A conserved Mediator hinge revealed in the structure of the MED7.MED21
(Med7.Srb7) heterodimer. The Journal of Biological Chemistry 280:18171-18178. doi: 10.1074/jbc.M413466200.

Beve J, Hu GZ, Myers LC, Balciunas D, Werngren O, Hultenby K, Wibom R, Ronne H, Gustafsson CM. 2005.
The structural and functional role of Med5 in the yeast Mediator tail module. The Journal of Biological Chemistry
280:41366-41372. doi: 10.1074/jbc.M511181200.

Bontems F, Verger A, Dewitte F, Lens Z, Baert JL, Ferreira E, de Launoit Y, Sizun C, Guittet E, Villeret V, Monte D.
2011. NMR structure of the human Mediator MED25 ACID domain. Journal of Structural Biology 174:245-251.
doi: 10.1016/}.jsb.2010.10.011.

Bourbon HM. 2008. Comparative genomics supports a deep evolutionary origin for the large, four-module
transcriptional Mediator complex. Nucleic Acids Research 36:3993-4008. doi: 10.1093/nar/gkn349.

Brunger AT, Clore GM, Gronenborn AM, Saffrich R, Nilges M. 1993. Assessing the quality of solution nuclear
magnetic resonance structures by complete cross-validation. Science 261:328-331. doi: 10.1126/science.8332897.

Cevher MA, Shi Y, Li D, Chait BT, Malik S, Roeder RG. 2014. Reconstitution of active human core Mediator
complex reveals a critical role of the MED14 subunit. Nature Structural & Molecular Biology 21:1028-1034.
doi: 10.1038/nsmb.2914.

Chacon P, Wriggers W. 2002. Multi-resolution contour-based fitting of macromolecular structures. Journal of
Molecular Biology 317:375-384.

Chen ZA, Jawhari A, Fischer L, Buchen C, Tahir S, Kamenski T, Rasmussen M, Lariviere L, Bukowski-wills JC, Nilges
M, Cramer P, Rappsilber J. 2010. Architecture of the RNA polymerase II-TFIIF complex revealed by cross-linking
and mass spectrometry. The EMBO Journal 29:717-726. doi: 10.1038/emb0j.2009.401.

Conaway RC, Conaway JW. 2011. Origins and activity of the Mediator complex. Seminars in Cell & Developmental
Biology 22:729-734. doi: 10.1016/j.semcdb.2011.07.021.

Covitz PA, Song W, Mitchell AP. 1994. Requirement for RGR1 and SIN4 in RME1-dependent repression in
Saccharomyces cerevisiae. Genetics 138:577-586.

Czeko E, Seizl M, Augsberger C, Mielke T, Cramer P. 2011. lwr1 directs RNA polymerase Il nuclear import.
Molecular Cell 42:261-266. doi: 10.1016/j.molcel.2011.02.033.

Davis JA, Takagi Y, Kornberg RD, Asturias FA. 2002. Structure of the yeast RNA polymerase Il holoenzyme: Mediator
conformation and polymerase interaction. Molecular Cell 10:409-415. doi: 10.1016/S1097-2765(02)00598-1.

Dotson MR, Yuan CX, Roeder RG, Myers LC, Gustafsson CM, Jiang YW, Li Y, Kornberg RD, Asturias FJ. 2000.
Structural organization of yeast and mammalian Mediator complexes. Proceedings of the National Academy of
Sciences of USA 97:14307-14310. doi: 10.1073/pnas.260489497.

Eletsky A, Ruyechan WT, Xiao R, Acton TB, Montelione GT, Szyperski T. 2011. Solution NMR structure of MED25
(391-543) comprising the activator-interacting domain (ACID) of human Mediator subunit 25. Journal of Structural
and Functional Genomics 12:159-166. doi: 10.1007/s10969-011-9115-1.

Emsley P, Lohkamp B, Scott WG, Cowtan K. 2010. Features and development of Coot. Acta crystallographica.
Section D, Biological Crystallography 66:486-501. doi: 10.1107/S0907444910007493.

Erzberger JP, Stengel F, Pellarin R, Zhang S, Schaefer T, Aylett CH, Cimermancic P, Boehringer D, Sali A,
Aebersold R, Ban N. 2014. Molecular architecture of the 40S-elF1-elF3 translation initiation complex. Cell
158:1123-1135. doi: 10.1016/j.cell.2014.07.044.

Fernandez-Martinez J, Phillips J, Sekedat MD, Diaz-avalos R, Velazquez-muriel J, Franke JD, Williams R, Stokes
DL, Chait BT, Sali A, Rout MP. 2012. Structure-function mapping of a heptameric module in the nuclear pore
complex. The Journal of Cell Biology 196:419-434. doi: 10.1083/jcb.201109008.

Guglielmi B, van berkum NL, Klapholz B, Bijma T, Boube M, Boschiero C, Bourbon HM, Holstege FC, Werner M.
2004. A high resolution protein interaction map of the yeast Mediator complex. Nucleic Acids Research
32:5379-5391. doi: 10.1093/nar/gkh878.

Holstege FC, Jennings EG, Wyrick JJ, Lee Tl, Hengartner CJ, Green MR, Golub TR, Lander ES, Young RA. 1998.
Dissecting the regulatory circuitry of a eukaryotic genome. Cell 95:717-728. doi: 10.1016/50092-8674(00)81641-4.

Imasaki T, Calero G, Cai G, Tsai KL, Yamada K, Cardelli F, Erdjument-bromage H, Tempst P, Berger |, Kornberg
GL, Asturias FJ, Kornberg RD, Takagi Y. 2011. Architecture of the Mediator head module. Nature 475:240-243.
doi: 10.1038/nature10162.

Ito T, Chiba T, Ozawa R, Yoshida M, Hattori M, Sakaki Y. 2001. A comprehensive two-hybrid analysis to explore the
yeast protein interactome. Proceedings of the National Academy of Sciences of USA 98:4569-4574. doi: 10.1073/
pnas.061034498.

Kang JS, Kim SH, Hwang MS, Han SJ, Lee YC, Kim YJ. 2001. The structural and functional organization of the yeast
Mediator complex. The Journal of Biological Chemistry 276:42003-42010. doi: 10.1074/jbc.M105961200.

Kelley LA, Sternberg MJ. 2009. Protein structure prediction on the Web: a case study using the Phyre server.
Nature Protocols 4:363-371. doi: 10.1038/nprot.2009.2.

Kim YJ, Bjorklund S, Li Y, Sayre MH, Kornberg RD. 1994. A multiprotein Mediator of transcriptional activation and
its interaction with the C-terminal repeat domain of RNA polymerase Il. Cell 77:599-608. doi: 10.1016/0092-8674
(94)20221-6.

Koh SS, Ansari AZ, Ptashne M, Young RA. 1998. An activator target in the RNA polymerase Il holoenzyme.
Molecular Cell 1:895-904. doi: 10.1016/51097-2765(00)80088-X.

Kornberg RD. 2005. Mediator and the mechanism of transcriptional activation. Trends in Biochemical Sciences
30:235-239. doi: 10.1016/j.tibs.2005.03.011.

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 27 of 29


http://dx.doi.org/10.1074/jbc.M609484200
http://dx.doi.org/10.1074/jbc.M609484200
http://dx.doi.org/10.1074/jbc.M413466200
http://dx.doi.org/10.1074/jbc.M511181200
http://dx.doi.org/10.1016/j.jsb.2010.10.011
http://dx.doi.org/10.1093/nar/gkn349
http://dx.doi.org/10.1126/science.8332897
http://dx.doi.org/10.1038/nsmb.2914
http://dx.doi.org/10.1038/emboj.2009.401
http://dx.doi.org/10.1016/j.semcdb.2011.07.021
http://dx.doi.org/10.1016/j.molcel.2011.02.033
http://dx.doi.org/10.1016/S1097-2765(02)00598-1
http://dx.doi.org/10.1073/pnas.260489497
http://dx.doi.org/10.1007/s10969-011-9115-1
http://dx.doi.org/10.1107/S0907444910007493
http://dx.doi.org/10.1016/j.cell.2014.07.044
http://dx.doi.org/10.1083/jcb.201109008
http://dx.doi.org/10.1093/nar/gkh878
http://dx.doi.org/10.1016/S0092-8674(00)81641-4
http://dx.doi.org/10.1038/nature10162
http://dx.doi.org/10.1073/pnas.061034498
http://dx.doi.org/10.1073/pnas.061034498
http://dx.doi.org/10.1074/jbc.M105961200
http://dx.doi.org/10.1038/nprot.2009.2
http://dx.doi.org/10.1016/0092-8674(94)90221-6
http://dx.doi.org/10.1016/0092-8674(94)90221-6
http://dx.doi.org/10.1016/S1097-2765(00)80088-X
http://dx.doi.org/10.1016/j.tibs.2005.03.011
http://dx.doi.org/10.7554/eLife.08719

LI FE Research article Biophysics and structural biology

Koschubs T, Lorenzen K, Baumli S, Sandstrom S, Heck AJ, Cramer P. 2010. Preparation and topology of the
Mediator middle module. Nucleic Acids Research 38:3186-3195. doi: 10.1093/nar/gkq029.

Koschubs T, Seizl M, Lariviere L, Kurth F, Baumli S, Martin DE, Cramer P. 2009. Identification, structure, and
functional requirement of the Mediator submodule Med7N/31. The EMBO Journal 28:69-80. doi: 10.1038/
emboj.2008.254.

Lariviere L, Plaschka C, Seizl M, Petrotchenko EV, Wenzeck L, Borchers CH, Cramer P. 2013. Model of the
Mediator middle module based on protein cross-linking. Nucleic Acids Research 41:9266-9273. doi: 10.1093/
nar/gkt704.

Lariviere L, Plaschka C, Seizl M, Wenzeck L, Kurth F, Cramer P. 2012. Structure of the Mediator head module.
Nature 492:448-451. doi: 10.1038/nature11670.

Lasker K, Forster F, Bohn S, Walzthoeni T, Villa E, Unverdorben P, Beck F, Aebersold R, Sali A, Baumeister W.
2012. Molecular architecture of the 26S proteasome holocomplex determined by an integrative approach.
Proceedings of the National Academy of Sciences of USA 109:1380-1387. doi: 10.1073/pnas.1120559109.

Lasker K, Phillips JL, Russel D, Velazquez-muriel J, Schneidman-duhovny D, Tjioe E, Webb B, Schlessinger A, Sali
A. 2010. Integrative structure modeling of macromolecular assemblies from proteomics data. Molecular &
Cellular Proteomics 9:1689-1702. doi: 10.1074/mcp.R110.000067.

Lee TI, Wyrick JJ, Koh SS, Jennings EG, Gadbois EL, Young RA. 1998. Interplay of positive and negative regulators
in transcription initiation by RNA polymerase Il holoenzyme. Molecular and Cellular Biology 18:4455-4462.
doi: 10.1128/MCB.18.8.4455.

Lee YC, Park JM, Min S, Han SJ, Kim YJ. 1999. An activator binding module of yeast RNA polymerase ||
holoenzyme. Molecular and Cellular Biology 19:2967-2976.

Leitner A, Reischl R, Walzthoeni T, Herzog F, Bohn S, Forster F, Aerbersold R. 2012. Expanding the chemical cross-
linking toolbox by the use of multiple proteases and enrichment by size exclusion chromatography. Molecular
and Cellular Proteomics 11:M111.014126. doi: 10.1074/mcp.M111.014126.

Li Y, Bjorklund S, Jiang YW, Kim YJ, Lane WS, Stillman DJ, Kornberg RD. 1995. Yeast global transcriptional
regulators Sin4 and Rgr1 are components of Mediator complex/RNA polymerase Il holoenzyme. Proceedings of
the National Academy of Sciences of USA 92:10864-10868. doi: 10.1073/pnas.92.24.10864.

Murakami K, EImlund H, Kalisman N, Bushnell DA, Adams CM, Azubel M, Elmlund D, Levi-kalisman Y, Liu X,
Gibbons BJ, Levitt M, Kornberg RD. 2013. Architecture of an RNA polymerase Il transcription pre-initiation
complex. Science 342:1238724. doi: 10.1126/science.1238724.

Myers LC, Gustafsson CM, Hayashibara KC, Brown PO, Kornberg RD. 1999. Mediator protein mutations that
selectively abolish activated transcription. Proceedings of the National Academy of Sciences of USA 96:67-72.
doi: 10.1073/pnas.96.1.67.

Pedregosa F, Varoquaux G, Gramfort A, Michel V, Thirion B, Grisel O, Blondel M, Prettenhofer P, Weiss R,
Dubourg V, Vanderplas J, Passos A, Cournapeau D, Brucher M, Perrot M, Duchesnay E. 2011. Scikit-learn:
machine learning in Python. Journal of Machine Learning Research 12:2825-2830.

Pettersen EF, Goddard TD, Huang CC, Couch GS, Greenblatt DM, Meng EC, Ferrin TE. 2004. UCSF Chimera-a
visualization system for exploratory research and analysis. Journal of Computational Chemistry 25:1605-1612.
doi: 10.1002/jcc.20084.

Plaschka C, Lariviere L, Wenzeck L, Seizl M, Hemann M, Tegunov D, Petrotchenko EV, Borchers CH, Baumeister W,
Herzog F, Villa E, Cramer P. 2015. Architecture of the RNA polymerase II-Mediator core initiation complex.
Nature 518:376-380. doi: 10.1038/nature14229.

Puig O, Caspary F, Rigaut G, Rutz B, Bouveret E, Bragado-Nilsson E, Wilm M, Seraphin B. 2001. The tandem affinity
purification (TAP) method: a general procedure of protein complex purification. Methods 24:218-229. doi: 10.
1006/meth.2001.1183.

Rieping W, Habeck M, Nilges M. 2005. Inferential structure determination. Science 309:303-306. doi: 10.1126/
science.1110428.

Robinson PJ, Bushnell DA, Trnka MJ, Burlingame AL, Kornberg RD. 2012. Structure of the Mediator head module
bound to the carboxy-terminal domain of RNA polymerase Il. Proceedings of the National Academy of Sciences
of USA 109:17931-17935. doi: 10.1073/pnas.1215241109.

Russel D, Lasker K, Webb B, Velazquez-Muriel J, Tjioe E, Schneidman-Duhovny D, Peterson B, Sali A. 2012. Putting
the pieces together: integrative modeling platform software for structure determination of macromolecular
assemblies. PLOS Biology 10:e1001244. doi: 10.1371/journal.pbio.1001244.

Sakai A, Shimizu Y, Kondou S, Chibazakura T, Hishinuma F. 1990. Structure and molecular analysis of RGR1, a gene
required for glucose repression of Saccharomyces cerevisiae. Molecular and Cellular Biology 10:4130-4138.
doi: 10.1128/MCB.10.8.4130.

Schneidman-Duhovny D, Pellarin R, Sali A. 2014. Uncertainty in integrative structural modeling. Current Opinion in
Structural Biology 28:96-104. doi: 10.1016/].sbi.2014.08.001.

Sfikas G, Constantinopoulos C, Likas A, Galatsanos NP. 2005. An analytic distance metric for Gaussian mixture
models with application in image retrieval. Artificial Neural Networks: Formal Models and Their
Applications—Icann 2005, Pt 2, Proceedings 3697:835-840.

Shen MY, Sali A. 2006. Statistical potential for assessment and prediction of protein structures. Protein Science
15:2507-2524. doi: 10.1110/ps.062416606.

Shi Y, Fernandez-martinez J, Tjioe E, Pellarin R, Kim SJ, Williams R, Schneidman-Duhovny D, Sali A, Rout MP, Chait
BT. 2014. Structural characterization by cross-linking reveals the detailed architecture of a coatomer-related
heptameric module from the nuclear pore complex. Molecular & Cellular Proteomics 13:2927-2943. doi: 10.
1074/mcp.M114.041673.

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 28 of 29


http://dx.doi.org/10.1093/nar/gkq029
http://dx.doi.org/10.1038/emboj.2008.254
http://dx.doi.org/10.1038/emboj.2008.254
http://dx.doi.org/10.1093/nar/gkt704
http://dx.doi.org/10.1093/nar/gkt704
http://dx.doi.org/10.1038/nature11670
http://dx.doi.org/10.1073/pnas.1120559109
http://dx.doi.org/10.1074/mcp.R110.000067
http://dx.doi.org/10.1128/MCB.18.8.4455
http://dx.doi.org/10.1074/mcp.M111.014126
http://dx.doi.org/10.1073/pnas.92.24.10864
http://dx.doi.org/10.1126/science.1238724
http://dx.doi.org/10.1073/pnas.96.1.67
http://dx.doi.org/10.1002/jcc.20084
http://dx.doi.org/10.1038/nature14229
http://dx.doi.org/10.1006/meth.2001.1183
http://dx.doi.org/10.1006/meth.2001.1183
http://dx.doi.org/10.1126/science.1110428
http://dx.doi.org/10.1126/science.1110428
http://dx.doi.org/10.1073/pnas.1215241109
http://dx.doi.org/10.1371/journal.pbio.1001244
http://dx.doi.org/10.1128/MCB.10.8.4130
http://dx.doi.org/10.1016/j.sbi.2014.08.001
http://dx.doi.org/10.1110/ps.062416606
http://dx.doi.org/10.1074/mcp.M114.041673
http://dx.doi.org/10.1074/mcp.M114.041673
http://dx.doi.org/10.7554/eLife.08719

LI FE Research article Biophysics and structural biology

Sussel L, Vannier D, Shore D. 1995. Suppressors of defective silencing in yeast: effects on transcriptional repression
at the HMR locus, cell growth and telomere structure. Genetics 141:873-888.

Thompson CM, Young RA. 1995. General requirement for RNA polymerase Il holoenzymes in vivo. Proceedings of
the National Academy of Sciences of USA 92:4587-4590. doi: 10.1073/pnas.92.10.4587.

Trnka MJ, Baker PR, Robinson PJ, Burlingame AL, Chalkley RJ. 2014. Matching cross-linked peptide spectra: only
as good as the worse identification. Molecular & Cellular Proteomics 13:420-434. doi: 10.1074/mcp.M113.
034009.

Tsai KL, Tomomori-Sato C, Sato S, Conaway RC, Conaway JW, Asturias FJ. 2014. Subunit architecture and
functional modular rearrangements of the transcriptional Mediator complex. Cell 157:1430-1444. doi: 10.1016/j.
cell.2014.05.015.

Uetz P, Giot L, Cagney G, Mansfield TA, Judson RS, Knight JR, Lockshon D, Narayan V, Srinivasan M, Pochart P,
Qureshi-emili A, Li Y, Godwin B, Conover D, Kalbfleisch T, Vijayadamodar G, Yang M, Johnston M, Fields S,
Rothberg JM. 2000. A comprehensive analysis of protein-protein interactions in Saccharomyces cerevisiae.
Nature 403:623-627.

van de Peppel J, Kettelarij N, Van bakel H, Kockelkorn TT, van leenen D, Holstege FC. 2005. Mediator expression
profiling epistasis reveals a signal transduction pathway with antagonistic submodules and highly specific
downstream targets. Molecular Cell 19:511-522.

Vojnic E, Mouréo A, Seizl M, Simon B, Wenzeck L, Lariviere L, Baumli S, Baumgart K, Meisterernst M, Sattler M,
Cramer P. 2011. Structure and VP16 binding of the Mediator Med25 activator interaction domain. Nature
Structural & Molecular Biology 18:404-409. doi: 10.1038/nsmb.1997.

Wang X, Sun Q, Ding Z, Ji J, Wang J, Kong X, Yang J, Cai G. 2014. Redefining the modular organization of the core
Mediator complex. Cell Research 24:796-808. doi: 10.1038/cr.2014.64.

Zhang F, Sumibcay L, Hinnebusch AG, Swanson MJ. 2004. A triad of subunits from the Gal11/tail domain of Srb
Mediator is an in vivo target of transcriptional activator Gendp. Molecular and Cellular Biology 24:6871-6886.
doi: 10.1128/MCB.24.15.6871-6886.2004.

Robinson et al. eLife 2015;4:e08719. DOI: 10.7554/eLife.08719 29 of 29


http://dx.doi.org/10.1073/pnas.92.10.4587
http://dx.doi.org/10.1074/mcp.M113.034009
http://dx.doi.org/10.1074/mcp.M113.034009
http://dx.doi.org/10.1016/j.cell.2014.05.015
http://dx.doi.org/10.1016/j.cell.2014.05.015
http://dx.doi.org/10.1038/nsmb.1997
http://dx.doi.org/10.1038/cr.2014.64
http://dx.doi.org/10.1128/MCB.24.15.6871-6886.2004
http://dx.doi.org/10.7554/eLife.08719


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.7
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /PDFXOutputConditionIdentifier (FOGRA27)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'eLife'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (Coated FOGRA27 \(ISO 12647-2:2004\))
      /DestinationProfileSelector /WorkingCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


