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SUMMARY

Sister chromatid cohesion is mediated by cohesin,
whose Smc1, Smc3, and kleisin (Scc1) subunits
form a ring structure that entraps sister DNAs. The
ring is opened either by separase, which cleaves
Scc1 during anaphase, or by a releasing activity
involving Wapl, Scc3, and Pds5, which bind to Scc1
and open its interface with Smc3. We present crystal
structures of Pds5 from the yeast L. thermotolerans
in the presence and absence of the conserved Scc1
region that interacts with Pds5. Scc1 binds along
the spine of the Pds5 HEAT repeat fold and is
wedged between the spine and C-terminal hook of
Pds5. We have isolated mutants that confirm the
observed binding mode of Scc1 and verified their
effect on cohesin by immunoprecipitation and cali-
brated ChiP-seq. The Pds5 structure also reveals
architectural similarities to Scc3, the other large
HEAT repeat protein of cohesin and, most likely,
Scc2.

INTRODUCTION

The segregation of multiple chromosomes during mitosis in eu-
karyotes is made possible by sister chromatid cohesion whose
destruction triggers the simultaneous disjunction of all sister
chromatid pairs at the metaphase-to-anaphase transition. Cohe-
sion is mediated by the cohesin complex, at whose core is a
heterodimer of coiled-coil Smc1 and Smc3 proteins (structural
maintenance of chromosomes), each with a hinge dimerization
domain at one end and an ABC ATPase head domain at the other
(Nasmyth and Haering, 2009; Onn et al., 2008). The latter are
bridged by the alpha kleisin Scc1, forming a molecular ring up
to 50 nm in contour length, within which sister DNA can be
entrapped (Haering et al., 2002, 2008). Anaphase is triggered
through cleavage of Scc1 by the protease separase, whose activ-
ity is regulated through the cell-cycle-specific destruction of an
inhibitor securin by the anaphase-promoting complex/cyclo-
some (APC/C) (Uhlmann et al., 1999). Scc1 cleavage opens the
cohesin ring, permitting traction of sister chromatids to opposite
poles through pulling forces associated with microtubules
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attached to kinetochores. Loading of cohesin onto chromo-
somes, as well as separase-independent unloading (release), de-
pends on several other proteins, Scc3, Pds5, Wapl, and Scc2/4,
that interact with the core ring subunits (Ciosk et al., 2000; Hart-
man et al., 2000; Kueng et al., 2006; Losada et al., 2000; Panizza
et al., 2000; Rankin et al., 2005; Schmitz et al., 2007; Téth et al.,
1999).

Cohesin loading requires ATP hydrolysis, Scc3, and Scc2/4
(Arumugam et al., 2003, 2006; Ciosk et al., 2000; Hu et al.,
2011; Weitzer et al., 20083). Loading is believed to require open-
ing of a gate created by transient dissociation of the Smc1/3
hinge interface (Gruber et al., 2006). Unloading occurs through
two mechanisms: in addition to irreversible opening of the ring
by separase, cohesin has a “releasing activity” that enables a
dynamic association with chromosomes, in particular during
G1 phase of the cell cycle (Gandhi et al., 2006; Kueng et al.,
2006; Nishiyama et al., 2010). Though active throughout the
cell cycle, releasing activity is most active, at least in animal cells,
during mitosis, when it is responsible for removing a large frac-
tion of cohesin from chromosome arms in the prophase pathway
(Losada et al., 1998; Waizenegger et al., 2000). Centromeric co-
hesin is protected from the prophase pathway by shugoshin-
mediated recruitment of PP2A to centromeres (Riedel et al.,
2006; Tang et al., 2006).

The observation that releasing activity is abolished by fusing
Scc1’s N terminus to Smc3’s C terminus suggests that release
occurs through the escape of DNA from the ring through a
gate between Scc1’s N-terminal domain and Smc3’s coiled
coil (see Figure 2B for an overview) (Chan et al., 2012). For
releasing activity not to destroy all sister chromatid cohesion, it
is countered by acetylation during S phase of a pair of lysine res-
idues in Smc3’s ATPase head by the Eco1 acetyl transferase
(lvanov et al., 2002; Nishiyama et al., 2010; Rolef Ben-Shahar
et al., 2008; Rowland et al., 2009; Unal et al., 2008).

Consistent with the notion that the main role of acetylation is to
block release, mutants defective in releasing activity enable cells
to proliferate in the absence of Eco1 (Rolef Ben-Shahar et al.,
2008; Rowland et al., 2009; Sutani et al., 2009; Tanaka et al.,
2001). Indeed, most releasing activity mutations, be they in
Smc3, Pds5, Scc3, or Wapl, were initially identified as eco1 sup-
pressors. Smc3 deacetylation, which is mediated by Hos1 in
yeast (Beckouét et al., 2010; Borges et al., 2010; Xiong et al.,
2010) and HDACS8 in mammalian cells (Deardorff et al., 2012),
takes place upon Scc1 cleavage at the onset of anaphase.
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Figure 1. Crystal Structures of Pds5 from L. thermotolerans in the Apo Form and Bound to Scc1

(A) Crystal structure of Pds5 from L. thermotolerans. Residues are colored from the N terminus (blue) to the C terminus (red). Pds5 is composed of a large number
of HEAT repeats, many of them irregular to produce protrusions, such as the nose and the extension domain, that consist of helices that are additions to the
regular HEAT repeat. The N and C termini lie at opposite ends of the 150-A-Iong molecule. The C-terminal hook bends back, creating a contact between the hook
and the spine and forming a small ring.

(B) Conformational changes between Pds5 in the apo form and when bound to a peptide containing Scc1’s Pds5-binding region. Because the Scc1 peptide is
wedged between the hook and the spine, the hook slightly widens upon Scc1 binding.

(C) Close-up of the 2Fo-Fc electron density map and the fitted Scc1 peptide that extends from residue 125 to 141. The orientation here is similar to that in (A) and
(B). The densities shown in green and red are the result of two separate SeMet SAD experiments with Scc1 peptides that contained SeMet residues at the
indicated positions Scc1(Y127SeMet) and Scc1(L128SeMet), revealing the sequence and direction of the fitted peptide.

(D) Stereo view of the bound Scc1 peptide. Key binding residues in Pds5 are highlighted in blue. Most notably, M1027 and Y1031 on the hook (right) also mediate
contact between the hook and spine (left) in Pds5 apo. On the spine, interacting residues include 1403, R410, R443, E444, T445, R446, Y492, Y493, 1494, N495,
K535, S538, S539, A542, F543, and R545. We found two residues that compromised the viability of yeast strains when the corresponding residues were mutated:
Scc1(V138) and Pds5(Y493) (Figure 2A).

See also Figures S1-S3.

In addition to being crucial for the release of cohesin from
chromosomes, during S phase, Pds5 promotes the acetylation
of Smc3 that will protect cohesin from releasing activity in
G2 (Chan et al., 2013; Vaur et al., 2012). It also prevents deace-
tylation by Hos1, from S phase until Scc1 cleavage at the
onset of anaphase. Lastly, at least in yeast, Pds5 has a role in
maintaining sister chromatid cohesion during G2/M by a mech-
anism that does not involve Smc3 acetylation (Chan et al.,
2013; Tong and Skibbens, 2014). Thus, Pds5 can be considered
the gatekeeper of the cohesin ring. A complementary study
investigating the interaction of Pds5 and Scc1 and the structure

of their complex is reported in this issue of Cell Reports (Muir
et al., 2016).

RESULTS AND DISCUSSION

Structure of Lachancea thermotolerans Pds5

We expressed Pds5 from Lachancea thermotolerans (Lt) in
E. coli and determined its structure at 3.2 A resolution (Experi-
mental Procedures; Figures 1A and S1). LtPds5 is 47 % identical
in sequence to Saccharomyces cerevisiae (Sc) Pds5. The large
molecule is exclusively alpha helical, composed of a large
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Table 1. Crystallographic Data

L. thermotolerans Pds5 Native

L. thermotolerans Pds5:Scc1

Complex Native

Statistics

L. thermotolerans
Sample Pds5 SeMet
NCBI Database IDs XP_002553028.1
Constructs M-45-1221-LHHHHHH

XP_002553028.1
M-45-1221-LHHHHHH

XP_002553028.1, XP_002555756.1
M-35-1221-LHHHHHH, Scc1

peptide 121-143:

LTNPSQYLLQDAV TEREVLLVPG

Data Collection

Beamline Diamond 103 ESRF id23eh1 ESRF id23eh1
Wavelength (A) 0.97941 0.97960 0.97949

Method SeMet SAD isomorphous to SeMet molecular replacement
Crystal

Space group H3 H3 H3

Cell (A) 237.5, 237.5, 80.5, 120° 238.2, 238.2, 80.7, 120° 235.7,235.7, 94.4, 120°
Scaling

Resolution (A) 3.2 3.2 3.6

UCLA anisotropy (&) na 32,3235 3.5,3.5,4.5
Completeness (%)° 100.0 (100.0) 100.0 (100.0) 99.9 (99.9)

Multiplicity” 16.4 (16.5) merged two crystals 10.5 (10.8) one crystal 5.2 (5.4) one crystal

/o (l)® 15.5 (2.5) 14.5 (2.3) 11.2 (1.4)

R 0.133 (1.385) 0.109 (1.141) 0.079 (1.188)

Roim” 0.050 (0.513) 0.056 (0.365) 0.060 (0.891)

CC1/2° 0.999 (0.884) 0.999 (0.871) 0.999 (0.682)

Anomalous correlation® 0.719 (0.048)

Selenium sites 15 (100%)

Refinement

R/Rfree” 0.236/0.295 0.232/0.291

Model 76-278, 288-688, 692-726, 80-278, 287-688, 692-726,
736-751, 763-1067, 1072-1109, 736-751, 763-1067, 1072-1109,
40 unsequenced residues at N 40 e at N and C, Scc1 peptide
and C termini, no waters 125-141 no waters

Bond length RMSD (A) 0.003 0.005

Bond angle RMSD (°) 0.726 0.837

Favored (%)° 99.5 98.4

Disallowed (%) 0.2 0.3

MOLPROBITY score 100" percentile 99" percentile

PDB IDs 5FON 5F00

@Correction for anisotropy applied through online server (http://services.mbi.ucla.edu/anisoscale/). Resolution limits along the a*, b* and c* directions

are listed.
PValues in parentheses refer to the highest recorded resolution shell.

°5% of reflections were randomly selected before refinement and kept throughout all procedures.
9Percentage of residues in regions of the Ramachandran plot (PROCHECK).

number of HEAT-like repeats and helical extensions/additions
that deviate from the HEAT repeat pattern. The HEAT repeat
pattern leads to a linear path from the N terminus to the C termi-
nus, separating them by more than 100 A. Deviations from the
HEAT repeat pattern create a nose and extension domain (Fig-
ure 1A), as well as a very pronounced hook, bending back so
that the most C-terminal portion of Pds5 contacts the middle
section, which contains the most regular HEAT repeats and
which we called the spine. Bending back the hook creates a
small loop or ring with an inner diameter of approximately 10 A
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Structure of Pds5 Bound to Scc1

Theregion within kleisin Scc1 of cohesin that binds Pds5 has been
mapped previously (Chan et al., 2013), and we therefore synthe-
sized a 23-amino-acid-long peptide from L. thermotolerans
Scc1 (121-143) containing this region. Although binding was
weak (Chan et al., 2013), molecular replacement and a difference
Fourier map with data collected from co-crystals of LtPds5
containing the LtScc1 peptide revealed clear difference density.
We could locate and model residues 125-141 of Scci in
the density (Figure 1C; Table 1), using data from two SeMet


http://services.mbi.ucla.edu/anisoscale/
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single-wavelength anomalous diffraction (SAD) datasets from
crystals with Scc1 peptides containing SeMet residues to confirm
the sequence assignment (Figure 1C, red and green densities).

Molecular replacement with four fragments was required
because Pds5 shows changes in conformation upon peptide
binding (Figure 1B). The hook opens and the entire structure
bends such that the most N-terminal part (Figure 1B, left, top)
moves by up to 10 A relative to the central part (superposition
based on Ca atoms of residues 473 to 726). The nose becomes
disordered in the co-crystals.

In the Pds5:Scc1 complex structure, the Pds5 hook opens
because the Scc1 peptide is wedged between the spine and
the end of the hook, maintaining a closed-ring architecture (Fig-
ure 3C, bottom). Acidic and hydrophobic residues that in the apo
structure of Pds5 make the contact with the spine, D999, M1027
and Y1031, now interact with the Scc1 peptide (Figure 1D).
On the Pds5 spine many Pds5 amino acid side chains are in con-
tact with the Scc1 peptide, as shown and listed in Figure 1D.
Substitution by lysine of the residue equivalent to LtY493 in
S. cerevisiae, namely, Y458K, greatly reduced proliferation and

Pds5 WT/WT  pds5 Y458K/WT

IPHA
PK

HA (bound)
HA
PKinput

HA input

Figure 2. Analysis and Validation of the
Pds5:Scc1 Interaction in S. cerevisiae

(A) Validation of the Pds5:Scc1 complex through
yeast mutant viability analysis in S. cerevisiae:
tetrad dissection of ScScc1(V137K) and
ScPds5(Y458K). Sequence alignments indicate
equivalent residues in L. thermotolerans and
S. cerevisiae. Left: heterozygous diploids with one
endogenous SCCT1 locus deleted (strain K12714)
carrying either wild-type (K25166) or mutant scc?
V137K (K24958) genes integrated at the leu2 locus
were sporulated on YPD plates and four-spored
asci dissected. Right: heterozygous diploids with
one endogenous PDS5 locus deleted (K25105)
carrying either wild-type (K25106) or mutant pds5
Y458K (K25108) genes integrated at the lys2 locus
were sporulated on YPD plates and four-spored
asci dissected. The resultant genotypes are
color-coded. Note that strains expressing just
scc1(V137K) or pds5(Y458K) (K25126) are lethal or
sick, respectively, but neither of these mutations
cause a dominant-negative effect when co-
expressed with Scc1 WT (K25002) or Pds5 WT
(K25120).

(B) Immunoprecipitation of Scc1 and detection
of the co-precipitated Pds5 showing that
scc1(V137K) (K24595, K25118, K25202, and
K25206) and pds5(Y458K) (strains K24593,
K25120, K25204, and K25210) greatly reduce the
interaction with Pds5 and Scc1, respectively.

(C) Calibrated ChlP-seq profiles of Pds5 (strain
K25120) and pds5(Y458K) (K25128) showing the
number of reads at each base pair away from the
CDEIll element averaged over all 16 chromo-
somes. Right: demonstration of equal Pds5
protein levels in those strains by western blotting.
A non-averaged profile, a difference plot, and
fluorescence-activated cell sorting data showing
cycling cells are shown in Figures S5A-S5C.

See also Figures S4 and S5.

LtPds5 Y493

‘ E IDLEI

MKVD

DLNIINEQVD

ScPds5 Y458

O WT/WT
A/WT

O WT/ Y458K

O A/ 458K

(unbound)

caused temperature-sensitive lethality (Figures 2A, right, and
S4). In contrast, mutating the hydrophobic residues M1027
and Y1031 (located on the hook, 1998 and F1002 in Sc) to lysine
did not lead to lethality.

In the complex, Scc1 is in a mostly extended conformation,
except toward its C terminus, which forms a more compact
arrangement with helical turns. We found that V138 mutated to
lysine was lethal in S. cerevisiae ScScc1(V137K) (Figure 2A,
left), confirming previous results (Chan et al., 2013). In contrast,
other mutations, namely, ScScc1 L126K, L128E, V132K,
T133K, E134K, and E136K, had little or no effect (corresponding
to Lt L128K, L129E, V133K, T134K, E135K, and E137K). As is
indicated in Figure 1D, Scc1 V138 sits in a deep pocket in
Pds5, lined by Pds5 Y493 and other hydrophobic residues.

To verify that the mutations function through a specific effect
on the cohesin complex in cells, we performed immunoprecip-
itations of labeled cohesin subunits, expressed from endoge-
nous promoters with and without the mutations ScScc1(V137K)
and ScPds5(Y458K), determining the amounts of co-precipi-
tated Pds5 and Scc1 by western blotting (Figure 2B). In both
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Figure 3. The Pds5 Structure in the Context
of the Cohesin Complex

(A) Sequence conservation mapped onto the mo-
lecular surface of Pds5 in the Scc1-bound form.
The Scc1 peptide is highlighted with arrows and is
shown in orange. Four major areas of strong con-
servation have been detected: the Scc1 binding
site on the spine and hook, validating Scc1’s
binding site on Pds5 (l). Extending toward the
N terminus upward, conservation runs all the way
from region | along the spine to the N-terminal
domain, constituting region Il. Previous mutants in
Pds5 that were shown to reduce Wapl recruitment
(Rowland et al., 2009) indicate that Wapl likely
binds to the N-terminal region of Pds5 as indi-
cated. Two additional patches are on the back of
the extension domain (lll) and at the tip of the hook
(IV). Relative rotations are indicated by arrows, the
panel on the left corresponds to the right panel in
Figure 1A.

(B) To-scale exploded view drawing of the cohe-
sion complex, including structurally known parts.
The basic tripartite ring is made out of Smc1 (red)
(Haering et al., 2004) and Smc3 (blue) (Gligoris
et al., 2014) that dimerize through their hinge
domains (top) (Haering et al., 2002). The Smc
coiled-coil regions without crystal structures are
indicated by lines and are not to scale. Kleisin Scc1
bridges the Smc ATPase head domains that are
forming a heterodimer primed for ATP hydrolysis.
The Smc3 head binds Scc1’s N-terminal domain
(green). Smc1 head domain binds the C-terminal
domain of Scc1 (yellow). Residues in the middle of
Scc1 are indicated by arrows as they have not
been resolved by crystal structures, including the
protease sites for separase. N-terminal to those
separase sites, very close to the Scc1 site that
binds the Smc3 head, lies the Scc1 site that binds
between the hook and spine of Pds5. C-terminal to
the separase sites is the site that binds between
the hook and spine of Scc3 (Hara et al., 2014; Roig
etal., 2014). Given that both Pds5 and Scc3 exhibit

Pds5:Scc1
PDB 5F00

strong sequence conservation outside the known Scc1 binding surfaces, it is likely that these represent binding sites for Wapl and possibly sites on the Smc
proteins. The Scc2/4 loading complex also has to interact with cohesin as loading proceeds through the hinge domains. Separase-independent unloading
(releasing activity) most likely occurs through opening of the Smc3:Scc1-N interface, and it is therefore not surprising given the shown relative approximate
positions that Pds5 has been implicated in the releasing activity. Note that the exact orientations of Pds5 and Scc1 with respect to the tripartite ring are not known

and the drawing is not the result of docking calculations.

(C) Scc3/SA and Pds5 share overall architecture, including Scc1 binding. Both proteins are part of the cohesin complex and bind to cohesin’s kleisin. Scc3 and
Pds5 are large, irregular HEAT repeat proteins that separate N and C termini by large distances. Scc1 binding occurs mostly between the hook and spine in both
proteins, creating a smaller ring in Scc3 than in Pds5. The extension and nose are less well conserved but still discernable. The nose is disordered in the Scc1-
bound crystal form of Pds5 but visible in the apo form (Figure 1A, left). See also Figure S6 for subdomains of Pds5 aligned against Scc3/SA2.

See also Figure S6.

cases, a marked reduction was detected, more so with the
Scc1 mutation. Calibrated chromatin immunoprecipitation
sequencing (ChlP-seq) (Hu et al.,, 2015) showed that the
ScPds5(Y458K) mutant greatly reduced Pds5’s association
with chromosomal cohesin, especially in pericentric sequences
(Figure 2C). We showed previously that this is not due to
a defect in cohesin loading onto chromosomes since
Scc1(V137K), defective in Pds5 recruitment, does not affect
loading (Chan et al., 2013).

We conclude that both Scc1(V138) and Pds5(Y493) are
required for the Pds5:Scc1 interaction and that our structure re-
flects this interaction well.

Other Pds5 Interaction Regions

When we plotted sequence conservation among Pds5 homologs
onto the Pds5 structure, several regions of potential functional
interest became apparent (Figure 3A). The Scc1 peptide binding
surfaces on Pds5, both on the hook and on the spine are well
conserved, as expected for a binding site (region I). Extending
along one edge of the spine, region Il runs all the way to the
N-terminal region at the top, where it ends with a large patch
of conservation. This region includes a loop with consensus
sequence APDAP (residues 116-120 in LtPds5). Regions Il
and IV are located on the extension domain and hook respec-
tively. Region Il is highly conserved in fungi, but not, apparently,
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in plants and animals, while region IV is conserved in all eukary-
otes. As expected from such a large protein, it is likely that these
regions correspond to the various interactions Pds5 makes with
other cohesin subunits.

S. cerevisiae Pds5 mutations that suppress the lethality of eco
mutants and are therefore defective in releasing activity clusterin
two domains (Rowland et al., 2009): the first cluster is found in and
around the conserved APDAP loop (116-120 LtPds5 numbering),
as well as the nearby and conserved glutamate E181 (Lt: E210).
Mutations in this region either abolish (A88P, Lt: A116) or reduce
(E181K, Lt: E210) association of Wapl with chromosomal cohesin
in vivo (Chan et al., 2012) and are therefore implicated in binding
Wapl (Figure 3A, region I, N-terminal region). The second cluster
ofeco1 lethality suppressors is found within the (conserved within
fungi) R578, L582, and E602 (Lt: R609, L613, and E633) patch on
one side of the extension domain (Figure 3A, region lll) (Rowland
et al., 2009). Mutations here do not seem to affect Wapl recruit-
ment (Chan et al., 2012) and must affect some other aspect of
releasing activity. Pds5 must therefore have a role in releasing
activity beyond merely recruiting Wapl.

Implications for Releasing Activity

The Scc1 region that is shown here (Figures 1C and 1D) to
bind directly to Pds5 contains a previously unreported motif,
conserved in fungi, animals, and plants (Figure S2), which is
only 10 to 20 amino acids downstream of the part of Scc1 that
has been shown to bind to the coiled-coil segment of Smc3 (Fig-
ure 3B, green domain and green arrow) (Gligoris et al., 2014).
This observation has two implications: first, the mode by which
Scc1 binds Pds5 as elucidated here will prove similar in other
eukaryotes. Second, Pds5 may be positioned such that its N-ter-
minal region could lie close to the Smc3’s ATPase head and
possibly Smc3’s K112 and K113, whose acetylation is so crucial
for releasing activity. Recent crosslinking experiments support
the idea of contacts between Pds5 and Smc3 head and
coiled-coil domains (Huis in 't Veld et al., 2014).

Potential Structural Similarity of Pds5, Scc3, and Scc2
When comparing the structure of Pds5 with the other HEAT-
repeat-containing subunit of cohesin, Scc3 (Hara et al., 2014;
Roig et al., 2014), striking similarities appear: both proteins
contain hook, spine, extension, and nose and, intriguingly, bind
their corresponding conserved Scc1 sites (Figures S2 and S3)
between the spine and the hook, forming a closed ring, and
possibly creating another case of topological entrapment in the
system (Figure 3C). Furthermore, both Pds5 and Scc3 have
similar overall dimensions and separate the N- and C-terminal
parts by a large distance. Because the precise amounts of
bending at each HEAT repeat are different, overall structural
alignments produce poor fits, although Pds5 subdomains con-
taining the canonical HEAT repeat fold can be aligned reason-
ably well on their counterparts in Scc3/SA2 (Figure S6).

Furthermore, recent single-particle electron microscopy of the
cohesin loader subunit Scc2, another HEAT-repeat-containing
protein, shows overall architecture similar to that of Scc3 and
Pds5 (Chao et al., 2015; Hinshaw et al., 2015). We speculate
that these architectural similarities point toward shared mecha-
nisms between Scc3 and Pds5 and, probably, Scc2.

Figure 3B depicts all structurally known cohesin subunits
(except Wapl) to scale, showing the large sizes of Pds5 and
Scc3 with respect to the Smc ATPase head domains and their
attached coiled coils. It is clear that Scc1 plays a key role in
the architecture of the complex as its path most likely orches-
trates the positions of the various components.

The structures will provide the basis for determining which
parts of Pds5 promote Smc acetylation, prevent Smc3 deacety-
lation, and help to maintain long-term cohesion. In the long-run
they will help clarify the mechanism by which cohesin is released
from chromosomes.

EXPERIMENTAL PROCEDURES

Full details are provided in the Supplemental Experimental Procedures.
Lachancea thermotolerans Pds5 (XP_002553028.1) was expressed as a
C-terminal Hisg-tagged fusion in Escherichia coli using a T7 plasmid system
and purified using metal affinity chromatography, anion exchange, and size-
exclusion chromatography. Selenomethionine-labeled LtPds5 proteins were
expressed using a published feedback inhibition procedure (van den Ent
et al., 1999; Van Duyne et al., 1993) and purified using the same protocol for
the native proteins. Scc1 peptide was chemically synthesized as were two
otherwise identical, selenomethionine-substituted mutant peptides, Y127Se-
Met and L128SeMet. After crystallization, Se-Met SAD X-ray diffraction data-
sets were collected on beamlines i03 at Diamond Light Source and id23eh1 at
the ESRF. The apo structure was determined by SAD using established proce-
dures as implemented in the Crank2 pipeline (Skubak and Pannu, 2013). The
Scc1 complex structure was determined by molecular replacement using
fragments of the apo structure as search models. Modeling of the Scc1
sequence was guided by two additional selenium SAD experiments using pep-
tides containing SeMet residues in two positions: LtScc1(Y127SeMet) and
LtScc1(L128SeMet). For refinement, the datasets (Table 1) were corrected
for anisotropy using the UCLA Diffraction Anisotropy Server (http://services.
mbi.ucla.edu/anisoscale/) (Strong et al., 2006). Co-immunoprecipitations
(colPs) were performed using strains with epitope-tagged yeast strains, ex-
pressing proteins from endogenous promoters. IPs used HA epitope-directed
commercial antibodies, and PK epitopes were also detected with commercial
antibodies. Calibrated ChlP-seq was performed as described (Hu et al., 2015).
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Supplementary Figure S1. 2Fo-Fc electron density map of apo Pds5 at 3.2 A
resolution. Related to Figure 1A. The map was contoured at 1.2 o level. Inset:
close up of a section of the spine, showing approximately residues 370-470. The
electron density map was of excellent quality except the very N- and C-terminal
sections, most likely through disorder in the crystals.




Supplementary Figure S2. Multiple sequence alignment showing conserved
Pds5 binding regions within Sccl Kkleisins. Related to Figure 1C. Up to 10
sequences similar to each L. thermotolerans, S. cerevisiae, S. pombe, A. thaliana, H.
sapiens and D. melanogaster Sccl were selected by BLAST (each block evenly
sampled down to around 30 % sequence identity) and sequences were aligned
by Clustal Omega. Resides 120-141 are shown for the Pds5 binding site in Sccl,
containing more than the peptide co-crystallised here with Pds5 (Lt numbering;
LtSccl is the first sequence in the alignment.). LtPds5 residues 125-141 were
built in the co-crystal structure (Table 1, Figure 1C, D).

Gl numbers Pds5 site
120 141
255718951 /Ltsccl TLANPSQNLLLQ
523422810 TIATVDQLILE
366996665 TVARMDQL I LE
323305751 TVIRVHQLMLE
768782968 TVIRVHQLMLE
768742980 / ScSccl TVIIRVHQLML E
768789157 TVIRVHQLMLE

190405023 TVIRVHQLMLE
401626366 TVIRVNQLMLE
401840868 TVERVHQLMLE
513032358 TVARLDQVILA

MM AZErrr VNI DI DNAAD

748545675 TVAKLDQLLLQ
448087383 I INNVAS IILP
584394631 TVQSVSNLTLP S
328354101 VLISINAIALR
19075651 /5pSccl A VIIQSANLTL P
667787140 VTLQSAQLVLP
618810687 LTINRNA IFLRAGTADL
729184651 QVSINREALLLPBKITPY
389624661 HLPNRESLMLQBRITPH
821079133 QVPNRESLLLPDRITPY
116182414 HPTAKEALMLP
615428530 QAVNPASLTLP
240275710 VTLPAGGITLP
212528866 VALPPGGITLP
67900956 AVVAPGGITLP
846912071 TVVAPGGITLP
859262748 TVVAPGG I TLP
902267357 TVVAPGG I TLP
700459408 TVVAPGGITLP
823134080 STAPYHSITLP
764596766 STAPYHSITLP
224101259 STAPYHSITLP
568828597 STAPYHSITLP
731437303 STAPYHSITLP
729422112 SKAPYHSITLP
923715108 STAPYHSITLP
685270173 STAPYHSITLP
22326839/ AtSccl STAPYHS | TLP
727488572 STAPYHSITLP
663246825 REAAYNA I TLP
683889779 REAAYNA I TLP F
1304155 REAAYNA I TLP F
40789064 / HsSccl REAAYNA I TLP F
440904842 REAAYNA I TLP F
157278125 REAAYNA I TLP F
928021462 REAAYNA I TLP F
751787742 REANVNA | TLP F
6014604 /DmSccl1 REANVNA | TLP F
195483085 REANVNA | TLP F
194767485 REANVNA | TLP F
642913381 REAAVNA I TLP F
646711369 REAAVNA | TLP F
759049518 REAAVTAITLP F
795026935 REAAVTAITLP F



Supplementary Figure S3. Multiple sequence alignment showing conserved
Scc3 binding regions within Sccl kleisins from humans to yeast. Related to
Figures 1C and 3C. 500 sequences similar to human and yeast Scc1 were selected
by BLAST and all sequences (including from L. thermotolerans) were aligned by
Clustal Omega. The alignment was truncated to 60 sequences without re-aligning.
Resides 326-400 are shown for the Scc3 binding site in Sccl corresponding to
the fragment co-crystallised with SA2/Scc3 previously (Lt numbering; LtSccl is
the last sequence in the alignment.). Note that helix B is most likely missing from
the Sccl fragment in yeasts and related organisms but otherwise the alignment
indicates that the binding mode of Scc1 to Scc3 is conserved.

Gl numbers Scc3 site
40780064 / Hsscc1 K RIRILTVE svk Kk LA PPk B LMvwk ET GG VIEK U F sLPABPLWNNR LLK LFFRCLTPLY P ED LRARIR B
74219960 KRKILIVDSVK K LAPPT KK LMMWK ET GGV EK L F FLPAQPLWNNR LLK LFFRCLT PLV PEDLRKRRKG
704479875 KRKIL1VDSsVK KTIRAQLSDY - - - - LAPPTK K LMMWK ETGGV/EK LFSLPAQPLWNNR LLK LFFRCLT PLY PED LRKRRKG
543250462 KRIIL1 VD SVK K LA PPTK K| LMMWK ETGGVIEK L FSLPAQPLWNNR LLK LFFRCLT PLY PED LRKRRKG
327269428 KRKILIVDSVK K LAPPT KK LMMWK ETGGVEK L F SLPAQPLWNNR LLK LFFRCLT PLV PEELRKRRKG
148235979 KRKIL1VDSVK K LA PPTKK LMMWK ETGGVIEK LFSLPAQPLWNTR LLK LFFRCLI PLY PDELRKRRKG
344241445 KRKLIVDSVK K MA P PTK K LMMWK ET GGV EK L F S LPAQPLWNNR L LK L FTRCLT PLV PED LRKRR KG
632959584 KRKLIVDSsVK K LA PPTKKLMMWK ETGGVIEK LFSLPAQPLWN SR LLK LFTRCLT P1v PDELRKKRKG
617472808 KRKIL1VDSVK K LA PPTK K LMMWK ETGGV/EK LF SLPAQPLWNAR LLKMFFRCLT PLY PDE LR KRR KG
548477268 KRKIL1VDSVK K LAPPTK K LMMWK ETGGVIEK LFSLPAQPLWNAR LLKMFTRCLT PLV PDE LRKRR KG
348519379 KRKILIVDSVK K LA PPTK K LMMWK ETGGVIEK LFSLPAQPLWNAR LLKMFTRCLT PLY PDELRRRR KG
410905065 KRKLIVDSVK K LA PPTK K LMMWK ETGGVIEK LFSLPAQPLWNAR LLKMFTRCLT PLY PDE LR KRR KG
734620921 KRKIL1VDSVK K LA PPTKK LMMWK ETGGV|EK LFSLPAQPLWNAR LLKMFTRCLT PLV PDE LRKRR KG
617298581 KRKIL1VDsVK K LAPPTK K LMMWK ETGGVIEK LFSLPAQPLWNAR LLKMFTRCLT PLY PDELRRRRKG
742218389 KRKILIVDN LK K LA PPTK K| LMMWK ETGGVIEK L F S LPAQSLWNNK L LKMFTFRC LT P LY PD EMR KRR KG
742218391 KRIIL 1 VDN LK K LA PPT(K K| LMMWK ETGGV|EK L F S LPAQSLWNNK LLKMFTRC LT P LY PD EMR KRR KG
499034903 KRKIL1VDSVK K LAPPTKK LMMWK ETGGVIEK LFSLPAQPLWN SR LLKMFTRCLT PLY PDELRRRRKG
548425933 KRKLIVDSVK K LA PPTK K| LMMWK ETGGVIEK LFSLPAQPLWNAR LLKMFFRCLT PLY PDE LR KRR KG
507743403 KRIILIVD'S LK K LA PPT( K| LMMWK ETGGV|EK LFSLPAQPLWN SRMLKMFTRCLT PLY PDE LR KRR KG
213513552 KRKIL1 VDN LK K LA PPTK K LMMWK ETGGVIEK LFSLPAQPLWN SK LLKMFTRCLT PLY PDEMR KRR KG
37359764 KRKLIVDSVK K LA P PT(K Kl LMMWK ET GG VIEK L F SLPAQPLWNNR L LK L FFERCLT PLV PED LR KRR KG
642069610 K LIVDNLK KR EA RN - - ------B | VLR EAPPPR § - - - - - - - - - - - - m s e e e e e e e e e e e e e e e e m e e e —— - — -
395818970 KRKLIVDsVKELDSK LMMWK cav KLFSLFA.FLWNNRLLKLF.RCLTFLVFEDLR- K
676493194 KRKILIVDEQKGI PS|E LAPP K LMIWK ccv KLFALPGRPI I SRVTMKHFGRNLVTKPVK - - - —————
557001400 KRKILVVD sKK ELNSDA LAPPTKNLMLWKESGRVKTLLKNPS@FLIHSR LHWLFFRC LHSSVWRCGR -
532060562 KRIILL1DPVKEI sSKTEMHK LA PPTQR LMMWK KRGGVDT LLSFAAQDLTHA ELKMLFTKCFLSSGFK LGRRILI Q-
743730289 KRKILLIDPVKEI SSK I MHK LAPPTRRILMMWKKRGGVDT LLSTAAQDLTHAELKMLFEKCFLSSGFK LGRKLMG -
560032978 KRKILLIDPVKEI SSK I MHK LAPPTRR|LMMWKKRGGVDT LLSTAAQDLTHAELKMLFTKCFLSSGFK LGRKILMA -
675655802 KRRILLIDPVKELSSKVIHKQLESF -~ - -- LAPP! Q LMMWKKTGGYDT L LSTAAQDLI HAELKML FTKC FLPSG FK LGGKMI @ -
634831085 RRKILLIDPVKEI SSK I MHK@LI SF- - -ADT LMYV LELA P PTQRILMMWKKRGGVD | LLSTAAQDLI HAK LOK L FIRKC FLSSGFK LGRKLI @
6320201 /5cScc1 TRSIQIDEETENSESIASSNEVKE- E**RSNNLL.PQPlNFTTKRLWSI\TE**SMSVLPDPIL 7777777777 KNFLSY---ESLRRRK
401840868 ARHIKFDEETERPESLESSNNYER - E--GLSNEPITQRVEFATKRLWSEITE--SMSYLPDSII - ~KDFLsS¥---Ds LKRRRIL
365761594 ARHINST TKQKG PKV - = = = = = = =« = & o o o oo oo o e
156846073 A LSDDVV HNK P ~YEQE-DVYNQEFEGERR LT I AQ--NMsFLPQsIF- ~eNFVHE---qr F L
523422810 c DsELKRG LY QQQGTAVI:SKPLRIT MAH--SLSYLPE —ERLLPL---QTL P
578054339 c DSEL sch Rf QQ-RGTAV/SV IKPLRLT MAH--SLSYLPE “ERLLPL---QTL| P
254577145 c DHI LN-GRPEFEVQDLPK LN MIQ--SLSYLPQ ~ERLTSL---QTS
367013410 T DVQNMEV LTA— - --PKQDQTSKDDLELN LNL--SLSYLPSSVL---------- ENI LSK---0al
403218015 T LSNQE DSEDTI ------Q 1 GKKNTTK MN IAS--SLQFLPKYAA-————————— ENLLDY---RQL]
410080810 TT LS.EE DREGLC* ~M-- - -FIDEK ESDVKAGK LA ILL--ELQYLPNTVV - ~ENLVSH---vAM
366996665 TG 1 BHoQl NITMRTEISTGGT1NLSD NQS LKRVWSDMLN - -SMNY LPSS| ~EDLLSY---ONI
444320882 LNQR | I ENRHTVK - - - - - QY -SBVNTRR SQPLQMTBKR LWTQVTD - - SMSY LPTNI L ~QELINE---NAL
365082769 IlYKENMNN LITLNEGNNLQ-II GNBILEKDK FSQKR LWSEMAT --HLSY LPSTI - -DKLLS¥---QNI
366998443 A LkDEI VRRONSBEETAMPTN KAMILERMTEKR LNDBI VQ--SLNY I PSSIV - ~KN¥I QF ---DSK
50285879 LSDEVIRSNPDRNLVE - - R SNEEK LTAKR LWSEMAQ--SMAY LPHSI F - “NDFMKL---QPs
363753306 A LK EFQVRING LLBA I s - lNAFTIKRGWS LVS--SMDFLPEYSI - “NHFSAF---TFL
255718951 L LR DD! NSQVLVIHQ R PV ENA EKIKR LWAQY SE--SI DY LPQSI L---------- Gsu.sl-~~sc|
761758291 L LRDEI VRIT SHAAL-—— - NsQI QDHADSSHEQVRPLKR LWYQI GE- -KFIDYMPGAI L- - - -———- - ENLLSY/---HNI
513032358 A LQDR LLRDS ----1D-MFAVPLPSPTRIKRAY SELAA--TMDFLPAFAL- —EHFTAE---VsQ
748545675 v LiDSEI LTIDNKAQ IKSKRNLD LYS--DLDFLPPKIV - ~SHFYRN---EAL
748545676 v LEpsElKec P DNKA K SKRNLDELY S--DLDFLPPKIV - ~SHEYRN---EAL
574141690 I LkDs EVKEG P ---SL-RNEDVSSGAKRRRNI EELYT - -DLDFLPDRIV - ~SNLFN¥---NGF
302308071 A LHDR L LRIDT PQTAAS - - - - - - VD -MEA | PLPSPPRKRAY|/SELAS - -TMDFLPEFAL - “DHFTAF---VSQKRRHA
50311441 v INDs EVKIGG PEBIS | L [$SA18KkKKRAIDELYS--DLDFLPQKI I - fSNFFleffKAS A
255718951/ Ltscc1 LKIPLI LRDDIVEY sGVNP - - - - -Nsav LVEAHQHER PV ENA ERIKR LWAGY S E - -SIDY LPQSI L---------- GsLLsY---5GI

326 helix A helix B helix C helix D 400



Supplementary Figure S4. S. cerevisiae Pds5(Y458K) growth tests. Related
to Figures 2A & B. Wild type cells (K699, see list of strains) and cells with the
endogenous PDS5 locus deleted and expressing PDS5 WT (K25118) or pds5
(Y458K) (K25126) integrated at the lys2 locus were streaked on YEPD plates and
incubated at different temperatures. Note that ScPds5 Y458 corresponds to
LtPds5 Y493 (labelled in Figure 1D).

pds5A | pds5A
pds5 WT pds5 Y458K

YPD 25°C YPD 30°C YPD 37°C



Supplementary Figure S5. Reduced occupancy of pds5(Y458K) across the
genome. Related to Figure 2C. (A) Calibrated ChIP-seq profiles of Pds5 (strain
K25120) and pds5(Y458K) (K25128) showing the number of reads at each base
pair on chromosome I. (B) Calibrated ChIP-seq profiles showing the percentage
of reads of pds5(Y458K) (K25128) at each base pair away from the CDEIII
element, averaged over all sixteen chromosomes with respect to Pds5 (K25120).
(C) FACS data showing cycling of the cells used in this figure and Figure 2C
(strains K699, K25120, K25128).

A
CEN 1 (151465-151582)

Pds5 WT | l

pds5 Y458K |

no tag
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CEN
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222222222288 %¢ PPN AN A

% occupancy pds5 (Y458K) vs PdsSWT

oooooooo

j pds5 Y458K

J Pds5 WT

no tag

DNA content 1C 2C



Supplementary Figure S6. Superposition of LtPds5 domains on previously
determined Scc3 and SA2 structures. Related to Figure 3C. The LtPds5
structure was divided into four domains (left) that were independently aligned
in 3D (PyMOL 1.7.6.2 'cealign' and 'align' commands) against the entire Scc3
(PDB 4UVK, middle) and SA2 (PDB 4PJU, right) structures. No manual
adjustments were made. Two parts of Pds5 align reasonably well against their
corresponding parts in both Scc3 and SA2. The C-terminal domain aligns less
well and does not superimpose at all close to the C-terminus. It should be noted
that the aligning parts show the highest conservation of the canonical HEAT
repeat fold.

Pds5 SA2 Scc3
PDB 5F00 PDB 4PJU PDB 4UVK

N-terminal: 76-278 - -
middle 1: 288-470 RMSD 3.3 A RMSD 3.4 A

middle 2: 471-726 - -
C-terminal: 763-1109 RMSD 5.1 A RMSD 5.5 A



Supplemental Experimental Procedures
Cloning, overexpression and purification

Lachancea thermotolerans CBS6340 Pds5 (LtPds5, NCBI database identifier
XP_002553028.1) was expressed in E. coli using a codon-optimised synthetic
gene (Epoch Lifescience, TX). Two constructs were used, LtPds5-1, amino acids
35-1221, approx.. 137 kDa and LtPds5-2, amino acids 45-1221, approx. 135 kDa
(see Table 1). These were cloned into expression vector pHis17 using Gibson
assembly (New England Biolabs, MA), adding the affinity purification tag
LHHHHHH at the C-termini. For overexpression, C41(DE3) cells (Lucigen, WI)
were transformed with the resulting vectors and grown in 2xTY media and
induced with 1 mM IPTG at 16°C overnight. Cells were harvested and re-
suspended in lysis buffer (50 mM Tris-HCl, 150 mM NaCl, 2 mM TCEP and 5%
(w/v) glycerol, pH 8.0), and lysed through a Constant Systems cell disruptor at
25 kPSI in the presence of DNase, RNase and EDTA-free protease inhibitors
(Roche). The cell lysates were clarified by ultracentrifugation at 200,000 g in a
Beckman 45 Ti rotor and applied to nickel resin (5 ml HisTrap HP, GE
Healthcare) and eluted with 50-150 mM imidazole in lysis buffer. Fractions
containing Pds5 proteins were further purified using anion exchange
chromatography (5 ml HiTrap Q FF, GE Healthcare) with gradients of 100-1000
mM NacCl in buffer containing 50 mM Tris-HCl, 100 mM NacCl, 2 mM TCEP, 5 %
(w/v) glycerol, pH 8.5. Proteins were concentrated using spin concentrators
(Vivaspin, Satorius, 50 kDa MWCO) and further purified using size exclusion
chromatography (Sephacryl S300 16/60, GE Healthcare) in buffer containing 50
mM Tris-HCI, 250 mM NaCl, 5 mM TCEP, pH 7.5. Selenomethionine-labeled
LtPds5 proteins were expressed using a published feedback inhibition procedure
(van den Ent et al,, 1999; Van Duyne et al.,, 1993) and purified using the same
protocol for the native proteins. All purifications were performed at 4°C. The
LtSccl (NCBI database identifier XP_002555756.1) peptide (residues 121-143:
LTNPSQYLLQDAVTEREVLLVPG) design was informed by published results
(Chan et al, 2013). Two otherwise identical, selenomethionine-substituted

mutant peptides, Y127SeMet and L128SeMet, were used to confirm the



orientation of Sccl polypeptide. All peptides were chemically synthesised
(Generon, UK, Cambridge Peptides, UK, and Genscript, USA/Hong Kong).

Crystallisation and data collection

Initial crystallisation experiments were carried out using sitting-drop vapour
diffusion with LMB’s in-house high-throughput crystallisation facility at 100 nl
volumes (Stock et al, 2005). LtPds5-2 protein (amino acids 45-1221) was
crystallised with reservoir solutions containing 100 mM HEPES pH 7.5, and 1.3-
1.6 M lithium sulphate, and both native and selenomethionine-substituted
crystals were obtained in similar conditions. Diffraction quality crystals were
grown at 20 °C using concentrations of 10 mg/ml, mixed with reservoir solution
0.3 - 0.4 times the protein solution's volume at 1.2 ul volumes. Crystals were
observed after 2-3 weeks and were cryo-protected by serially increasing lithium
sulphate concentration up to 2.2 M in the drop and subsequent flash freezing in
liquid nitrogen. For Pds5-Sccl co-crystallization, LtPds5-1 protein (amino acids
35-1221) at 8 mg/ml was mixed with LtSccl peptide (amino acids 121-143) in
five times molar excess. Complex crystals were obtained with reservoir solution
containing 50 mM sodium cacodylate pH 6.5, 1.4 - 1.6 M ammonium sulphate
and 5 mM magnesium acetate, and grew within a week. The crystals were cryo-
protected by transferring to reservoir solution supplemented with 1.2 M sodium
malonate and flash frozen in liquid nitrogen before data collection. Co-crystals of
Pds5 and two selenomethionine-substituted Sccl mutant peptides (Y127SeMet
and L128SeMet) were grown with LtPds5-2 protein under reservoir solution
containing 50 mM sodium cacodylate pH 6.5, 1.4 M lithium sulphate, 40 mM
sodium citrate. The complex crystals were cryo-protected by serially increasing
lithium sulphate in the drop and flash frozen in liquid nitrogen. Diffraction data
were collected at 100 K on beamlines i03 at Diamond Light Source (Harwell, UK)
and id23eh1 at the ESRF (Grenoble, France).

Structure determination

Diffraction data were integrated and scaled with XDS (Kabsch, 2010) and SCALA
(Winn et al,, 2011). Phasing was done by SeMet SAD combining data from two

separate crystals in order to increase multiplicity and anomalous signal.
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Selenium positions were identified and SAD phases were calculated using
SHELXC/D/E (Sheldrick, 2008) and PHASER (McCoy et al., 2007). An initial
atomic model was obtained using Crank2 (Skubak and Pannu, 2013), and
manually improved using COOT (Emsley et al., 2010) and MAIN (Turk, 2013).
For refinement, the high resolution native apo dataset (Table 1) was corrected
for anisotropy using the UCLA Diffraction Anisotropy Server
(services.mbi.ucla.edu/anisoscale/) (Strong et al, 2006), and the model was
further rebuilt and refined in cycles at 3.2 A resolution, manually rebuilt as
above and refined with REFMAC (Murshudov et al., 1997) and PHENIX (Adams et
al., 2010). The LtPds5-LtSccl complex dataset was even more anisotropic and
was also corrected using the UCLA server. Data extended to 3.5 A in two
directions (Table 1) and 4.5 in the third, leading to an estimate of overall
resolution of 3.6 A. Note that dataset statistics listed in Table 1 are those of the
uncorrected data at 3.6 A resolution before applying anisotropy correction. The
complex structure was solved by molecular replacement with PHASER. Due to
overall conformational changes between apo-Pds5 and the Pds5-Sccl complex
structures, molecular replacement was performed with the apo structure cut
into 4 roughly equal sized subdomains. After improving the atomic model of
Pds5 within the complex structure by manual building and refinement as
described above, strong extra electron density was located and the LtSccl
peptide was fitted. Modelling of the Sccl sequence at this low resolution was
guided by two additional selenium SAD experiments (details of data not shown)
using peptides containing SeMet residues in two positions: LtScc1(Y127SeMet)
and LtScc1(L128SeMet). Phases were calculated using ANODE (Thorn and
Sheldrick, 2011) and the refined Pds5 structure in the complex crystals. The
entire model was then built and refined in cycles as for the apo structure. For R-
factors and other statistics of the data and models, please refer to Table 1.
Because of low resolution, no waters or ions were added to any of the structures.
Figures were prepared using PYMOL (Schroedinger). Coordinates and structure
factors were deposited in the Protein Data Bank (PDB) with accession numbers

5FON (apo-LtPds5) and 5F00 (LtPds5:LtSccl peptide complex).

Cell viability analysis of S. cerevisiae Pds5 and Scc1 mutants
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The corresponding residues in S. cerevisiae Pds5 and Sccl were located by
sequence alignments. Mutant versions of Pds5 (under its native promoter) were
incorporated at the lys2 locus in heterozygous PDS5/pds5A diploid cells (K25105,
see List of Strains in Supplementary Data). Diploids were sporulated on SpoVB
media plates and tetrads dissected at 25°C on YPD media plates. The genotype of
the resulting haploids was determined by replica plating, and viable cells with
only the ectopic copy were additionally tested for temperature sensitivity
streaking cells on YEP glucose plates at 25°C, 30°C and 37°C (Figure S4). Mutant
versions of scc1 (under its native promoter) were incorporated at the leuZ2 locus
in heterozygous SCC1/scc1D diploid cells (K12714) and analysed in a similar

manner. All mutations were confirmed by DNA sequencing.
Co-immunoprecipitations

Strains were grown in YEPD at 25°C to ODsoonm = 0.7 and 70 OD units were
washed in ice-cold PBS and frozen at -80°C. Pellets were thawed and re-
suspended in lysis buffer (50 mM Tris/HCl, 100 mM NacCl, 5 mM EDTA, 1 mM
DTT, 1 mM PMSF, Roche Complete Protease Inhibitors) and lysed in a FastPrep-
24 (MP Biomedicals) disruptor 3 times for 1 min at 5.5 m/s with an equal
volume of acid-washed glass beads (Sigma). Lysates were cleared by
centrifugation at 13 Krpm for 30 min at 4°C and the protein amount of the
supernatant was quantified with a Bradford assay. For cohesion
immuneprecipitation, 150 pl of washed anti-HA High Affinity Matrix (Roche) was
added to the cleared lysates and incubated over night at 4°C while rotating. The
incubated anti-HA High Affinity Matrix was washed 3 times with 1 ml of lysis
buffer, re-suspended in 60 pl of SDS-PAGE sample buffer and incubated at 95 °C
for 10 min. 10 pl of each sample was loaded onto a precast Tris-acetate gel (3-8%,
NuPAGE), followed by Western blotting and immunodetection of the PK epitopes
with anti-PK antibody (AbD Serotec) and the HA epitopes with anti HA antibody
(12CA5).

Calibrated ChIP-seq analysis

Calibrated ChIP-seq was performed as described (Hu et al., 2015) using K23308,
K699, K25120 and K25128 strains for this assay.
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Pds5 sequence conservation mapping on Pds5 crystal structure

500 sequences most similar to L. thermotolerans Pds5 were selected from a
BLAST search and aligned using Clustal Omega (http://clustal.org), before
mapping sequence conservation at each residue position onto the structure with

ConSurf (http://consurf.tau.ac.il) (Ashkenazy et al., 2010).
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List of Strains:

All yeast strains are derivatives of W303, except K23308.

K699 MATa, ade2-1, trpl-1, canl-100, leu2-3,112,his3-11,15, ura3, GAL, psi+
K12714 MATa/alpha sccl:KanMx / WT

K23308 C.glabrata, MATa, ScclPK9::NatMX

K24593 MATalpha, sccl:KanMX, Sccl-HA6 in pRS305H

K24595 MATalpha, leu2:Sccl-HA6:leu2

K24958 MATa/alpha, sccl:KanMX / WT, leu2:Sccl(VI37K)-HAG6:leu2

K25002 MATa, leu2:Sccl(VI137K)-HA6:leu?2

K25105 MATa/alpha pds5::HIS / WT

K25106 MATa/alpha, pds5::HIS / WT, lys2:Pds5-PK9-HphMX:lys2

K25108 MATa/alpha, pds5::HIS/ WT, lys2:Pds5(Y458K)-PK9-HphMX:lys2
K25118 MATa pds5::HIS, lys2:Pds5-PK9-HphMX:lys2

K25120 MATa, lys2:Pds5-PK9-HphMX:lys2

K25126 MATa pds5::HIS, lys2:Pds5(Y458K)-PK9-HphMX:lys2

K25128 MATa, lys2:Pds5(Y458K)-PK9-HphMX:lys2

K25166 MATa/alpha sccl:KanMX / WT, leu2:Sccl-HA6:leu2

K25202 MATa, pds5::HIS, lys2:Pds5-PK9-HphMX:lys2, leu2:Sccl-HA6:leu2
K25204 MATalpha, lys2:Pds5-PK9-HphMX:lys2, sccl:KanMX, leu2:Sccl-HA6:leu?2

K25206 MATalpha, pds5::HIS, lys2:Pds5-PK9-HphMX:lys2, leu2:Sccl(VI137K)-
HA6:leu?2

K25210 MATalpha, lys2:Pds5(Y458K)-PK9-HphMX:lys2, sccl:KanMX, leu2:Sccl-
HA6:leu2
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