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ABSTRACT

Vps75 is a histone chaperone that has been histor-
ically characterized as homodimer by X-ray crystal-
lography. In this study, we present a crystal struc-
ture containing two related tetrameric forms of Vps75
within the crystal lattice. We show Vps75 associates
with histones in multiple oligomers. In the presence
of equimolar H3–H4 and Vps75, the major species
is a reconfigured Vps75 tetramer bound to a histone
H3–H4 tetramer. However, in the presence of excess
histones, a Vps75 dimer bound to a histone H3–H4
tetramer predominates. We show the Vps75–H3–H4
interaction is compatible with the histone chaperone
Asf1 and deduce a structural model of the Vps75–
Asf1-H3–H4 (VAH) co-chaperone complex using the
Pulsed Electron-electron Double Resonance (PEL-
DOR) technique and cross-linking MS/MS distance
restraints. The model provides a molecular basis for
the involvement of both Vps75 and Asf1 in Rtt109
catalysed histone H3 K9 acetylation. In the absence
of Asf1 this model can be used to generate a complex
consisting of a reconfigured Vps75 tetramer bound
to a H3–H4 tetramer. This provides a structural expla-
nation for many of the complexes detected biochem-
ically and illustrates the ability of Vps75 to interact
with dimeric or tetrameric H3–H4 using the same in-
teraction surface.

INTRODUCTION

Vacuolar Protein Sorting 75 (Vps75) is a histone chaperone
belonging to the Nucleosome Assembly Protein (NAP-1)
family (1). The founding member of this family, Nap1 was
originally identified from cell extracts as a factor capable of
assembling nucleosomes in vitro (2). Both Nap1 and Vps75
are capable of binding all core histones H2A, H2B, H3 and
H4 (1,3). However, Vps75 is best known for its ability to
stimulate the histone H3 acetyl transferase activity of Reg-
ulator of Ty1 Transposition 109 (Rtt109) in Saccharomyces
cerevisiae (4). All crystal structures published to date show
Nap1 (5,6) and Vps75 (7–9) to be homo-dimeric proteins
adopting characteristic ‘headphone’ folds, in which a long
N-terminal helix self-associates in an antiparallel manner
to form the dimerization interface which is capped at ei-
ther end by a globular domain. Vps75 has also been char-
acterized with its binding partner Rtt109 in a 2:1 and 2:2
stoichiometry (10–12), in both structures Vps75 is homo-
dimeric with either one or both of the globular domains en-
gaging an Rtt109 monomer. In addition to the headphone
fold, both Nap1 and Vps75 contain C-terminal acidic do-
mains dispensable for histone binding (9,13).

While there is excellent structural information for NAP-1
fold histone chaperones, less is known about their mode of
interaction with histones. Studies of the histone:chaperone
stoichiometry within these complexes indicates that both
Vps75 and Nap1 dimers associate with two histone H3–
H4 or H2A–H2B dimers (9,14). Subsequently, Nap1 and
Vps75 were found to associate with histone H3 and H4 in
a tetrameric nucleosomal-like configuration (15). A recent
study provided evidence for a Nap1 dimer binding an un-
conventional tetrameric assembly of H2A and H2B (16). In
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contrast to these studies, other studies have reported that
a dimer of Nap1 binds a histone fold dimer (13,17). Thus
there is a certain level of dispute as to nature and stoi-
chiometry of NAP-1 fold chaperones in complex with their
histone cargo. In the light of the recent observations that
Vps75 and Nap1 form homo-tetramers in solution under
physiological-like salt concentrations (18), the assumption
that a NAP-1 fold dimer recognizes a H3–H4 tetramer may
also be flawed. However, the relevance of the tetrameric
form of these chaperones with respect to histone binding
has yet to be fully addressed; indeed the tetrameric Vps75
ring does not have dimensions capable of accommodating a
histone tetramer (18).

In addition to Vps75, the histone chaperone Anti-
Silencing Function 1 (Asf1) is also able to stimulate the
catalytic activity of Rtt109 (4). In contrast to Vps75, Asf1
binds a dimer of H3–H4 and in doing so occludes the hi-
stone tetramerization interface (19,20). The two chaper-
ones also direct the catalytic activity of Rtt109 towards dis-
tinct sites on histone H3. Asf1 is required for the acety-
lation of H3 K56 by Rtt109 in vivo (21,22), whilst Vps75
promotes Rtt109 catalysed acetylation of H3 K9 and K27,
sites which are also redundantly acetylated by Gcn5 (23,24).
Thus Vps75 and Asf1 display similarities in the ability to
bind H3–H4 and stimulate Rtt109 activity, and differences
in their mode of interaction with H3–H4 and their direction
of Rtt109 specificity. With the aim of providing new insight
into these functions, we sought to further characterize the
interaction of Vps75 with histones H3 and H4.

MATERIALS AND METHODS

Protein expression and purification

Vps75, Nap1, Asf1g (residues 1–164) and H3–H4 were ex-
pressed and purified as reported previously (15). Vps75
Y35C was expressed in Spectra9 deuterated media (Cam-
bridge Isotope Laboratories) for PELDOR experiments.
The VAH complex was reconstituted by mixing equimolar
amounts of Vps75 dimers with Asf1g monomers to 14 ml
of buffer, as indicated in sections below, and finally slowly
adding one equivalent of H3–H4 dimer prior to concentrat-
ing the sample in an Amicon Ultra-15 ml 10 kDa MWCO
centrifugal filter to >1 ml and purifying the complex in a
pre-equilibrated a Superdex 200 column.

Crystallization and X-ray data collection

Crystals of the Vps75 tetramer were obtained via sitting
drop vapour diffusion by mixing, in a 1:1 ratio, the Vps75–
Asf1-H3–H4 (VAH) protein complex with the well solution
of 0.1 M sodium cacodylate pH 6.5, 25% (w/v) PEG 4000
as part of the 96 well Protein Complex Suite (Qiagen) crys-
tallization screen. The VAH complex was prepared by se-
quentially adding 6 nmol of purified Vps75 (1–225) dimer,
Asf1 (1–164) monomer and H3–H4 dimer to ∼12 ml of 400
mM NaCl, 30 mM HEPES–KOH pH 7.5 and 30% glyc-
erol. Following incubation for 30 min at room temperature
the complex was concentrated to ∼1.5 ml and purified on a
HiLoad 16/600 Superdex 200 column (GE Healthcare) pre-
equilibrated in the aforementioned buffer. The VAH com-
plex was seen to elute at ∼69 ml, dimeric Vps75 (1–225)

eluted at ∼72 ml and Asf1 (1–164) eluted at ∼92 ml. Frac-
tions spanning the peak elution volume were pooled and
concentrated, finally the glycerol was diluted to 5% prior to
concentrating the complex for crystallization. Crystals took
3 months to grow and were cryo-protected with 50% glyc-
erol prior to X-ray diffraction collection. Diffraction data
was collected at −173◦C on beamline I04 at Diamond Light
Source (Oxford, UK) equipped with a Pilatus 6M-F (Dec-
tris) detector and ACTOR sample changer (Rigaku). The
crystal data statistics are provided in Table 1. Data collected
was indexed and integrated using iMosFLM and scaled
with SCALA, both as part of the CCP4 program suite (25).

Structure determination and refinement

The crystal structure of the tetrameric forms of Vps75 (PDB
code: 5AGC) was solved via molecular replacement us-
ing PHASER (26) of the CCP4 program suite (25) with
four copies of a Vps75 monomer (PDB code: 2ZD7 (9))
as the search ensemble. The solution was further refined
in REFMAC5 (27) in the following manner: one round of
rigid body refinement was followed by several rounds of
restrained jelly-body refinement (sigma = 0.02) against lo-
cal, automatically generated NCS restraints. There are four
Vps75 monomers in the asymmetric unit, which produce
two distinct tetrameric structures in the crystal lattice as de-
scribed in the text. Model building was performed in COOT
(28). The geometry of the final model was assessed using
MolProbity (29) prior to deposition to the Protein Data
Bank (30) using the AutoDep server of PDBe (31). Figures
1 and 2 were produced using Chimera v1.9 (32).

Amine reactive cross linking

BS2G, BS3 and DTSSP cross-linkers (Thermo Scientific)
were made as 50 mM stock solutions in DMSO and stored
at −20◦C for up to 1 week. All assays were performed with
versions of yeast Vps75, Asf1 and Xenopus histones H3
and H4 from which native cysteine residues had been re-
moved by mutagenesis. For cross-linking titrations the com-
ponents, were assembled as described in figure legends in 20
mM HEPES pH 7.5 with concentrations of NaCl as indi-
cated. After incubating the mixtures at room temperature
for 30 min the samples were cross-linked with 2 mM BS2G
for 1 h and quenched with 50 mM ammonium carbonate
prior to SDS-PAGE analysis. Cross-linking titrations with
Vps75 and H3–H4 were performed twice and representative
gels are shown in Figure 4.

For DTSSP cross-linking prior to SEC-MALS
analysis––Vps75 dimers were mixed with H3–H4 dimers at
a final concentration of 10 �M in 200 mM sodium chloride
and 20 mM HEPES–KOH to a final volume of 15 ml. Fol-
lowing equilibration at room temperature for 30 min 2 �l of
DTSSP (50 mM) was added and cross-linking was allowed
to proceed for 30 min before quenching the reaction with
10 �l with ammonium carbonate (1 M). Any precipitate
was removed via centrifugation and the supernatant was
concentrated to <100 �l prior to SEC-MALS analysis in
400 mM sodium chloride, 20 mM HEPES–KOH pH 7.5.
SEC-MALS analysis was repeated at least once to ensure
all observations were reproducible.
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For MS/MS analysis of cross-linked peptides: 7.5 nmol
C-terminally truncated Vps75 (Vps75g residues 1–225),
Asf1g (residues 1–164) and histone H3–H4 dimers were
each combined at 0.5 uM in 400 mM sodium chloride, 30
mM HEPES–KOH. Low protein concentrations were used
to favor cross-links within the complex over cross-links be-
tween complexes. The mixture was allowed to equilibrate
for 30 min at room temperature prior to cross-linking for 1
h with 20 molar equivalents of isotopically labeled BS2G
(d0/d4). Unreacted NHS-esters were quenched using 50
mM ammonium carbonate. The cross-linked complex was
then concentrated to 10 uM and purified via gel filtration on
a Dionex Ultimate 3000 HPLC system using a Superdex 200
10/300 GL column (GE Healthcare) equilibrated with 400
mM sodium chloride, 30 mM HEPES–KOH pH 7.5. The
complex eluted from the column as a single peak and highly
cross-linked species were enriched by SDS-PAGE isolation
or denaturing gel filtration in 6 M guanidinium HCl, 100
mM Tris–HCl pH 8.0 across two experiments. For in so-
lution digests fractions enriched with highly cross-linked
species were combined and buffer exchanged with 1 M urea,
100 mM Tris–HCl pH 8.0. Standard in gel and in solution
digest protocols were followed using a 1:50 w/w ratio of se-
quencing grade trypsin (Roche) overnight at 37oC.

Sulfhydryl-reactive crosslinking

To trap H3–H4 in a tetrameric conformation, H3
K115C/H4 tetramers were reconstituted and cross-
linked with a 1:1 ratio of bis-maleimidoethane (BMOE) as
reported previously (15).

Pyrene excimer studies

Following size exclusion chromatography, fractions span-
ning the eluted peak of Vps75 K78C were pooled and con-
centrated to ∼1 ml using a 10 kDa MWCO Amicon Ul-
tra centrifugal filter (Millipore). To the concentrated pro-
tein 1–2 mg of N1-(pyrene)maleimide (Sigma Aldrich) was
added as a powder, the reaction was allowed to proceed

overnight with agitation at 4◦C. The following day pre-
cipitate was removed by centrifugation and size exclusion
chromatography was performed to remove unreacted N1-
(pyrene)maleimide and soluble aggregates. The eluted pro-
tein was concentrated and the concentration was calculated
spectrophotometrically using the protein extinction coeffi-
cient of a Vps75 dimer 90,760 M−1 cm−1 at 280 nm. Pyrene
fluorescence experiments were performed with two repeats
on a Cary Eclipse Fluorescence Spectrophotometer (Var-
ian) with the parameters summarized in Supplementary
Table S1. Protein and BS3 cross-linker concentrations for
Pyrene excimer experiments are stated in the legend to Fig-
ure 5.

Analytical gel filtration

Analytical gel filtration experiments were performed on an
Akta purifier or Dionex Ultimate 3000 HPLC system us-
ing a 120 ml HiLoad 16/60 Superdex 200 (GE Healthcare –
Figure 6) or 2.4 ml Superdex 200 PC 3.2/30 (GE Healthcare
– Supplementary Figure S5) column equilibrated with 400
mM sodium chloride, 20 mM HEPES–KOH pH 7.5 and
30% glycerol. A total of 31 × 2 ml fractions were collected
spanning the void to bed volume of the HiLoad 16/60 Su-
perdex 200 column from 41 to 103 ml. A total of 24 × 80 �l
fractions were collected spanning the void to bed volume of
the Superdex 200 PC 3.2/30 column from 0.48 to 2.40 ml, a
maximum of 6 nmol of total protein in less than 25 �l was
injected per Superdex 200 PC 3.2/30 run. Fractions were
analysed by SDS-PAGE and numbered sequentially (Fig-
ure 6 and Supplementary Figure S5).

PELDOR sample preparation

Histone tetramers were reconstituted and labeled with
MTSL or 3,4-bis(MTSL) as described previously (18,33)
and deuterated Vps75 Y35Rx2 prepared as described pre-
viously (18). The components of each EPR sample were
buffer exchanged for 800 mM sodium chloride, 20 mM
HEPES pH 7.5 in D2O and concentrated. To prevent pre-
cipitation of the histone chaperone complex the order in

Table 1. Crystal data processing and refinement statistics

Protein Data Bank Code 5AGC
Space group C 1 2 1
Unit Cell Dimensions

a, b, c (Å) 87.75, 92.43, 160.75
α, β, γ (◦) 90.00, 93.85, 90.00

Resolution range (Å) 50.0–4.0
Unique reflections / Redundancy 9771/5.1
Completeness (%) 98.9
<I/σ (I)> (at 4 Å) 3.4
Rsym 0.14
Wilson B (Å2) 124.4
Refinement Refmac 5.6.00117
Total number of protein atoms 7250
Rwork/Rfree (%) 22.9/26.5
Overall B factor (Å2) 139
RMSD bond lengths (Å)/bond angles (◦) 0.009/1.4
Fo, Fc correlation 0.91
Ramachandran plot (%)
Most favored regions 95.89
Additional allowed regions 3.48
Disallowed regions 0.63
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which proteins were mixed was found to be critically impor-
tant. The chaperones were first mixed together: one equiv-
alent of Vps75 Y35Rx2 dimers (5 nmol) was added to 1.5
equivalents of globular Asf1 monomer (residues 1–164, 7.5
nmol) and made up to 50 �l with the aforementioned buffer
and D8-glycerol to make the final buffer conditions (400
mM sodium chloride, 20 mM HEPES–KOH pH7.5, 50%
D8-glycerol in D2O). Separately, one equivalent of spin la-
beled H3–H4 dimer (5 or 2.5 nmol H3–H4 tetramer) was
similarly made up to 50 �l with the aforementioned buffer
and D8-glycerol. Finally the spin labeled tetramer mixture
was added to the chaperone mixture, but not vice versa, and
mixed rapidly by pipette.

Pulsed electron–electron double resonance

PELDOR experiments were performed as described previ-
ously (18). Experiments were performed at X-band with the
exception of the Asf1 + H3–H4(N25R1)–Vps75 Y35Rx2
sample which was run at Q-band with the same X-band
Bruker Elexsys E580 spectrometer but an upgraded Travel-
ing Wave Tube (TWT) amplifier. Data analysis was carried
out as described previously (18).

LC–MS/MS analysis of cross-linked peptides

The peptide products from trypsin digests were acidified by
the addition of trifluoroacetic acid to 1% final concentra-
tion and desalted using 10 mg tC18 Sep-Pak 96-well plates
according to manufacturer’s instructions (Waters, Milford,
MA, USA). Desalted peptides were dried using centrifugal
evaporation at 40◦C and resuspended in 20 �l of 5% formic
acid. The peptide mixture (1 �l) was injected onto a 15 cm
EasySpray C18 column (Thermo Fisher) and separated by
a linear organic gradient from 2 to 35% buffer B (80% ace-
tonitrile, 0.1% formic acid) over 110 min. Peptide ions were
generated by electrospray ionization from the EasySpray
source and introduced to a Q Exactive mass spectrometer
(Thermo Fisher). Peptide ions of charge +3 to +6 also show-
ing two isotopic envelopes separated by 4.0251 Da 10 parts
per million (due to the isotope-labeled cross-linker), were
chosen for HCD fragmentation and MS/MS analysis. In-
tact peptide ion and fragment ion peaks were extracted from
the RAW format into MGF format using the Proteome Dis-
coverer 1.4 software package, for subsequent analysis.

Cross-linked peptides were assigned using Hekate soft-
ware (34) using a MS1 tolerance of 1 PPM, MS2 toler-
ance of 0.1 PPM, with charge matching between isotopi-
cally labeled BS2G-d0 and BS2G-d4 cross-linked peptides.
Peptides were scored by matching B and Y-ions and a false
discovery rate obtained from a decoy search was used as a
cut-off for accepting annotated cross-linked peptides. Iso-
tope matched (d0 and d4) cross-linked peptides observed
>2 times with alpha and beta peptides of ≥5 residues and a
false discovery rate of ≤5% were accepted for further con-
sideration (Supplementary Table S2).

Rigid body energy minimization with XPLOR-NIH

Crystal structures of the Vps75 dimer (PDB code: 2ZD7)(9)
and Asf1 bound to histones (PDB code: 2HUE) (19) with

added spin label ensembles were docked together by energy
minimization experiments in XPLOR-NIH against dis-
tance restraints. These experiments were based on the dock-
ing protocol (18) used to solve the structure of the Vps75
tetramer from distance restraints (18). Briefly, R1 spin la-
bel ensembles were simulated in MTSSLwizard (35) and
Rx2 spin labels in XPLOR-NIH (36). Model distance mea-
surements between spin label ensembles and cross-linking
restraints between lysine side chains (N�–N� ) were input
as NOE distance restraints. Starting coordinates of Vps75,
Asf1H3–H4 and associated spin label ensembles were gen-
erated with random relative rotational orientations between
Vps75 and Asf1H3–H4. Each set of starting coordinates
were energy minimized against distance restraints using a
combination of rigid-body minimization and internal co-
ordinate space dynamics. The energy of the interaction be-
tween Vps75 and Asf1H3–H4 was evaluated, after energy
minimization, for each set of coordinates. The final coordi-
nates were either accepted, or rejected, via energy term cri-
teria, which were set at appropriate levels as assessed from
plots of the total and the NOE energy terms in ascend-
ing order of the NOE energy term. Accepted coordinates
were aligned and averaged, energy terms for accepted co-
ordinates are quoted in the VAH aligned.pdb file and the
RMSD of atoms in accepted coordinates compared to the
average coordinates are quoted in the VAH average.pdb file
(see Supplementary Data).

RESULTS

Crystallographic forms of the Vps75 tetramer

While attempting to crystallize Vps75 in complex with hi-
stones H3–H4, we inadvertently crystallized Vps75 with
four Vps75 monomers in the asymmetric unit (Figure 1A).
Statistics from the X-ray diffraction data collection are sum-
marized in Table 1. Upon repetition of the asymmetric unit,
two distinct tetrameric assemblies of Vps75 are clearly ob-
served in the crystal lattice (Figure 1B). One tetramer is
made up of two dimers of Vps75, each composed of a copy
of chains A and B, which together form an asymmetric ring-
like tetramer. The second, symmetrical ring-like tetramer, is
composed of a dimer of chain C and a dimer of chain D.
Both tetramers are related structures, with the latter most
closely resembling the conformation previously observed
in solution (18) (Supplementary Figure S1). In the sym-
metrical tetramer, the antiparallel dimerization helices of
one dimer form a saltire-like cross with those of the op-
posing dimer (top middle, Figure 1C). A ∼30◦ dislocation
in the register of the two dimers allows the symmetrical
tetramer to transition into the asymmetrical tetramer (bot-
tom middle, Figure 1C) and vice versa. In the symmetri-
cal tetramer the ring-like cavity is open at both sides (top
left, Figure 1C). However, the transition to the asymmetri-
cal tetramer is also accompanied by a closure of one side
of the cavity as the globular domain of one dimer occu-
pies the cavity of the opposing dimer and vice versa (bot-
tom left, Figure 1C). The cavity on the other side of the
ring remains open (not shown). Amino-acid conservation
analysis shows that residues mapping to the asymmetric and
symmetric tetramerization interfaces of Vps75 are well con-
served (Supplementary Table S3 and Figure S2).
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Chain B

Chain A

Chain D

Chain C
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Tetramer

Asymmetric 
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Vps75 tetramers in crystal latticeCrystallographic asymmetric unit

C 1 2 1 
a = 82.75 Å  b = 92.43 Å   c = 160.75 Å

α = 90.00o  β = 93.85o γ = 90.00o

Unit cell:

A B

C

90o

90o
90o

90o

Differences between tetrameric forms of Vps75

~30o

~30o

~30o

~30o

90o

Figure 1. Crystallographic forms of the Vps75 tetramer. (A) The asymmetric unit of Vps75 crystallized in tetrameric conformations (PDB code: 5AGC). (B)
Tetrameric assemblies of Vps75 present in the crystal lattice. Vps75 forms both a symmetrical ring-like tetramer and an asymmetrical ring like tetramer in
the crystal lattice. Chains A–D are colored as in (A). (C) The differences between the two tetrameric forms of Vps75. An ∼30◦ rotation at the tetramerization
interface (middle) is largely responsible for the inter-conversion between the symmetric tetramer, where the globular domains of each monomer interlock
(top-right), and the asymmetric tetramer, where the globular domain of one monomer of each dimer occupies the concave groove of the opposing dimer
in the Vps75 tetramer (bottom-left). For clarity each dimer of Vps75 is distinguished by color.

A previous study (8) reported significant structural de-
viations between a Vps75 dimer (PDB code: 3C9D, Fig-
ure 2) and a selenomethionine substituted Vps75 dimer
(PDB code: 3C9B, Figure 2). An additional structure of
the Vps75 dimer (PDB code: 2ZD7, Figure 2), with a con-
formation intermediate between the aforementioned struc-
tures has also been reported (9). Structural deviations in
the Vps75 dimer have also been reported in the structures
of Vps75 bound with Rtt109 in different stoichiometries
(not shown) (10–12). Figure 2 shows a comparison of the

Vps75 forms within the tetramer, with those observed in
previous dimer structures (in the absence of Rtt109) (Fig-
ure 2). The tetrameric Vps75 dimers (dimers A and B, Fig-
ure 2) most closely resemble the selenomethionine substi-
tuted Vps75 dimer (PDB code: 3C9B, Figure 2). Thus, in
the tetrameric conformation, dimers of Vps75 have a rela-
tively large acidic concave groove between the globular do-
mains of each Vps75 monomer (Figure 2A) as a result of a
straightening of the antiparallel dimerization helices (Fig-
ure 2B).
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Structural Flexibility in the Vps75 dimer

90˚

Dimer A
Dimer B
3C9B
2ZD7
3C9B

A

B

Figure 2. Structural flexibility in the Vps75 dimer. Vps75 dimers from the
asymmetrical and symmetrical forms of the Vps75 tetramer (dimers A and
B respectively) along with previously solved crystal structures (PDB codes
3C9B (8) and 2ZD7 (9)) were aligned to chain A of the Vps75 dimer 3C9D
(8). (A) In all instances the globular domains of the aligned monomers
are well aligned but significant deviations are seen in the trajectory of the
long dimerization helix, (B) this in turn causes the volume between the two
globular domains of Vps75 monomers in the dimer to vary between crys-
tal structures. The tetrameric dimers adopt a conformation most closely
matched by the previously solved Vps75 dimer structure containing se-
lenomethionine (3C9B), with a comparatively large volume between the
two globular domains in the Vps75 dimer.

Vps75 binds H3–H4 in multiple oligomeric assemblies

Our previous study showed Vps75 capable of binding his-
tone H3 and H4 in a tetrameric conformation (15), however
the oligomeric state of Vps75 was not investigated in that in-
stance. To investigate the size of Vps75–H3–H4 complexes
we subjected mixtures of Vps75 and histones to size exclu-
sion chromatography coupled to multi-angle light scatter-
ing (SEC-MALS). The mass of the major species formed
was observed to decrease from ∼175 to ∼150 kDa across the
elution peak (Supplementary Figure S3A), consistent with
the presence of a series of complexes including tetramers of
Vps75 bound to histone H3–H4 tetramers (178 kDa) and
partial dissociation products thereof. The dissociation of
the complex during the chromatographic separation may
explain why H3–H4 was only enriched in the first few frac-
tions analysed by SDS-PAGE (Supplementary Figure S3B).

To combat these issues and gain a better estimate
of the size of the Vps75–H3–H4 complex(es) we par-
tially cross-linked them before concentrating the com-

plex for SEC-MALS analysis. Related cross-linking
approaches have been successfully used to stabilize
complexes prior to electron microscopy (37). For this
analysis, we chose the reversible cross-linker 3,3′-
dithiobis[sulfosuccinimidylpropionate] (DTSSP). The
ability to reverse cross-links with dithiothreitol (DTT)
makes it possible to assess which polypeptides are present
within the complex by SDS-PAGE.

To test the validity of this approach Vps75 (in the ab-
sence of histones) was partially cross-linked with DTSSP
at 200 mM sodium chloride––conditions that favour the
Vps75 tetramer. Subsequently, the complex was concen-
trated and SEC-MALS analysis performed at 400 mM
sodium chloride––high salt favours the Vps75 dimer (18)
(Figure 3A). The analysis was performed at 400 mM sodium
chloride to reduce protein losses in subsequent Vps75–H3–
H4 separations and to allow direct comparison between the
Vps75 and Vps75–H3–H4 SEC-MALS experiments. The
SEC-MALS of Vps75 chromatogram shows a large propor-
tion of cross-linked Vps75 tetramer (11.5 ml, 130.7 kDa)
separated from residual cross-linked Vps75 dimers (12.9 ml,
65.3 kDa) (Figure 3A). The difference in the observed mass
and the theoretical mass of the Vps75 dimer construct (62.6
kDa) of 2.7 kDa equates to the presence of approximately
15 cross-links (174 Da) in addition to the two polypep-
tides chains of Vps75. In the case of the Vps75 tetramer
(125.3 kDa) this difference is 5.4 kDa which equates to ap-
proximately 31 cross-links. As there are 26 lysine residues
in each chain of Vps75 it is reasonable that this level of
cross-linking and or dead-end cross-linked products ac-
counts for the difference between the observed and theoret-
ical masses. SDS-PAGE analysis of fractions spanning the
peak at 11.5 kDa shows four bands indicative of a cross-
linked Vps75 tetramer that can be reduced to a predomi-
nantly monomeric species by DTT (Figure 3B).

Subsequently, Vps75 was mixed with histones H3–H4 in
a one dimer to one dimer stoichiometry and again subjected
to partial DTSSP cross-linking at 200 mM sodium chlo-
ride. SEC-MALS analysis of the cross-linked material (at
400 mM sodium chloride) resulted in three main peaks in
the chromatogram (Figure 3D). The presence of multiple
Vps75–H3–H4 species is consistent with our previous as-
sessment that Vps75 forms multiple oligomeric assemblies
with H3–H4 (Supplementary Figure S3B) and has been re-
ported for Nap1(3,17). However, due to insufficient chro-
matographic separation the nature of these species could
not be accurately assigned. This highlights a limitation of
the SEC-MALS approach; which reports on the average
mass of all species passing through the light scattering
and differential refractive index detectors. Nevertheless, the
mass at the centre of each eluting peak gives an approxi-
mate measure of the size of complex that may be present in
solution. The smallest species is most likely that of a Vps75
dimer, because it elutes at the same volume as the cross-
linked Vps75 dimer observed previously (12.9 ml, 65.3 kDa
– Figure 3A). However, the mass of this species (∼77 kDa),
is influenced by the adjacent eluting species (evidenced by
bands above the Vps75 dimer in fraction 10, Figure 3E). The
central peak and most predominant species eluting at 11.4
ml has a mass at the centre of the peak of ∼170 kDa––close
to that of a Vps75 tetramer plus a tetramer of H3–H4 (178.2
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Figure 3. Vps75 associates with histones H3–H4 in multiple oligomeric assemblies. SEC-MALS analysis of DTSSP cross-linked Vps75 and Vps75 with
histones H3–H4. (A) SEC-MALS analysis of Vps75 (5 nmol) cross-linked with DTSSP (100 nmol) at 200 mM NaCl, 20 mM HEPES pH 7.5 and eluted
from Superdex 200 10/300 GL column (GE Healthcare) at 400 mM NaCl, 20 mM HEPES. Dashed line indicates the molecular weights at the peak elution
volume peak elution volume. Fraction numbers are indicated in blue. (B) SDS-PAGE analysis (4–12% Bis–Tris NuPAGE gels) of fractions from the SEC-
MALS analysis of cross-linked Vps75 and fractions treated with DTT. (C) Details of DTSSP cross-linker. (D) SEC-MALS analysis of Vps75 (5 nmol) and
H3–H4 (5 nmol) cross-linked as described in (A) with fraction numbers are indicated in red. (E) SDS-PAGE analysis of fractions from the SEC-MALS
analysis of cross-linked Vps75 H3–H4 as described in (B).

kDa). The largest species eluting at 10.5 ml (∼266 kDa)
could not be assigned with confidence. However, the pres-
ence of this species demonstrates the ability of the Vps75
H3–H4 complex to form high order oligomers similar to
Nap1 H3–H4 complexes (3,17).

A dimer of Vps75 binds a dimer of H3–H4 in a manner com-
patible with H3–H4 tetramerization

The fact that Vps75 can associate with histones H3–H4 in
multiple oligomeric assemblies suggests a complex binding
equilibria between Vps75 and H3–H4. To investigate these
equilibria cross-linking reactions with Vps75 titrated with
H3–H4 were analysed by SDS-PAGE. For this purpose, the



6164 Nucleic Acids Research, 2016, Vol. 44, No. 13

  (Vps75)

  (H3H4)

140
115
  80
  70
50
40
30
25

kDa + H3H4M Vps75

200 mM NaCl 

B

A

140
115
80
70

50
40
30
25

kDa + (H3(K115X)H4)2M Vps75

[(Vps75)2] / pmol
[(H3(K115X)H4)2] / pmol

25 25 25 25 25 25 25 
 5 10 15 20 25 500

2(Vps75)+2(H3H4)

2(Vps75)+2(H3H4)

2(Vps75)

4(Vps75)+2(H3H4)

C Cross-linking titration of Vps75 with cross-linked H3H4 tetramers at 400 mM NaCl (Vps75 dimers, H3H4 tetramers) 

(H3H4)2

Cross-linking titration of Vps75 with H3H4 at 200 mM NaCl (Vps75 tetramers, H3H4 dimers)

Cross-linking titration of Vps75 with H3H4 at 400 mM NaCl (Vps75 dimers, H3H4 dimers)

4(Vps75)
3(Vps75)

2(Vps75)+(H3H4)
2(Vps75)

4(Vps75)
4(Vps75)+2(H3H4)
n(Vps75)+n(H3H4)

25 25 25 25 25 25 25 
0 5 10 15 20 25 500

[(Vps75)2] / pmol
[(H3H4)2] / pmol

  (Vps75)

  (H3H4)

+ H3H4

140
115
  80
  70

50
40
30
25

kDa M Vps75

2(Vps75)+2(H3H4)
2(Vps75)+(H3H4)
2(Vps75)

4(Vps75)+2(H3H4)
n(Vps75)+n(H3H4)

25 25 25 25 25 25 25 
0 5 10 15 20 25 500

[(Vps75)2] / pmol
[(H3H4)2] / pmol

Vps75 dimer  Vps75 dimer
+H3H4 dimer

 Vps75 dimer
+H3H4 tetramer

Vps75 tetramer  Vps75 tetramer 
+H3H4 tetramer

 Vps75 dimer
+H3H4 tetramer

Vps75 dimer  Vps75 dimer
+H3H4 tetramer

 Vps75 tetramer 
+H3H4 tetramer

2X 2X

H3H4 tetramer H3H4 tetramer

H3H4 dimerH3H4 dimer

H3H4 dimersH3H4 dimers

Figure 4. The Vps75 tetramer can cooperatively recognize a H3–H4 tetramer at low salt concentrations. SDS-PAGE analysis of cross-linking reactions of
wild-type Vps75 incubated with increasing concentrations of H3–H4 at (A) 200 mM NaCl and (B) 400 mM NaCl. (C) SDS-PAGE analysis of cross-linking
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M = PageRuler Prestained Protein Ladder (Thermo Scientific). Molar amounts of Vps75 and H3–H4 present in each titration point are shown below each
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tetramer bound to a H3–H4 tetramer in titrations (A) and (C) which may indicate the presence of high order oligomers. Vps75 H3–H4 complexes observed
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bound to a H3–H4 tetramer (blue arrow); (B) under conditions that favour a Vps75 dimer (400 mM NaCl), initially the dimer of Vps75 binds a dimer of H3–
H4 (gray arrow with black outline) in a manner that does not obstruct H3–H4 tetramerization––which then occurs on Vps75 as the H3–H4 stoichiometry
increases (blue arrow); (C) under conditions that favour a Vps75 dimer (400 mM NaCl) and when H3–H4 is trapped in a tetrameric conformation, initially
the two dimers of Vps75 bind the preformed H3–H4 tetramer (red arrow), at high histone stoichiometry the histone binding capacity of Vps75 is saturated
and each dimer binds a pre-formed H3–H4 tetramer (blue arrow).
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amine reactive cross-linker Bis(sulfosuccinimidyl) glutarate
(BS2G) was selected to promote cross-linking specificity
due to its relatively short cross-linking radius (7.7 Å). Addi-
tionally, the reduced cross-linking radius of BS2G aided the
assignment of high molecular weight cross-linked species
due to the observation of intermediate cross-linked species.

At 200 mM sodium chloride, in the absence of histones,
cross-linked Vps75 forms four distinct bands which migrate
at molecular weights consistent with monomeric, dimeric,
trimeric and tetrameric cross-linked Vps75 during SDS-
PAGE analysis (Figure 4A). At 200 mM sodium chloride
(Figure 3A) and under physiological-like salt concentra-
tions (18), Vps75 is predominately tetrameric in solution,
yet the abundance of the tetrameric BS2G cross-linked
species is lower than that of the dimer (Figure 4B). There-
fore cross-linking products observed by SDS-PAGE must
be assessed with caution in view of these limitations. In this
instance, the reduced BS2G cross-linking efficiency of the
Vps75 tetramer likely reflects differences in the surface area
and proximity of primary amines at the Vps75 dimer and
tetramer interfaces. It is notable that tetrameric Vps75 is
much more efficiently cross-linked with DTSSP at 200mM
sodium chloride (Figure 3A) due to the larger cross-linking
radius of DTSSP compared with BS2G. Furthermore, a
cross-linked tetramer requires a minimum of three simulta-
neous cross-links to be retained during denaturing gel elec-
trophoresis, compared with one cross-link required to stabi-
lize a dimer. At 400 mM sodium chloride, the cross-linking
of the Vps75 tetramer is greatly reduced, consistent with
the dissociation of Vps75 tetramers under these conditions
(Figure 4B and C).

The cross-linking pattern of Vps75 incubated with in-
creasing concentrations of H3–H4 varies dependent on
whether the reaction is performed at 200 or 400 mM
sodium chloride, conditions that favour either tetrameric,
or dimeric, Vps75 respectively. At early titration points
when Vps75 is in excess of H3–H4 the most prominent
cross-linked species observed at 200 mM sodium chloride
is larger than the Vps75 tetramer and consistent with H3–
H4 binding to the Vps75 tetramer (red arrow, Figure 4A).
This species is also observed at 400 mM sodium chloride
but is less prominent (red arrow, Figure 4B). In principle,
this complex could result from the association of either
a tetramer, or dimer, of H3–H4 with the Vps75 tetramer.
However, as the same species was observed when Vps75
was bound to H3–H4 trapped in a tetrameric conformation
(red arrow, Figure 4C), we deduce that this species contains
tetramers of both Vps75 and H3–H4.

From these data, we interpret that formation of Vps75
tetramers bound H3–H4 tetramers is favoured at either
200mM NaCl when Vps75 alone is tetrameric (Figure 4A),
or when H3–H4 is trapped in a tetrameric conformation
(Figure 4C). In both instances, at higher histone ratios,
when Vps75 becomes limiting, the most prominent species
drops down in molecular weight to a Vps75 dimer plus a
H3–H4 tetramer (blue arrow, Figure 4A and C). In contrast,
at 400 mM sodium chloride, the cross-linking pattern sug-
gests that Vps75 first binds a H3–H4 dimer and as the titra-
tion proceeds this is converted into the species interpreted as
a Vps75 dimer bound to a H3–H4 tetramer (blue arrow, Fig-
ure 4B). Together these data suggest that a dimer of Vps75

binds a dimer of H3–H4 in a manner that is compatible with
H3–H4 tetramerization.

This shows that both dimeric and tetrameric Vps75 are
capable of binding a H3–H4 tetramer, with the species
adopted in solution dependent upon the histone:chaperone
stoichiometry. We propose schemes depicting our interpre-
tation of each cross-linking titration experiment in which
Vps75 dimers interact with H3–H4 dimers in a manner that
does not occlude the H3–H4 tetramerization interface (Fig-
ure 4A-C). Thus, the Vps75 tetramer can act as a platform
on which stepwise assembly of H3–H4 tetramers can occur.

The Vps75 tetramer is reconfigured upon H3–H4 binding

The highly acidic concave surface between the two glob-
ular domains of Vps75 monomers is thought to be the
histone binding surface (7). Within a Vps75 tetramer the
cavity formed by this surface is too small to accommo-
date a H3–H4 tetramer (18) (Figure 1). This suggests
that the structure adopted by the Vps75 tetramer in the
absence of histones may require reconfiguration to al-
low histone binding. To probe the structure of the Vps75
tetramer upon histone binding, the fluorescent reagent N1-
(pyrene)maleimide (pyrene – Figure 5A), was coupled to
a cysteine residue introduced at lysine 78 (K78Py). This
residue had previously been shown to come into close prox-
imity with the corresponding lysine at the same position
on the opposing dimer (18). When two pyrene fluorophores
come into close proximity they display a characteristic ‘ex-
cimer’ peak at ∼470 nm in their emission spectrum (38).
Upon labeling Vps75 K78C with pyrene (K78Py) the char-
acteristic pyrene excimer was observed under conditions
that favour the Vps75 tetramer (Figure 5B). This supports
our previous observation that the K78 residues on oppos-
ing dimers come into close proximity across the tetramer-
ization interface (18) demonstrating that the pyrene labels
do not interfere with tetramerization of Vps75. The pyrene
excimer was lost at high salt and under denaturing condi-
tions (Figure 5C). As such the pyrene excimer was used as
a readout of Vps75 tetramerization.

When histones H3–H4 were titrated into the pyrene la-
beled Vps75 tetramer, two equivalents of H3–H4 dimers to
one equivalent of Vps75 dimer were sufficient to quench the
pyrene excimer (Figure 5D). This indicates that the pyrene
fluorophores have moved sufficiently far apart (>10 Å) to
reduce excimer formation (39). In addition, cross-linking
the titration points from the excimer experiment with
the amine bifunctional cross-linker Bis[sulfosuccinimidyl]
suberate (BS3) results in the generation of a high Mw
species (red arrow, Figure 5E) similar in size to that pre-
viously assigned as a Vps75 tetramer bound to a H3–H4
tetramer (red arrows, Figure 4A-C). Note: the higher cross-
linking efficiency of this product and the Vps75 tetramer
compared to DTSSP (Figure 3B and E) is due to the higher
molar ratio of BS3 used in this instance. This result sug-
gests the Vps75 tetramer is re-configured rather than com-
pletely dissociated upon histone binding which quenches
the pyrene eximer.
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= PageRuler Prestained Protein Ladder (Thermo Scientific).

A dimer of Vps75 can bind a dimer of H3–H4 in the presence
of Asf1

The BS2G cross-linking titrations suggest that dimeric
Vps75 binds to a H3–H4 dimer in a manner which does
not compete with H3–H4 tetramerization (Figure 4) and
explains previous observations that Vps75 binds a H3–H4
tetramer (15). This suggests that Vps75 interacts with the
lateral surface of H3–H4 that maps the path of inner gyre of
DNA in the nucleosome, but does not overlap with the H3–
H4 tetramerization interface. As such Vps75 binding to H3–
H4 may be compatible with Asf1, which binds to the H3–H4
tetramerization interface (19,20). To test this hypothesis we
performed analytical gel filtration experiments.

In the absence of histones, Vps75 does not co-elute with
Asf1 from size exclusion chromatography (Figure 6). When
a dimer of H3–H4 is added to a mixture of equimolar
amounts of Vps75 dimer and Asf1, all four proteins co-
fractionate, with a shift in the elution profile peak consistent
with the formation of a higher order complex (Figure 6 and
Supplementary Figure S5). Cross-linking analysis of Vps75
with Asf1 and H3–H4 confirmed the 2:1:1 stoichiometry of
the duel histone chaperone complex, which migrates during
SDS-PAGE at the same molecular weight as a Vps75 dimer

to a H3–H4 tetramer (blue arrow and red star respectively,
Supplementary Figure S4). In a similar manner, Nap1 was
observed to bind H3–H4 in complex with Asf1 (Supplemen-
tary Figure S5). This suggests that both Vps75 and Nap1
share a similar mode of interaction with H3–H4 that does
not overlap with the binding surface of Asf1.

Probing the mode of interaction of Vps75 with Asf1-H3–H4
through a combination of spin labeling PELDOR and cross-
linking derived distance restraints

The occlusion of the histone H3–H4 tetramerization inter-
face by Asf1 (19,20), reduces the potential for higher order
oligomers and makes the Vps75–Asf1–H3–H4 (VAH) com-
plex particularly tractable for structural studies. As crystal
structures of both Asf1–H3–H4 (19,20) and dimeric Vps75
(9) have been reported previously, we designed experiments
to obtain distance restraints in order to dock the two struc-
tures together. Firstly, we designed a spin-labeling strategy
to obtain distance information from the VAH complex via
pulsed electron-electron double resonance (PELDOR) ex-
periments. To simplify distance information, we designed
spin-labeling sites that would lead to a two spin-system in
the VAH complex. To achieve this, Vps75 was cross-link
spin labeled with 3,4-bis(MTSL) via a cysteine mutation
at tyrosine 35, creating a singly spin labeled Vps75 dimer
(Vps75 Y35Rx2), as reported previously (18). Distances
were then measured from Vps75 Y35Rx2 to histone label-
ing sites at either H3 Q125R1, H4 N25R1 or H4 R45R1
(Figure 7A). For example, H3 Q125R1 represents gluta-
mate 125 of histone H3 that has been mutated to cysteine
and spin labeled with MTSL forming the spin labeled side
chain R1. Samples also contained 1.5 equivalents of globu-
lar, cysteine-free Asf1 (Asf1g residues 1–164) to each equiv-
alent of Vps75 dimer and H3–H4 dimer. The excess Asf1 ex-
cludes any contribution from tetrameric H3–H4 in the sam-
ple and ensured only distance information between Vps75
and histones was extracted.

In PELDOR experiments, the dipole–dipole interaction
between two spin labeled sites is inversely proportional to
the cube of the distance and is manifested as a modulation
in the dipolar time evolution data (40). Distance distribu-
tions can therefore be extracted from PELDOR data, re-
porting on the structure of the underlying protein or protein
complex. Oscillations were observed in the raw dipolar evo-
lution functions of Vps75 Y35Rx2––H3 Q125R1, Vps75
Y35Rx2––H4 N25R1 and Vps75 Y35Rx2––H4 R45R1
consistent with the Vps75 Asf1 H3–H4 complex being
structurally well-defined (Supplementary Figure S6). Upon
Tikhonov regularization of the background-corrected dipo-
lar evolution function, distance distributions with modal
distances of 6.65, 5.49 and 6.13 nm were obtained for Vps75
Y35Rx2 to H3 Q125R1 (Figure 7B), H4 N25R1 (Figure 7C)
and H4 R45R1 (Figure 7D), respectively.

To obtain additional structural constraints, we adopted a
cross-linking approach. This involved cross-linking the pu-
rified Vps75 Asf1g H3–H4 complex with 20 equivalents of
isotope labeled BS2G-d0/d4. After cross-linking, the com-
plex was re-purified and fractions spanning the elution peak
were analysed by SDS-PAGE. This shows a ladder of par-
tially cross-linked species with the upper most species mi-
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1TZY (54)) and removing the two copies of Asf1. The mode of interaction of Vps75 with a H3–H4 dimer in this complex is compatible with a H3–H4
tetramer in the absence of Asf1 and the H3–H4 tetramer can accommodate two Vps75 dimers. (G) The deviations between experimental distance restraints
and measured distances in the average model.
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grating slightly above the 115 kDa marker (Supplementary
Figure S7A) consistent with previous cross-linking analysis
of the Vps75 Asf1g H3–H4 complex (Supplementary Fig-
ure S4). These complexes were subjected to trypsin diges-
tion to release cross-linked peptides for MS/MS analysis.
MS/MS data were searched for BS2G-d0/d4 cross-links us-
ing Hekate (34). 21 cross-links were identified that passed
stringent selection criteria (Supplementary Table S2). Of
these, the cross-links between Asf1 K143 and Vps75 at ei-
ther K177, or K169 (Supplementary Figure S7B and SC),
were most useful as distance constraints, because they are
resolved in Vps75 and Asf1–H3–H4 crystal structures.

Defining a structural model for the interaction of Vps75 with
Asf1–H3–H4 using rigid body energy minimizations against
distance restraints in XPLOR-NIH

Crystal structures of the Vps75 dimer (PDB code: 2ZD7)
and Asf1 bound to histones (PDB code 2HUE) with added
spin label ensembles were docked together by energy min-
imization experiments in XPLOR-NIH, using a combina-
tion of the 3× PELDOR and 2× cross-linking distance
restraints described above. Following minimization of 500
starting coordinates in which the relative orientations of
Vps75 and Asf1–H3–H4 were randomized (not shown), a
total of 62 solutions were accepted based on NOE energy
terms and aligned via backbone atoms (Figure 7E) to their
average calculated structure (Figure 7A). Following align-
ment, accepted coordinates had an average RMSD of 4.68
Å for backbone atoms, and 5.05 Å for all non-hydrogen
atoms, to the mean structure (Figure 7A). All experimen-
tal distance restraints were satisfied within 3 Å in the final
averaged model of the Vps75–Asf1–H3–H4 complex (Fig-
ure 7G).

Each monomer of Vps75 contains two distinct binding
sites (sites A and B), which contact different regions of the
H3–H4 dimer in a mutually exclusive manner. The asymme-
try of the H3–H4 dimer is accommodated by the symmetri-
cal dimer of Vps75 using site A of one Vps75 monomer and
site B of the opposing Vps75 monomer to simultaneously
bind a H3–H4 dimer. The binding of one H3–H4 dimer
(with Asf1) partially obscures the binding site required for a
second H3–H4, thus providing a rationale for why a Vps75
dimer only binds one H3–H4 dimer when there are two A
and B sites within the dimer. In addition, cross-linking anal-
ysis of the Vps75 Asf1 H3–H4 complex shows that the 2:1:1
complex is the more favourable stoichiometry (Supplemen-
tary Figure S4) and oscillation depths recorded in the PEL-
DOR experiments are indicative of two spins interacting,
one on the Vps75 dimer and one on the H3–H4 dimer in
the presence of Asf1 (Supplementary Figure S6).

The mode of interaction of Vps75 with Asf1–H3–H4 is
compatible with conclusions made from biochemical ob-
servations described here and previously (15,18). Firstly,
the mode of interaction of a Vps75 dimer with the H3–H4
dimer would be compatible with H3–H4 tetramerization in
the absence of Asf1 and tetrameric H3–H4 could accom-
modate two Vps75 dimers. These complexes were observed
in cross-linking titrations of Vps75 with histones (Figure 4
and Supplementary Figure S3) and Vps75 was previously
shown to bind canonical H3–H4 tetramers (18). Secondly,

extrapolation of the model of the VAH complex to a model
of two Vps75 dimers bound to one H3–H4 tetramer, shows
that neither direct contacts nor steric clashes, are made be-
tween Vps75 dimers (Figure 7F). This supports the pyrene
cross-linking studies that suggest the Vps75 tetramer is re-
configured upon histone H3–H4 binding without the loss
of a Vps75 dimer from the complex (Figure 5). The model
also suggests that conserved residues within Vps75 con-
tribute to the interface with H3–H4 (Supplementary Table
S3 and Figure S2D). Finally, a PELDOR distance measure-
ment between Vps75 Y35Rx2 and H3 G132Rx2 (sites used
to singly spin label Vps75 dimers and H3–H4 tetramers,
respectively), was in close agreement with the structural
model of the VAH complex (Supplementary Figure S8). We
conclude that Vps75 binds both tetramers and dimers of
H3–H4 using the same interaction surface.

DISCUSSION

In this study, we present a crystal structure of Vps75 in
which two related forms of a Vps75 tetramer are observed
(Figure 1). Most notably the symmetrical form of the Vps75
tetramer is in close agreement with the conformation ob-
served in solution (18) (Supplementary Figure S1). Further-
more, H3H4 binding maps to surfaces of Vps75 (Figure 7)
that are sequestered upon tetramerization (Figure 1) (18).
This supports the idea that tetrameric Vps75 may fulfil a
self-chaperoning function in the absence of histone cargo.
The tetrameric form of Vps75 may be especially important
outside of S-phase owing to the fact that Vps75 expression is
constitutive (41), whereas the expression of its binding part-
ner, the acetyltransferase Rtt109, is restricted to S-phase
(22).

Vps75 binds histones H3 and H4 in the presence of Asf1
to form a well-defined complex (Figure 6). Using a com-
bination of PELDOR measurements and cross-linking dis-
tance restraints a structural model of the VAH complex was
generated (Figure 7). The model shows that whilst cross-
links between Vps75 and Asf1 were observed, these dis-
tance restraints can be satisfied without substantial con-
tacts between Vps75 and Asf1 (Figure 7A). Thus, it is the
association of Vps75 with H3–H4 that allows Asf1 to co-
fractionate with Vps75–H3–H4 (Figure 6 and Supplemen-
tary Figure S5). We also observe that the related chaper-
one, Nap1, is capable of binding histones H3–H4 in con-
cert with Asf1 (Supplementary Figure S5). These findings
parallel the ability of Asf1 to form co-chaperone complexes
with NASP, MCM2, RbAp46, HIRA (42–48). This is an
emerging theme in histone dynamics and suggests that the
engagement of Asf1 with the H3–H4 tetramerization inter-
face does not prevent the association of H3–H4 with a sig-
nificant subset of histone chaperones.

Our observation that Vps75 can form a ternary com-
plex with histone H3–H4 dimers and Asf1 provides poten-
tial insight into the interplay between these chaperones dur-
ing Rtt109 catalysed acetylation events (4,24,49–51). In S.
cerevisiae, H3 K9ac is catalysed by both Rtt109 and Gcn5
whereas H3 K56ac is solely dependent on the presence of
Rtt109 (24). Loss of H3 K9ac in both asf1�/gcn5� and
vps75�/gcn5� double mutant backgrounds shows that
both Asf1 and Vps75 are involved in promoting Rtt109 di-



6170 Nucleic Acids Research, 2016, Vol. 44, No. 13

rected H3 K9 acetylation (24). Further support for the de-
livery of H3–H4 to Vps75-Rtt109 by Asf1 stems from the
observation that Vps75 and Rtt109 can interact with Asf1
H3–H4 in vitro and in yeast extracts (52). The VAH complex
described here potentially provides a structural basis for the
previous observations indicating that both Vps75 and Asf1
are required for Rtt109 mediated H3 K9ac.

In contrast to H3 K9ac, H3 K56ac directed by Rtt109 is
dependent on Asf1 but not Vps75 (21,51). Given the ability
of Asf1 to form co-complexes with multiple chaperones it
seems possible that another chaperone may substitute for
Vps75 in H3 K56ac but lack the ability to direct Rtt109
activity towards H3 K9. The positioning of different his-
tone residues with respect to the Rtt109 active site is likely
to play an important role in determining specificity within
these chaperone complexes. Residues in the H3 N-terminal
tail were observed to cross-link to multiple sites in the VAH
complex. This suggests that the H3 tails remains somewhat
dynamic. Nonetheless, the majority of H3 tail cross-links
map to the interface of Vps75–H3H4 closest to Asf1 (Sup-
plementary Table S2). These include: Vps75 K78 (H3 K9,
K14, K18), Vps75 K177 (H3 K18, K27), Asf1 K143 (H3
K18) and H4 K91 (H3 K14, K18, K27). Dynamics in the
H3 tail may support the ability of Vps75-Rtt109 to acety-
late multiple sites in the H3 N-terminal tail (53). Cross-links
between H3 K56 (K18, K64) suggest the H3 �N helix may
occupy a distinct conformation not seen in the histone oc-
tamer (the H3 K56-K64 N�-N� distance in the octamer is
∼21 Å with poor geometry for cross-linking) (54). Confor-
mational heterogeneity in this region of H3–H4 has been
reported previously (33,55,56). In such an altered configu-
ration it is possible that H3 K56 is less accessible for Rtt109
mediated acetylation (53).

Within the VAH complex it is possible to substitute Asf1
with a second H3–H4 dimer (Figure 7F). This in turn pro-
vides a binding site for a second Vps75 dimer in a histone
sandwich-like configuration (Figure 7F). This provides a
satisfying explanation for the loss of pyrene excimer (Figure
5) in a reconfigured tetrameric state and is also consistent
with the multiple distinct assemblies observed during cross-
linking titrations (Figure 4). In this configuration there is
potential to accommodate one Rtt109 monomer per Vps75
dimer (Figure 7F). This could allow the H3 tail to be acety-
lated in trans providing a possible explanation for the pref-
erential acetylation of H3–H4 tetramers by Vps75–Rtt109
(15). In this respect, it will be interesting to see if Rtt109 can
simultaneously associate with Vps75, Asf1 and H3–H4 or
whether there is a hand-over of H3–H4 between Vps75 and
Asf1 during Rtt109 catalysis (and if so in which direction it
occurs).

The ability of Vps75 dimers to bind H3–H4 dimers in a
manner compatible with H3–H4 tetramerization provides
Vps75 with the capacity to act either as a platform to as-
semble H3–H4 tetramers from cognate histone fold dimers,
or to catch H3–H4 tetramers evicted from chromatin. Con-
sistent with this, Vps75 does not shield the entire DNA
binding surface of the H3–H4 tetramer (Figure 7F). The
accessibility of the strong DNA binding sites around the
dyad axis of symmetry provides a means by which chap-
erone associated H3–H4 tetramers could be directly de-
posited onto DNA (15). While the structural studies re-

ported here focus on Vps75, it seems likely that Nap1 in-
teracts with histones H3 and H4 in a similar mode. In ad-
dition to sequence and structural homology, both proteins
form homo-tetramers (18) and associate with Asf1 bound
H3–H4 dimers (Supplementary Figure S5). As a result it
is possible that other Nap1-fold histone chaperones engage
with histones H3 and H4 in a similar way to Vps75 (Fig-
ure 7). Current evidence supports the notion of chromatin
evicted H3–H4 being recycled as tetramers during both
DNA replication-independent and replication-dependent
deposition (57,58). The ability to engage with tetrameric
H3–H4 provides Nap1-fold chaperones with the poten-
tial to act to maintain the integrity of H3–H4 tetramers
that have been evicted from chromatin. As both Nap1 and
Vps75 are linked to transcription coupled processes includ-
ing the suppression of cryptic transcription (59), they are
well placed to perform this function during replication inde-
pendent histone turnover in addition to their distinct func-
tions during S-phase.

SUPPLEMENTARY DATA

Supplementary Data are available at NAR Online.

FUNDING

Wellcome Trust [094090, 097945, 099149]; Medical Re-
search Council [G1100021]. Funding for open access
charge: Wellcome Trust.
Conflict of interest statement. None declared.

REFERENCES
1. Selth,L. and Svejstrup,J.Q. (2007) Vps75, a new yeast member of the

NAP histone chaperone. J. Biol. Chem., 282, 12358–12362.
2. Ishimi,Y., Yasuda,H., Hirosumi,J., Hanaoka,F. and Yamada,M.

(1983) A protein which facilitates assembly of nucleosome-like
structures in vitro in mammalian cells. J. Biochem., 94, 735–744.

3. Ishimi,Y., Kojima,M., Yamada,M. and Hanaoka,F. (1987) Binding
mode of nucleosome-assembly protein (AP-I) and histones. Eur. J.
Biochem., 162, 19–24.

4. Tsubota,T., Berndsen,C.E., Erkmann,J.A., Smith,C.L., Yang,L.H.,
Freitas,M.A., Denu,J.M. and Kaufman,P.D. (2007) Histone H3-K56
acetylation is catalyzed by histone chaperone-dependent complexes.
Mol. Cell, 25, 703–712.

5. Park,Y.J., McBryant,S.J. and Luger,K. (2008) A beta-hairpin
comprising the nuclear localization sequence sustains the
self-associated states of nucleosome assembly protein 1. J. Mol. Biol.,
375, 1076–1085.

6. Park,Y.J. and Luger,K. (2006) The structure of nucleosome assembly
protein 1. Proc. Natl. Acad. Sci. U.S.A., 103, 1248–1253.

7. Tang,Y., Holbert,M.A., Wurtele,H., Meeth,K., Rocha,W.,
Gharib,M., Jiang,E., Thibault,P., Verreault,A., Cole,P.A. et al. (2008)
Fungal Rtt109 histone acetyltransferase is an unexpected structural
homolog of metazoan p300/CBP (vol 15, pg 738, 2008). Nat. Struct.
Mol. Biol., 15, 998–998.

8. Berndsen,C.E., Tsubota,T., Linder,S.E., Lee,S., Holton,J.M.,
Kaufman,P.D., Keck,J.L. and Denu,J.M. (2008) Molecular functions
of the histone acetyltransferase chaperone complex
Rtt109-Vps75. Nar. Struct.Mol. Biol., 15, 948–956.

9. Park,Y.J., Sudhoff,K.B., Andrews,A.J., Stargell,L.A. and Luger,K.
(2008) Histone chaperone specificity in Rtt109 activation. Nat. Struct.
Mol. Biol., 15, 957–964.

10. Su,D., Hu,Q., Zhou,H., Thompson,J.R., Xu,R.M., Zhang,Z. and
Mer,G. (2011) Structure and histone binding properties of the
Vps75-Rtt109 chaperone-lysine acetyltransferase complex. J. Biol.
Chem., 286, 15625–15629.

http://nar.oxfordjournals.org/lookup/suppl/doi:10.1093/nar/gkw209/-/DC1


Nucleic Acids Research, 2016, Vol. 44, No. 13 6171

11. Tang,Y., Holbert,M.A., Delgoshaie,N., Wurtele,H., Guillemette,B.,
Meeth,K., Yuan,H., Drogaris,P., Lee,E.H., Durette,C. et al. (2011)
Structure of the Rtt109-AcCoA/Vps75 complex and implications for
chaperone-mediated histone acetylation. Structure, 19, 221–231.

12. Kolonko,E.M., Albaugh,B.N., Lindner,S.E., Chen,Y., Satyshur,K.A.,
Arnold,K.M., Kaufman,P.D., Keck,J.L. and Denu,J.M. (2010)
Catalytic activation of histone acetyltransferase Rtt109 by a histone
chaperone. Proc. Natl. Acad. Sci. U.S.A., 107, 20275–20280.

13. McBryant,S.J., Park,Y.J., Abernathy,S.M., Laybourn,P.J.,
Nyborg,J.K. and Luger,K. (2003) Preferential binding of the histone
(H3–H4)2 tetramer by NAP1 is mediated by the amino-terminal
histone tails. J. Biol. Chem., 278, 44574–44583.

14. Andrews,A.J., Downing,G., Brown,K., Park,Y.J. and Luger,K. (2008)
A Thermodynamic Model for Nap1-Histone Interactions. J. Biol.
Chem., 283, 32412–32418.

15. Bowman,A., Ward,R., Wiechens,N., Singh,V., El-Mkami,H.,
Norman,D.G. and Owen-Hughes,T. (2011) The histone chaperones
Nap1 and Vps75 bind histones H3 and H4 in a tetrameric
conformation. Mol. Cell, 41, 398–408.

16. D’Arcy,S., Martin,K.W., Panchenko,T., Chen,X., Bergeron,S.,
Stargell,L.A., Black,B.E. and Luger,K. (2013) Chaperone Nap1
shields histone surfaces used in a nucleosome and can put H2A-H2B
in an unconventional tetrameric form. Mol. Cell, 51, 662–677.

17. Newman,E.R., Kneale,G.G., Ravelli,R.B.G., Karuppasamy,M.,
Nejadasl,F.K., Taylor,I.A. and McGeehan,J.E. (2012) Large
multimeric assemblies of nucleosome assembly protein and histones
revealed by small-angle X-ray scattering and electron microscopy. J.
Biol. Chem., 287, 26657–26665.

18. Bowman,A., Hammond,C.M., Stirling,A., Ward,R., Shang,W.F.,
El-Mkami,H., Robinson,D.A., Svergun,D.I., Norman,D.G. and
Owen-Hughes,T. (2014) The histone chaperones Vps75 and Nap1
form ring-like, tetrameric structures in solution. Nucleic Acids Res.,
42, 6038–6051.

19. English,C.M., Adkins,M.W., Carson,J.J., Churchill,M.E.A. and
Tyler,J.K. (2006) Structural basis for the histone chaperone activity of
Asf1. Cell, 127, 495–508.

20. Natsume,R., Eitoku,M., Akai,Y., Sano,N., Horikoshi,M. and
Senda,T. (2007) Structure and function of the histone chaperone
CIA/ASF1 complexed with histones H3 and H4. Nature, 446,
338–341.

21. Recht,J., Tsubota,T., Tanny,J.C., Diaz,R.L., Berger,J.M., Zhang,X.,
Garcia,B.A., Shabanowitz,J., Burlingame,A.L., Hunt,D.F. et al.
(2006) Histone chaperone Asf1 is required for histone H3 lysine 56
acetylation, a modification associated with S phase in mitosis and
meiosis. Proc. Natl. Acad. Sci. U.S.A., 103, 6988–6993.

22. Driscoll,R., Hudson,A. and Jackson,S.P. (2007) Yeast Rtt109
promotes genome stability by acetylating histone H3 on lysine 56.
Science, 315, 649–652.

23. Keck,K.M. and Pemberton,L.F. (2011) Interaction with the histone
chaperone Vps75 promotes nuclear localization and HAT activity of
Rtt109 in vivo. Traffic, 12, 826–839.

24. Fillingham,J., Recht,J., Silva,A.C., Suter,B., Emili,A., Stagljar,I.,
Krogan,N.J., Allis,C.D., Keogh,M.C. and Greenblatt,J.F. (2008)
Chaperone control of the activity and specificity of the histone H3
acetyltransferase Rtt109. Mol. Cell. Biol., 28, 4342–4353.

25. Bailey,S. (1994) The Ccp4 Suite - Programs for Protein
Crystallography. Acta Crystallogr. D, 50, 760–763.

26. McCoy,A.J., Grosse-Kunstleve,R.W., Adams,P.D., Winn,M.D.,
Storoni,L.C. and Read,R.J. (2007) Phaser crystallographic software.
J. Appl. Crystallogr., 40, 658–674.

27. Vagin,A.A., Steiner,R.A., Lebedev,A.A., Potterton,L.,
McNicholas,S., Long,F. and Murshudov,G.N. (2004) REFMAC5
dictionary: organization of prior chemical knowledge and guidelines
for its use. Acta Crystallogr. D, 60, 2184–2195.

28. Emsley,P. and Cowtan,K. (2004) Coot: model-building tools for
molecular graphics. Acta Crystallogr. D, 60, 2126–2132.

29. Chen,V.B., Arendall,W.B. 3rd, Headd,J.J., Keedy,D.A.,
Immormino,R.M., Kapral,G.J., Murray,L.W., Richardson,J.S. and
Richardson,D.C. (2010) MolProbity: all-atom structure validation for
macromolecular crystallography. Acta Crystallogr. D Biol.
Crystallogr., 66, 12–21.

30. Berman,H.M., Westbrook,J., Feng,Z., Gilliland,G., Bhat,T.N.,
Weissig,H., Shindyalov,I.N. and Bourne,P.E. (2000) The Protein Data
Bank. Nucleic Acids Res., 28, 235–242.

31. Velankar,S., Best,C., Beuth,B., Boutselakis,C.H., Cobley,N., Da
Silva,A.W.S., Dimitropoulos,D., Golovin,A., Hirshberg,M., John,M.
et al. (2010) PDBe: Protein Data Bank in Europe. Nucleic Acids Res.,
38, D308–D317.

32. Pettersen,E.F., Goddard,T.D., Huang,C.C., Couch,G.S.,
Greenblatt,D.M., Meng,E.C. and Ferrin,T.E. (2004) UCSF chimera -
A visualization system for exploratory research and analysis. J.
Comput. Chem., 25, 1605–1612.

33. Bowman,A., Ward,R., El-Mkami,H., Owen-Hughes,T. and
Norman,D.G. (2010) Probing the (H3–H4)(2) histone tetramer
structure using pulsed EPR spectroscopy combined with site-directed
spin labelling. Nucleic Acids Res., 38, 695–707.

34. Holding,A.N., Lamers,M.H., Stephens,E. and Skehel,J.M. (2013)
Hekate: software suite for the mass spectrometric analysis and
tree-dimensional visualization of cross-linked protein samples. J.
Proteome Res., 12, 5923–5933.

35. Hagelueken,G., Ward,R., Naismith,J.H. and Schiemann,O. (2012)
MtsslWizard: in silico spin-labeling and generation of distance
distributions in PyMOL. Appl. Magn. Reson., 42, 377–391.

36. Stevens,M.A., McKay,J.E., Robinson,J.L.S., El Mkami,H.,
Smith,G.M. and Norman,D.G. (2016) The use of the Rx spin label in
orientation measurement on proteins, by EPR. Phys. Chem. Chem.
Phys., 18, 5799–5806.

37. Stark,H. (2010) Grafix: stabilization of fragile macromolecular
complexes for single particle cryo-Em. Method Enzymol., 481,
109–126.

38. Wu,C.W. and Yarbrough,L.R. (1976) N-(1-pyrene)maleimide: a
fluorescent cross-linking reagent. Biochemistry, 15, 2863–2868.

39. Bains,G.K., Kim,S.H., Sorin,E.J. and Narayanaswami,V. (2012) The
extent of pyrene excimer fluorescence emission is a reflector of
distance and flexibility: analysis of the segment linking the LDL
receptor-binding and tetramerization domains of apolipoprotein E3.
Biochemistry, 51, 6207–6219.

40. Jeschke,G. and Polyhach,Y. (2007) Distance measurements on
spin-labelled biomacromolecules by pulsed electron paramagnetic
resonance. Phys. Chem. Chem. Phys., 9, 1895–1910.

41. Selth,L.A., Lorch,Y., Ocampo-Hafalla,M.T., Mitter,R., Shales,M.,
Krogan,N.J., Kornberg,R.D. and Svejstrup,J.Q. (2009) An
Rtt109-independent role for Vps75 in transcription-associated
nucleosome dynamics. Mol. Cell. Biol., 29, 4220–4234.

42. Jasencakova,Z., Scharf,A.N., Ask,K., Corpet,A., Imhof,A.,
Almouzni,G. and Groth,A. (2010) Replication stress interferes with
histone recycling and predeposition marking of new histones. Mol.
Cell, 37, 736–743.

43. Tagami,H., Ray-Gallet,D., Almouzni,G. and Nakatani,Y. (2004)
Histone H3.1 and H3.3 complexes mediate nucleosome assembly
pathways dependent or independent of DNA synthesis. Cell, 116,
51–61.

44. Huang,H.D., Stromme,C.B., Saredi,G., Hodl,M., Strandsby,A.,
Gonzalez-Aguilera,C., Chen,S., Groth,A. and Patel,D.J. (2015) A
unique binding mode enables MCM2 to chaperone histones H3–H4
at replication forks. Nat. Struct. Mol. Biol., 22, 618–626.

45. Klimovskaia,I.M., Young,C., Stromme,C.B., Menard,P.,
Jasencakova,Z., Mejlvang,J., Ask,K., Ploug,M., Nielsen,M.L.,
Jensen,O.N. et al. (2014) Tousled-like kinases phosphorylate Asf1 to
promote histone supply during DNA replication. Nat. Commun., 5.

46. Campos,E.I., Fillingham,J., Li,G., Zheng,H., Voigt,P., Kuo,W.H.,
Seepany,H., Gao,Z., Day,L.A., Greenblatt,J.F. et al. (2010) The
program for processing newly synthesized histones H3.1 and H4. Nat.
Struct. Mol. Biol., 17, 1343–1351.

47. Groth,A., Ray-Gallet,D., Quivy,J.P., Lukas,J., Bartek,J. and
Almouzni,G. (2005) Human Asf1 regulates the flow of S phase
histones during replicational stress. Mol. Cell, 17, 301–311.

48. Groth,A., Corpet,A., Cook,A.J., Roche,D., Bartek,J., Lukas,J. and
Almouzni,G. (2007) Regulation of replication fork progression
through histone supplyand demand. Science, 318, 649–652.

49. Kuo,Y.M., Henry,R.A., Huang,L., Chen,X., Stargell,L.A. and
Andrews,A.J. (2015) Utilizing targeted mass spectrometry to
demonstrate Asf1-dependent increases in residue specificity for
Rtt109-Vps75 mediated histone acetylation. PLoS One, 10, e0118516.

50. Radovani,E., Cadorin,M., Shams,T., El-Rass,S., Karsou,A.R.,
Kim,H.S., Kurat,C.F., Keogh,M.C., Greenblatt,J.F. and
Fillingham,J.S. (2013) The carboxyl terminus of Rtt109 functions in
chaperone control of histone acetylation. Eukaryot. Cell, 12, 654–664.



6172 Nucleic Acids Research, 2016, Vol. 44, No. 13

51. D’Arcy,S. and Luger,K. (2011) Understanding histone
acetyltransferase Rtt109 structure and function: how many
chaperones does it take? Curr. Opin. Struct. Biol., 21, 728–734.

52. Han,J., Zhou,H., Li,Z., Xu,R.M. and Zhang,Z. (2007) Acetylation of
lysine 56 of histone H3 catalyzed by RTT109 and regulated by ASF1
is required for replisome integrity. J. Biol. Chem., 282, 28587–28596.

53. Abshiru,N., Ippersiel,K., Tang,Y., Yuan,H., Marmorstein,R.,
Verreault,A. and Thibault,P. (2013) Chaperone-mediated acetylation
of histones by Rtt109 identified by quantitative proteomics. J.
Proteomics, 81, 80–90.

54. Wood,C.M., Nicholson,J.M., Lambert,S.J., Chantalat,L.,
Reynolds,C.D. and Baldwin,J.P. (2005) High-resolution structure of
the native histone octamer. Acta Crystallogr. F, 61, 541–545.

55. Elsasser,S.J., Huang,H.D., Lewis,P.W., Chin,J.W., Allis,C.D. and
Patel,D.J. (2012) DAXX envelops a histone H3.3-H4 dimer for
H3.3-specific recognition. Nature, 491, 560–565.

56. Liu,C.P., Xiong,C., Wang,M., Yu,Z., Yang,N., Chen,P., Zhang,Z.,
Li,G. and Xu,R.M. (2012) Structure of the variant histone H3.3-H4

heterodimer in complex with its chaperone DAXX. Nat. Struct. Mol.
Biol., 19, 1287–1292.

57. Xu,M., Long,C.Z., Chen,X.Z., Huang,C., Chen,S. and Zhu,B. (2010)
Partitioning of histone H3–H4 tetramers during DNA
replication-dependent chromatin assembly. Science, 328, 94–98.

58. Jackson,V. (1987) Deposition of newly synthesized histones: new
histones H2A and H2B do not deposit in the same nucleosome with
new histones H3 and H4. Biochemistry, 26, 2315–2325.

59. Xue,Y.M., Kowalska,A.K., Grabowska,K., Przybyt,K.,
Cichewicz,M.A., Del Rosario,B.C. and Pemberton,L.F. (2013)
Histone chaperones Nap1 and Vps75 regulate histone acetylation
during transcription elongation. Mol. Cell. Biol., 33, 1645–1656.

60. Jeschke,G., Chechik,V., Ionita,P., Godt,A., Zimmermann,H.,
Banham,J., Timmel,C.R., Hilger,D. and Jung,H. (2006)
DeerAnalysis2006 - a comprehensive software package for analyzing
pulsed ELDOR data. Appl. Magn. Reson., 30, 473–498.


