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Abstract Centrioles are microtubule-based organelles crucial for cell division, sensing and
motility. In Caenorhabditis elegans, the onset of centriole formation requires notably the proteins
SAS-5 and SAS-6, which have functional equivalents across eukaryotic evolution. Whereas the
molecular architecture of SAS-6 and its role in initiating centriole formation are well understood, the
mechanisms by which SAS-5 and its relatives function is unclear. Here, we combine biophysical and
structural analysis to uncover the architecture of SAS-5 and examine its functional implications in
vivo. Our work reveals that two distinct self-associating domains are necessary to form higher-order
oligomers of SAS-5: a trimeric coiled coil and a novel globular dimeric Implico domain. Disruption of
either domain leads to centriole duplication failure in worm embryos, indicating that large SAS-5
assemblies are necessary for function in vivo.

DOI: 10.7554/eLife.07410.001

Introduction

Most eukaryotes harbor microtubule-based cylindrical organelles called centrioles that exhibit
a striking ninefold radial symmetry, and which are crucial for a wide range of cellular functions
(reviewed in Gonczy, 2012; Agircan et al., 2014). In resting cells, centrioles are usually found near the
plasma membrane where they organize the formation of flagella and cilia, whereas in proliferating
cells centrioles typically reside adjacent to the nucleus, where they recruit pericentriolar material to
form the centrosome, the major microtubule organizing center of animal cells. Centrosomes play
a major role in directing cellular architecture during interphase and bipolar spindle assembly during
mitosis. Centriole numbers are tightly regulated, with centriole duplication occurring only once per
cell cycle, in concert with replication of the genetic material (reviewed in Firat-Karalar and Stearns,
2014). Abnormalities in centriole formation can impair cell signaling and motility owing to defective
cilia or flagella, as well as cause spindle positioning defects and genome instability due to aberrations
in centrosome numbers and/or sizes. Thus, it is not surprising that centriolar defects are at the root of
multiple medical conditions, including primary microcephaly, male sterility and possibly cancer
(reviewed in Nigg and Raff, 2009; Arquint et al., 2014; Chavali et al., 2014; Godinho and Pellman,
2014; and Nachury, 2014).

Five proteins required for centriole assembly were originally identified in Caenorhabditis elegans
through genetic analysis and functional genomics (reviewed in Gonczy, 2012); these include the recruiting
factor SPD-2 (Kemp et al., 2004; Pelletier et al., 2004), the kinase ZYG-1 (O’connell et al., 2001), and the
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elLife digest Most animal cells contain structures known as centrioles. Typically, a cell that is not
dividing contains a pair of centrioles. But when a cell prepares to divide, the centrioles are
duplicated. The two pairs of centrioles then organize the scaffolding that shares the genetic material
equally between the newly formed cells at cell division.

Centriole assembly is tightly regulated and abnormalities in this process can lead to
developmental defects and cancer. Centrioles likely contain several hundred proteins, but only a few
of these are strictly needed for centriole assembly. New centrioles usually assemble from
a cartwheel-like arrangement of proteins, which includes a protein called SAS-6. In the worm
Caenorhabditis elegans, SAS-6 associates with another protein called SAS-5. This interaction is
essential for centrioles to form, but the reason behind this is not clearly understood.

Now, Rogala et al. have used a range of techniques including X-ray crystallography, biophysics
and studies of worm embryos to investigate the role of SAS-5 in C. elegans. These experiments
revealed that SAS-5 proteins can interact with each other, via two regions of each protein termed
a 'coiled-coil’ and a previously unrecognized ‘Implico domain’. These regions drive the formation of
assemblies that contain multiple SAS-5 proteins.

Next, Rogala et al. asked whether SAS-5 assemblies are important for centriole duplication.
Mutant worm embryos, in which SAS-5 proteins could not interact with one another, failed to form
new centrioles. This resulted in defects with cell division. An independent study by Cottee, Muschalik
et al. obtained similar results and found that the fruit fly equivalent of SAS-5, called Ana2, can also
self-associate and this activity is required for centriole duplication.

Further work is now needed to understand how SAS-5 and SAS-6 work with each other to form the
initial framework at the core of centrioles.

DOI: 10.7554/elife.07410.002

coiled-coil domain containing proteins SAS-5, SAS-6 and SAS-4 (Kirkham et al., 2003; Leidel and
Gonczy, 2003; Dammermann et al., 2004; Delattre et al., 2004; Leidel et al. 2005). Following
localization of these five proteins to the site of new centriole formation, recruitment of microtubules
completes the assembly process, giving rise to a ninefold- symmetric centriole ~100 nm in diameter
(Pelletier et al., 2006). Functionally equivalent proteins have now been identified throughout eukaryotes
(Carvalho-Santos et al., 2010; Hodges et al., 2010), indicating an evolutionary shared assembly pathway
for centriole formation.

Whereas SAS-6 is critical for establishing the ninefold radial symmetry of centrioles (reviewed in
Génczy, 2012; and Hirono, 2014), the underlying structural mechanism differs between C. elegans and
other species. Crystallographic and/or electron microscopic analysis supports the view that recombinant
SAS-6 proteins from Chlamydomonas reinhardtii, Danio rerio and Leishmania major form ninefold-
symmetric rings (Kitagawa et al., 2011b; Van Breugel et al., 2011; Van Breugel et al., 2014). Such
SAS-6 rings are thought to dictate the ninefold- symmetrical assembly of the entire centriole. In contrast,
similar analysis of C. elegans SAS-6 suggests formation of a spiral oligomer with 4.5-fold symmetry per
turn, thus generating ninefold symmetry upon two turns of the spiral (Hilbert et al., 2013).

C. elegans SAS-6 physically interacts with SAS-5 (Leidel et al., 2005; Qiao et al., 2012; Hilbert
et al.,, 2013; Lettman et al., 2013), a protein that shuttles rapidly between the cytoplasm and
centrioles throughout the cell cycle (Delattre et al., 2004). The presence of SAS-6 and SAS-5 at
centrioles is essential for formation of the central tube, a cylindrical structure at the core of the
emerging centriole (Pelletier et al., 2006). Depletion of SAS-5 (Dammermann et al., 2004; Delattre
et al., 2004) or SAS-5 mutants that are unable to bind SAS-6 (Delattre et al., 2004; Qiao et al., 2012,
Lettman et al., 2013) prevent central tube formation, and therefore centriole assembly. Although
SAS-5 has been proposed to assist SAS-6 organization (Qiao et al., 2012; Lettman et al., 2013), the
mechanisms by which this may be achieved are not known, in part because the architecture of SAS-5
has not yet been resolved.

Here, we employ biophysical methods and X-ray crystallography, together with functional assays in
C. elegans embryos, to demonstrate that large assemblies of SAS-5 are necessary for centriole
formation. Our results lead us to propose a working model in which SAS-5 oligomers may assist
function by providing a multivalent framework for the assembly of C. elegans SAS-6 oligomers.
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Results

SAS-5 features two independently folded domains

Previous attempts at recombinant expression of full-length C. elegans SAS-5 (SAS-5¢, amino acids
1-404, Figure 1A) yielded insoluble or marginally soluble material (Qiao et al., 2012; Lettman et al.,
2013). To tackle this problem, we constructed a bacterial expression vector system harboring 13
different solubility-tags, which allowed us to obtain soluble SAS-5¢ fused to MsyB (Zou et al., 2008)
in quantities sufficient for biophysical analysis (Figure 1—figure supplement 1, which shows all
recombinant proteins in this study). Characterization of such purified SAS-5¢ using circular dichroism
(CD) revealed the presence of protein aggregates (Figure 1—figure supplement 2A,B), a conclusion
also supported by size-exclusion chromatography multi-angle light scattering (SEC-MALS,
Figure 1—figure supplement 2C) and negative-stain electron microscopy (Figure 1—figure
supplement 2D). We sought to locate the motif in SAS-5 that causes aggregation by expressing
a series of MsyB-tagged C-terminal truncation constructs, and observed a significant increase in
solubility when comparing a construct encompassing residues 2-279 with one containing residues
2-296 (Figure 1—figure supplement 3). Secondary structure prediction suggested a p-strand
between residues 282 and 295 (Figure 1—figure supplement 4). Excising this region from untagged
SAS-5¢ (SAS-5A282_295) or replacing it with a Gly-Ser-Ala-rich flexible linker of equal length (SAS-5¢ x)
resulted in proteins with CD spectra characteristic of mainly a-helical proteins (Figure 1B). These
results suggest that the predicted f-strand between residues 282-295 of SAS-5 drives formation of
large protein aggregates.

Interestingly, thermal unfolding of the soluble SAS-5,,g>_295 and SAS-5¢ gx variants showed a two-
step cooperative melting process, thus revealing the presence of two independently folded domains
(Figure 1C). Sequence-based prediction suggested the presence of a coiled coil spanning residues
125-180, as well as of three tightly-spaced a-helices (residues 210-265); these two elements are
separated from each other by a presumed disordered linker of ~30 residues (Figure 1—figure
supplement 4). We expressed both the coiled coil (SAS-5¢c) and the predicted helical region (SAS-
5imp for Implico, see below) and performed CD analysis. SAS-5¢¢ displayed a double-minimum
spectrum (Figure 1D) characteristic of a-helical coiled coils, and exhibited moderate thermal stability
in isolation (apparent melting transition temperature, T, ~ 37°C, Figure 1E). In contrast, CD of SAS-5/mp
revealed a very stable (T, ~ 72°C) a-helical domain (Figure 1D,E). A SAS-5 construct that combined
both the coiled coil and the a-helical domain (SAS-5125_2¢s5, residues 125-265) showed CD spectra and
a two-step thermal unfolding profile highly similar to that of SAS-55282_295 and SAS-5¢ gx (compare
Figure 1F,G with Figure 1B,C). We attribute the first melting transition of SAS-5125_45 (T, of ~50°C) to
unfolding of the coiled-coil domain and the second (T,,, of ~70°C) to unfolding of the Implico domain.
Moreover, CD spectra of isolated SAS-5 N-terminal (residues 2-122) or C-terminal (269-404) fragments
showed no persistent secondary structure or cooperative thermal unfolding (Figure 1—figure
supplement 5), consistent with similar previous analysis of the SAS-5 N-terminus (Shimanovskaya
et al., 2013). Overall, these findings led us to conclude that the segment between residues 125-265
contains two independently folded domains and encompasses all structured elements of SAS-5.

The SAS-5 coiled coil forms a moderately stable trimer

We next set out to determine the X-ray crystallographic structures of the two independently folded
domains. Native crystals of SAS-5¢¢ diffracted to 1.8 A resolution, whilst phases for structure solution
were determined by single anomalous dispersion (SAD) using trimethyl lead acetate derivatized
crystals (Tables 1, 2). The structure of SAS-5.¢ suggested a parallel trimeric coiled coil, although this
arrangement is distorted by crystal packing that intercalates the ends of successive triple helical
bundles (Figure 2A). To correct for these distortions, we performed molecular dynamics (MD)
simulations starting from the crystallographic structure of SAS-5c¢, which rapidly converged to
a trimeric coiled-coil structure (Figure 2B-D). SEC-MALS analysis of a slightly longer coiled-coil
construct (SAS-5cc., residues 101-206) demonstrated formation of a trimer in solution in
a concentration-dependent manner, with apparent Ky of ~3 pM (Figure 2G,H). Both the
crystallographic model and MD simulations show a series of hydrophobic residues (W133, M137,
L141, 1144, 1148, L159, M167 and M171) forming the core of the coiled coil and enabling trimer
formation (Figure 2E,F). Interestingly, we found that all these residues are conserved or conservatively
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Figure 1. SAS-5 comprises two independently folded domains. (A) Schematic representation of SAS-5 architecture showing the relative locations and
residue boundaries of the coiled-coil and Implico domains, the putative SAS-4 binding site (Hatzopoulos et al., 2013) and the SAS-6 binding site (Qiao
et al., 2012, Hilbert et al., 2013). (B) Overlaid CD spectra of SAS-5,282_295 and SAS-5¢ gx samples recorded at 10°C, shown as per residue molar elipticity
vs wavelength. The semi-quantitative contribution of secondary structure elements in each spectrum is deconvoluted in the bar charts on the left. Grey
color corresponds to random coil, green to B-strand and red to a-helical segments. (C) Thermal unfolding profiles of the same samples monitored by

recording molar elipticity at 222 nm as a function of temperature, and graphical representation of the melting transition temperatures observed in each
sample. (D-G) Similar CD spectra and thermal unfolding profiles of (D,E) SAS-5¢cc and SAS-5,, and (F,G) SAS-5125 265 samples.

DOI: 10.7554/elife.07410.003

The following figure supplements are available for figure 1:

Figure supplement 1. Recombinant proteins sample quality.
DOI: 10.7554/elife.07410.004

Figure supplement 2. SAS-5 forms protein aggregates in vitro.
Figure 1. continued on next page
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Figure supplement 3. A short SAS-5 segment promotes protein aggregation.

DOI: 10.7554/eLife.07410.006

Figure supplement 4. SAS-5 secondary structure and disorder predictions.

DOI: 10.7554/elife.07410.007

Figure supplement 5. The SAS-5 N- and C-terminal segments are unstructured in isolation.

DOI: 10.7554/eLife.07410.008

substituted in SAS-5 homologs in other Caenorhabditis species, suggesting functional relevance
(Figure 2—figure supplement 1). To investigate the stability of the coiled-coil domain across
nematode evolution, we expressed constructs corresponding to SAS-5¢c.. from Caenorhabditis
brenneri, Caenorhabditis briggsae, Caenorhabditis remanei, Caenorhabditis sinica and Caenorhabdi-
tis tropicalis. In all cases, SEC-MALS analysis showed similar oligomerization properties and apparent
affinities as for C. elegans SAS-5¢c.| (Figure 2—figure supplement 2). Taken together, these data
suggest that the trimeric coiled coil is an evolutionary conserved feature of nematode SAS-5 proteins.

SAS-5,,p is a structurally novel dimeric domain

We next turned our attention to the second independently folded domain, SAS-5,,,. We found that this
newly recognized domain is highly conserved amongst Caenorhabditis species (Figure 3—figure
supplement 1). Importantly, SEC-MALS experiments revealed that SAS-5,,,, forms a stable dimer
(Figure 3A). Crystals of SAS-5,,, diffracted to 1.0 A resolution and experimental phases were
determined by SAD from mercury acetate derivatized samples (Table 1). The SAS-5,,, structure
revealed a dimer composed of interlocked chains arranged in an antiparallel fashion (Figure 3B). Each
chain features three a-helices (A1 to A3 and B1 to B3) that interact in a pairwise manner (A1-B3, A2-B2
and A3-B1). Proline residues at the linkers between helices allow for tight 90° turns (Figure 3C), resulting
in a very compact dimer of just ~4 nm in diameter. The dimer interface (Figure 3D) involves the majority
of hydrophobic core residues (1219, 1225, A229, L230, 1232, 1233, L237, F243, 1247, V250, L251); thus,
breaking the dimer is expected to unfold the SAS-5,,,, domain. Given the high thermal stability of SAS-
Simp (Figure 1E), this suggests formation of stable dimers even at very low protein concentrations. This
interlocked tight dimer is a novel structural feature that we named Implico, from Latin to entangle.

The molecular architecture of SAS-5 drives the formation of higher-order
assemblies

Together, the two oligomerization domains of SAS-5 have the potential to drive formation of protein
assemblies of higher-order than merely dimers or trimers. We envision that SAS-5 would readily
dimerize even at low concentrations via the Implico domain, as oligomerization of this domain is
tighter compared to that of the SAS-5 coiled coil. Such SAS-5 dimers could then come together to
form higher-order configurations. To test this possibility, we performed SEC-MALS experiments on
MsyB-tagged SAS-5¢ ex, which revealed concentration-dependent oligomerization of SAS-5 from
dimers to an approximately equimolar population of tetramers and hexamers (Figure 4A,B).
Analogous results were obtained with a MsyB-tagged SAS-5 construct that lacks the disordered
protein C-terminus (SAS-5,_o¢5) (Figure 4C,D). Moreover, native mass-spectrometry of SAS-5, 545 also
supported the presence of higher-order protein assemblies up to hexamers in solution (Figure 4E).
Taken together, these data support the notion that the SAS-5 coiled coil promotes the association of
protein dimers towards higher-order assemblies. Furthermore, our results are consistent with an
earlier SEC-MALS analysis of MBP-tagged SAS-5 constructs of residues 1-260, which showed
formation of tetramers at an unspecified protein concentration (Shimanovskaya et al., 2013).

To further probe the architectural model of higher-order SAS-5 assemblies, we proceeded to disrupt
each oligomerization interface by engineering charged residues in place of core hydrophobic amino
acids. The CD spectra of the resulting SAS-5¢cc L141E mutant showed significant reduction of a-helical
content in the coiled coil and a striking reduction in stability (T, < 10°C, Figure 5—figure supplement
1A,B), whereas that of the SAS-5,,, 1247E mutant showed absence of a-helical structure and complete
loss of cooperativity upon thermal unfolding (Figure 5—figure supplement 1C,D).
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Protein SAS-5.¢ SAS-5.¢ (Pb-derivative) SAS-5,mp SAS-5),, (Hg-derivative)
PDB code s - AYNH -
Space group P 22,24 P22y 24 P12,1 P12,1
Unit cell (A, ) a = 46.52; a = 46.32; a=27.18; a = 27.85;
b = 55.10; b = 52.99; b = 36.29; b = 36.65;
c=19150 c=191.55 c = 42.60; c=4213;
B =97.50 B =97.74
Beamline DLS/104 DLS/I03 ESRF ID14-4 DLS/I02
Wavelength (A) 09795 oo 0.900 1007
Resolution range (A) 41.90-1.80 41.70-1.90 18.49-1.00 41.75-1.70
High resolution shell (A) 1.84-1.80* 1.95-1.901 1.05-1.00 1.74-1.70

Rmerget 0.047 (1.092) 0.089 (1.088) 0.108 (0.763) 0.065 (0.541)
Roim¥ 0.034 (0.988) 0.014 (0.680) 0.044 (0.314) 0.017 (0.151)
Completenesst (%) 98.1 (97.8) 80.1 (33.6)§ 99.4 (98.3) 85.6 (39.4)#
Multiplicityt 2929 9.3 (3.6) 6.9 (6.8) 18.4 (13.6)
Mean I/o()F 7.4(0.7) 13(0.9) 12.0 4.2) 26.5 (4.5)
Phasing

No. of heavy atom sites - 9 - 2

Resolution - 41.70-1.90 - 41.75-1.70

FOM initialq - 0.39 - 0.39
FOM DM** - 0.61 - o075

Refinement statistics

Ruork (reflections)

20.9% (30,118)

12.8% (42,016)

Rpeeolreflections)

23.8% (1600)

14.9% (2232)

Number of atoms

Protein atoms 3647 - 2040 (including H) -
Ligands 25 - - -
Water 2 - T -
Average B factors (A?) - - - -
Protein atoms 50.9 - 10.9 -
Water 46.5 - 235 -
RMSD from ideal values
Bonds / angles (A/") 0.01/0.95 - 0.007 / 1.152 -
MolProbity statisticstt
Ramachandran favored (%) 99.5% - 99.2% -
Ramachandran disallowed (%) 0% - 0% -
Clashscore (percentile) 2.49 (99t - 0.98 (98t -
MolProbity score (percentile) 1.11 (100t - 0.79 (99 -

*Anisotropic diffraction of 2.17 A, 259 A and 1.73 A highest resolution along the a*, b* and c* axes, respectively, based on a mean I/6(l) > 2.0 criterion.
tAnisotropic diffraction of 2.18 A, 3.03 A and 2.17 A highest resolution along the a*, b* and c* axes, respectively, based on a mean I/6(l) > 2.0 criterion.
1By Aimless (Evans and Murshudov, 2013), values in parentheses correspond to the high resolution shell.

§98.0% complete to 2.26 A
#98.8% complete to 2.03 A
qFrom PHASER (Mccoy et al.,
**From RESOLVE (Terwilliger,

2007).
2000).

ttFrom MolProbity (Chen et al., 2010).

DOI: 10.7554/eLife.07410.009
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Table 2. Anisotropy correction statistics* for native SAS-5¢c crystallographic data

Resolution (A) Number of observed reflections Redundancy Completeness (%) Rmerge (%) Mean I/6(l)
Before After Before After Before After Before After Before After
8.05 1428 1428 23 23 923 923 29 29 223 219
5.69 2617 2598 25 25 92.1 922 33 33 23 219
4.65 322 317 26 26 94.4 94.4 40 40 24 2
403 3949 3923 26 26 933 932 36 36 227 23
36 4581 4527 27 27 9538 95.8 37 38 217 213
329 4925 4957 26 26 951 953 41 41 198 194
3.04 5760 5703 28 28 %9 97 50 50 171 168
2.85 4026 4003 28 28 93 94 51 51 142 139
2.68 6696 6649 29 29 97.8 97.8 65 64 121 1.9
255 7098 7098 29 3 98.6 98.5 75 75 101 9.9
243 7178 7136 28 28 98.2 98.1 9.4 93 82 8.1
2.32 7824 7781 3 3 99 991 118 117 68 67
223 7844 o3 28 26 974 911 159 149 52 54
2.15 8551 6609 3 23 90 796 204 159 44 53
2.08 8757 5726 3 2 99.0 669 293 200 31 44
2,01 8707 4542 29 15 987 51.8 418 29 23 4.1
1.95 9329 3355 3 1.1 99.1 39 59.1 20 17 42
19 9150 2341 29 07 98.1 205 933 302 1.1 38
185 9824 1532 3 05 992 116 1140 286 09 45
18 98 s 28 01 979 39 1431 318 08 39
total 133314 92,960 29 2 97.6 682 49 44 82 1.3

*Derived from the UCLA Diffraction Anisotropy Server (Strong et al., 2006).

DOI: 10.7554/eLife.07410.010

We next engineered the same substitutions in the SAS-5, 545 construct to selectively disrupt each
oligomerization interface whilst leaving the other intact. We found that the thermal unfolding profile
of a SAS-5,_545 L141E mutant showed a reduction in stability of the coiled coil by approximately 25°C,
whereas stability of the Implico domain was not affected (Figure 5A,B). Substituting an additional
core hydrophobic residue of the coiled coil (SAS-5;,_545 L141E/M167E) effectively abrogated coiled
coil formation, again with no effect on the Implico domain (Figure 5A,B). As anticipated, coiled coil
disruptions in either SAS-5,_45 L141E or L141E/M167E mutants yielded a stable dimer in SEC-MALS
experiments (Figure 5C,D), mediated by the Implico domain. Furthermore, we found that
a SAS-5; p¢5 1247E mutant, where the Implico domain is disrupted, displayed a single-step thermal
unfolding profile as measured by CD with a T, similar to that of the SAS-5 coiled coil in isolation
(compare Figure 5A,B to Figure 1E). SEC-MALS analysis of the same construct shows a concentration-
dependent trimerization, again consistent with formation of just the SAS-5 coiled coil (Figure 5E,F).
Finally, a SAS-5 mutant where both oligomerization interfaces are disrupted, SAS-5;_5¢5 L141E/I247E,
showed no cooperativity upon thermal unfolding (Figure 5A,B) and remained monomeric in solution
(Figure 5G). Together, our results support the notion that the two SAS-5 oligomerization domains self-
associate independently from one another, and that together they allow formation of higher-order SAS-
5 assemblies.

Higher-order assemblies of SAS-5 are required for centriole duplication
in vivo

We next sought to assess the role of higher-order SAS-5 assemblies in vivo. To this end, we generated
C. elegans transgenic animals expressing either GFP-SAS-5 (wild-type), or GFP-SAS-5 L141E or GFP-
SAS-5 1247E mutant versions. All exons of the sas-5 sequence were recoded in the transgenic
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Figure 2. The SAS-5 coiled coil forms a parallel trimer. (A) Schematic representation of the SAS-5¢¢ crystallographic structure in purple. The protein
N- and C-termini are indicated, as is the area where successive molecules intercalate in the crystal, leading to distortions of the coiled-coil structure;
an intercalating molecule is shown here in white. (B,C) Average distance between the centers of the three a-helices at the N-terminus (B) or the
C-terminus (C) of the coiled coil as a function of time in MD simulations. The distances at the initially frayed ends of the coiled coil decreased rapidly
from ~16 nm to ~11 nm as the structure converged to a canonical trimeric arrangement. (D) Schematic representation of the coiled-coil structure at the
start (left, purple) and the end (right, grey) of MD simulations. The helix centers whose distances are plotted in panels B and C are shown as blue and
red spheres, respectively. (E,F) Magnified view of the coiled-coil hydrophobic core from the crystallographic structure. Residues at the C-terminus
(E) and N-terminus (F) of the coiled coil are shown as sticks; charged substitutions at L141 and M167 disrupted coiled-coil oligomerization. (G) Overlay
of SEC-MALS chromatograms of SAS-5cc. at multiple concentrations, showing scaled light scattering intensity vs elution volume. The calculated
molecular weight for each trace is shown as continuous line over the chromatogram peak, and corresponds to the right-hand axis. Chromatograms of
samples at the highest two concentrations show evidence of protein overloading on the size-exclusion column. (H) Plot of average molecular weight
Figure 2. continued on next page
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from SEC-MALS analysis as a function of on-column protein concentration. The apparent Ky, and molecular sizes of monomers, dimers and trimers are
indicated.

DOI: 10.7554/eLife.07410.011
The following figure supplements are available for figure 2:

Figure supplement 1. Alignment of SAS-5 coiled coils from the Caenorhabditis genus.
DOI: 10.7554/elife.07410.012

Figure supplement 2. The trimeric SAS-5 coiled coil is an evolutionary conserved feature.
DOI: 10.7554/elife.07410.013

constructs to confer resistance to RNAI directed against endogenous sas-5. Worms were subjected to
sas-5 RNAI and the resulting embryos analyzed by time-lapse differential interference contrast (DIC)
microscopy as a means to assay centriole formation. In wild-type embryos (Figure 6A and Video 1),
the sperm contributes the sole pair of centrioles to the newly fertilized embryo. Following the first

Rayleigh ratio (scaled)
Molecular weight (kDa)

135
Volume (mL)

Figure 3. The SAS-5 Implico domain comprises a novel type of protein dimer. (A) Overlay of SEC-MALS chromatograms of SAS-5;,, in multiple
concentrations showing formation of a stable dimer. (B) Two orthogonal views of the SAS-5,,, crystallographic structure in schematic representation. The
a-helices are denoted A1-A3 and B1-B3 for the two protein chains (red and grey, respectively). The N- and C-termini are indicated. (C) Magnified view of
a single SAS-5,,, protein chain in schematic representation, showing the proline residues (space-filling representation) at the tight turns between
a-helices. (D) Two views of the SAS-5,,, dimeric interface, with one chain represented as surface and the other as ribbon. Hydrophobic residues at the
dimer interface are shown as sticks on the ribbon chain, and their location is indicated on the surface. Surface colors are a gradient from blue to orange
representing residue hydrophobicity in the Kyte-Doolittle scale (Kyte and Doolittle, 1982). Blue corresponds to —4.5 in this scale (most hydrophilic),
white to 0 and orange to 4.5 (most hydrophobic).

DOI: 10.7554/elife.07410.014

The following figure supplement is available for figure 3:

Figure supplement 1. Alignment of SAS-5 Implico domains from the Caenorhabditis genus.
DOI: 10.7554/elife.07410.015
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Figure 4. SAS-5 forms higher-order assemblies in solution. (A) Overlay of SEC-MALS chromatograms of MsyB-tagged SAS-5ggx in multiple
concentrations and (B) plot of average molecular weight from SEC-MALS analysis as a function of on-column protein concentration. The apparent Kq and
molecular sizes of dimers, tetramers and hexamers are indicated. SAS-5¢ gx-MsyB reaches an equimolar hexamer to tetramer ratio at the highest
Figure 4. continued on next page
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Figure 4. Continued

concentration we could assess. Fitting the experimental data under the assumption of ultimate hexamer formation yielded K4 values comparable to those
of the SAS-5 coiled coil in isolation (compared B with Figure 2H). (C,D) Similar SEC-MALS analysis of MsyB-tagged SAS-5;_45. SAS-5,_245-MsyB reaches
a 3:1 hexamer to tetramer ratio at the highest concentration point. (E) Native mass-spectrometry electrospray ionization spectrum of a 20 pM sample of
SAS-5, 265, showing relative abundance of protein species as a function of mass to charge ratio. The charged states and protein oligomeric forms
corresponding to specific peaks are indicated. Odd-numbered oligomeric forms (monomers, trimers etc) likely correspond to in-flight breakdown of
higher- order protein assemblies.

DOI: 10.7554/eLife.07410.016

round of centriole duplication in the zygote, the two centrosomes, now each with a pair of centrioles,
direct assembly of a bipolar spindle during the first mitotic division. At the two-cell stage, centrioles
separate and duplicate, leading to bipolar spindle assembly in each blastomere and resulting in
a signature 4-cell stage configuration following mitotic exit (Figure 6A and Video 1). In sas-5(RNAi)
embryos, the sperm, which is not affected by RNAi under these experimental conditions, contributes
two normal centrioles to the zygote; these paternally contributed centrioles each recruit pericentriolar
material and direct bipolar spindle assembly during the first mitotic division (Delattre et al., 2004).
However, due to depletion of the maternal pool of SAS-5, centriole duplication does not occur,
leading to monopolar spindle assembly in each blastomere at the second cell cycle (Figure 6B, Video
2). As a result, a four-cell configuration is never observed in sas-5(RNAi) embryos (Figure 6B).

We confirmed the expression of the GFP fusion proteins by Western blot analysis and live imaging
after sas-5 RNAI (Figure 6—figure supplement 1B-D,G). Importantly, using time-lapse DIC microscopy
to analyze the three transgenic lines generated in this study, we found that expression of GFP-SAS-5
fully rescued the sas-5(RNAIJ) phenotype, allowing all analyzed embryos to progress to the 4-cell stage
(Figure 6C and Video 3), as in untreated wild-type embryos. In stark contrast, GFP-SAS-5 mutants that
disrupt either the coiled coil (L141E) or the Implico oligomerization domain (I247E) were unable to
rescue the sas-5(RNAIJ) phenotype, such that all embryos underwent monopolar spindle assembly in
each blastomere at the second cell cycle and thus failed to result in a 4-cell configuration (Figure 6D,E,
and Videos 4, 5). We conclude that both SAS-5 oligomerization interfaces, and hence formation of SAS-
5 assemblies larger than merely dimers or trimers, are essential for SAS-5 function in vivo.

We next investigated the distribution of the fusion proteins in one-cell stage embryos treated with
sas-5 (RNAi) by live imaging. Whereas GFP-SAS-5 was observed in foci at centrosomes
(Figure 6—figure supplement 1B), foci were not seen for either of the oligomerization mutant
versions (Figure 6—figure supplement 1C,D). In order to investigate the localization of the fusion
proteins using a more sensitive approach, we analyzed fixed one-cell stage embryos by
immunofluorescence with antibodies against GFP and the centriolar marker IFA (Figure 6F-H). We
found that whereas GFP-SAS-5 is enriched at centrioles (Figure 6F,l and Delattre et al., 2004), as was
also observed by live imaging, the situation differed for both oligomerization interface mutants. In the
case of GFP-SAS-5 L141E, only ~30% of centrosomes exhibited a clear GFP focus, with the remaining
centrosomes exhibiting either no GFP focus, or only a weak focus (Figure 6G,l). In the case of GFP-
SAS-5 1247E, the vast majority of embryos exhibited no detectable GFP focus at centrioles (Figure 6H, ).
We conclude that SAS-5 oligomerization is important for centriole localization, with the Implico domain
playing a particularly critical role in this respect. Moreover, the presence of GFP-SAS-5 L141E at
centrioles in one third of embryos, combined with the fact that this mutant completely failed to rescue
the phenotype, raises the possibility that formation of higher-order SAS-5 assemblies is essential for
function even if centriolar localization has been achieved.

Discussion

C. elegans SAS-5 lies at the heart of centriole duplication, given that it associates with SAS-6 (Leidel
et al., 2005; Qiao et al., 2012, Hilbert et al., 2013; Lettman et al., 2013), a critical structural
component for the establishment of the ninefold symmetry of centrioles (Kitagawa et al., 2011b; Van
Breugel et al., 2011; Hilbert et al., 2013; Van Breugel et al., 2014), and it is required for SAS-6
centriolar localization. Previous biophysical analysis of the SAS-5/SAS-6 interaction was performed
using relatively short C-terminal SAS-5 peptides (Qiao et al., 2012; Hilbert et al., 2013), as full-length
SAS-5 proved difficult to purify. Our results show that SAS-5 aggregates in vitro due to a ~20 amino

Rogala et al. eLife 2015;4:e07410. DOI: 10.7554/eLife.07410 11 of 25


http://dx.doi.org/10.7554/eLife.07410.016
http://dx.doi.org/10.7554/eLife.07410

e LI F E Research article

Biophysics and structural biology | Cell biology

-0.4
-0.5
-0.6
-0.7
-0.8
-0.9
-1.0

=11

MRE[6,,,1(10%x cm?) / (dmol x residue)

wild type
L141E

L141E/ M167E
1247E
L141E/1247E

20 40 60 80 100

9 10 11 12 13 14 15
Volume (mL)

5
3
S
g
R
o
2 05
8
<
=
ko
>
3
[
0
5
<@
<
g
8
o
9
8
<
=
9
>
3
(=
1
5
3
S
g
R
o
2 05
S
=
=
ko
>
B
[

9 10 n 12 13 14 15
Volume (mL)

SAS-5,
L141E/1247E

9 10 11 12 13 14 15
Volume (mL)

Molecular weight (kDa)

Molecular weight (kDa)

Molecular weight (kDa)

Rayleigh ratio (scaled)

Rayleigh ratio (scaled)

Molecular weight (kDa)

WT

L141E

L141E
M167E

1247E

L141E
1247E

72°C

72°C

70°C

52°C
—

27°C
—

39°C

100

&
=]
Melting temperature (°C)

0.5

A57527265
L141E/ M167E

v
o
Molecular weight (kDa)

n 12

13

Volume (mL)

trimer

dimer

monomer

Concentration (uM)

SAS-5.

2265

-MsyB

Molecular weight (kDa)

1 12
Volume (mL)

Figure 5. Sequential disruption of SAS-5 oligomeric interfaces. (A) Thermal unfolding profiles monitored by CD of
SAS-5; 545 wild-type and mutants that disrupt the coiled coil (L141E, L141E/M167E) or the Implico (1247E)
oligomerization interface. (B) Graphical representation of the melting transition temperatures observed in each
Figure 5. continued on next page
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Figure 5. Continued

SAS-5; 55 variant. (C,D) Overlay of SEC-MALS chromatograms of SAS-5; 545 L141E (C) or L141E/M167E (D) variants
in multiple concentrations. (E) Similar SEC-MALS analysis of SAS-5, 545 1247E and (F) plot of average molecular
weight from SEC-MALS analysis of this variant as a function of on-column protein concentration. The apparent Ky
and molecular sizes of monomers, dimers and trimers are indicated. (G,H) Overlay of SEC-MALS chromatograms
from the SAS-5, p¢s L141E/I247E variant (G), and the MsyB-tagged SAS-5, y45 wild-type as reference (H).

DOI: 10.7554/elLife.07410.017

The following figure supplement is available for figure 5:

Figure supplement 1. Single amino acid mutations disrupt the SAS-5¢cc and SAS-5,,, domains.
DOI: 10.7554/elife.07410.018

acid segment that may form a f-strand (Figure 1—figure supplement 2, Figure 1—figure
supplement 3 and Figure 1—figure supplement 4); this site is outside the SAS-5 region implicated in
SAS-6 binding (Qiao et al., 2012; Hilbert et al., 2013; Lettman et al., 2013). Although we cannot
exclude the possibility that SAS-5 multimerization through this predicted B-strand is physiologically
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Figure 6. Both SAS-5 oligomerization interfaces are essential for centriole duplication in C. elegans embryos. Wild type (A,B), gfp::sas-5 (C), gfp::sas-
5[L141E] (D), and gfp::sas-5[1247E] (E) adult worms were subjected to sas-5(RNAI) or left untreated (A). The resulting embryos were imaged by time-lapse
DIC microscopy (A-E, see corresponding Videos 1-5) or fixed and analyzed by immunofluorescence (F-H). (A-E) Embryos at the onset of cleavage furrow
ingression (top) and at the end of the second cell cycle (bottom); time stamp in mm:ss from the beginning of cleavage furrow ingression at the first mitosis.
The percentage of embryos that reach the four-cell stage is shown below each image, along with the number of embryos (n) analyzed per condition. (F-H)
Embryos stained with antibodies against GFP (green) and the centriolar marker IFA (magenta); DNA is visualized in blue. Scale bar 10 pm. Insets are
fivefold enlargements of boxed regions. (I) Centrosomal GFP localization was scored in one-cell stage embryos as shown in panels F-H as absent, weak
focus or strong focus.

DOI: 10.7554/elife.07410.019

The following figure supplement is available for figure é:

Figure supplement 1. GFP-SAS-5 and mutants are expressed, and resistant to sas-5 RNA..
DOI: 10.7554/elife.07410.020
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relevant, we do not favor such interpretation. The
aggregates formed by full-length SAS-5, as
visualized by EM, are proportional in size to C.
elegans centrioles even at very low protein
concentrations (Figure 1—figure supplement
2D). Thus, if present in vivo, the large size of
such aggregates would leave little, if any, space
for other centriolar components, including SAS-6,
SAS-4 and microtubules. Rather, we postulate
that in vivo SAS-5 forms a complex with a yet
unidentified partner using the ~20 amino acid
segment identified here, and that this complex
Video 1. Time-lapse DIC microscopy of C. elegans Protects SAS-5 from aggregation in the cell. It is
embryo over the first two cell cycles. Untreated wild type  intriguing to speculate whether Protein Phospha-
embryo. Frames were captured every 5 s and the movie  tase 2A, which binds SAS-5 in vivo and controls

is played at 12 frames/s. Embryo is oriented with SAS-5 levels (Song et al., 2011; Kitagawa et al.,
anterior to the left and posterior to the right; elapsed 2011a), may interact with SAS-5 in this region.
time is shown in minutes and seconds. Structural and biophysical analysis suggests

DOI: 10.7554/eLife.07410.021 that SAS-5 can form tight dimers through its

Implico domain, a novel dimerization interface
with no known homologs outside SAS-5 proteins (Figure 3). These dimers cannot be disrupted even
when diluting the protein to concentrations as low as 20 nM (Figure 4A-D). By comparison, the dimer
mediated by the SAS-6 coiled coil is approximately 50-times weaker (Kitagawa et al., 2011b), yet the
human orthologue HsSAS-6 readily forms dimers in cells (Keller et al., 2014). By extension, it appears
reasonable to assume that SAS-5 forms dimers in the cytoplasm of C. elegans embryos. Such dimers
would associate with SAS-6 (Delattre et al., 2004, Qiao et al., 2012; Hilbert et al., 2013, Lettman
et al., 2013) and possibly SAS-4 (Cottee et al., 2013; Hatzopoulos et al., 2013), given the moderate
interaction strengths of these associations. Our work shows that formation of these tight SAS-5 dimers
through the Implico domain is necessary for SAS-5 localization to centrioles (Figure 6H,I). This
suggests that the localization mechanism either recognizes the Implico domain itself, or depends on
a protein association that needs two copies of a distinct SAS-5 epitope, and hence the SAS-5 dimer.
Multivalent protein interactions increase the apparent strength (avidity) of association, and are
common in biology (Mammen et al., 1998). It is possible that the interaction of SAS-5 with SAS-6,
known to be necessary for localization of both proteins to centrioles (Delattre et al., 2004; Qiao
et al., 2012; Lettman et al., 2013), benefits from such an avidity effect. It will be interesting to
determine whether the L141E and 1247E SAS-5 mutants prevent SAS-6 recruitment to the nascent
centriole assembly site or rather prevent SAS-6
from being organized properly thereafter. In
either case, this would likely hinder downstream
recruitment of SAS-4, and therefore centriole
formation (Dammermann et al., 2004; Delattre
et al., 2004; Qiao et al., 2012; Lettman et al.,
2013).

SAS-5 concentrates at centrioles, as illustrated
by well-defined GFP foci of this protein
(Figure 6F,l), and we propose that SAS-5 dimers
associate further to form higher-order assemblies
there. Our SEC-MALS results show that SAS-5
forms tetramers already at 1 pM concentration
and a mixture of tetramers and hexamers at 10
uM (Figure 4B). Although the SAS-5 architecture,
with two independent oligomerization interfaces,
could theoretically sustain the formation of open-

Video 2. Time-lapse DIC microscopy of C. elegans
embryo over the first two cell cycles. Wild type embryo
subjected to sas-5 (RNAI). Frames were captured every
5 s and the movie is played at 12 frames/s. Embryo is

oriented with anterior to the left and posterior to the ended protein chains or networks, we believe it is
right; elapsed time is shown in minutes and seconds. more likely that higher-order SAS-5 assemblies
DOI: 10.7554/eLife.07410.022 cap at a hexameric size. Such hexamers, formed
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through the sequential association of three SAS-5
dimers (Figure 7), should be both kinetically and
entropically favored compared to open-ended
SAS-5 chains. Hexamer breakdown would require
simultaneous disruption of two SAS-5 coiled
coils, a rarer event compared to the disruption
of a single coiled coil in an open-ended SAS-5
oligomer. Further, in the sequential assembly
model of Figure 7, once the first coiled-coil
sequence of a SAS-5 dimer has associated into
a folded coiled-coil structure, the degrees of
freedom of the second SAS-5 coiled-coil se-
Video 3. Time-lapse DIC microscopy of C. elegans ~Quence would be reduced, and thus its associa-

embryo over the first two cell cycles. Embryo tion into the second folded coiled-coil structure
expressing GFP-SAS-5 treated with sas-5 (RNAJ). Frames ~ would become entropically favored.

were captured every 5 s and the movie is played at Disruption of these SAS-5 coiled-coil assem-
12 frames/s. Embryo is oriented with anterior to the left  plies by amino acid substitutions (L141E) weak-
and posterior to the right; elapsed time is shown in ens localization to centrioles (Figure 6G,]),

minutes and seconds.

ossibly by impacting the SAS-6 avidity mecha-
DOI: 10.7554/elLife.07410.023 P y oy P 9 Y

nism postulated above. Intriguingly, our data
suggest that formation of higher-order SAS-5
assemblies is necessary for function beyond localization, since the GFP-SAS-5 L141E mutant does not
rescue centriole duplication upon depletion of endogenous SAS-5, even though it localizes to
centrioles in ~1/3 of embryos (Figure 6D,G,l). Although some GFP-SAS-5 L141E may be provided
from centrioles contributed by the sperm where endogenous SAS-5 is present, we anticipate that any
paternal SAS-5 will rapidly exchange with the much larger maternal protein pool (Delattre et al.,
2004). Thus, we expect that GFP-SAS-5 L141E visualized at centrioles (Figure 6G,l) is the maternal
protein localized there.

The suggestion that higher-order SAS-5 assemblies may be needed for a function other than
localization would imply that this protein is not a simple transporter of SAS-6, but that it acts in an
additional, more structural, capacity, as has been suggested elsewhere (Qiao et al., 2012; Lettman
et al., 2013). However, FRAP experiments show rapid shuttling of SAS-5 between centrioles and the
cytoplasm (Delattre et al., 2004), which seemingly conflicts with such a postulated structural role.
How can these observations be reconciled?

We speculate that there may exist two
different and non-exclusive mechanisms by which
large SAS-5 assemblies could assist SAS-6 orga-
nization; firstly by providing multivalent SAS-6
attachment sites, and secondly by providing
a structural framework. Such SAS-5 assemblies
may be transiently located at the site of centriole
assembly or, alternatively, could correspond to
only a small fraction of total SAS-5, which would
have thus gone undetected in FRAP experiments
(Delattre et al., 2004). SAS-5 assemblies could
bind multiple SAS-6 dimers and bring them
together in a confined space (Figure 8). ZYG-1,
which interacts with SAS-6 independently of SAS-
5 and is also located at the duplication site
(Lettman et al., 2013), may provide additional
enhancement of local SAS-6 concentration. As
were captured every 5 s and the movie is played at 12 the interaction affinity for the assembly of SAS-6
frames/s. Embryo is oriented with anterior to the leftand ~ Oligomers is weak (Ky ~ 100 pM, [Kitagawa
posterior to the right; elapsed time is shown in minutes €t al., 2011b)) this increase in local SAS-6
and seconds. concentration may provide a trigger for SAS-6
DOI: 10.7554/eLife.07410.024 oligomerisation. Furthermore, if SAS-5 forms

Video 4. Time-lapse DIC microscopy of C. elegans
embryo over the first two cell cycles. Embryo expressing
GFP-SAS-5 L141E treated with sas-5 (RNAIJ). Frames
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defined hexamers as argued above, these hexam-
ers could recruit up to six SAS-6 dimers (Qiao
et al., 2012, Hilbert et al., 2013) at the initiation
site of SAS-6 oligomerisation. This number of SAS-6
moieties would be sufficient for just over one turn
of the proposed SAS-6 spiral (Hilbert et al., 2013),
but not for a SAS-6 ring (Kitagawa et al., 2011b;
Van Breugel et al., 2011; Van Breugel et al.,
2014). Thus, a hexameric SAS-5 architecture would
provide an initial structural guide for the configu-
ration of the SAS-6 oligomer. This would be lost in
SAS-5 mutants that disrupt its architecture or its
Video 5. Time-lapse DIC microscopy of C. elegans interaction with SAS-6 (Delattre et al., 2004; Qiao
embryo over the first two cell cycles. Embryo expressing et al., 2012; Lettman et al, 2013), therefore
GFP-SAS-5 1247E treated with sas-5 (RNAJ). Frames explaining the absence of centriole formation.
were captured every 5 s and the movie is played at Our model is conceptually similar to that
12 frames/s. Embryo is oriented with anterior to the left proposed, albeit in the absence of structural
and posterior to the right; elapsed time is shown in data, for the vertebrate analogue of SAS-5, STIL
minutes and seconds. (Ohta et al., 2014), and underlies the possible
DOI: 10.7554/elife.07410.025 § . T )
unctional similarities between these two pro
teins. Although the oligomeric status of STIL has
not been resolved yet, that of the Drosophila analogue of SAS-5 and STIL, Ana2 (Stevens et al.,
2010), suggests the presence of higher-order assemblies possibly formed through interactions with
the dynein light chain (Wang et al., 2011; Slevin et al., 2014). However, the specific structural
features of SAS-5 are likely restricted to close homologs of this protein, as we were unable to identify
sequences homologous to the SAS-5 coiled-coil and Implico domains in either STIL or Ana2. Further,
no SAS-5 homolog has been identified in Trichinella spiralis, a nematode that may feature SAS-6
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Figure 7. The SAS-5 architecture allows formation of higher oligomers. Schematic representation of SAS-5
oligomerization, showing the coiled-coil and Implico domains, without the disordered N- and C-termini of this
protein. Tight dimers of SAS-5, mediated by the Implico domain, could come together through the coiled coil to
form, first, a tetramer and ultimately a hexamer in a concentration-dependent manner. This oligomerisation model
does not take into account protein aggregation mediated by the predicted B-strand at the SAS-5 C-terminus.
DOI: 10.7554/elife.07410.026
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A CYTOPLASM B SPIRAL SEED C CENTRIOLE
coiled coil head
SAS-6 domains
dimer
SAS-5,,
SAS-5 monomer
SAS-5 dimer
SAS-6 spiral

Figure 8. Hypothetical mechanism of SAS-5 function. (A) SAS-5 forms tight dimers in the cytoplasm, and it may also associate with SAS-6 dimers
depending on the relative levels of each protein. (B) SAS-5 localizes at the centriole, where it forms higher-order assemblies. These assemblies bring
together multiple SAS-6 dimers in close proximity to one another, thereby increasing the local SAS-6 concentration. Thus, SAS-5 assemblies create

a seeding point from which the SAS-6 oligomer forms (C); the first step in creating the C. elegans central tube.

DOI: 10.7554/elife.07410.027

cartwheels, rather than spirals, at its centrioles (Hilbert et al., 2013). Thus, SAS-5 may have evolved in
tandem with SAS-6 in order to accommodate the structural divergence of the latter protein and
promote spiral formation. Comparison of the SAS-5 structure with those of Ana2 and STIL will be
informative in assessing the extent to which the molecular architecture of these proteins is conserved.

In summary, we report here a combined structural and functional analysis of SAS-5 architecture, which
underlies the role of large SAS-5 assemblies in centriole duplication in C. elegans embryos. We propose
that SAS-5 promotes assembly of SAS-6 into oligomers by providing a multivalent structural framework.

Note added in proof

Cottee, Muchalik et al. (Cottee et al., 2015) have now shown that Drosophila Ana2 and vertebrate
STIL, the functional equivalents of SAS-5, can also form higher-order oligomers that are essential
for function. Both Ana2 and STIL tetramerize through their coiled-coil domains. It remains to be
determined whether the different SAS-5 and Ana2/STIL architectures reflect a divergence in centriole
architecture between these organisms.

Materials and methods

Construction of protein expression plasmids

We have constructed a line of entero-bacterial expression vectors, called pFloat, derived from pET30a
(Novagen, Madison, WI) and engineered to include N-terminal Hiss- and solubility tags, and a human
rhinovirus 3C protease cleavage sequence. To accelerate construct screening we further inserted a ccdB
promoter and gene cassette, amplified from pDONR211 (Invitrogen, Grand Island, NY), inside the multi-
cloning site. Various solubility tags included thioredoxin (TRX), glutathione S-transferase (GST), S-tag,
colicin E9 immunity protein (Im9), maltose-binding protein (MBP), small ubiquiting-like modifier (SUMO),
haloalkane dehalogenase (HALO), trigger factor (TF), N utilization substance protein A (NusA), acidic
protein MsyB, yellow fluorescent protein (YFP) and enhanced green fluorescent protein (eGFP); the
solubility tag sequences were amplified from the pOPIN (Bird, 2011) and pGEX (GE Healthcare, Little
Chalfont, UK) vector systems, or directly from the Escherichia coli strain BL21 genome. All amplifications
were performed using high fidelity Phusion polymerase (New England Biolabs, Ipswich, MA), and vectors
were constructed using seamless cloning methods (Gibson Assembly, New England Biolabs).

Protein expression and purification
SAS-5 gene fragments from C. brenneri, C. remanei, C. sinica and C. tropicalis were synthesised by
IDT, Coralville, IA. C. briggsae SAS-5 was amplified from genomic DNA (gifted by Marie-Anne
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Félix, Ecole Normale Supérieure). Full-length or gene fragments encoding for SAS-5 constructs
were cloned in pFloat vectors, transformed to E. coli strain BL21(DE3) Rosetta2 (Novagen)
and grown at 37°C in lysogeny broth (LB) media. Protein expression was induced at ODggo 0.6 by
isopropyl-p-D-1-thiogalactopyranoside (IPTG, 0.5 mM final concentration) and lowering the temper-
ature to 18°C. After ~16 hr incubation cells were harvested and resuspended in PBS solution (10 mM
Na;HPOy, 1.8 mM KH,POy,, 137 mM NaCl, 2.7 mM KClI, pH 7.4) supplemented with 350 mM NaCl,
0.1 mM phenylmethanesulfonyl fluoride (PMSF), a protease inhibitor cocktail (cOmplete, Roche,
Basel, Switzerland), 0.25 mg/ml lysozyme and 10 pg/ml DNAse |. Resuspended cells were disrupted
by sonication while chilled on ice, and cell lysate was cleared by centrifugation at 40,000xg and 0.22
pM filtration. Imidazole at 20 mM final concentration was added to clarified lysates prior to
incubation with TALON (GE Healthcare) metal affinity resin pre-equilibrated with PBS supple-
mented with 350 mM NaCl and 20 mM imidazole. Resin beads were washed with PBS supplemented
with 350 mM NaCl, 1 mM p-mercaptoethanol and 20 mM imidazole, and protein was eluted in PBS
supplemented with 350 mM NaCl, 1 mM p-mercaptoethanol and 500 mM imidazole.

Further purification of proteins was performed at 4°C by anion- (HiTrap Q HP, GE Healthcare) or
cation-exchange (HiTrap SP HP, GE Healthcare) chromatography in 10 mM Tris—=HC| or Na,HPO,4, 50
mM NaCl, 3 mM B-mercaptoethanol, pH 8.0 (for anion-exchange) or pH 6.5 (for cation-exchange)
running buffer, and proteins were eluted using a NaCl gradient to 2 M. Hiss- and solubility-tags were
cleaved, whenever necessary, by overnight incubation with Prescission protease (GE Healthcare);
proteins were further purified by size-exclusion chromatography in HiLoad Superdex 75, Superdex
200 or Superose 6 columns (GE Healthcare) equilibrated in 10 mM Tris—HCI, 300 mM NaCl, 2 mM
B-mercaptoethanol, pH 7.5 buffer. Pure protein fractions were buffer-exchanged by dialysis, and
concentrated by centrifugal ultrafiltration. Protein concentration was estimated by UV absorption at
280 nm, and protein identity confirmed by electrospray ionization mass-spectrometry.

Biophysical analysis

Far-UV CD spectra (260-180 nm) were measured using a Jasco (Easton, MD) J-815
Spectropolarimeter at 10°C. Protein samples were exchanged to a 10 mM NaH,PO,4, 100 mM
NaF, 1 mM B-mercaptoethanol, pH 7.5 buffer. CD sample concentrations are shown in Table 3.
Data were truncated at high tension voltage exceeding 800 V. After buffer background
subtraction, data were smoothed using a Savitzky—-Golay filter (Savitzky and Golay, 1964). CD
spectra were deconvoluted using the DICHROWEB server (Whitmore and Wallace, 2008).
Measurements of thermal stability monitored CD signal at 222 nm while temperature was
increased by 1°C/min between 4°C and 90°C.

SEC-MALS analysis was performed at 20°C using analytical Superdex 75, Superdex 200 or
Superose 6 columns (GE Healthcare) and a Shimadzu (Kyoto, Japan) chromatography system,
connected in-line to a Heleos8+ multi-angle light scattering detector and an Optilab T-rEX refractive
index (RI) detector (Wyatt Technologies, Goleta, CA). A 1:1 dilution series of protein samples in 10
mM Tris—HCI, 300 mM NaCl, 2 mM B-mercaptoethanol, pH 7.5 buffer were injected in this system, and
the resulting MALS, Rl and UV traces processed in ASTRA 6 (Wyatt Technologies). On-column protein
concentration was calculated from the differential RI, assuming dn/dc of 0.1850 ml/g. SEC-MALS data
were fit with a two-state model to derive association parameters, and the resulting K4 estimated from
the inflection point of the fit. Details of SEC-MALS sample concentrations, monomeric molecular
weight and column used are shown in Table 3.

Native mass-spectrometry was performed on protein samples in 250 mM NHjAcetate, pH 7.5 buffer
using a modified Synapt G1 High Definition Mass Spectrometry Quadrupole Time of Flight instrument
(Waters, Milford, MA) (Bush et al., 2010) calibrated using 10 mg/ml Csl. 2 pl aliquots of sample were
delivered by nano-electrospray ionization via gold-coated capillaries, prepared in house (Hernandez
and Robinson, 2007). Instrumental parameters were as follows: source pressure 6.0 mbar, capillary
voltage 1.20 kV, cone voltage 50V, trap energy 10V, bias voltage 5 V and trap pressure 0.0163 mbar.

For negative stain electron microscopy SAS-5¢ protein samples (5 pl, 0.1 mg/ml) in 10 mM Tris—HClI,
300 mM NaCl, 2 mM B-mercaptoethanol, pH 7.5 buffer were applied to glow-discharged homemade
carbon-coated copper mesh grids and allowed to adsorb for 1 min. After blotting off any excess liquid,
negative stain was applied by adding 3 pl of 1% wt/vol uranyl acetate to the grid. Blotting and staining
was repeated 2 times, and the grids were then allowed to air dry for 10 min. The grids were imaged in
a JEOL (Tokyo, Japan) JEM-2010 electron microscope equipped with a high brightness LaB, filament
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CcD
Protein name Concentration (uM)
SAS-5¢_ 1.5
SAS-55282 295 3
SAS-5¢ ex 3
SAS-5; 265 6
SAS-5; 565 L141E 6
SAS-5; 265 L141E/M167E 6
SAS-5_545 1247E 6
SAS-5; 565 L141E/1247E 6
SAS-5125 265 10
SAS-5¢¢ 20
SAS-5cc L141E 20
SAS-5/mp 20
SAS-5,,p 1247E 20
SAS-5 N-terminus 20
SAS-5 C-terminus 5
SEC-MALS

Monomeric MW Size exclusion Minimum concentration Maximum concentration
Protein name (kDa) column (uM)* (uM)*
SAS-5¢. 46 Superoseb 0.10 0.57
SAS-5¢ ex-MsyB 62 Superoseb 0.03 9.5
SAS-5,_265-MsyB (Figure 4) 46 Superoseb 0.02 41
SAS-5; 265-MsyB (Figure 5) 46 Superdex200 0.05 41
SAS-5, 565 L141E 46 Superdex200 1.32 63
SAS-5;,_ o565 L1ATE/M167E 46 Superdex200 1.16 63
SAS-5, 45 1247E 46 Superdex200 0.05 63
SAS-5,_5¢s L141E/1247E 46 Superdex200 0.82 63
SAS-5mp 6.5 Superdex75 2.9 292
SAS-5cc.L 12.5 Superdex75 0.18 152
C. briggsae SAS-5 12.7 Superdex75 0.10 149
(96-199)
C. brenneri SAS-5 (1-82) 102 " Superdex75 021 186
C. remanei SAS-5 (98-206) 13 Superdex75 0.21 146
C. sinica SAS-5 (94-204) 13 Superdex75 0.16 145
C. tropicalis SAS-5 125 Superdex75 0.12 152
(94-199)

*Refers to on-column concentration calculated from the protein differential refractive index.

DOI: 10.7554/eLife.07410.028

and an ORIUS SC1000 (Model 832) camera (Gatan, Abingdon, UK). Images were acquired using an

accelerating voltage of 200 kV, at a nominal magnification of 16,000x to 52,000x.

Crystallization, crystallographic data collection and refinement

Crystals were obtained using the sitting drop vapor diffusion technique. A Mosquito robot
(TTP LabTech, Melbourn, UK) was used to setup 200 nL-size drops with 1:1 and 1.3:0.7 ratios of
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protein to mother liquor. For SAS-5¢¢, protein in 10 mM Tris-HCI pH 7.5, 200 mM NaCl buffer and
at concentration of 20 mg/ml was mixed with 0.1 M MOPS/HEPES-Na pH 7.5, 12.5% wt/vol PEG
1000, 12.5% wt/vol PEG 3350, 12.5% wt/vol MPD, 0.03 M NaNOs3, 0.03 M NayHPO,4, 0.03 M
(NH4)2SO4. Crystals developed at 4°C in 30 days, were flash-cooled in liquid nitrogen and
diffracted to a maximum resolution of 1.73 A at the Diamond Light Source (DLS, Harwell, UK)
beamline 104. The space group was determined as P242424 with eight molecules per asymmetric
unit. Crystallographic data (statistics in Table 1) were integrated in MOSFLM (Leslie and Powell,
2007) or XDS (Kabsch, 2010) and scaled by Aimless (Evans and Murshudov, 2013) or XSCALE
(Kabsch, 2010). Scaling reveals substantial diffraction anisotropy, which was corrected using the
Diffraction Anisotropy Server (UCLA Molecular Biology Institute, Strong et al., 2006) whilst
applying a high resolution cutoff of 1.8 A. Statistics of the anisotropically corrected data are
shown in Table 2. Phase information for SAS-5¢c was obtained from a highly redundant dataset
with maximum resolution of 1.9 A collected on Pb-derivatized crystals at a wavelength of 0.947 A
at the DLS beamline 103. For Pb-derivatization the native SAS-5¢¢ crystals were incubated with 1
mM trimethyl lead (IV) acetate for 16 hr prior to cooling. Phasing by SAD was performed using
PHENIX.autosol (Adams et al., 2002) which located and refined 9 Pb sites to produce a density
map with initial figure of merit of 0.36. Initial model building was done with PHENIX.autobuild
(291 residues built, 222 identified out of 427 residues in the asymmetric unit). Iterative model
building with COOT (Emsley and Cowtan, 2004) and refinement against the anisotropically
corrected native data in Buster 2.10 (Bricogne et al., 2011) using automatic NCS and TLS
restraints (Smart et al., 2012) yielded the final SAS-5¢c model.

For SAS-5/mp, protein in 10 mM HEPES pH 7.5, 150 mM NaCl, 1 mM DTT buffer and at
concentration of 10 mg/ml was mixed with 0.1 M MES/imidazole pH 6.4, 10% wt/vol PEG 20,000,
20% vol/vol PEG MME 550, 0.1 M carboxylic acids mixture (Gorrec, 2009). Crystals developed at
18°C in 3 days, were cryo-protected by brief immersion to mother liquor supplemented with 20%
vol/vol glycerol, flash-cooled in liquid nitrogen and diffracted to 1.0 A at the European
Synchrotron Radiation Facility (ESRF, Grenoble, France) beamline ID14-4. The space group was
determined as P1271 with two molecules per asymmetric unit. Data integration and scaling was
performed as in SAS-5¢c (Table 1), however no anisotropy correction was required. Phase
information was obtained from a highly redundant dataset with maximum resolution of 1.7 A
collected on Hg-derivatized crystals at a wavelength of 1.007 A at the DLS beamline 102. For Hg-
derivatization native SAS-5,,,, crystals were incubated with 2 mM mercury (ll) acetate for 16 hr
prior to cooling. Phasing by SAD was performed using PHENIX.autosol (Adams et al., 2002) which
located and refined 2 Hg sites to produce a density map with initial figure of merit of 0.39. Initial model
building was done with PHENIX.autosol (86 residues built and 51 identified out of 116 residues in the
asymmetric unit). Iterative model building with COOT (Emsley and Cowtan, 2004) and refinement
against the native data in PHENIX.refine (Adams et al., 2002) using explicit hydrogens and atom-level
anisotropic restraints.

Model quality was assessed by MolProbity (Chen et al., 2010). For graphical representation, we
used UCSF Chimera (Pettersen et al., 2004). Initial crystal inspection and data collection took place at
the DLS beamline 104-1.

MD simulations

All MD simulations were performed using GROMACS 4 (Pronk et al., 2013) and the GROMOS96
53a6 force field (Oostenbrink et al., 2004). The crystal structure of SAS5¢¢ was placed in a cubic
simulation box of 1452 nm?® volume with periodic boundary conditions. The protein was solvated by
adding 10,637 explicit SPC water molecules. Na* and Cl~ ions were added to the final concentration
of 0.1 M. The system was first minimized with the steepest descend algorithm, equilibrated
in constant temperature (NVT, 300 K) for 100 ps, and followed by equilibration in constant
temperature and pressure (NPT, 1 bar) for 500 ps. The pressure was controlled with an isotropic
Parrinello-Rahman barostat (Parrinello and Rahman, 1981) applied to the entire system with a time
constant of 2.0 ps and compressibility of 4.5 x 107 bar™". The temperature was controlled with two
velocity rescaling thermostats (Berendsen et al., 1984) applied to the protein and solvent, with
a time constant of 0.1 ps. Electrostatic interactions were calculated using the particle-mesh Ewald
(Darden et al., 1993) summation method. Ten replicate simulations of 45 ns duration were
performed in the Oxford Advanced Research Computing facility.
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Nematode strains and RNA interference

The genomic sequence of sas-5 (Wormbase, F35B12.5a) was recoded for resistance to RNAI directed
against the endogenous gene, and synthesized by Genscript (Piscataway, NJ). Intronic sequences were
kept intact, as well as the bases neighboring the splice sites: 3 bases at 3’ ends and 6 bases at 5’ ends of
exons. The codon adaptation index was preserved at the level of the wild type (WT: 0.777, recoded:
0.712). The recoded gene was amplified and cloned in plC26 using the Spel restriction site. plC26
contains a pie-1 promoter and 3'UTR, as well as a GFP coding sequence fused upstream of and in frame
with sas-5 (Cheeseman and Desai, 2005). C. elegans culture was performed according to standard
procedures (Brenner, 1974). GFP-SAS-5 transgenic animals were generated by bombardment (Praitis
et al., 2001). Integrated lines were recovered after bombardment with gfp::sas-5 L141E (strain GZ1301;
isls51{pie-1::gfp::sas-5[recL141E]}) and I1247E (strain GZ1302; isls52{pie-1::gfp::sas-5[recl247E]}), but
GFP-SAS-5 bombardment led to the recovery of non-integrated lines. For these experiments a line with
<50% transmission of the extra chromosomal array was used (strain GZ1300; isEx5{pie-1::gfp::sas-5
[rec]}). RNAI was carried out by selecting L3-L4 wild-type hermaphrodites and feeding them for 26 hr at
24°C using the sas-5(RNAI) feeding strain, which targets nucleotides 301-1170 of the genomic sequence
(Delattre et al., 2004).

Antibodies and immunofluorescence

Embryos were prepared for immunofluorescence essentially as described (Gonczy et al., 1999), with
a fixation time of 2 min in —20°C methanol and an additional blocking step in PBS, 2% wt/vol BSA
before antibody incubation. Primary and secondary antibodies were diluted in PBS as follows: rabbit
anti-GFP (gift from Viesturs Simanis, EPFL, 1/500), mouse anti-IFA (Leung et al., 1999, 1/50), goat
anti-GFP (Abcam, Cambridge, UK, ab6673, 1/250), goat anti-rabbit Alexa Fluor 488, goat anti-mouse
Alexa Fluor 568, donkey anti-goat Alexa Fluor 488, donkey anti-mouse Alexa Fluor 568 (Life
Technologies, Grand Island, NY, all 1/500). Primary antibodies were incubated overnight at 4°C and
secondary incubations were at room temperature for 1 hr. 1 pg/ml Hoechst 33,258 (Sigma-Aldrich, St.
Louis, MO) was used to visualize DNA.

Microscopy

Time-lapse DIC microscopy of early embryos was carried out as described (Génczy et al., 1999),
recording one image every 5 s at 24°C. A Zeiss (Oberkochen, Germany) LSM 700 confocal
microscope was used for fluorescence microscopy. Z-sections were imaged at an interval of ~0.3
pm. Fluorescent images in Figure 6F-H are maximum intensity projections. Dual time-lapse and
fluorescence DIC imaging was performed on a Zeiss Axioplan 2 (Bellanger and Gonczy, 2003). The
motorised filter wheel, two external shutters, and the 1392 x 1040 pixel, 12-bit Photometrics
CoolSNAP ES2 (Photometrics, Tucson, AZ) were controlled by pManager (Edelstein et al., 2010).
Images were acquired with an exposure time of 100 ms for the DIC and 200 ms for the GFP channel
using the Zeiss Filter Set 10 (GFP). The GFP images presented in Figure 6—figure supplement 1
are maximum intensity projections of 8 z-sections acquired with an interval of 0.5 pm. For
quantification of fluorescence intensities, the integrated intensity was measured from three areas of
fixed size within each embryo and then averaged. The average background fluorescence of wild-
type (GFP-negative) embryos was subtracted, then values were normalized to the average value of
the GFP-SAS-5 wild type intensity. All images were processed and fluorescence intensities
measured using ImageJ (Schneider et al., 2012).

Western blotting

Embryos were synchronized by bleaching adult worms, hatched and matured at 24°C; 50 adult worms
were then collected manually, boiled in Laemmli buffer for 5 min, sonicated, and loaded on a 4-12%
wt/vol SDS-PAGE (Biorad, Hercules, CA). Proteins were transferred to a 0.45 pm nitrocellulose
membrane, blocked with 5% wt/vol milk powder in PBS, 0.1% vol/vol Tween-20, and blotted with
rabbit anti-SAS-5 (full length, 1/1000, (Delattre et al., 2004)) or rabbit anti-GFP (1/1000, gift from
Viesturs Simanis, EPFL), then re-blotted with mouse anti-a-tubulin (1/10,000, DM1«a, Sigma-Aldrich)
antibodies. Immunocomplexes were visualized using anti-rabbit or anti-mouse HRP conjugated
secondary antibodies at 1/5000 dilution (Promega, Madison, WI), chemiluminescence kit (Roche), and
X-ray films (Fujifilm, Tokyo, Japan).
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Sequence notes

SAS-5 protein sequences in this study correspond to UniProt database entries Q20010 (C. elegans),
Q60M48 (C. briggsae), GONH40 (C. brenneri) and E3LPN2 (C. remanei). C. sinica and C. tropicalis
SAS-5 sequences were identified from the respective genomes by blast searches starting from the
C. elegans variant. For C. sinica the University of Edinburgh sp. 5 genome project (Csp5_scaf-
fold_00353) was used, while for C. tropicalis the Genome Institute at Washington University
Caenorhabditis sp. 11 genome project (Csp11.Scaffold629) served as reference. The flexible linker
used in SAS-5rex to replace the ‘sticky’ amino acid segment has the sequence
SGAAGSSGAAGSSG.

Acknowledgements

We are grateful to David Staunton and Edward Lowe for the upkeep of the Oxford Biochemistry
Biophysics and Crystallization facilities, respectively, Bernhard Knapp for assistance with
supercomputer access and Coralie Busso for generating transgenic lines. We thank Manuel
Hilbert for assistance with SAS-5 constructs, and Marie-Anne Félix and Viesturs Simanis for
reagents. We are grateful to Michel Steinmetz, Virginie Hamel, Michele Erat and Sarah Bianchi
for insightful discussions and critical reading of our manuscript. We acknowledge the Diamond
Light Source and the European Synchrotron Radiation Facility for provision of X-ray radiation
facilities, and the Oxford Advanced Research Computing for supercomputer resources. KBR was
supported by a studentship from the Engineering and Physical Sciences Research Council
Centre for Doctoral Training in Systems Biology, and by a Travel Grant from Boehringer
Ingelheim Fonds.

Additional information

Funding

Funder Grant reference Author
Wellcome Trust 088497/2/09/Z loannis Vakonakis
Biotechnology and Biological BB/J008265/1 loannis Vakonakis
Sciences Research Council

(BBSRC)

European Research Council (ERC) AdG 233335 Pierre Gonczy
European Research Council (ERC) AdG 340227 Pierre Gonczy

European Research Council (ERC) IMPRESS, ID 268851 Carol V Robinson

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

Author contributions

KBR, NJD, IV, Conception and design, Acquisition of data, Analysis and interpretation of data,
Drafting or revising the article; GNH, JY, Acquisition of data, Analysis and interpretation of data;
SKP, Acquisition of data; CVR, CMD, Conception and design; PG, Conception and design, Analysis
and interpretation of data, Drafting or revising the article

Additional files

Major datasets
The following datasets were generated:

Dataset ID Database, license, and
Author(s) Year Dataset title and/or URL accessibility information
Rogala KB, Hatzopoulos 2015 Structure of the http://www.rcsb.org/pdb/ Publicly available at RCSB
GN, Vakonakis | C. elegans SAS-5 coiled  explore/explore.do? Protein Data Bank
coil domain structureld=4YV4 (Accession No: 4YV4).

Rogala et al. eLife 2015;4:e07410. DOI: 10.7554/eLife.07410 22 of 25


http://www.rcsb.org/pdb/explore/explore.do?structureId=4YV4
http://www.rcsb.org/pdb/explore/explore.do?structureId=4YV4
http://www.rcsb.org/pdb/explore/explore.do?structureId=4YV4
http://dx.doi.org/10.7554/eLife.07410

LI FE Research article Biophysics and structural biology | Cell biology

Dataset ID Database, license, and
Author(s) Year Dataset title and/or URL accessibility information
Rogala KB, Hatzopoulos 2015 Structure of the http://www.rcsb.org/pdb/ Publicly available at RCSB
GN, Vakonakis | C. elegans SAS-5 Implico search/structidSearch.do? Protein Data Bank
dimerization domain structureld=4YNH (Accession No: 4YNH).

Standard used to collect data: Crystallographic data and structure refinement statistics have been reported
according to usual (but not standardized) format. Structures have been validated by the databank and the validation
documents are attached.

References

Adams PD, Grosse-Kunstleve RW, Hung LW, loerger TR, Mccoy AJ, Moriarty NW, Read RJ, Sacchettini JC, Sauter
NK, Terwilliger TC. 2002. Phenix: building new software for automated crystallographic structure determination.
Acta Crystallographica. Section D, Biological Crystallography 58:1948-1954. doi: 10.1107/50907444902016657.

Agircan FG, Schiebel E, Mardin BR. 2014. Separate to operate: control of centrosome positioning and separation.
Philosophical Transactions of the Royal Society of London Series B, Biological Sciences 369. doi: 10.1098/rstb.
2013.0461.

Arquint C, Gabryjonczyk AM, Nigg EA. 2014. Centrosomes as signalling centres. Philosophical Transactions of the
Royal Society of London Series B, Biological Sciences 369. doi: 10.1098/rstb.2013.0464.

Bellanger JM, Gonczy P. 2003. TAC-1 and ZYG-9 form a complex that promotes microtubule assembly in
C. elegans embryos. Current Biology 13:1488-1498. doi: 10.1016/50960-9822(03)00582-7.

Berendsen HJC, Postma JPM, Vangunsteren WF, Dinola A, Haak JR. 1984. Molecular-dynamics with coupling to an
external bath. Journal of Chemical Physics 81:3684-3690. doi: 10.1063/1.448118.

Bird LE. 2011. High throughput construction and small scale expression screening of multi-tag vectors in
Escherichia coli. Methods 55:29-37. doi: 10.1016/j.ymeth.2011.08.002.

Brenner S. 1974. Genetics of Caenorhabditis-Elegans. Genetics 77:71-94.

Bricogne G, Blanc E, Brandl M, Flensburg C, Keller P, Paciorek W, Roversi P, Sharff A, Smart OS, Svonrhein C,
Womack TO. 2011. BUSTER version 2.10. Cambridge, United Kingdom: Global Phasing Ltd.

Bush MF, Hall Z, Giles K, Hoyes J, Robinson CV, Ruotolo BT. 2010. Collision cross sections of proteins and their
complexes: a calibration framework and database for gas-phase structural biology. Analytical Chemistry 82:
9557-9565. doi: 10.1021/ac1022953.

Carvalho-Santos Z, Machado P, Branco P, Tavares-Cadete F, Rodrigues-Martins A, Pereira-Leal JB, Bettencourt-
Dias M. 2010. Stepwise evolution of the centriole-assembly pathway. Journal of Cell Science 123:1414-1426.
doi: 10.1242/jcs.064931.

Chavali PL, Putz M, Gergely F. 2014. Small organelle, big responsibility: the role of centrosomes in development
and disease. Philosophical Transactions of the Royal Society of London Series B, Biological Sciences 369. doi: 10.
1098/rstb.2013.0468.

Cheeseman IM, Desai A. 2005. A combined approach for the localization and tandem affinity purification of
protein complexes from metazoans. Science’s STKE 2005:pl1. doi: 10.1126/stke.2662005pl1.

Chen VB, Arendall WB Ill, Headd JJ, Keedy DA, Immormino RM, Kapral GJ, Murray LW, Richardson JS, Richardson
DC. 2010. MolProbity: all-atom structure validation for macromolecular crystallography. Acta Crystallographica.
Section D, Biological Crystallography 66:12-21. doi: 10.1107/S0907444909042073.

Collingridge PW, Kelly S. 2012. MergeAlign: improving multiple sequence alignment performance by dynamic
reconstruction of consensus multiple sequence alignments. BMC Bioinformatics 13:117. doi: 10.1186/1471-2105-
13-117.

Cottee MA, Muschalik N, Wong YL, Johnson CM, Johnson S, Andreeva A, Oegema K, Lea SM, Raff JW, van
Breugel M. 2013. Crystal structures of the CPAP/STIL complex reveal its role in centriole assembly and human
microcephaly. eLife 4:e01071. doi: 10.7554/elLife.01071.

Cottee MA, Muschalik N, Johnson S, Leveson J, Raff JW, Lea SM. 2015. The homo-oligomerisation of both Sas-6
and Ana2 is required for efficient centriole assembly in flies. eLife 4:e07236. doi: 10.7554/eLife.07236.

Dammermann A, Muller-Reichert T, Pelletier L, Habermann B, Desai A, Oegema K. 2004. Centriole assembly
requires both centriolar and pericentriolar material proteins. Developmental Cell 7:815-829. doi: 10.1016/].
devcel.2004.10.015.

Darden T, York D, Pedersen L. 1993. Particle mesh ewald - an N.Log(N) method for Ewald sums in large systems.
Journal of Chemical Physics 98:10089-10092. doi: 10.1063/1.464397.

Delattre M, Leidel S, Wani K, Baumer K, Bamat J, Schnabel H, Feichtinger R, Schnabel R, Génczy P. 2004. Centriolar
SAS-5 is required for centrosome duplication in C. elegans. Nature Cell Biology 6:656-664. doi: 10.1038/ncb1146.

Digambaranath JL, Dang L, Dembinska M, Vasyluk A, Finke JM. 2010. Conformations within soluble oligomers and
insoluble aggregates revealed by resonance energy transfer. Biopolymers 93:299-317.

Edelstein A, Amodaj N, Hoover K, Vale R, Stuurman N. 2010. Computer control of microscopes using microManager.
Current Protocols in Molecular Biology. Chapter 14, Unit14 20. doi: 10.1002/0471142727.mb1420s92.

Emsley P, Cowtan K. 2004. Coot: model-building tools for molecular graphics. Acta Crystallographica. Section D,
Biological Crystallography 60:2126-2132. doi: 10.1107/S0907444904019158.

Evans PR, Murshudov GN. 2013. How good are my data and what is the resolution? Acta Crystallographica. Section
D, Biological Crystallography 69:1204-1214. doi: 10.1107/50907444913000061.

Rogala et al. elife 2015;4:e07410. DOI: 10.7554/eLife.07410 23 of 25


http://www.rcsb.org/pdb/search/structidSearch.do?structureId=4YNH
http://www.rcsb.org/pdb/search/structidSearch.do?structureId=4YNH
http://www.rcsb.org/pdb/search/structidSearch.do?structureId=4YNH
http://dx.doi.org/10.1107/S0907444902016657
http://dx.doi.org/10.1098/rstb.2013.0461
http://dx.doi.org/10.1098/rstb.2013.0461
http://dx.doi.org/10.1098/rstb.2013.0464
http://dx.doi.org/10.1016/S0960-9822(03)00582-7
http://dx.doi.org/10.1063/1.448118
http://dx.doi.org/10.1016/j.ymeth.2011.08.002
http://dx.doi.org/10.1021/ac1022953
http://dx.doi.org/10.1242/jcs.064931
http://dx.doi.org/10.1098/rstb.2013.0468
http://dx.doi.org/10.1098/rstb.2013.0468
http://dx.doi.org/10.1126/stke.2662005pl1
http://dx.doi.org/10.1107/S0907444909042073
http://dx.doi.org/10.1186/1471-2105-13-117
http://dx.doi.org/10.1186/1471-2105-13-117
http://dx.doi.org/10.7554/eLife.01071
http://dx.doi.org/10.7554/eLife.07236
http://dx.doi.org/10.1016/j.devcel.2004.10.015
http://dx.doi.org/10.1016/j.devcel.2004.10.015
http://dx.doi.org/10.1063/1.464397
http://dx.doi.org/10.1038/ncb1146
http://dx.doi.org/10.1002/0471142727.mb1420s92
http://dx.doi.org/10.1107/S0907444904019158
http://dx.doi.org/10.1107/S0907444913000061
http://dx.doi.org/10.7554/eLife.07410

LI FE Research article Biophysics and structural biology | Cell biology

Firat-Karalar EN, Stearns T. 2014. The centriole duplication cycle. Philosophical Transactions of the Royal Society of
London Series B, Biological Sciences 369.

Godinho SA, Pellman D. 2014. Causes and consequences of centrosome abnormalities in cancer. Philosophical
Transactions of the Royal Society of London Series B, Biological Sciences 369. doi: 10.1098/rstb.2013.0467.

Gonczy P, Schnabel H, Kaletta T, Amores AD, Hyman T, Schnabel R. 1999. Dissection of cell division processes in the
one cell stage Caenorhabditis elegans embryo by mutational analysis. The Journal of Cell Biology 144:927-946.

Gonczy P. 2012. Towards a molecular architecture of centriole assembly. Nature reviews. Molecular Cell Biology
13:425-435. doi: 10.1038/nrm3373.

Gorrec F. 2009. The MORPHEUS protein crystallization screen. Journal of Applied Crystallography 42:1035-1042.
doi: 10.1107/50021889809042022.

Hatzopoulos GN, Erat MC, Cutts E, Rogala KB, Slater LM, Stansfeld PJ, Vakonakis I. 2013. Structural analysis of the
G-box domain of the microcephaly protein CPAP suggests a role in centriole architecture. Structure 21:
2069-2077. doi: 10.1016/}.str.2013.08.019.

Hernandez H, Robinson CV. 2007. Determining the stoichiometry and interactions of macromolecular assemblies
from mass spectrometry. Nature Protocols 2:715-726.

Hilbert M, Erat MC, Hachet V, Guichard P, Blank ID, Fluckiger |, Slater L, Lowe ED, Hatzopoulos GN, Steinmetz
MO, Gonczy P, Vakonakis I. 2013. Caenorhabditis elegans centriolar protein SAS-6 forms a spiral that is
consistent with imparting a ninefold symmetry. Proceedings of the National Academy of Sciences of the United
States of AmericaUSA 110:11373-11378. doi: 10.1073/pnas.1302721110.

Hirono M. 2014. Cartwheel assembly. Philosophical Transactions of the Royal Society of London Series B, Biological
Sciences 369. doi: 10.1098/rstb.2013.0458.

Hodges ME, Scheumann N, Wickstead B, Langdale JA, Gull K. 2010. Reconstructing the evolutionary history of the
centriole from protein components. Journal of Cell Science 123:1407-1413. doi: 10.1242/jcs.06487 3.

Jones DT, Cozzetto D. 2014. DISOPRED3: precise disordered region predictions with annotated protein-binding
activity. Bioinformatics 31:857-863. doi: 10.1093/bioinformatics/btu744.

Jones DT. 1999. Protein secondary structure prediction based on position-specific scoring matrices. Journal of
Molecular Biology 292:195-202. doi: 10.1006/jmbi.1999.3091.

Kabsch W. 2010. Xds. Acta Crystallographica. Section D, Biological Crystallography 66:125-132. doi: 10.1107/
S0907444909047337.

Keller D, Orpinell M, Olivier N, Wachsmuth M, Mahen R, Wyss R, Hachet V, Ellenberg J, Manley S, Génczy P. 2014.
Mechanisms of HsSAS-6 assembly promoting centriole formation in human cells. The Journal of Cell Biology 204:
697-712. doi: 10.1083/jcb.201307049.

Kemp CA, Kopish KR, Zipperlen P, Ahringer J, O’connell KF. 2004. Centrosome maturation and duplication in
C. elegans require the coiled-coil protein SPD-2. Developmental Cell 6:511-523. doi: 10.1016/51534-5807(04)
00066-8.

Kirkham M, Muller-Reichert T, Oegema K, Grill S, Hyman AA. 2003. SAS-4 is a C. elegans centriolar protein that
controls centrosome size. Cell 112:575-587. doi: 10.1016/50092-8674(03)00117-X.

Kitagawa D, Fluckiger |, Polanowska J, Keller D, Reboul J, Gonczy P. 2011a. PP2A phosphatase acts upon SAS-5 to
ensure centriole formation in C. elegans embryos. Developmental Cell 20:550-562. doi: 10.1016/j.devcel.2011.
02.005.

Kitagawa D, Vakonakis |, Olieric N, Hilbert M, Keller D, Olieric V, Bortfeld M, Erat MC, Fluckiger I, Génczy P, Steinmetz
MO. 2011b. Structural basis of the 9-fold symmetry of centrioles. Cell 144:364-375. doi: 10.1016/j.cell.2011.01.008.

Kyte J, Doolittle RF. 1982. A simple method for displaying the hydropathic character of a protein. Journal of
Molecular Biology 157:105-132. doi: 10.1016/0022-2836(82)90515-0.

Leidel S, Génczy P. 2003. SAS-4 is essential for centrosome duplication in C elegans and is recruited to daughter
centrioles once per cell cycle. Developmental Cell 4:431-439. doi: 10.1016/S1534-5807(03)00062-5.

Leidel S, Delattre M, Cerutti L, Baumer K, Génczy P. 2005. SAS-6 defines a protein family required for centrosome
duplication in C. elegans and in human cells. Nature Cell Biology 7:115-125. doi: 10.1038/ncb1220.

Leslie AGW, Powell HR. 2007. Processing diffraction data with mosflm. In: Read RJ, Sussman JL, editors. Evolving
methods for macromolecular crystallography: Springer, Dordrecht. 245:41-51.

Lettman MM, Wong YL, Viscardi V, Niessen S, Chen SH, Shiau AK, Zhou H, Desai A, Oegema K. 2013. Direct
binding of SAS-6 to ZYG-1 recruits SAS-6 to the mother centriole for cartwheel assembly. Developmental Cell 25:
284-298. doi: 10.1016/j.devcel.2013.03.011.

Leung B, Hermann GJ, Priess JR. 1999. Organogenesis of the Caenorhabditis elegans intestine. Developmental
Biology 216:114-134. doi: 10.1006/dbio.1999.9471.

Mammen M, Choi SK, Whitesides GM. 1998. Polyvalent interactions in biological systems: implications for design
and use of multivalent ligands and inhibitors. Angewandte Chemie-International Edition 37:2755-2794. doi: 10.
1002/(SIC1)1521-3773(19981102)37:20<2754::AID-ANIE2754>3.0.CO; 2-3.

Mccoy AJ, Grosse-Kunstleve RW, Adams PD, Winn MD, Storoni LC, Read RJ. 2007. Phaser crystallographic
software. Journal of Applied Crystallography 40:658-674. doi: 10.1107/50021889807021206.

Nachury MV. 2014. How do cilia organize signalling cascades? Philosophical Transactions of the Royal Society of
London Series B, Biological Sciences 369. doi: 10.1098/rstb.2013.0465.

Nigg EA, Raff JW. 2009. Centrioles, centrosomes, and cilia in health and disease. Cell 139:663-678. doi: 10.1016/j.
cell.2009.10.036.

O’connell KF, Caron C, Kopish KR, Hurd DD, Kemphues KJ, Li Y, White JG. 2001. The C. elegans zyg-1 gene
encodes a regulator of centrosome duplication with distinct maternal and paternal roles in the embryo. Cell 105:
547-558. doi: 10.1016/50092-8674(01)00338-5.

Rogala et al. elife 2015;4:e07410. DOI: 10.7554/eLife.07410 24 of 25


http://dx.doi.org/10.1098/rstb.2013.0467
http://dx.doi.org/10.1038/nrm3373
http://dx.doi.org/10.1107/S0021889809042022
http://dx.doi.org/10.1016/j.str.2013.08.019
http://dx.doi.org/10.1073/pnas.1302721110
http://dx.doi.org/10.1098/rstb.2013.0458
http://dx.doi.org/10.1242/jcs.064873
http://dx.doi.org/10.1093/bioinformatics/btu744
http://dx.doi.org/10.1006/jmbi.1999.3091
http://dx.doi.org/10.1107/S0907444909047337
http://dx.doi.org/10.1107/S0907444909047337
http://dx.doi.org/10.1083/jcb.201307049
http://dx.doi.org/10.1016/S1534-5807(04)00066-8
http://dx.doi.org/10.1016/S1534-5807(04)00066-8
http://dx.doi.org/10.1016/S0092-8674(03)00117-X
http://dx.doi.org/10.1016/j.devcel.2011.02.005
http://dx.doi.org/10.1016/j.devcel.2011.02.005
http://dx.doi.org/10.1016/j.cell.2011.01.008
http://dx.doi.org/10.1016/0022-2836(82)90515-0
http://dx.doi.org/10.1016/S1534-5807(03)00062-5
http://dx.doi.org/10.1038/ncb1220
http://dx.doi.org/10.1016/j.devcel.2013.03.011
http://dx.doi.org/10.1006/dbio.1999.9471
http://dx.doi.org/10.1002/(SICI)1521-3773(19981102)37:20<2754::AID-ANIE2754>3.0.CO;2-3
http://dx.doi.org/10.1002/(SICI)1521-3773(19981102)37:20<2754::AID-ANIE2754>3.0.CO;2-3
http://dx.doi.org/10.1107/S0021889807021206
http://dx.doi.org/10.1098/rstb.2013.0465
http://dx.doi.org/10.1016/j.cell.2009.10.036
http://dx.doi.org/10.1016/j.cell.2009.10.036
http://dx.doi.org/10.1016/S0092-8674(01)00338-5
http://dx.doi.org/10.7554/eLife.07410

LI FE Research article Biophysics and structural biology | Cell biology

Ohta M, Ashikawa T, Nozaki Y, Kozuka-Hata H, Goto H, Inagaki M, Oyama M, Kitagawa D. 2014. Direct interaction
of Plk4 with STIL ensures formation of a single procentriole per parental centriole. Nature Communications 5:
5267. doi: 10.1038/ncomms6267.

Oostenbrink C, Villa A, Mark AE, Van Gunsteren WF. 2004. A biomolecular force field based on the free enthalpy
of hydration and solvation: the GROMOS force-field parameter sets 53A5 and 53Aé6. Journal of Computational
Chemistry 25:1656-1676. doi: 10.1002/jcc.20090.

Parrinello M, Rahman A. 1981. Polymorphic transitions in single crystals: a new molecular dynamics method.
Journal of Applied Physics 52:7182-7190. doi: 10.1063/1.328693.

Pelletier L, Ozlu N, Hannak E, Cowan C, Habermann B, Ruer M, Muller-Reichert T, Hyman AA. 2004. The
Caenorhabditis elegans centrosomal protein SPD-2 is required for both pericentriolar material recruitment and
centriole duplication. Current Biology 14:863-873. doi: 10.1016/j.cub.2004.04.012.

Pelletier L, O'toole E, Schwager A, Hyman AA, Muller-Reichert T. 2006. Centriole assembly in Caenorhabditis
elegans. Nature 444:619-623. doi: 10.1038/nature05318.

Peters N, Perez DE, Song MH, Liu Y, Muller-Reichert T, Caron C, Kemphues KJ, O’connell KF. 2010. Control of
mitotic and meiotic centriole duplication by the Plk4-related kinase ZYG-1. Journal of Cell Science 123:795-805.
doi: 10.1242/jcs.050682.

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

Praitis V, Casey E, Collar D, Austin J. 2001. Creation of low-copy integrated transgenic lines in Caenorhabditis
elegans. Genetics 157:1217-1226.

Pronk S, Pall S, Schulz R, Larsson P, Bjelkmar P, Apostolov R, Shirts MR, Smith JC, Kasson PM, Van Der Spoel D,
Hess B, Lindahl E. 2013. GROMACS 4.5: a high-throughput and highly parallel open source molecular simulation
toolkit. Bioinformatics 29:845-854. doi: 10.1093/bioinformatics/btt055.

Qiao R, Cabral G, Lettman MM, Dammermann A, Dong G. 2012. SAS-6 coiled-coil structure and interaction with
SAS-5 suggest a regulatory mechanism in C. elegans centriole assembly. The EMBO Journal 31:4334-4347.
doi: 10.1038/emboj.2012.280.

Robert X, Gouet P. 2014. Deciphering key features in protein structures with the new ENDscript server. Nucleic
Acids Research 42:W320-W324. doi: 10.1093/nar/gku316.

Savitzky A, Golay MJE. 1964. Smoothing + differentiation of data by simplified least squares procedures.
Analytical Chemistry 36:1627-1639. doi: 10.1021/ac60214a047.

Schmutz C, Spang A. 2005. Knockdown of the centrosomal component SAS-5 results in defects in nuclear morphology in
Caenorhabditis elegans. European Journal of Cell Biology 84:75-82. doi: 10.1016/j.ejcb.2004.10.004.

Schneider CA, Rasband WS, Eliceiri KW. 2012. NIH Image to ImageJ: 25 years of image analysis. Nature Methods
9:671-675. doi: 10.1038/nmeth.2089.

Shimanovskaya E, Qiao R, Lesigang J, Dong G. 2013. The SAS-5 N-terminal domain is a tetramer, with implications
for centriole assembly in C. elegans. Worm 2:€25214. doi: 10.4161/worm.25214.

Slevin LK, Romes EM, Dandulakis MG, Slep KC. 2014. The mechanism of dynein light chain LC8-mediated
oligomerization of the Ana2 centriole duplication factor. The Journal of Biological Chemistry 289:20727-20739.
doi: 10.1074/jbc.M114.576041.

Smart OS, Womack TO, Flensburg C, Keller P, Paciorek W, Sharff A, Vonrhein C, Bricogne G. 2012. Exploiting
structure similarity in refinement: automated NCS and target-structure restraints in BUSTER. Acta
Crystallographica. Section D, Biological Crystallography 68:368-380. doi: 10.1107/50907444911056058.

Song MH, Liu Y, Anderson DE, Jahng WJ, O’connell KF. 2011. Protein phosphatase 2A-SUR-6/B55 regulates
centriole duplication in C. elegans by controlling the levels of centriole assembly factors. Developmental Cell 20:
563-571. doi: 10.1016/j.devcel.2011.03.007.

Stevens NR, Dobbelaere J, Brunk K, Franz A, Raff JW. 2010. Drosophila Ana2 is a conserved centriole duplication
factor. The Journal of Cell Biology 188:313-323. doi: 10.1083/jcb.200910016.

Strong M, Sawaya MR, Wang S, Phillips M, Cascio D, Eisenberg D. 2006. Toward the structural genomics of
complexes: crystal structure of a PE/PPE protein complex from Mycobacterium tuberculosis. Proceedings of the
National Academy of Sciences of the United States of AmericaUSA 103:8060-8065. doi: 10.1073/pnas.
0602606103.

Terwilliger TC. 2000. Maximum-likelihood density modification. Acta Crystallographica. Section D, Biological
Crystallography 56:965-972. doi: 10.1107/S0907444900005072.

Van Breugel M, Hirono M, Andreeva A, Yanagisawa HA, Yamaguchi S, Nakazawa Y, Morgner N, Petrovich M,
Ebong 10, Robinson CV, Johnson CM, Veprintsev D, Zuber B. 2011. Structures of SAS-6 suggest its organization
in centrioles. Science 331:1196-1199. doi: 10.1126/science.1199325.

Van Breugel M, Wilcken R, Mclaughlin SH, Rutherford TJ, Johnson CM. 2014. Structure of the SAS-6 cartwheel hub
from Leishmania major. eLife 3:e01812. doi: 10.7554/eLife.01812.

Wang C, Li S, Januschke J, Rossi F, Izumi Y, Garcia-Alvarez G, Gwee SS, Soon SB, Sidhu HK, Yu F, Matsuzaki F,
Gonzalez C, Wang H. 2011. An ana2/ctp/mud complex regulates spindle orientation in Drosophila neuroblasts.
Developmental Cell 21:520-533. doi: 10.1016/j.devcel.2011.08.002.

Whitmore L, Wallace BA. 2008. Protein secondary structure analyses from circular dichroism spectroscopy:
methods and reference databases. Biopolymers 89:392-400. doi: 10.1002/bip.20853.

Zou Z, Cao L, Zhou P, Su'Y, Sun 'Y, Li W. 2008. Hyper-acidic protein fusion partners improve solubility and assist
correct folding of recombinant proteins expressed in Escherichia coli. Journal of Biotechnology 135:333-339.
doi: 10.1016/}.jbiotec.2008.05.007.

Rogala et al. elife 2015;4:e07410. DOI: 10.7554/eLife.07410 25 of 25


http://dx.doi.org/10.1038/ncomms6267
http://dx.doi.org/10.1002/jcc.20090
http://dx.doi.org/10.1063/1.328693
http://dx.doi.org/10.1016/j.cub.2004.04.012
http://dx.doi.org/10.1038/nature05318
http://dx.doi.org/10.1242/jcs.050682
http://dx.doi.org/10.1002/jcc.20084
http://dx.doi.org/10.1093/bioinformatics/btt055
http://dx.doi.org/10.1038/emboj.2012.280
http://dx.doi.org/10.1093/nar/gku316
http://dx.doi.org/10.1021/ac60214a047
http://dx.doi.org/10.1016/j.ejcb.2004.10.004
http://dx.doi.org/10.1038/nmeth.2089
http://dx.doi.org/10.4161/worm.25214
http://dx.doi.org/10.1074/jbc.M114.576041
http://dx.doi.org/10.1107/S0907444911056058
http://dx.doi.org/10.1016/j.devcel.2011.03.007
http://dx.doi.org/10.1083/jcb.200910016
http://dx.doi.org/10.1073/pnas.0602606103
http://dx.doi.org/10.1073/pnas.0602606103
http://dx.doi.org/10.1107/S0907444900005072
http://dx.doi.org/10.1126/science.1199325
http://dx.doi.org/10.7554/eLife.01812
http://dx.doi.org/10.1016/j.devcel.2011.08.002
http://dx.doi.org/10.1002/bip.20853
http://dx.doi.org/10.1016/j.jbiotec.2008.05.007
http://dx.doi.org/10.7554/eLife.07410


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

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


