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While the molecular details by which Hsp90 interacts with Sgt1 and Rar1 were previously

described the exact stoichiometric complex that is formed remains elusive. Several

possibilities remain that include two asymmetric complexes, Sgt12-Hsp902-Rar12
(two molecules of Sgt1 and Rar1 and one Hsp90 dimer) or Sgt12-Hsp902-Rar11
(with a single Rar1 molecule) and an asymmetric complex (Sgt11-Hsp902-Rar11).

The Hsp90-mediated activation of NLR receptors (Nucleotide-binding domain and

Leucine-rich Repeat) in the innate immunity of both plants and animals is dependent

on the co-chaperone Sgt1 and in plants on Rar1, a cysteine- and histidine-rich domain

(CHORD)-containing protein. The exact stoichiometry of such a complex may have a

direct impact on NLR protein oligomerization and thus ultimately on the mechanism by

which NLRs are activated. CD spectroscopy was successfully used to determine the

stoichiometry of a ternary protein complex among Hsp90, Sgt1, and Rar1 in the presence

of excess ADP. The results indicated that a symmetric Sgt12-Hsp902-Rar11 complex was

formed that could allow two NLR molecules to simultaneously bind. The stoichiometry of

this complex has implications on, and might promote, the dimerization of NLR proteins

following their activation.

Keywords: Hsp90, Sgt1, Rar1, nod-like receptors, innate immunity, heat shock, co-chaperone

INTRODUCTION

Nucleotide-binding domain and Leucine-rich Repeat containing proteins (NLR) act as intra- and
extra-cellular sensors, effectors, or mediators in the innate immune system in plants and animals.
These proteins therefore represent an initial switch for the induction of disease defense responses
(Griebel et al., 2014; Wu et al., 2014). The proper functioning of NLR proteins is dependent on
Heat shock protein 90 (Hsp90), a molecular chaperone that consists of three domains, an N-
terminal ATP binding domain, a middle domain that is also essential for the hydrolysis of ATP
and a C-terminal dimerization domain (Prodromou et al., 1997; Meyer et al., 2004; Ali et al.,
2006; Prodromou, 2012). In order to understand the complex chaperoning, and indeed the cellular
signaling from NLRs, requires that a detailed knowledge is known of the co-operative interactions
that take place between Hsp90, its co-chaperones (Sgt1 and Rar1) and the NLR client protein. The
set of interactions that take place in the Sgt1-Hsp90-Rar1 (Sgt1, suppressor of G2 allele of skp1 and
Rar1, required forMla12 resistance) complex have been structurally determined (Botër et al., 2007;
Zhang et al., 2008, 2010), but the exact stoichiometry of the complex remains unknown.
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Sgt1 consists of three domains, of which the N-terminal
TPR domain appears to be dispensable for innate immunity
(Takahashi et al., 2003; Lee et al., 2004; Botër et al., 2007), and
instead seems to be involved in an interaction with the Skp1p-
Cdc53p-F box (SCF) E3 ubiquitin ligase subunit Skp1 (Catlett
and Kaplan, 2006; Kadota et al., 2008). The C-terminal domain
of Sgt1 is a highly conserved SGS domain (Sgt1 specific) that
interacts with NLRs (Dubacq et al., 2002; Bieri et al., 2004; da
Silva Correia et al., 2007), while the middle domain is a CS
domain (CHORD-SGT1 domain) that is structurally related to
p23/Sba1 (Dubacq et al., 2002; Garcia-Ranea et al., 2002; Zhang
et al., 2008). However, these CS domains do not share a common
interaction site with the N-terminal domain of Hsp90 (Botër
et al., 2007; Kadota et al., 2008; Zhang et al., 2008, 2010).Whereas,
p23/Sba1 interacts with the closed ATP lid conformation of
Hsp90, the CS domain of Sgt1 bound to a distinct site on the
Hsp90 N-terminal domain and its interaction did not influence
the state of the chaperone’s ATP lid. In contrast, Rar1 possesses
two CHORD domains (cysteine- and histidine-rich) that bind
two zinc ions each, and both CHORD domains are known to
interact with the N-terminal domains of Hsp90 (Takahashi et al.,
2003; Botër et al., 2007; Kadota et al., 2010; Zhang et al., 2010;
Kadota and Shirasu, 2012) as well as with the CS domain of
Sgt1. It appears that the CHORD I domain of Rar1 shows tighter
binding to Hsp90 (Botër et al., 2007; Zhang et al., 2010). Animals
also contain similar CHORD containing proteins, melusin and
Chp1, although their involvement in innate immune complexes
remains to be confirmed (Shirasu et al., 1999). Melusin and Chp-
1 contain an additional C-terminal CS domain, which is essential
but not wholly sufficient, for binding to Hsp90 (Hahn, 2005; Wu
et al., 2005).

Structural and biochemical studies have shown that Rar1
promotes the ADP-bound conformation of Hsp90 (Zhang et al.,
2010). The binding of the CHORD II domain of Rar1 onto the
N-terminal domain of Hsp90 appears to destabilize the ATP
lid of Hsp90. Specifically, it appears that Rar1 promotes an
inactive ADP-bound conformation of Hsp90 that favors Sgt1
interaction, via its CS domain, with the N-terminal domain of
Hsp90 (Sbroggiò et al., 2008; Zhang et al., 2010; Prodromou,
2012). Ultimately, it appears that a stable Sgt1-Hsp90-Rar1-NLR
complex might be formed that is posed for molecular recognition
of an infected state (Zhang et al., 2010; Prodromou, 2012).

Inactive NLR receptors are thought to exist in a metastable
conformation that involves intramolecular interactions between
the various domains of NLRs (Bendahmane et al., 2002; Moffett
et al., 2002; Kadota et al., 2010; Feerick and McKernan, 2017),
which is promoted by Sgt1 (Leister et al., 2005). It is thought
that the detection of a cognate effector induces conformational
changes, leading to a dissociation of the NB-ARC or NACHT
domain [nucleotide binding (NB) domains] and the LRR (leucine
rich repeat) domain of NLRs, that then allows the exchange of
ADP for ATP in the NB domain (Sukarta et al., 2016). Once
an NLR sensor is activated this often leads to oligomerization
through their central NB domains (Ade et al., 2007; Danot
et al., 2009), although N-terminal domains, such as coiled coil
(CC) and Toll-interleukin 1 (IL-1) receptor (TIR) domains have
also been shown to drive dimerization (Inohara et al., 2000;

Mestre and Baulcombe, 2006; Kadota et al., 2010; Bernoux et al.,
2011; Maekawa et al., 2011; Takken and Goverse, 2012; Huber
et al., 2015). In animals and plants, there is also evidence for
the formation of functional pairs of different NLRs (Sinapidou
et al., 2004; Ashikawa et al., 2008; Eitas et al., 2008; Lightfield
et al., 2008, 2011; Birker et al., 2009; Lee et al., 2009; Eitas
and Dangl, 2010; Kofoed and Vance, 2011; Okuyama et al.,
2011; Halff et al., 2012; Kanzaki et al., 2012; Cesari et al., 2013;
Kawano and Shimamoto, 2013; Zhai et al., 2014; Zhang et al.,
2017). However, oligomerization of NLR receptors appears to
be a central component in the activation of the innate immune
response and the exact stoichiometric makeup of the Sgt1-
Hsp90-Rar1 complex is likely impact on the mechanism of NLR
oligomerization.

To date it remains an open question as to whether one or
two Rar1 molecules are bound in a Sgt1-Hsp90-Rar1 complex. In
turn, this could influence not only the number of Sgt1 molecules
bound but also the number of NLR receptors in the complex. This
ultimately could regulate the exact NLR pairs that form following
their activation. Several models that differ in the number of Sgt1
and Rar1 molecules present in complex with dimeric Hsp90
are possible. These include, two symmetric complexes (Sgt12-
Hsp902-Rar12 (two molecules of Sgt1 and Rar1 and one Hsp90
dimer) or Sgt12-Hsp902-Rar11 (with a single Rar1 molecule)
and an asymmetric complex (Sgt11-Hsp902-Rar11) that contains
a single Sgt1 and Rar1 molecule in which both Rar1 CHORD
domains interact with Hsp90. We therefore applied a novel
circular dichroism (CD) spectroscopy method by titrating one
protein component in to a preformed binary complex of two
protein members of the Hsp90-Sgt1-Rar1 ternary complex in
the presence of ADP. The combined analysis of the data of
Sgt1 titrated on Hsp90-Rar1 complex, and subsequently Rar1
titrated onHsp90-Sgt1 complex, revealed that a symmetric Sgt12-
Hsp902-Rar11complex was formed, containing a dimer of Hsp90
and one and two molecules of Rar1 and Sgt1, respectively. The
presence of two Sgt1 molecules in the complex may promote
oligomerization of NLRs and may also be directly regulated by
Hsp90.

METHODS AND MATERIALS

Proteins and Solution Preparations
Triticum aestivum Hsp90, Arabodopsis thaliana Sgt1 and Rar1
were expressed and purified as full-length proteins as previously
described (Botër et al., 2007; Kadota et al., 2008; Zhang et al.,
2008, 2010).

Far and Near-UV SRCD and CD
Measurements
The far-UV SRCD (synchrotron radiation circular dichroism)
spectra in the 185–250 nm region were measured using
demountable CaF2 cells manufactured with recessed voids
(Hellma) around the central 7mm diameter area of 25 or
50µm path length. The near-UV CD spectra measurements
were conducted with a customized cuvette cell of 1 cm path
length of 40 µl volume capacity (Hellma). The far-UV (185–
250 nm) SRCD measurements diagnostic of protein folding and
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protein perturbations upon ligand binding were carried out using
Diamond B23 beamline module station B that can penetrate
much better the far UV region below 200 nm than bench-top
CD instruments using a 2mm aperture cuvette cell (Hussain
et al., 2012). For the solutions investigated, the presence of
100µM ADP in ∼45mM chloride ions in buffer containing
0.5mM beta-mercaptoethanol (BME) and proteins at a few
mg ml−1 concentration made the far-UV CD measurements
devoid of spectral distortions unattainable using bench-top
CD instruments, but possible with Diamond B23 beamline
for SRCD (Hussain et al., 2012, 2015). This was not the
case, however, for the near-UV region (250–330 nm) where the
CD measurements, characteristic of local tertiary structure of
aromatic amino acid residues and the ADP chiral adeninemoiety,
could be measured with the Diamond offline bench-top CD
instrument Chirascan Plus using 1 s integration time and 3 nm
bandwidth. All measurements were conducted at 4◦C using a
Peltier temperature controller (Quantum).

Stoichiometry Determination
The determination of the stoichiometry of the ternary complex
using the full-length proteins Hsp90, Sgt1, and Rar1 in the
presence of 100µM ADP, which corresponded to an equivalent
molar ratio of 4, was conducted as follows. First, the binding
of ADP with each of the protein components of the ternary
complex was investigated and then the binding of Sgt1 with Rar1
was assessed in both far and near UV regions. Since Hsp90 has
been found to interact with co-chaperons and client proteins as
a homodimer, for the characterization of the ternary complex
two titrations were conducted. The first measured the SRCD
and CD spectra for Sgt1 titrated into the preformed mixture
of 50µM Hsp90 with 25µM Rar1 {[Hsp90:Rar1] (2:1)} leading
to Hsp90:Sgt1:Rar1 (2:X:1) and the other with Rar1 titrated
into the preformed mixture of 50µM Hsp90 with 50µM Sgt11
{[Hsp90:Sgt1] (2:2)} leading to Hsp90:Sgt1:Rar1 (2:2:Y).

For each ligand, the titrations were conducted following two
consecutive methods. In the first method, the titrations in both
far and near UV regions were measured for each individual
solution by mixing appropriate aliquots of stock solutions of
the proteins, ADP, and buffer to reach the desired molar ratio,
while maintaining the total volume of the mixture constant.
With this method, the Sgt1 and Rar1 protein ligand titrations
were measured for 1, 2, 3, and 4 ligand molar ratios to the
corresponding preformed binary protein mixtures. The second
method was conducted only for the near UV titrations by adding
1 µl of stock solution of Sgt1 and Rar1, respectively, which
corresponded to a 0.5 equivalent molar ratio, to each of the 125µl
volumes of preformed binary complex. This second method
enabled the accurate determination of the stoichiometry of the
Hsp90, Sgt1, and Rar1 ternary complex in the presence of ADP
by measuring 0, 0.5, 1.0, 1.5, 2.0, 2.5, 3.0, 3.5, and 4.0 ligand
equivalent molar ratios added to the corresponding preformed
binary protein mixtures. For the near-UV region (250–330 nm),
nine consecutive repeated CD measurements at 0.5 nm intervals
corresponding to a total measuring time of 54min were necessary
to obtain a good signal-to-noise ratio due to the very small
intrinsic signal of these protein-protein interaction systems.

RESULTS

The exact stoichiometric makeup of the Hsp90-Sgt1-Rar1 ternary
complex was successfully determined by CD spectroscopy by
measuring the spectra in the far- and near-UV regions of the
individual three protein components and their binary and ternary
combinations at various molar ratios of Sgt1 and Rar1, with
respect to Hsp90. The measurements of the individual proteins
and the binary complexes were carried out with and without
ADP. Thus, to assess the stoichiometry of the ternary protein
complex we used a molar ratio of (2Hsp90:XSgt1:YRar1) in
the presence of ADP (4 molar excess) to determine whether
the (2:X:Y) stoichiometry was 2:1:1; 2:2:1 or 2:2:2 (Figure 1).
An analogous approach, using CD spectroscopy, has been
successfully applied previously to determine protein-protein
interactions qualitatively, but not the stoichiometry between two
co-chaperones and Hsp90 in the presence of nucleotide (Siligardi
et al., 2002, 2004).

For each individual protein component of the ternary
complex, ADP interaction was qualitatively determined by
assessing whether the observed SRCD and/or near CD spectra of
the proteins with ADP were not superimposable to the simulated
spectra calculated by adding together the spectra of the proteins
without ADP with those of ADP of the corresponding spectral
regions (Figure 2).

Full-Length Hsp90 and Interaction with
ADP
For full-length Hsp90 with ADP ([2:0:0:A], green), both far-UV
SRCD (Figure 2A) and near-UV CD (Figure 2B) spectra were
not super-imposable to the calculated spectra (c{[2:0:0]+[A]},
red) from the sum of the spectra of Hsp90 without ADP ([2:0:0],
black) and that of ADP ([A] (4), blue). This was consistent with
ADP binding to the Hsp90 dimer (Prodromou et al., 1997). In
the far-UV SRCD region, characteristic of the protein folding,
the fact that the detectable differences between the observed
spectrum of Hsp90 with ADP [200A] and the calculated one
(c{[200]+[A]}) were very small (Figure 2A), though detectable,
indicated negligible protein conformational change in secondary
structure upon binding of ADP. The difference between the
observed spectrum and the calculated spectrum was much larger
in the near-UV region, thus confirming the binding interaction
between ADP and Hsp90.

The analysis of the data conducted in a different manner
revealed further details. In Figure 3, the observed spectrum of
ADP was compared to the spectrum calculated by subtracting
the spectrum of Hsp90 without ADP ([200]) from that of Hsp90
with ADP ([200A]). The comparison with the spectrum of ADP
revealed three major features in the ADP difference spectrum
that in terms of chromophore lambda maxima could not all
derive from the ADP aminopurine chromophore characterized
by a broad π → π

∗ electronic transition at about 260 nm
(region 1 of Figure 3A). Also in region 1, distinguishable vibronic
components can be seen on top of the broad transition of
the adenyl group that could be due to CD contributions from
phenylalanine aromatic side-chain (1LB) π → π

∗ transition.
The positive CD band at about 280 nm was assigned to (1LB)
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FIGURE 1 | Proposed models for Sgt1-Hsp90-Rar1 complex. (A), Top panel shows the crystal structure of the hetero-hexameric assembly of Hsp90-N domain

(cyan), Sgt1-CS domain (gold), and Rar1-CHORDII domain (magenta) (Zhang et al., 2010). Bottom panel, cartoon of the hetero-hexameric assembly. (B), Cartoon of

the full-length proteins: Hsp90 with -C, -M, and -N domains (cyan), Rar1 with CHORDI-CHORDII (magenta), and Sgt1 with CS-SGS-TPR domains (gold). (C), Cartoon

of the possible [2:1:1], [2:2:1], and [2:2:2] stoichiometries envisaged for the full-length Hsp90, Sgt1 and Rar1 proteins as ternary complexes. For clarity the cartoons

contain only the N-domain of Hsp90.

π → π
∗ transition of tyrosine and/or (1LA) tryptophan aromatic

side-chain (region 2 of Figure 3A), whereas the positive CD band
at about 295 nm was assigned to tryptophan aromatic side-chain
(1LB) π → π

∗ electronic transitions (region 3 of Figure 3A).
These spectral features were better identified in the difference
spectrum of ADP and were consistent with changes of the local
tertiary structures of the tryptophan residues of Hsp90 that
can be used to probe unambiguously the presence of molecular
interactions between Hsp90 and ADP.

Full-Length Sgt1 Interacts Non-specifically
with ADP
Both far-UV SRCD (Figure 2C) and near-UV CD (Figure 2D)
spectra of Sgt1 with ADP ([010A], green) were not super-
imposable to the calculated spectra (c{[010]+[A]}, red) of Sgt1
([010], black) with ADP ([A] (4), blue) in their respective spectral

regions. The SRCD and CD data analysis for Sgt1 with and
without ADP indicated unambiguously that Sgt1 did interact
with ADP. Sgt1 is not a known ATPase and structurally does not
contain an ATP binding site. Consequently, we conclude that the
interaction between ADP and Sgt1 probably represents a weak
non-specific, but quantifiable and reproducible interaction under
the molar equivalents used in our analysis.

Full-Length Rar1 Interacts Non-specifically
with ADP
Both far-UV SRCD (Figure 2E) and near-UV CD spectra
(Figure 2F) of Rar1 with ADP ([001A], green) were not super-
imposable to the calculated spectra (c{[001]+[A]}, red) of Rar1
([001], black) with ADP ([A] (4), blue) in their respective
spectral regions. The SRCD and CD spectra of the protein Rar1
with and without ADP indicated unambiguously that Rar1 did
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FIGURE 2 | Observed SRCD and near UV CD of full-length Hsp90, Sgt1, and Rar1 with and without ADP and simulated spectra with ADP. (A,C,E,G) far UV SRCD

and (B,D,F,H) near UV CD spectra. (A,B) Hsp90 without ADP ([200], black) and with ADP ([200A], green), calculated spectrum of Hsp90+ADP (c {[200]+[A]}, red) and

spectrum of ADP ([A], blue). (C,D) Sgt1 without ADP ([010], black) and with ADP ([010A], green), calculated spectrum of Sgt1+ADP (c {[010]+[A]}, red) and spectrum

of ADP ([A], blue). (E,F) Rar1 without ADP ([001], black) and with ADP ([010A], green), calculated spectrum of Rar1+ADP (c {[001]+[A]}, red) and spectrum of ADP

([A], blue). (G,H) Sgt1+Rar1 without ADP ([011], black) and with ADP ([011A], green), calculated spectrum of [(Sgt1)+(Rar1)]+ADP (c {[011]+[A]}, red) and spectrum

of ADP ([A], blue).
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FIGURE 3 | Observed and simulated CD spectra of ADP. (A) Observed near-UV CD spectrum of ADP ([A] (4)) (black) and the difference ADP spectra calculated by

subtracting the CD spectrum of each protein without ADP to that with ADP: for Rar1 (c {[001A]-[001]} also termed bA(001) in B, green), Sgt1 (c {[010A]–[010]} also

termed bA(010) in B, red), Sgt1 with Rar-1 (c {[011A]–[011]}, blue), and Hsp90 (c {[200A]–[200]}, pink). The numbers represent the molar ratios among the proteins ([1]

= 25µM). Zones 1, 2, and 3 highlight the three main CD spectral contributions that have been assigned to the protein aromatic side chains (1 for Trp and 2 for Tyr

and/or Trp, and 3 for ADP and vibronic CD contributions of Phe side chain residues). (B) Observed near-UV CD spectrum of ADP ([A] (4)) (black) and the difference

ADP spectrum for Sgt1 with Rar-1 (c {[011A]–[011]}, blue) and three simulations from linear combinations of various fractions of the difference ADP spectra, termed

bound ADP (bA) for Sgt1 [010] and Rar1 [001], respectively, as calculated from Figure 4A. The simulations were calculated by adding 0.5 bA(010) to 0.5 bA(001)

(brown dash-dot) and 0.8 bA(010) to 0.2 bA(001) (light pink dash-dot) and 0.9 bA(010) to 0.1 bA(001) (orange). The green circle highlights the differences between the

simulated ADP spectra in the regions 2 and 3 defined in Figure 4A.

interact with ADP. The titration of ADP with Rar1 showed
a CD spectral change that was ADP concentration dependent
(Figure 4A). The plot of CD intensity vs. molar fraction of
{[ADP]/([ADP]+[Rar1]} showed a clear change in slope for the
mole fraction of 0.5 indicative of a 1:1 binding site (Figure 4B).
The apparent dissociation constant, Kd, was calculated following
the same procedure developed in Siligardi et al. (2002). The CD
data were transformed into difference CD by subtracting to the
observed spectra of the Rar1 with ADP at various molar ratios
the equivalent ADP spectra (Figure 4C). The fitting of the CD
intensity at 270 nm as a function of ADP concentration using a
non-linear regression analysis indicated a very weak Kd of 2mM
(Figure 4D). This represents a weak non-specific binding and is
consistent with no knownATPase activity for Rar1. In Figure 3A,
the comparison between the near-UV CD spectrum of ADP
(black) and the difference spectrum of ADP (c{[001A]–[001]},
green) showed a very small difference in magnitude, but not in
shape, that though consistent with an ADP binding interaction
was ascribed mainly to the ADP adenine chromophore.

Sgt1 and Rar1 Form a Binary Complex in
the Absence of ADP
In the far-UV region a very small spectral difference between
the observed SRCD spectrum (Figure 5A, [011], green) and the
calculated one (Figure 5A, c{[010]+[001]}, red) from the sum of
the Sgt1 spectrum with that of Rar1 was indicative of minute
conformational changes as the result of a binding interaction
between the two full-length proteins.

In contrast, the near-UV CD spectrum of the mixture of
Sgt1 with Rar1 without ADP (Figure 5B, [011], green) was

identical to the calculated sum of Sgt1 spectrum with that
of Rar1 (Figure 5B, c{[010]+[001]}, red) indicating that no
detectable conformational change or perturbation of the local
environment of the aromatic amino acid residue side-chains were
observed.

Sgt1-Rar1 Complex Interacts
Non-specifically with ADP
Both far-UV SRCD (Figure 2G) and near-UV CD spectra
(Figure 2H) of the mixture of Sgt1 with Rar1 with ADP ([011A],
green) were not super-imposable to the calculated spectra
(c{[011]+[A]}, red) of Sgt1-Rar1 complex ([011], black) with that
of ADP ([A] (4), blue). This is consistent with both Sgt1 and Rar1
interacting very weakly with ADP (Figures 2C,F).

For the mixture of Sgt1 and Rar1 (1:1), the system becomes
more complicated in terms of changes of CD profiles induced
by the interactions with ADP because the ADP molecules, of
which the concentration has been kept constant at four molar
equivalents, are distributed between the two proteins according
to the ratio between the two corresponding dissociation
constants. To evaluate this, a careful spectral analysis of simulated
spectra was performed. In Figure 3B the calculated CD spectrum
of the ADP with the mixture of Sgt1 and Rar1 (blue solid)
was significantly different than those calculated from the linear
combinations of various fractions (0.5+0.5, brown dash-dot),
(0.8+0.2, pink dash-dot) and (0.9+0.1, orange) of the CD
spectra representing ADP bound to Sgt1 and Rar1, respectively
(Figure 3A). This is compelling indication for the interaction
between the two Sgt1 and Rar1 full-length proteins and each
protein non-specifically with ADP.
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FIGURE 4 | Observed CD spectra for ADP titration into Rar1. (A) CD spectra of the titration ADP into Rar1 at various molar ratios n: ADP 3 molar ratio (dashed gray);

[Rar1+ADP (1:0)] (black); [Rar1+ADP (1:0.33)] (red); [Rar1+ADP (1:0.66)] (blue); [Rar1+ADP (1:0.99)] (magenta); [Rar1+ADP (1:1.33)] (dark green); [Rar1+ADP

(1:1.66)] (dark olive); [Rar1+ADP (1:1.99)] (light green); [Rar1+ADP (1:2.33)] (brown). (B) Plot of 1A intensity at 258 nm vs. mole fraction of concentration of ADP over

sum of concentration of ADP plus concentration of Rar1. The plot indicates a stoichiometry of Rar1+ADP of 1:1. The thickness of the points represents the error for

specific readings. (C) Difference CD spectra calculated by subtracting from the spectra of Rar1 with n molar of ADP the equivalent spectra of ADP of n molar ratio. (D)

Best fitting of the CD data at 270 nm using a non-linear regression analysis described in Siligardi et al. (2002) that was calculated for a dissociation constant Kd =

2mM. The thickness of the points represents the error for specific readings.

FIGURE 5 | CD Spectra for Rar1-Sgt1 binary complex. Far-UV SRCD (A), and near-UV CD (B), spectra of Sgt1 with Rar1 [Sgt1:Rar1] at molar ratio [0:1:1] (green) and

the calculated spectrum of {[0:1:0]+[0:0:1]} (red) obtained by adding the spectrum Sgt1 ([0:1:0]) (solid black) to that of Rar1 ([0:0:1]) (black, dash-dot).

In terms of CD contributions, the calculated spectrum of ADP
in the mixture of Sgt1 and Rar1 (molar ratio 1:1) (Figure 3A,
c{[011A]-[011]}, blue) was similar to those interpreted for
the individual Sgt1 and Rar1 proteins with ADP and that
they were due to the ADP chromophore at 260 nm with
negligible contributions from the proteins aromatic side-chain
residues.

Determination of the Stoichiometry of the
Full-Length Protein Complex
The determination of the stoichiometry of the full-length
protein complex using Hsp90[2]:Sgt1[X]:Rar1[1]:ADP and
Hsp90[2]:Sgt1[2]:Rar1[Y]:ADP involved titration of increasing
amounts of Sgt1[X] and Rar1[Y] to higher molar ratios. The
innovative method used to assess the stoichiometry of the ternary
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protein complex between Hsp90, Sgt1, and Rar1 in the presence
of ADP was based on the correlation found between the results
of two CD titrations in the near-UV spectral region. The first
was that for Sgt1 titrated into the binary complex of Hsp90:Rar1
(molar ratio 2:1) with ADP {Hsp90(2):Rar1(1)+ADP] and the
second for Rar1 titrated into the binary complex of Hsp90:Sgt1
(molar ratio 2:2) with ADP [Hsp90(2):Sgt1(2)+ADP]. The ligand
proteins Sgt1 and Rar1 were both titrated into the cuvette cell
containing the preformed binary complexes, with ADP, at 0.5
molar increments to reach the final molar ratio of 4 and 3.5,
respectively (Figures 6A, 7A).

For the first near-UV CD titration of Sgt1 into the preformed
complex, Hsp90(2)- Rar1(1) with ADP, the plot of CD intensity
at 270 nm vs. the molar fraction of Sgt1, calculated as the ratio of
molar concentration of Sgt1 over the sum of the concentration
of Sgt1 with 50µM Hsp90 (represented as [Hsp90(2)]), enabled
the determination of the stoichiometry to be [2:2:1] rather than
[2:1:1] (Figure 6B).

Another way to analyze the CD titration data was to compare
the spectra of Sgt1 with and without ADP with those for the

equivalents of Sgt1 calculated by subtracting from each ternary
protein mixture with ADP the spectrum with the lower molar
amount of Sgt1, called Sgt1(1) for {[2:1:1A]–[2:0:1:A], Sgt1(2)
for {[2:2:1A]–[2:1:1:A]}, and Sgt1(3) for {[2:3:1A]–[2:2:1:A],
respectively (Figure 6C). The calculated spectra of Sgt1(1) and
Sgt1(2) falling outside the gray area delimited by the spectra
of Sgt1 (without ADP) and Sgt1A (with ADP; Figure 6C)
indicated that the calculated spectra for Sgt1(1) and Sgt1(2)
were consistent with spectral changes due to binding interactions
with the other two protein components, Hsp90 and Rar1 in
the ternary complex. Sgt1(3) on the other hand, falling within
the gray area in Figure 6C was indicative of Sgt1 binding to
ADP, as saturation was reached in Hsp90:Sgt1:Rar1 complex
at 2:2:1 molar ratio. The spectrum of Sgt1(3) (Figure 6C,
green) was very similar to that simulated by the sum of 50%
of the Sgt1 spectrum to 50% of that for Sgt1 with ADP
[(Sgt1A+SgtiA)/2, pink spectrum of Figure 6C]. This is in
agreement with the attributed stoichiometry of (2:2:1) for the
Hsp90:Sgt1:Rar1 complex in the presence of a 4 molar ratio ADP
(Figure 6B).

FIGURE 6 | Near UV spectra for the titration of Sgt1 into a binary complex of Hsp90-Rar1 complex. (A) Near UV CD titration of full-length Sgt1 titrated into preformed

mixture of Hsp90 with Rar-1 at [2:1] molar ratio in the presence of ATP. Sgt1 was added at consecutive additions of 0.5 molar equivalents until reaching a final 4.0

molar ratio excess (1 equivalent molar ratio = 25µM). (B) Plot of CD intensity at 270 nm (dashed line) vs. mole fraction of Sgt1 calculated as follows: {[Sgt1

(X)]/([Hsp90(2)]+[Sgt1 (X)])}. The change in the slope occurring at molar fraction 0.5 indicated that the stoichiometry of the ternary complex was [2:2:1]. The thickness

of the points represents the error for specific readings. (C) Near-UV CD spectra of Sgt1 with ADP (brown, dash-dot) and without ADP (blue, dash-dot). The solid lines

are the difference CD spectra of the molar equivalent of Sgt1 titrated into the preformed [Hsp90(2):Sgt1(X):Rar1(1):ADP(4)] complexes calculated by subtracting the

spectra of the complexes with one less molar increment of Sgt1, such as: {[2:1:1A]–[2:0:1A]} (black), {[2:2:1A]–[2:1:1A]} (red), and {[2:3:1A]–[2:2:1A]} (green). The pink

spectrum is the linear combination of 50% of Sgt1 with ADP ([0:1:0A]) with 50% of Sgt1 without ADP ([0:1:0]).
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For the second near-UV CD titration for Rar1 into preformed
binary complex Hsp90:Sgt1 (molar ratio 2:2) with ADP, the plot
of the CD intensity at 270 nm vs. the molar fraction of Rar1,
calculated as ratio of molar concentration of Rar1 over the sum
of the concentration of Rar1 with 50µM Hsp90 (represented as
[Hsp90(2)]), confirmed the stoichiometry for Hsp90:Sgt1:Rar1
with ADP of [2:2:1+ADP] (Figure 7B) as observed in the first
titration with Sgt1 (Figure 6).

The analysis of the difference CD spectra of Rar1(1),
Rar1(2), and Rar1(3) calculated by subtracting the spectra
of the ternary mixtures with lower molar ratio “n” of Rar1
[Hsp90(2):Sgt1(2):Rar1(n)] from that with higher “n+1” molar
ratio [Hsp90(2):Sgt1(2):Rar1(n+1)] and compared to the spectra
of Rar1 alone or with ADP (Rar1A; Figure 7C), showed that
only Rar1(1) fell outside the demarked area between the spectra
of Rar1A and Rar1 (with and without ADP, respectively).
As for Sgt1, this was indicative of the binding interaction

of Rar1(1) to the preformed binary complex of Hsp90:Sgt1
(2:2) (Figure 7C). The fact that the difference spectra of
Rar1(2) and Rar1(3) were within the demarked area was
consistent with an excess of Rar1 not interacting anymore with
the complex, Hsp90:Sgt1:Rar1+ADP (2:2:1+A), but with the
remaining ADP. This analysis confirmed the stoichiometry 2:2:1
for Hsp90:Sgt1:Rar1 in the presence of a 4 molar ratio of ADP as
determined in Figure 7B.

DISCUSSION

The stoichiometry of the ternary complex of Hsp90, Sgt1, and
Rar1 in the presence of ADP was assessed by CD spectroscopy.
The approach used the characterization of the interactions of
the individual proteins with ADP, the combination of the binary
complexes and the titrations of Sgt1 into the preformed binary

FIGURE 7 | Near UV spectra for the titration of Rar1 into a binary complex of Hsp90-Sgt1 complex. (A) Near UV CD titration of full-length Rar1 into preformed mixture

of Hsp90 with Sgt1 at [2:2] molar ratio in the presence of ATP. Rar1 was added at consecutive additions of 0.5 molar equivalent until reaching a final 3.5 molar excess.

(B) Plot of CD intensity at 270 nm (dashed line) vs. mole fraction of Rar1 calculated as follows: {[Rar1(Y)]/([Hsp90(2)]+Rar1(Y))}. The change in the slope occurring at

molar fraction 0.333 indicated that the stoichiometry of the ternary complex was [2:2:1]. (C) Near-UV CD spectra of Sgt1 with ADP (brown, dash-dot) and without

ADP (blue, dash-dot). The solid line spectra are the difference CD spectra of the equivalent Rar1 titrated into the preformed [Hsp90(2):Sgt1(2):Rar1(Y):ADP(4)]

complexes calculated by subtracting the spectra of the complexes with one less molar ratio of Rar1, such as: {[2:2:3A]–[2:2:2A]} (green), {[2:2:2A]–[2:2:1A]} (red), and

{[2:2:1A]-[2:2:0A]} (black).
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complex of Hsp90 with Rar1, at 2:1 molar ratio, respectively,
and finally Rar1 titration into the preformed binary complex of
Hsp90 with Sgt1, at a 2:2 molar ratio. The inclusion of ADP was
based on previous work that showed that Rar1 could bring about
the hydrolysis of ATP by Hsp90 and produce an active stable
ADP-bound Rar1-Hsp90-Sgt1 complex (Zhang et al., 2010).
Such long-lived stable complexes may act as potential sensors
posed to respond to small molecules from invasive organisms
(Prodromou, 2012).

The innovative titration method revealed that all three
proteins did interact with ADP. Interaction with ADP has
previously been seen with Chp1 and melusin although they
have not been reported to be ATPases and these interactions
probably represent some non-specific association (Hong et al.,
2013). For the two titrations, both plots of the CD intensity at
270 nm vs. the mole fraction of each titrating protein, Sgt1 and
Rar1, were consistent with a stoichiometry for Hsp90:Sgt1:Rar1
of (2:2:1) in the presence of a 4 molar ratio ADP (Figure 6B).
We conclude that because Rar1 and Sgt1 are not known ATPases
that the interaction with nucleotide is non-specific. This was
demonstrated for Rar1 in which the titration with ADP revealed
a very weak Kd of 2mM (Figure 4D).

The stoichiometry of 2:2:1 (Hsp902-Sgt12-Rar11) agrees with
the symmetric model proposed in Figure 1. The model suggests
that a single Rar1 molecule is bound between the two N-
terminal domains of Hsp90, rather than two Rar1 molecules
each interacting solely with either their CHORD I or II domains.

This model is consistent with that previously proposed and with
biochemical studies that suggest that the CHORD I domain
of Rar1 provides the main binding affinity for Hsp90, but the
CHORDII domain also interacts with HSp90 (Zhang et al.,
2010). We thus conclude that Rar1 most likely bridges the two
N-terminal domains of Hsp90 by interactions involving both its
CHORD domains.

The presence of two Sgt1 molecules in the complex is
consistent with observed structures (Zhang et al., 2010). The
presence of two Sgt1 molecules in the Hsp90 complex raises
the possibility that each could recruit either two of the same
NLR or distinct NLR pairs to stably associate within the Hsp90
complex. That both Rar1 CHORD domains appear to interact
with Hsp90 and their ability to interact with the CS domains of
Sgt1 suggest that both Hsp90 N-terminal domains are converted
to an ADP-bound state as seen in structural studies of a Rar1
CHORD II-Hsp90-Sgt1 CS domain complex. Activation of either
one or both NLR proteins could then lead to a Hsp90 regulated
association of theNLR proteins into an active state, thus initiating
disease defense responses (Figure 8). In support of such a model,
Hsp90 has been reported to be involved in the assembly of
macromolecular complexes. For example, Hsp90 has been shown
to mediate the assembly and nuclear import of influenza A
virus RNA polymerase complex (Momose et al., 2002; Naito
et al., 2007), the incorporation of small RNAs into Argonaute
(Nagradova, 2002; Iki et al., 2010, 2012; Miyoshi et al., 2010;
Iwakawa et al., 2012), the binding of the reverse transcriptase to

FIGURE 8 | Models of the Sgt1-Hsp90-Rar1 complex. (A) Model of full-length Hsp90 complexed with Sgt1 and Rar1 based on known structures (Ali et al., 2006;

Zhang et al., 2010). (B) Cartoon of the Hsp90-Sgt1-Rar1-NLR complex (2:2:1:2 molar ratio, respectively) based on the 2:2:1 stoichiometry of the Sgt1-Hsp90-Rar1

complex as determined by CD spectroscopy.
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pregenomic RNA templates (Kawasaki and Shimizu, 1996; Stahl
et al., 2007a,b) and the assembly of the Replicase Complex of
a Positive-Strand RNA Plant Virus (Mine et al., 2012). Clearly,
Hsp90 can bring about macromolecular assembly and it is not
unreasonable that it may have such a role in oligomerization
of NLR pairs. However, Melusin and Chp1 in animals also
contain a CS domain, that might modify the number of Sgt1
molecules bound in a Hsp90 complex by competing with the
CS domain of Sgt1 for binding. Alternatively, the CS domain
of these CHORD containing proteins might be responsible for
recruitment of other as yet unknown proteins and may represent
a fundamental difference between plant and animal Hsp90-NLR
complexes. Thus, while there may be differences in plant and
animal systems, this study forms the basis of a model, in which

Hsp90 can regulate NLR oligomerization that can now be tested
further.

AUTHOR CONTRIBUTIONS

CP and GS: designed the research; GS, MZ, and CP: carried out
the experimentation; CP: supervised all the work; CP and GS:
wrote the paper and CP andGS: contributed to subsequent drafts.

ACKNOWLEDGMENTS

This work was supported by Wellcome Trust Senior Investigator
award (095605/Z/11/Z) and Diamond Light Source B23
beamtime (SM1950).

REFERENCES

Ade, J., DeYoung, B. J., Golstein, C., and Innes, R. W. (2007). Indirect

activation of a plant nucleotide binding site-leucine-rich repeat protein

by a bacterial protease. Proc. Natl. Acad. Sci. U.S.A. 104, 2531–2536.

doi: 10.1073/pnas.0608779104

Ali, M. M., Roe, S. M., Vaughan, C. K., Meyer, P., Panaretou, B., Piper, P. W., et al.

(2006). Crystal structure of an Hsp90-nucleotide-p23/Sba1 closed chaperone

complex. Nature 440, 1013–1017. doi: 10.1038/nature04716

Ashikawa, I., Hayashi, N., Yamane, H., Kanamori, H., Wu, J., Matsumoto, T., et al.

(2008). Two adjacent nucleotide-binding site-leucine-rich repeat class genes are

required to confer Pikm-specific rice blast resistance. Genetics 180, 2267–2276.

doi: 10.1534/genetics.108.095034

Bendahmane, A., Farnham, G., Moffett, P., and Baulcombe, D. C. (2002).

Constitutive gain-of-function mutants in a nucleotide binding site-leucine

rich repeat protein encoded at the Rx locus of potato. Plant J. 32, 195–204.

doi: 10.1046/j.1365-313X.2002.01413.x

Bernoux, M., Ve, T., Williams, S., Warren, C., Hatters, D., Valkov, E.,

et al. (2011). Structural and functional analysis of a plant resistance

protein TIR domain reveals interfaces for self-association, signaling, and

autoregulation. Cell Host Microbe. 9, 200–211. doi: 10.1016/j.chom.2011.0

2.009

Bieri, S., Mauch, S., Shen, Q. H., Peart, J., Devoto, A., Casais, C., et al. (2004).

RAR1 positively controls steady state levels of barley MLA resistance proteins

and enables sufficient MLA6 accumulation for effective resistance. Plant Cell

16, 3480–3495. doi: 10.1105/tpc.104.026682

Birker, D., Heidrich, K., Takahara, H., Narusaka, M., Deslandes, L., Narusaka, Y.,

et al. (2009). A locus conferring resistance to Colletotrichum higginsianum

is shared by four geographically distinct Arabidopsis accessions. Plant J. 60,

602–613. doi: 10.1111/j.1365-313X.2009.03984.x

Botër, M., Amigues, B., Peart, J., Breuer, C., Kadota, Y., Casais, C., et al.

(2007). Structural and functional analysis of SGT1 reveals that its interaction

with HSP90 is required for the accumulation of Rx, an R protein

involved in plant immunity. Plant Cell 19, 3791–3804. doi: 10.1105/tpc.107.

050427

Catlett, M. G., and Kaplan, K. B. (2006). Sgt1p is a unique co-chaperone that acts

as a client adaptor to link Hsp90 to Skp1p. J. Biol. Chem. 281, 33739–33748.

doi: 10.1074/jbc.M603847200

Cesari, S., Thilliez, G., Ribot, C., Chalvon, V., Michel, C., Jauneau, A., et al. (2013).

The rice resistance protein pair RGA4/RGA5 recognizes the Magnaporthe

oryzae effectors AVR-Pia and AVR1-CO39 by direct binding. Plant Cell 25,

1463–1481. doi: 10.1105/tpc.112.107201

Danot, O., Marquenet, E., Vidal-Ingigliardi, D., and Richet, E. (2009). Wheel of

life, wheel of death: a mechanistic insight into signaling by STAND proteins.

Structure 17, 172–182. doi: 10.1016/j.str.2009.01.001

da Silva Correia, J., Miranda, Y., Leonard, N., and Ulevitch, R. (2007). SGT1 is

essential for Nod1 activation. Proc. Natl. Acad. Sci. U.S.A. 104, 6764–6769.

doi: 10.1073/pnas.0610926104

Dubacq, C., Guerois, R., Courbeyrette, R., Kitagawa, K., and Mann, C. (2002).

Sgt1p contributes to cyclic AMP pathway activity and physically interacts with

the adenylyl cyclase Cyr1p/Cdc35p in budding yeast. Eukaryot Cell 1, 568–582.

doi: 10.1128/EC.1.4.568-582.2002

Eitas, T. K., and Dangl, J. L. (2010). NB-LRR proteins: pairs, pieces,

perception, partners, and pathways. Curr. Opin. Plant Biol. 13, 472–477.

doi: 10.1016/j.pbi.2010.04.007

Eitas, T. K., Nimchuk, Z. L., and Dangl, J. L. (2008). Arabidopsis TAO1 is

a TIR-NB-LRR protein that contributes to disease resistance induced by

the Pseudomonas syringae effector AvrB. Proc. Natl. Acad. Sci. U.S.A. 105,

6475–6480. doi: 10.1073/pnas.0802157105

Feerick, C. L., andMcKernanD. P. (2017). Understanding the regulation of pattern

recognition receptors in inflammatory diseases - a ‘Nod’ in the right direction.

Immunology 150, 237–247. doi: 10.1111/imm.12677

Garcia-Ranea, J. A., Mirey, G., Camonis, J., and Valencia, A. (2002). p23

and HSP20/alpha-crystallin proteins define a conserved sequence domain

present in other eukaryotic protein families. FEBS Lett. 529, 162–167.

doi: 10.1016/S0014-5793(02)03321-5

Griebel, T., Maekawa, T., and Parker, J. E. (2014). NOD-like receptor

cooperativity in effector-triggered immunity. Trends Immunol. 35, 562–570.

doi: 10.1016/j.it.2014.09.005

Hahn, J. S. (2005). Regulation of Nod1 by Hsp90 chaperone complex. FEBS Lett.

579, 4513–4519. doi: 10.1016/j.febslet.2005.07.024

Halff, E. F., Diebolder, C. A., Versteeg, M., Schouten, A., Brondijk, T. H., Huizinga,

E. G., et al. (2012). Formation and structure of a NAIP5-NLRC4 inflammasome

induced by direct interactions with conserved N- and C-terminal regions

of flagellin. J. Biol. Chem. 287, 38460–38472. doi: 10.1074/jbc.M112.

393512

Hong, T. J., Kim, S., Wi, A. R., Lee, P., Kang, M., Jeong, J. H., et al. (2013).

Dynamic nucleotide-dependent interactions of cysteine- and histidine-

rich domain (CHORD)-containing Hsp90 cochaperones Chp-1 and

melusin with cochaperones PP5 and Sgt1. J. Biol. Chem. 288, 215–222.

doi: 10.1074/jbc.M112.398636

Huber, R. G., Eibl, C., and Fuchs, J. E. (2015). Intrinsic flexibility of NLRP pyrin

domains is a key factor in their conformational dynamics, fold stability, and

dimerization. Protein Sci. 24, 174-181. doi: 10.1002/pro.2601

Hussain, R., Benning, K., Myatt, D., Javorfi, T., Longo, E., Rudd, T. R., et al. (2015).

CDApps: integrated software for experimental planning and data processing

at beamline B23, diamond light source. J. Synchrotron Radiat. 22(Pt 3), 862.

doi: 10.1107/S1600577515007602

Hussain, R., Javorfi, T., and Siligardi, G. (2012). Circular dichroism beamline

B23 at the diamond light source. J. Synchrotron Radiat. 19(Pt 1), 132–135.

doi: 10.1107/S0909049511038982

Iki, T., Yoshikawa, M., Meshi, T., and Ishikawa, M. (2012). Cyclophilin 40

facilitates HSP90-mediated RISC assembly in plants. EMBO J. 31, 267–278.

doi: 10.1038/emboj.2011.395

Iki, T., Yoshikawa, M., Nishikiori, M., Jaudal, M. C., Matsumoto-Yokoyama, E.,

Mitsuhara, I., et al. (2010). In vitro assembly of plant RNA-induced silencing

Frontiers in Molecular Biosciences | www.frontiersin.org 11 January 2018 | Volume 4 | Article 95

https://doi.org/10.1073/pnas.0608779104
https://doi.org/10.1038/nature04716
https://doi.org/10.1534/genetics.108.095034
https://doi.org/10.1046/j.1365-313X.2002.01413.x
https://doi.org/10.1016/j.chom.2011.02.009
https://doi.org/10.1105/tpc.104.026682
https://doi.org/10.1111/j.1365-313X.2009.03984.x
https://doi.org/10.1105/tpc.107.050427
https://doi.org/10.1074/jbc.M603847200
https://doi.org/10.1105/tpc.112.107201
https://doi.org/10.1016/j.str.2009.01.001
https://doi.org/10.1073/pnas.0610926104
https://doi.org/10.1128/EC.1.4.568-582.2002
https://doi.org/10.1016/j.pbi.2010.04.007
https://doi.org/10.1073/pnas.0802157105
https://doi.org/10.1111/imm.12677
https://doi.org/10.1016/S0014-5793(02)03321-5
https://doi.org/10.1016/j.it.2014.09.005
https://doi.org/10.1016/j.febslet.2005.07.024
https://doi.org/10.1074/jbc.M112.393512
https://doi.org/10.1074/jbc.M112.398636
https://doi.org/10.1002/pro.2601
https://doi.org/10.1107/S1600577515007602
https://doi.org/10.1107/S0909049511038982
https://doi.org/10.1038/emboj.2011.395
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


Siligardi et al. The Hsp90-Sgt1-Rar1 Complex

complexes facilitated by molecular chaperone HSP90. Mol. Cell 39, 282–291.

doi: 10.1016/j.molcel.2010.05.014

Inohara, N., Koseki, T., Lin, J., del Peso, L., Lucas, P. C., Chen, F. F., et al.

(2000). An induced proximity model for NF-kappa B activation in the

Nod1/RICK and RIP signaling pathways. J. Biol. Chem. 275, 27823–27831.

doi: 10.1074/jbc.M003415200

Iwakawa, H. O., Tajima, Y., Taniguchi, T., Kaido, M., Mise, K., Tomari,

Y., et al. (2012). Poly(A)-binding protein facilitates translation of

an uncapped/nonpolyadenylated viral RNA by binding to the 3’

untranslated region. J. Virol. 86, 7836–7849. doi: 10.1128/JVI.005

38-12

Kadota, Y., Amigues, B., Ducassou, L., Madaoui, H., Ochsenbein, F., Guerois,

R., et al. (2008). Structural and functional analysis of SGT1-HSP90 core

complex required for innate immunity in plants. EMBO Rep. 9, 1209–1215.

doi: 10.1038/embor.2008.185

Kadota, Y., and Shirasu, K. (2012). TheHSP90 complex of plants. Biochim. Biophys.

Acta 1823, 689–697. doi: 10.1016/j.bbamcr.2011.09.016

Kadota, Y., Shirasu, K., and Guerois, R. (2010). NLR sensors meet

at the SGT1-HSP90 crossroad. Trends Biochem. Sci. 35, 199–207.

doi: 10.1016/j.tibs.2009.12.005

Kanzaki, H., Yoshida, K., Saitoh, H., Fujisaki, K., Hirabuchi, A., Alaux, L.,

et al. (2012). Arms race co-evolution of Magnaporthe oryzae AVR-Pik and

rice Pik genes driven by their physical interactions. Plant J. 72, 894–907.

doi: 10.1111/j.1365-313X.2012.05110.x

Kawano, Y., and Shimamoto, K. (2013). Early signaling network in rice PRR-

mediated and R-mediated immunity. Curr. Opin. Plant Biol. 16, 496–504.

doi: 10.1016/j.pbi.2013.07.004

Kawasaki, K., and Shimizu, N. (1996). Shotgun sequencing. Tanpakushitsu

Kakusan Koso, 41(15 Suppl.), 2458–2463.

Kofoed, E. M., and Vance, R. E. (2011). Innate immune recognition of bacterial

ligands by NAIPs determines inflammasome specificity. Nature 477, 592–595.

doi: 10.1038/nature10394

Lee, S. K., Song, M. Y., Seo, Y. S., Kim, H. K., Ko, S., Cao, P. J., et al. (2009).

Rice Pi5-mediated resistance to Magnaporthe oryzae requires the presence

of two coiled-coil-nucleotide-binding-leucine-rich repeat genes. Genetics 181,

1627–1638. doi: 10.1534/genetics.108.099226

Lee, Y. T., Jacob, J., Michowski, W., Nowotny, M., Kuznicki, J., Chazin, W. J.,

et al. (2004). Human Sgt1 binds HSP90 through the CHORD-Sgt1 domain

and not the tetratricopeptide repeat domain. J. Biol. Chem. 279, 16511–16517.

doi: 10.1074/jbc.M400215200

Leister, R. T., Dahlbeck, D., Day, B., Li, Y., Chesnokova, O., Staskawicz, B. J., et al.

(2005). Molecular genetic evidence for the role of SGT1 in the intramolecular

complementation of Bs2 protein activity in Nicotiana benthamiana. Plant Cell

17, 1268–1278. doi: 10.1105/tpc.104.029637

Lightfield, K. L., Persson, J., Brubaker, S. W., Witte, C. E., vonMoltke, J., Dunipace,

E. A., et al. (2008). Critical function for Naip5 in inflammasome activation by a

conserved carboxy-terminal domain of flagellin. Nat. Immunol. 9, 1171–1178.

doi: 10.1038/ni.1646

Lightfield, K. L., Persson, J., Trinidad, N. J., Brubaker, S. W., Kofoed, E.

M., Sauer, J. D., et al. (2011). Differential requirements for NAIP5 in

activation of the NLRC4 inflammasome. Infect. Immun. 79, 1606–1614.

doi: 10.1128/IAI.01187-10

Maekawa, T., Cheng, W., Spiridon, L. N., Töller, A., Lukasik, E., Saijo,

Y., et al. (2011). Coiled-coil domain-dependent homodimerization of

intracellular barley immune receptors defines a minimal functional module for

triggering cell death. Cell Host Microbe 9, 187–199. doi: 10.1016/j.chom.2011.

02.008

Mestre, P., and Baulcombe, D. C. (2006). Elicitor-mediated oligomerization

of the tobacco N disease resistance protein. Plant Cell 18, 491–501.

doi: 10.1105/tpc.105.037234

Meyer, P., Prodromou, C., Liao, C., Hu, B., Roe, S. M., Vaughan C. K., et al.

(2004). Structural basis for recruitment of the ATPase activator Aha1 to the

Hsp90 chaperone machinery. EMBO J. 23, 511–519. doi: 10.1038/sj.emboj.76

00060

Mine, A., Hyodo, K., Tajima, Y., Kusumanegara, K., Taniguchi, T., Kaido, M., et al.

(2012). Differential roles of Hsp70 and Hsp90 in the assembly of the replicase

complex of a positive-strand RNA plant virus. J. Virol. 86, 12091–12104.

doi: 10.1128/JVI.01659-12

Miyoshi, T., Takeuchi, A., Siomi, H., and Siomi, M. C. (2010). A direct role

for Hsp90 in pre-RISC formation in Drosophila. Nat. Struct. Mol. Biol. 17,

1024–1026. doi:10.1038/nsmb.1875

Moffett, P., Farnham, G., Peart, J., and Baulcombe, D. C. (2002). Interaction

between domains of a plant NBS-LRR protein in disease resistance-related cell

death. EMBO J. 21, 4511–4519. doi: 10.1093/emboj/cdf453

Momose, F., Naito, T., Yano, K., Sugimoto, S., Morikawa, Y., Nagata, K.,

et al. (2002). Identification of Hsp90 as a stimulatory host factor involved

in influenza virus RNA synthesis. J. Biol. Chem. 277, 45306–45314.

doi: 10.1074/jbc.M206822200

Nagradova, N. K. (2002). Three-dimensional domain swapping in homooligomeric

proteins and its functional significance. Biochem. Mosc. 67, 839–849.

doi: 10.1023/A:1019958402194

Naito, T., Momose, F., Kawaguchi, A., and Nagata, K. (2007). Involvement of

Hsp90 in assembly and nuclear import of influenza virus RNA polymerase

subunits. J. Virol. 81, 1339–1349. doi: 10.1128/JVI.01917-06

Okuyama, Y., Kanzaki, H., Abe, A., Yoshida, K., Tamiru, M., Saitoh, H.,

et al. (2011). A multifaceted genomics approach allows the isolation

of the rice Pia-blast resistance gene consisting of two adjacent NBS-

LRR protein genes. Plant J. 66, 467–479. doi: 10.1111/j.1365-313X.2011.

04502.x

Prodromou, C. (2012). The ‘active life’ of Hsp90 complexes. Biochim. Biophys. Acta

1823, 614–623. doi: 10.1016/j.bbamcr.2011.07.020

Prodromou, C., Roe, S. M., O’Brien, R., Ladbury, J. E., Piper, P. W., Pearl,

L. H., et al. (1997). Identification and structural characterisation of the

ATP/ADP binding site in the Hsp90 molecular chaperone. Cell 90, 65–75.

doi: 10.1016/S0092-8674(00)80314-1

Sbroggiò, M., Ferretti, R., Percivalle, E., Gutkowska, M., Zylicz, A., Michowski, W.,

et al. (2008). The mammalian CHORD-containing protein melusin is a stress

response protein interacting with Hsp90 and Sgt1. FEBS Lett. 582, 1788–1794.

doi: 10.1016/j.febslet.2008.04.058

Shirasu, K., Lahaye, T., Tan, M. W., Zhou, F., Azevedo, C., Schulze-Lefert, P., et al.

(1999). A novel class of eukaryotic zinc-binding proteins is required for disease

resistance signaling in barley and development in C. elegans. Cell 99, 355–366.

doi: 10.1016/S0092-8674(00)81522-6

Siligardi, G., Hu, B., Panaretou, B., Piper, P. W., Pearl, L. H., Prodromou, C.,

et al. (2004). Co-chaperone regulation of conformational switching in the

Hsp90 ATPase cycle. J. Biol. Chem. 279, 51989–51998. doi: 10.1074/jbc.M4105

62200

Siligardi, G., Panaretou, B., Meyer, P., Singh, S., Woolfson, D. N., Piper,

P. W., et al. (2002). Regulation of Hsp90 ATPase activity by the

co-chaperone Cdc37p/p50cdc37. J. Biol. Chem. 277, 20151-20159.

doi: 10.1074/jbc.M201287200

Sinapidou, E., Williams, K., Nott, L., Bahkt, S., Tör, M., Crute, I., et al.

(2004). Two TIR:NB:LRR genes are required to specify resistance to

Peronospora parasitica isolate Cala2 in Arabidopsis. Plant J. 38, 898–909.

doi: 10.1111/j.1365-313X.2004.02099.x

Stahl, M., Beck, J., and Nassal, M. (2007a). Chaperones activate hepadnavirus

reverse transcriptase by transiently exposing a C-proximal region in the

terminal protein domain that contributes to epsilon RNA binding. J. Virol. 81,

13354–13364. doi: 10.1128/JVI.01196-07

Stahl, M., Retzlaff, M., Nassal, M., and Beck, J. (2007b). Chaperone activation of

the hepadnaviral reverse transcriptase for template RNA binding is established

by the Hsp70 and stimulated by the Hsp90 system. Nucleic Acids Res. 35,

6124–6136. doi: 10.1093/nar/gkm628

Sukarta, O. C. A., Slootweg, E. J., and Goverse, A. (2016). Structure-informed

insights for NLR functioning in plant immunity. Semin. Cell Dev. Biol. 56,

134–149. doi: 10.1016/j.semcdb.2016.05.012

Takahashi, A., Casais, C., Ichimura, K., and Shirasu, K. (2003). HSP90

interacts with RAR1 and SGT1 and is essential for RPS2-mediated disease

resistance in Arabidopsis. Proc. Natl. Acad. Sci. U.S.A. 100, 11777–11782.

doi: 10.1073/pnas.2033934100

Takken, F. L., and Goverse, A. (2012). How to build a pathogen detector:

structural basis of NB-LRR function. Curr. Opin. Plant Biol. 15, 375–384.

doi: 10.1016/j.pbi.2012.05.001

Wu, J., Luo, S., Jiang, H., and Li, H. (2005). Mammalian CHORD-containing

protein 1 is a novel heat shock protein 90-interacting protein. FEBS Lett. 579,

421–426. doi: 10.1016/j.febslet.2004.12.005

Frontiers in Molecular Biosciences | www.frontiersin.org 12 January 2018 | Volume 4 | Article 95

https://doi.org/10.1016/j.molcel.2010.05.014
https://doi.org/10.1074/jbc.M003415200
https://doi.org/10.1128/JVI.00538-12
https://doi.org/10.1038/embor.2008.185
https://doi.org/10.1016/j.bbamcr.2011.09.016
https://doi.org/10.1016/j.tibs.2009.12.005
https://doi.org/10.1111/j.1365-313X.2012.05110.x
https://doi.org/10.1016/j.pbi.2013.07.004
https://doi.org/10.1038/nature10394
https://doi.org/10.1534/genetics.108.099226
https://doi.org/10.1074/jbc.M400215200
https://doi.org/10.1105/tpc.104.029637
https://doi.org/10.1038/ni.1646
https://doi.org/10.1128/IAI.01187-10
https://doi.org/10.1016/j.chom.2011.02.008
https://doi.org/10.1105/tpc.105.037234
https://doi.org/10.1038/sj.emboj.7600060
https://doi.org/10.1128/JVI.01659-12
https://doi.org/10.1093/emboj/cdf453
https://doi.org/10.1074/jbc.M206822200
https://doi.org/10.1023/A:1019958402194
https://doi.org/10.1128/JVI.01917-06
https://doi.org/10.1111/j.1365-313X.2011.04502.x
https://doi.org/10.1016/j.bbamcr.2011.07.020
https://doi.org/10.1016/S0092-8674(00)80314-1
https://doi.org/10.1016/j.febslet.2008.04.058
https://doi.org/10.1016/S0092-8674(00)81522-6
https://doi.org/10.1074/jbc.M410562200
https://doi.org/10.1074/jbc.M201287200
https://doi.org/10.1111/j.1365-313X.2004.02099.x
https://doi.org/10.1128/JVI.01196-07
https://doi.org/10.1093/nar/gkm628
https://doi.org/10.1016/j.semcdb.2016.05.012
https://doi.org/10.1073/pnas.2033934100
https://doi.org/10.1016/j.pbi.2012.05.001
https://doi.org/10.1016/j.febslet.2004.12.005
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


Siligardi et al. The Hsp90-Sgt1-Rar1 Complex

Wu, L., Chen, H., Curtis, C., and Fu, Z. Q. (2014). Go in for the kill: How plants

deploy effector-triggered immunity to combat pathogens. Virulence 5, 710-721.

doi: 10.4161/viru.29755

Zhai, C., Zhang, Y., Yao, N., Lin, F., Liu, Z., Dong, Z., et al. (2014).

Function and interaction of the coupled genes responsible for Pik-h encoded

rice blast resistance. PLoS ONE 9:e98067. doi: 10.1371/journal.pone.00

98067

Zhang, M., Botër, M., Li, K., Kadota, Y., Panaretou, B., Prodromou, C., et al. (2008).

Structural and functional coupling of Hsp90- and Sgt1-centred multi-protein

complexes. EMBO J. 27, 2789–2798. doi: 10.1038/emboj.2008.190

Zhang, M., Kadota, Y., Prodromou, C., Shirasu, K., and Pearl, L. H. (2010).

Structural basis for assembly of Hsp90-Sgt1-CHORD protein complexes:

implications for chaperoning of NLR innate immunity receptors. Mol. Cell 39,

269–281. doi: 10.1016/j.molcel.2010.05.010

Zhang, X., Bernoux, M., Bentham, A. R., Newman, T. E., Ve, T., Casey, L. W., et al.

(2017). Multiple functional self-association interfaces in plant TIR domains.

Proc. Natl. Acad. Sci. U.S.A. 114, E2046–E2052. doi: 10.1073/pnas.1621248114

Conflict of Interest Statement: The authors declare that the research was

conducted in the absence of any commercial or financial relationships that could

be construed as a potential conflict of interest.

Copyright © 2018 Siligardi, Zhang and Prodromou. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) or licensor are credited and that the original publication in this

journal is cited, in accordance with accepted academic practice. No use, distribution

or reproduction is permitted which does not comply with these terms.

Frontiers in Molecular Biosciences | www.frontiersin.org 13 January 2018 | Volume 4 | Article 95

https://doi.org/10.4161/viru.29755
https://doi.org/10.1371/journal.pone.0098067
https://doi.org/10.1038/emboj.2008.190
https://doi.org/10.1016/j.molcel.2010.05.010
https://doi.org/10.1073/pnas.1621248114
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles

	The Stoichiometric Interaction of the Hsp90-Sgt1-Rar1 Complex by CD and SRCD Spectroscopy
	Introduction
	Methods and Materials
	Proteins and Solution Preparations
	Far and Near-UV SRCD and CD Measurements
	Stoichiometry Determination

	Results
	Full-Length Hsp90 and Interaction with ADP
	Full-Length Sgt1 Interacts Non-specifically with ADP
	Full-Length Rar1 Interacts Non-specifically with ADP
	Sgt1 and Rar1 Form a Binary Complex in the Absence of ADP
	Sgt1-Rar1 Complex Interacts Non-specifically with ADP
	Determination of the Stoichiometry of the Full-Length Protein Complex

	Discussion
	Author Contributions
	Acknowledgments
	References


