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Abstract

The tumor suppressor protein pp32 is highly overexpressed in many cancers of the breast and prostate,
and has also been implicated in the neurodegenerative disease spinocerebellar ataxias type 1 (SCAL).
Pp32 is a multifunctional protein that is involved in the regulation of transcription, apoptosis, phos-
phorylation, and cell cycle progression, the latter through its association with the hyperphosphorylated
form of the retinoblastoma tumor suppressor. We have determined the structure of an N-terminal pp32
fragment comprising a capped leucine-rich repeat (LRR) domain, which provides insight into the

structural and biochemical properties of the pp32 (Anp32) family of proteins.
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Pp32 (Anp32a) belongs to a family of evolutionarily
conserved proteins known as the acidic nuclear phospho-
protein family (Anp32a—h). Members of the pp32 family
help to modulate cellular signaling and gene expression to
regulate the morphology and dynamics of the cytoskele-
ton, cell adhesion, neuronal development, or cerebellar
morphogenesis (Matilla and Radrizzani 2005). Pp32 has
been isolated several times, and has therefore been
assigned a variety of names: pp32 (phosphoprotein 32)
(Malek et al. 1990), Anp32a (acidic nuclear phosphopro-
tein 32a) (Matilla et al. 1997), PHAPI (putative HLA-
associated protein I) (Vaesen et al. 1994), mapmodulin
(Ulitzur et al. 1997b), Lanp (leucine-rich nuclear protein)
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(Matsuoka et al. 1994), and I,"*** (inhibitor 1 protein
phosphatase 2A) (Li et al. 1995, 1996).

Pp32 is expressed in normal tissues as well as in many
breast, pancreas, and prostate cancers (J. Brody, pers.
comm.), where it can act as a tumor suppressor (Bai et al.
2001). Pp32 has also been associated with the neuro-
degenerative disease spinocerebellar ataxias through bind-
ing the polyglutamine repeats of Ataxin-1 (Matilla et al.
1997). The pp32 protein contains a nuclear localization
signal (NLS, import signal) at the C terminus but can
also bind the nuclear export protein Crml through the
N terminus LRR domain (Brennan et al. 2000), which
allows pp32 to exist as a component of both nuclear and
cytoplasmic complexes. Nuclear pp32 is found associated
with the protein SET (TAF-IB) in the INHAT (INHibitor of
Acetyl Transferase Activity) complex (Schneider et al.
2004; Seo et al. 2002), which regulates histone modifica-
tion/transcription. The endoplasmic reticulum (ER)-associ-
ated SET complex contains pp32 as one of its components.
The SET complex is part of the Granzyme A-mediated
apoptosis pathway, and the precise role of pp32 in this
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complex is unclear (Lieberman and Fan 2003). Interest-
ingly, pp32 can promote apoptosis by accelerating caspase-
9 activation after apoptosome formation (Jiang et al. 2003).
Both pp32 and SET were initially isolated as potent
inhibitors of protein phosphatase 2A (Li and Damuni
1998), a cell cycle regulatory phosphatase. Pp32 also helps
regulate cell cycle progression by associating with the
hyperphosphorylated form of the retinoblastoma tumor
suppressor (Adegbola and Pasternack 2005). Pp32 is also
involved in the regulation of mRNA trafficking through
an association with Crml as part of the HuR complex
(Brennan et al. 2000). Since this complex transports the
mRNAs of cytokines and proto-oncogenes, it may stabilize
factors involved in tumor progression and cell differentia-
tion, such as IL-6 and vascular endothelial growth factor
(Nabors et al. 1998). A structural role in cytoskeletal
dynamics has also been inferred because the phosphory-
lated form of pp32 stimulates the localization of the Golgi
apparatus in a microtubule and dynein-dependent manner
via binding to the microtubule-associated proteins, MAP1,
MAP2, and MAP4 (Ulitzur et al. 1997a,b; Itin et al. 1999;
Opal et al. 2003).

The pp32 family (Anp32a-h) belongs to the super-
family of proteins containing leucine-rich repeats
(LRRs). The LRR is a short motif of 20-29 residues in
length that is present in tandem arrays in a variety of
cytoplasmic, membrane, and extracellular proteins (Kobe
and Kajava 2001). The 28-kDa pp32 protein contains
three capped LRR motifs at the N terminus and a highly
acidic C terminus containing ~70% aspartic and glutamic
acid residues (Chen et al. 1996). Similar acidic stretches
are found in the nucleosome assembly proteins, nucleo-
morphin, nucleoplasmin, p62, and SET, and in the HMG
box proteins, where the acidic domain is likely to be
involved in chromatin binding (Matilla and Radrizzani
2005). Acidic stretches are also found in proteins such as
tubulin, which are responsible for microtubule association
(Matilla and Radrizzani 2005).

The LRR domain is of particular importance, as it is the
minimal fragment of pp32 necessary to bind to a hyper-
phosphorylated form of the retinoblastoma protein (Rb)
(Adegbola and Pasternack 2005). In cancers where p16 is
inactivated, such as pancreatic cancer, the cyclin D:CD4/
6 complex is unregulated and hyperphosphorylated Rb
is predominant (Rozenblum et al. 1997). In these cases,
hyperphosphorylated Rb both sequesters the pro-apoptotic
activity of pp32 and is unable to correctly regulate E2F
mediated gene transcription, allowing proliferation of tu-
mor cells (Weinberg 1995; Adegbola and Pasternack 2005).
The pp32:Rb protein complex therefore represents a poten-
tial target for the design of novel peptides or small
molecules that could be used in the treatment of pancreatic
cancer, for which there are currently limited treatments
available.

Results

We determined the crystal structure of the pp32 N-
terminal LRR domain from two crystal forms at 2.4 A
and 2.7 A resolution, respectively (see Materials and
Methods). Data collection and refinement statistics are
given in Table 1. The C2 crystal form contains six
molecules and the P65 crystal form contains four mole-
cules in the asymmetric unit. The structures were refined
with tight noncrystallographic symmetry restraints
because of the low data:parameter ratio (see Materials
and Methods). The Ca positions of monomers from the
C2 and P63 superimpose with an RMSD of ~0.18 A,
indicating that the structure of the LRR domain is virtu-
ally identical in both crystal forms. Unlike the structures
of decorin (Scott et al. 2004), biglycan (Scott et al. 2006),
and slit (Howitt et al. 2004) which dimerize through the
LRR concave surface, the noncrystallographic symmetry
in our pp32 crystal forms has no biological significance.
The pp32 fragment used in this study is both monomeric
by size-exclusion chromatography (see Materials and
Methods), and lacks the C-terminal residues which
are essential for chemical cross-linking of pp32 dimers
and trimers (Ulitzur et al. 1997b). For clarity, further

Table 1. Data collection and refinement statistics

Data collection statistics

Crystal form 1 1T
Space group Cc2 P63
Cell dimensions (A)  a = 106.5, b = 183.2, a=b=1059,
c=6747 c=1324
B =104.4

Molecules per

asymmetric unit 6 4
Solvent content (%) 60.1 61.2
Resolution 25-2.4 (2.49-2.4) 25-3.25 (2.8-2.7)
Total measurements 172,304 106,186
Unique reflections 48,207 23,193
Redundancy 3.6 4.6
Completeness (%)* 98.6 (93.7) 97.8 (99.3)
I 9.8 (2.8) 11.1 (3.1)
Ryym (%)* 10.7 (42.2) 12.8 (53.7)

Refinement statistics

Resolution limits 25-2.4 25-2.7
Riree (%) 26.8 30.2
Reryst (%) 21.7 23.7
b (%) favored 80.1 79.3
b (%) allowed 19.9 20.3
b (%) generously

allowed 0.0 0.4
b (%) disallowed 0.0 0.0
RMSD bond (A) 0.010 0.011
RMSD angle (°) 1.5 1.485
Total atoms 7507 4858
Water molecules 380 179
Ligands (glycerol) 13 1

“Values for the outermost resolution shell is given in parentheses.
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structural analysis is of a monomeric LRR domain from
the high-resolution C2 crystal form.

Overall structure

The pp32 LRR domain features a concave surface lined
by B-strands and an outer surface formed by either a 3-
helix, short «-helix, or extended structure that runs
antiparallel to the strands. The LRR domain of pp32,

ad

spanning residues 1-149, adopts the canonical LRR
curved solenoid shape (~50 X 25 X 20 A) and includes
three tandem LRRs with flanking regions containing
incomplete LRRs that cap the repeats to form a stable
structural unit (Fig. 1A,B).

The N-terminal cap region is comprised of a helix-
loop-helix (residues 1-15), followed by an incomplete
LRR (residues 16—40) that covers the top of the domain
and shields the hydrophobic core residues from solvent.

Figure 1. (A) Stereo ribbon representation of the structure of pp32ACT illustrating the canonical curved structure of the LRR domain.
The ribbon is colored according to secondary structure, with (3-strands colored blue, a-helices colored red, and coil colored yellow. (B)
A ribbon representation face on to the (3-strands which line the concave surface, the ribbons are colored: red (N-terminal cap residues
1-40), orange LRRI1 (residues 42-62), yellow LRR2 (residues 63-86), green LRR3 (residues 87—-111), and blue (C-terminal cap
residues 112-149). Illustrated as sticks are residues K68, E70, H92, N94, S117, and D119, which surround a shallow cleft on the
concave surface of the LRR. (C) A surface representation created with GRASP (Baker et al. 2001) and colored according to surface
curvature potential to highlight the shallow cleft on the concave surface of the LRR domain.

1310

Protein Science, vol. 16



Crystal structure of pp32 (Anp32a)

The subsequent LRRs (LRRI1: 41-62, LRR2: 63-86,
LRR3: 87-111) highlighted in Figure 1B are character-
istic of the Sds22-like LRR consensus sequence LxxLxx
LxLxxNxIxxIxxLx-x (Kobe and Kajava 2001). The
sequences of the individual repeats are shown aligned to
this consensus sequence (Fig. 2). The N-terminal capping
region contains the first half of the consensus sequence
and is an incomplete repeat. LRR1 is also slightly shorter
and contains an unusual TxN sequence instead of the
LxxN consensus. The central repeats LRR2 and LRR3
show the most conservation, and are followed by a C-
terminal capping region that contains almost complete
consensus sequences, missing only the last hydrophobic
residue of the repeat, which is substituted with tyrosine
instead of isoleucine.

Structural homologs

A comparative database search using the DALI server
(Holm and Sander 1994) revealed a number of structures
containing LRRs that are similar to the pp32 structure
(Table 2). Of these proteins, the most closely related is
the U2A’ spliceosomal factor, a protein containing five
LRR (Price et al. 1998). The mRNA export protein, Tap
(Liker et al. 2000), was also identified as being structur-
ally similar. Despite limited sequence identity, the U2A’
and Tap LRR domains superimpose with pp32 with an
RMSD of 1.8 A and 2.6 A, respectively. In particular, a
C-terminal motif that caps the LRR domains appears
structurally conserved, and is found in several other
LRR containing proteins. This C-terminal cap had been
previously identified in the Sds22, U2A’, and Tap
proteins and comprises an incomplete LRR followed
by the structural motif YRxxdpxxxdPxdpxxLD, where ¢
represents a hydrophobic residue (Ceulemans et al. 1999).
Within this motif the aspartic acid (D146 in pp32,
D146 in U2A’, and D352 in Tap) form a conserved
hydrogen bond to a main-chain nitrogen and a tyrosine
side chain (Y131 in pp32, Y131 in U2A’ and Y337 in
Tap) that maintains the structural integrity of the cap
(Fig. 3).

N-CAP (16-40)  PSDVKELVLDNSRSNEGKLEGLTDE
LRR1 (41-62) [FRELEFTSTINVELrsTANTPK
LRR2 (63-86)  [NKUKKUEDSDNRMSGELEWVLAEK

LRR3 (87-111)

CpNOrELNGSGNKTR LS TIEPLKK
C-CAP (112-END) [LENTKSEDIFNCEMININDYRENVF
e xR T

SDS22-like
Consensus

Figure 2. Sequence alignment of the individual LRRs from pp32. The
central repeats belong to the SDS22-like class of LRRs.

Table 2. Structure alignment, DALI statistics
(Holm and Sander 1994)

PDB Name z RMSD L.ALI %IDE
1A9N-A  U2A’Spliceosomal factor 19 1.8 138 27
IDCE Rab geranylgeranyl 18.1 22 139 22
transferase
2A6F Slit protein 13.7 2.5 121 16
1DOB Internalin b 12.9 2.3 130 24
2FT3 Biglycan 12.8 2.6 122 16
106S Internalin a 12.8 2.6 126 25
1FO1 Tap mRNA export factor  11.3 2.6 114 26

Putative protein interaction surface

The concave face of LRR proteins is a versatile binding
surface that mediates interactions with other proteins.
Binding to the concave face of LRR domains has been
seen in several complexes including, ribonuclease inhibitor
LRR bound to ribonuclease (Kobe and Deisenhofer 1995),
internalin LRR complexed with E-cadherin (Schubert et al.
2002), and the LRR domain glycoprotein Iba bound to the
von Willebrand factor (Uff et al. 2002). The pp32 LRR
domain interacts with Crm1 (Gallouzi et al. 2001), ataxin-1
(Matilla et al. 1997), hyperphosphorylated Rb (Adegbola
and Pasternack 2005), and is also likely to interact with
some components of the SET complex (Lieberman and Fan
2003). There are no biochemical or mutational data for
the pp32 LRR domain to identify residues on the concave
surface that are required for these interactions. We therefore
analyzed the surface features of the pp32 LRR domain
structure and the sequence conservation between pp32 and
its family members (Anp32b-h) in order to identify the
potential binding interface. The electrostatic surface poten-
tial of the pp32 LRR domain concave face (Suppl. Fig. 1A)
shows an overall negative potential with surrounding
positive potential at the periphery of the domain, but does
not have a distinct charged surface patch that could mediate
possible interactions.

The pp32 gene knockout shows no phenotype (Opal
et al. 2004), indicating some functional overlap between
the pp32 (Anp32) family members. We therefore ana-
lyzed the conservation of residues within the pp32
(Anp32) protein family to identify residues that could
form a common binding interface. There are many
sequences of pp32 (Anp32) proteins in the database from
multiple species, a sequence alignment of the human
sequences is shown in Figure 4A. The sequence con-
servation of the human pp32 (Anp32) family has been
mapped onto the surface of the pp32 LRR domain
structure (Fig. 4 B,C) and clearly indicates that LRR3
and the C-Cap are the most conserved regions within the
domain. We note a shallow cleft in the concave surface
(Fig. 1C), which is formed by the surface residues K68
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Figure 3. (A) Ribbon representation to illustrate the structural homology between pp32 (green), U2A’ spliceosomal protein (blue), and
Tap mRNA export factor (magenta). (B) as in A, rotated 90°. Conserved and structurally important residues capping the LRR that are

part of the YRxxdpxxxpPxpxxLD motif are illustrated as sticks.

and E70 in B3 (LRR2), H92 and N94 in 34 (LRR3), and
S117 and D119 in B5 (C-Cap) (Fig. 1B). These residues
lining the cleft are highly conserved among the members
of the pp32 (Anp32) family (residues highlighted with
an asterix in Fig. 4A). In pp32r1 (Anp32c), which is over-
expressed in prostate cancer (Kadkol et al. 2001), there
is a deletion of four residues in LRR2 and two residue
changes (E70R and N94Y) in the residues surrounding
the cleft (Fig. 4A). Pp32r1 (Anp32c) does not associate
with hyperphosphorylated retinoblastoma (Adegbola and
Pasternack 2005), consistant with the possible involve-
ment of these cleft residues in this interaction. Additional
mutational analysis of residues on the concave surface of
the pp32 LRR will be necessary to establish whether the
cleft region mediates interactions with retinoblastoma
and other protein ligands, or whether other residues on
the pp32 surface are required.

Discussion

The crystal structure of the pp32 LRR domain provides an
accurate basis to help us rationalize the structural and
functional differences between the family members
(Anp32a-h). The Anp32b gene produces two products;
Anp32bl, also known as acidic protein rich in leu-
cines (APRIL) (Mencinger et al. 1998), or proliferation-
related acidic nuclear protein (PAL31) (Mutai et al. 2000)
and a truncated splice variant Anp32b2 which lacks the
acidic tail and NLS. Anp32d (pp32r2), Anp32f, and Anp32h
also lack the NLS (Fig. 4A highlighted by ++++), and would
be expected to be retained in the cytoplasm and lack the
nuclear associated functions of pp32. However, it is possible
that these pp32 family members could form hetero-
oligomers with those containing a consensus NLS. Although
not present in this crystallized fragment of pp32, the region

1312 Protein Science, vol. 16

directly after the LRR domain contains a stretch of ~30
amino acids (residues 150-180) that is essential for in vitro
tumor suppression (Brody et al. 1999) and INHAT activities
(Seo et al. 2002). The pp32 (Anp32a) family sequences
diverge more significantly after this region particularly
in the tumorigenic variants pp32rl (Anp32c), pp32r2
(Anp32d), (Kadkol et al. 2001) and Anp32f, g, h, whose
role is presently unclear (Fig. 4A). This central region could
be structurally important and, like the Skp2 LRR (Schulman
et al. 2000), could extend back toward the first LRR packing
against the concave surface of the LRR domain. Inter-
estingly, the C-terminal acidic tail (residues 150-249) is
required for multimerization (Ulitzur et al. 1997b), and could
pack on the concave surface of a neighboring pp32 LRR
domain in the formation of pp32 homo/hetero oligomers.
The structure provides insights into the molecular archi-
tecture of potential protein interactions mediated by the
pp32 LRR domain, such as the interaction with the hyper-
phosphorylated form of Rb, which is predominant in pl16
inactivated pancreatic tumors. The structure also provides
the basis to identify possible small molecule binding
partners by virtual screening that could be used to disrupt
this interaction and be developed as therapeutics. We can
also selectively probe the interactions made by pp32
(Anp32a) and other family members through rational site-
directed mutagenesis to provide further insight into the
structure and function of the pp32 (Anp32) family.

Materials and Methods

Protein expression and purification

The pp32 (Anp32a) gene fragment pp32ACT comprising resi-
dues 1-149 was amplified by PCR from a full-length clone



Crystal structure of pp32 (Anp32a)

B2
A AN32A_HUMAN TT TT ‘== TP
T

NLEFLSI

g

N

o
[ §

)
s

AN32A_HUMAN
AN32A_HUMAN 62
AN32B_HUMAN 62
ANP32B2_HUMAN 62
AN32C_HUMAN 62
AN32D_HUMAN 62
ANIZE_HUMAN €2
ANP32F_HUMAN 70
ANP32G_HUMAN 62
ANP32H_HUMAN 1
AN32A_HUMAN =TT # . 3

GYDRE| VDGVDEEEEDEEGEDEEDEDDEDGEEEEFDEEDDEDEDVE
GYDRE EVDGVDEEEEDE
tf’ywsaixﬁ). Y SDITRDAVEGLDDEREG

= SEE "D“'DGDE"CEEEEENLAGEPE\:fEELEEEVEE:DED*SED
ABEGYDYLVKLKREINQQHLRAEAARERQQOQIVIGIPFMNLOTA
SIPABVDGUDEEX . EGEEEDEEDEEDEDGEEEEF DEEDENVEGDD
SDIAQIL LADPWGKREYHTNNAPLLLRSPAWPPERS IRPQEQDYERK

EEDEDDEDGEEEEFDEEDD. c v ..
EEYDEDAQVVEDEEGEEEEEEGEEE

GYDRDE:EAT:DS :%G YVEGLDDEEEDEDEEEYDEDAQVVEDEEDEDEEEEGEEE
QEAR
P

GFDO

GYDR

aynm:mggm
frcirplT v » EPOElAR)

Wl
&3

. . . ++++.
AN32A_HUMAN 202  DYSG s esimibss s +++....CEEEDEEGYNDGEVDDEEDEEELGEEERGQKRKREFEDEGEDDD .
AN32B_HUMAN 202 GDE...... Cehs ke awn DODEVSEEEEEFGLDEEDEDEDEDEEEEEGGKGEXRKRETDDEGEDD.,

Figure 4. (A) Sequence alignment of human pp32 (Anp32) family homologs a—h. Identical residues from all sequences are boxed black
and similar residues are open boxed. The consensus sequence is shown below, and the secondary structure taken from the pp32 (Anp32a)
crystal structure is shown above. (*) Denotes the position of the residues K68, E70, H92, N94, S117, and D119 that surround a surface
cleft in the pp32 crystal structure. The position of the CKII phosphorylation sites S158 and S204 are indicated with # and the nuclear
localization signal KRKR indicated with ++++. (B) Sequence variability of the pp32 (Anp32) family with a view of the concave surface
of the pp32 LRR domain. The surface is colored according to sequence variability (derived from the alignment in A) with blue being the
most conserved through the spectrum to red being the least conserved. (C) As in B, rotated by 180° viewing the convex surface.

(RZPD). The fragment was cloned into the pProEX HTb lysed using a microfluidizer in Buffer A (25 mM Tris, 500 mM
expression vector in frame with an N-terminal Hisg tobacco NaCl, 2 mM 2-mercaptoethanol, 10 mM Imidazole pH 8.0)
etch virus (TEV) cleavable tag. Cultures of Escherichia coli supplemented with Dnasel (Roche) 2 mM MgCl,, 1 mM PMSF,
Rosetta 2 (DE3) (Novagen) containing the pp32 expression and EDTA free protease inhibitor cocktail (Roche). Lysed cells
construct were grown in LB at 37°C, induced at mid-log phase at were then centrifuged at 20,000g before loading onto a 5-mL
28°C with 0.5 mM IPTG, and harvested after 3—4 h. Cells were Hi-Trap chelating column equilibrated in buffer A. After
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washing with 10 column volumes of buffer A protein was eluted
in buffer B (25 mM Tris, 500 mM NaCl, 2 mM 2-mercaptoe-
thanol, 250 mM Imidazole pH 8.0). Protein was dialyzed into
TEV cleavage buffer (25 mM Tris, 150 mM NaCl, 2 mM 2-
mercaptoethanol, pH 8.0) and the Hisg tag removed with Hisg-
TEV protease for 3-4 h at room temperature. Subsequent
repurification on a Hi-Trap chelating column removed contam-
inants and TEV protease. Size-exclusion chromatography, using
a Superdex 200 16/60 (Pharmacia) was then used as the final
purification step, where the fragment elutes as a monomer
compared to standards. Fractions containing pure pp32ACT
were then pooled and dialyzed into crystallization buffer (25
mM Tris, 150 mM NaCl, 2 mM 2-mercaptoethanol, pH 8.0)
before concentrating to 20-40 mg/mL.

Crystallization and data collection

Two plate-like crystal forms of pp32ACT were grown at 22°C by
vapor diffusion using the hanging-drop method. Crystal form
I grew from 1.6-2.0 M Ammonium sulphate, 5% PEG 3350,
and 0.1 M sodium citrate buffer, pH 5.5 at a protein concentration
of ~20-30 mg/mL. These crystals of pp32ACT belong to the
monoclinic space group C2 with unit cell parameters a = 106.5,
b = 1832, ¢ = 6747 A, B = 1044 and six molecules per
asymmetric unit.

Crystal form II grew in 15%-25% PEG3350, 0.2 M ammo-
nium citrate, and 0.1 M sodium citrate buffer, pH 5.0-5.5, at a
protein concentration of ~25-40 mg/mL. These crystals of
pp32ACT belong to the hexagonal space group P63 with unit cell
parameters a = b = 105.9, ¢ = 132.4 A, and four molecules per
asymmetric unit.

For both crystal forms, single crystals of pp32ACT were
transferred briefly to cryoprotectant solutions consisting of
mother liquor supplemented with increasing concentrations of
glycerol (up to 25%) before being frozen directly with liquid
nitrogen. Data were collected at 100K at BioCars beamline 14-
BM-C (APS). The data were processed, scaled, and reduced
using HKL2000 (Table 1).

Structure determination and refinement

A homology model of the N-terminal LRR domain of pp32 was
created using Modeller 8.01 and the coordinates of the spice-
osomal protein U2A’ protein (Price et al. 1998) (accession
1A9NA), which was used to solve the structure by molecular
replacement with MOLREP (Vagin and Teplyakov 2000).
Initially, data from crystal form II were processed in space
group P6322 with two molecules in the asymmetric unit;
however, this structure would not refine satisfactorily beyond
an Rpe. of ~39%. The correct space group was subsequently
identified as P65 with four molecules in the asymmetric unit, in
which the NCS molecules mimic pseudo P6322 symmetry.
Crystal form I was then solved by molecular replacement with
MOLREP (Vagin and Teplyakov 2000) using the coordinates of
a monomer from the partially refined P65 structure.

Both structures were refined using REFMACS (Murshudov
et al. 1997) and model building carried out with the program
Coot (Emsley and Cowtan 2004). The progress of the refinement
was monitored by the agreement between calculated and
observed structure factors for the excluded reflections (Rpee).
Due to limited observations tight NCS restraints were used
throughout the refinement process. Final cycles of refinement
were carried out using TLS refinement as implemented in
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REFMACS5 (Winn et al. 2003); with the individual NCS-related
molecules as TLS groups, final refinement statistics are shown
in Table 1. Coordinates and structure factors have been depos-
ited in the RCSB Protein Data Bank, for both crystal forms
(accession 2je0 and 2jel, respectively).

Structural analysis and graphics

Sequences from human Anp32a-h were aligned using ClustalW
(Thompson et al. 1994) and plotted using ESPript (Fig. 4A;
Gouet et al. 1999). The Shannon entropy was calculated for each
residue position for the ClustalW alignment, with H2PDB
(http://bio.dfci.harvard.edu/Tools/entropy2pdb.html) and the
calculated values transferred to the B-factor column of the
PDB file and plotted on the surface (Fig. 3). Surface curvature
was calculated with GRASP (Baker et al. 2001) and figures
prepared with MolScript (Esnouf 1997) and Raster3D (Fig. 1C;
Merritt and Murphy 1994). All other molecular images were
generated using PyMol (http://pymol.sourceforge.net/).

Electronic supplemental material

Electrostatic-potential maps were calculated with APBS (Baker
et al. 2001) (Suppl. Fig. 1).
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