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Molecular mechanism of Reaper-Grim-Hid-mediated
suppression of DIAP1-dependent Dronc ubiquitination

Jijie Chail”, Nieng Yan!#4, Jun R Huh?, Jia-Wei Wu3, Wenyu Lil, Bruce A Hay2 & Yigong Shil

The inhibitor of apoptosis protein DIAP1 inhibits Dronc-dependent cell death by ubiquitinating Dronc. The pro-death proteins
Reaper, Hid and Grim (RHG) promote apoptosis by antagonizing DIAP1 function. Here we report the structural basis of Dronc
recognition by DIAP1 as well as a novel mechanism by which the RHG proteins remove DIAP1-mediated downregulation of
Dronc. Biochemical and structural analyses revealed that the second BIR (BIR2) domain of DIAP1 recognizes a 12-residue
sequence in Dronc. This recognition is essential for DIAP1 binding to Dronc, and for targeting Dronc for ubiquitination. Notably,
the Dronc-binding surface on BIR2 coincides with that required for binding to the N termini of the RHG proteins, which
competitively eliminate DIAP1-mediated ubiquitination of Dronc. These observations reveal the molecular mechanisms of how
DIAP1 recognizes Dronc, and more importantly, how the RHG proteins remove DIAP1-mediated ubiquitination of Dronc.

Caspases, a family of cysteine proteases that cleave substrates after
an aspartate residue, execute cell death by cleaving a broad spectrum
of cellular targets'™. The effector caspases are activated by the
initiator caspases and are responsible for dismantling the cellular
machineryz. The activation of the initiator caspases, in turn, is
triggered by upstream events?. The initiator caspase Dronc has a key
role in the onset of programmed cell death (apoptosis) in Drosophila
melanogaster®.

The inhibitor of apoptosis (IAP) proteins suppress apoptosis by
downregulating caspases™>®. IAPs can directly inhibit the catalytic
activity of caspases as well as decrease caspase levels; both of these
functions depend on physical association. The Drosophila inhibitor of
apoptosis protein DIAP1 is a potent apoptosis suppressor that is essen-
tial for the survival of many cells in the fly’. DIAP1 is an E3 ubiquitin
ligase and can suppress Dronc-dependent cell death, at least in part, by
stimulating Dronc ubiquitination and degradation®. During apopto-
sis, the function of IAPs is compromised by pro-death proteins such as
Smac (also known as DIABLO)®~!! in mammals and Reaper, Hid and
Grim (RHG) proteins in Drosophila’. In mammals, the initiator
caspase-9 is activated by Apaf-1 and inhibited by the X-linked IAP
(XIAP). The BIR3 domain of XIAP binds to the N-terminal
tetrapeptide of the caspase-9 small subunit; this results in the subse-
quent inhibition of caspase-9 activity'>!3. During apoptosis, Smac
(DIABLO) is released from mitochondria and uses a similar tetra-
peptide motif to compete with caspase-9 for binding to XIAP-BIR3,
hence removing the inhibition of caspase-9 (ref. 2).

The apoptotic paradigm is highly conserved from flies to mam-
mals. The activation of Dronc, the caspase-9 ortholog in Drosophila,
is mediated by the large protein Dark (also known as Hac-1 and

Dapaf-1), the functional ortholog of the mammalian Apaf-1
(refs. 14-16). Similarly to XIAP in mammals, DIAP1 inhibits Dark-
and Dronc-dependent cell death in Drosophila'’~'°. However,
despite the conservation of apoptotic pathways, the mechanisms by
which Dronc and caspase-9 are inhibited seem to be quite different.
For example, Dronc lacks the tetrapeptide IAP-binding motif that is
present in caspase-9. Thus it is unclear how DIAP1 specifically rec-
ognizes Dronc. Consequently, although the pro-apoptotic RHG pro-
teins contain an IAP-binding motif at their N termini and are known
to negatively regulate DIAP1 anti-caspase activity and protein lev-
els?0-26 how this is accomplished remains largely unknown. Recent
studies on the Drosophila IAP-binding protein Jafrac2 suggest that
the RHG proteins could displace Dronc from DIAP1 (ref. 27).
However, this hypothesis is complicated by the report that the
prodomain of Dronc, which contains a CARD motif for homotypic
interactions, was responsible for binding to the BIR2 domain of
DIAP1 (ref. 28).

In this study, we report that a 12-residue peptide region of Dronc is
both necessary and sufficient for binding to the BIR2 domain of
DIAPI. Notably, this region (residues 114-125) does not resemble the
IAP-binding tetrapeptide motif and is located between the prodomain
and the caspase domain of Dronc. Structural analysis of this Dronc
fragment bound to the BIR2 domain reveals that the Dronc-binding
pocket on BIR2 coincides with that required for binding to the
N-terminal sequences of the RHG proteins. Based on this structural
finding, we predicted that the RHG proteins competitively eliminate
DIAPI-mediated ubiquitination of Dronc by binding to the same con-
served surface pocket of DIAP1. We proved this prediction using a
combination of genetic and biochemical approaches.
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Figure 1 The recognition of Dronc by DIAP1 is restricted to the
second BIR domain (BIR2) of DIAP1 and a 12-residue peptide DIAP1 + Dronc (F118E)
in the linker sequence between the CARD domain and the — Dronc
catalytic subunit of Dronc. (a) The DIAP1-BIR2 domain is (353-450)

necessary and sufficient for the interaction with Dronc. The

various DIAP1 fragments were purified as fusion proteins with GST. Their interactions with Dronc were examined using both gel filtration and GST-mediated
pull-down assays. For details, see Methods. (b) A 12-residue peptide of Dronc between the CARD domain and the catalytic subunit was both necessary and
sufficient for the interaction with DIAP1. (c) A representative interaction between the full-length DIAP1 and Dronc is shown. A single missense mutation
(F118E) in Dronc was sufficient to disrupt the DIAP1-Dronc interactions. The chromatograms of gel filtration and the relevant fractions are shown. In the
bottom panel, although DIAP1 and Dronc (F118E) appeared to co-elute, there was no detectable interaction, because the elution volume for each individual

protein in the ‘complex’ is essentially the same as for the isolated protein alone.

RESULTS

Recognition of Dronc by DIAP1

To understand the molecular mechanisms of Dronc regulation by
DIAPI and the RHG proteins, we examined pairwise interactions
between fragments of Dronc, DIAP1 and the RHG proteins. Results
derived from GST pull-down assays and gel filtration analyses (data
not shown) (Fig. la) demonstrated that the second BIR (BIR2)

Figure 2 Recognition of Dronc is necessary for
DIAP1-mediated negative regulation of Dronc

in vivo. Retinal phenotypes. (a) Normal eye.

(b) Expression of wild-type Dronc. (c) Expression
of Dronc (F118E). (d) Staining of anti-Dronc in
eyes overexpressing wild-type Dronc. (e) Co-
expression of wild-type Dronc and wild-type
DIAP1. (f) Co-expression of Dronc (F118E) and
wild-type DIAPL. (g) Staining of anti-Dronc in
eyes overexpressing Dronc (F118E).
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domain of DIAPI (residues 201-324) was both necessary and suffi-
cient for binding to the pro-Dronc zymogen (C318A) or the active
Dronc protein cleaved after Glu352. In contrast, neither the BIR1
domain (residues 1-205) nor the RING domain (residues 315-438)
had any detectable interaction with Dronc.

Next, we examined the minimal sequence requirement of Dronc for
stable interactions with DIAPI. Notably, neither the protease domain
(residues 136-450) nor the N-terminal CARD (prodomain) of Dronc
(residues 1-114) bound to the BIR2 domain (Fig. 1b). Rather, a short
12-residue fragment (residues 114—125) between the CARD and the pro-
tease domain of Dronc formed a stable complex with DIAP1-BIR2. This
result is in contrast to a previous report in which the CARD domain of
Dronc was reported to interact with DIAP1; however, the amino acid
boundaries of the CARD domain were not given in that study?®.

Quantification of gel filtration experiments revealed the binding
affinity to be [0.8 UM between DIAP1-BIR2 (residues 201-324) and
Dronc (residues 1-136) (data not shown). A similar binding affinity
([0.9 uM) was obtained for the full-length DIAP1 and Dronc (data not
shown). These binding affinities were further confirmed by preliminary
BiaCore measurements (data not shown) and are comparable to the
XIAP-caspase-9 and XIAP-Smac interactions'>?°, To demonstrate the
specificity of this interaction, we carried out extensive mutagenesis on
this peptide region, in which every amino acid between residues 114 and
125 was mutated to either alanine or glutamate. Based on both GST
pull-down assays and gel filtration analyses (data not shown), any muta-
tion of Phell8, Ile119, Leul21 or Asnl122 weakened or abolished the
Dronc-DIAP1 interaction whereas mutations outside residues 118—122
had no detectable effect on the interaction. These results indicate that
amino acids 118-122 of Dronc directly contribute to DIAP1 binding.
Within this peptide region, a single missense mutation in Dronc, F118E,
resulted in a loss of interaction with DIAPI (Fig. 1b,c), suggesting an
indispensable role for this residue in binding to DIAP1.
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JRH. and B.A.H., unpublished observa-
tions). This is likely due to the fact that the
mutant Dronc was no longer subjected to
negative regulation by the endogenous
DIAPI protein. As anticipated, the wild-type
Dronc protein was expressed at high levels in
the eyes (Fig. 2d). The retinal cell death phe-
notype of flies expressing the wild-type
Dronc was suppressed by co-expression of the
full-length DIAP1 (Fig. 2e). In sharp contrast,
the phenotype associated with expression of
Dronc (F118E), which no longer interacts
with DIAPI, could not be rescued by DIAP1
(Fig. 2f).

The inability of the wild-type DIAP1 to
suppress the mutant Dronc (F118E) pheno-
type was not due to a higher expression level,
because both wild type and the mutant
Dronc were present at similar levels in the fly
eyes, as determined by the staining intensity
of green fluorescence protein—labeled anti-
Dronc antibody (Fig. 2d,g). In addition, both
Dronc proteins had an identical enzymatic
activity in an in vitro assay using TQTE-AFC
as the substrate (data not shown). The only
difference between these two Dronc proteins
is that the mutant (F118E) can no longer be

4 . . .
DIAPLBIRZ AS GNYFPQYPEYAIETARLRTFEAWPRNLEKQKPHQLA 248 recognized by its negative regulator DIAP1.
DIAPLBIRL KNNINKTRMNDLNREETRLKTFTDWP-LDWLDKRQLA 65 ;
XIAPBIR3 PNSTNLPRNPSMADYEARIFTFGTWIYSVNK--EQLA 285 Consequently,themutantDroncremamed
XIAPBIRZ ISDTIYPRNPAMYCEEARLKSFQNWPDYAHRLTPRELA 185 stable in the presence of DIAPI1 as deter-
ol ) ! J mined by western blots (data not shown).
o o a Thus, these observations demonstrate that
=] s & Lolso8 4 a . .
DIAPLBIRZ EAGFFYTGVGODRVRMFSIIGGGLMDWNDNDEPWEOQEAL 285 interactions between DIAPI1-BIR2 and the
DIAPLBIRL Q T GMY FTHAGDKVKEFFBIGVEIGCWEQEDQPVYPEMIQR 102 . . .
XIAPBIR3 RAGFEYALGEGDKVY KIBIF HIBG GGLTOWKPSEDPWEQHIAK 322 Dronc peptide are essential for the negative
XIAPBIRZ SAGLYYTGIGODQVOQEIF CBIGGKLKNWEPCDRAMWS EMIRR 222 regulation of Dronc by DIAP1.
313 ﬂzi “E?'* ;

o Structure of a DIAP1-Dronc complex
DIAPIBIRZ WL SQERFVKLMK--6GQLYIDTVAAKPVLAEEKEESTS 320 To reveal the molecular basis of Dronc recog-
DIAPLBIRL WS PN@PL-LRRRTTNNVPINAEALDRILPPISYDICOG G 138 ..

XIAPBIR3 WY P GEIKY LLEQK--GQEYINNIHLTHSLEECLVRTTE 35 nition by DIAP1, we generated and crystal-
XIAPBIRZ HFPNEEFFVLGRNLNIRSESDAVSSODRNFPNST-NLPR 258 lized the binary complex between the

Figure 3 Structural mechanism of Dronc recognition by DIAP1. (a) Structure of DIAP1-BIR2 domain in
complex with a ten-residue Dronc peptide in stereo view. The BIR2 domain and the Dronc peptide are
blue and green, respectively. The omit electron density map, shown at 1.5 o and colored pink, was
calculated using the CNS37. (b) Stereo representation of interactions between the Dronc peptide and
the BIR2 domain of DIAP1. The residues from Dronc and DIAP1 are green and yellow, respectively.
Hydrogen bonds are red dashed lines. (c) Sequence alignment of the BIR domains from DIAP1 and
XIAP. The zinc-chelating residues are green whereas the conserved amino acids are yellow. Red and
yellow arrows identify those residues that make intermolecular hydrogen bonds using their side chain
and main chain atoms, respectively. The secondary structural elements for the DIAP1-BIR2 domain are
indicated below the sequence alignment. This figure and Figure 4a were prepared using MOLSCRIPT40,

DIAPI1-BIR2 domain (residues 201-324) and
a ten-residue Dronc peptide (residues
114-123). The structure was determined by
molecular replacement and refined to a reso-
lution of 2.1 A with a crystallographic R-fac-
tor of 19.9% (Table 1 and Fig. 3a).

The Dronc peptide adopts an extended
conformation and binds to a hydrophobic
surface groove on the BIR2 domain, making
multiple specific interactions with DIAP1

Significance of Dronc-DIAP1 interaction

To examine the biological significance of the Dronc-DIAP1 interac-
tion, we generated transgenic flies overexpressing either the wild-type
Dronc or the mutant Dronc (F118E) under the eye-specific glass pro-
moter. In contrast to the wild-type eyes (Fig. 2a), expression of both
versions of Dronc led to retinal degeneration, though flies with the
mutant Dronc (F118E) consistently showed a stronger eye ablation
phenotype than those flies expressing wild-type Dronc (Fig. 2b,c and
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residues. There are numerous intermolecu-
lar van der Waals contacts and 12 hydrogen
bonds between the BIR2 domain and the
bound Dronc peptide (Fig. 3b,c). Although the Dronc peptide
contains ten amino acids, only five contiguous residues
(Phel18-Asn122) make extensive contacts to the BIR2 residues.
Among these five residues, three hydrophobic amino acids (Phel18,
Ile119 and Leul21) seem to anchor the binding to DIAPI through
networks of van der Waals interactions. The other two residues,
Ser120 and Asnl122, facilitate binding through specific hydrogen
bonds (Fig. 3b,c).
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These structural observations are fully supported by our muta-
genesis studies. Phell8 in Dronc, whose mutation to glutamate
resulted in complete disruption of interaction with DIAP1, resides at
the center of the interface. The aromatic side chain of Phe118 is nestled
in the hydrophobic pocket formed by Thr255, Gly269 and the
aliphatic side chains of Arg260 and Arg262 (Fig. 3b).

Mutual exclusion of Dronc and the RHG proteins
The conserved peptide-binding pocket on the surface of BIR domains
has been defined for a number of mammalian IAPs and for the
Drosophila DIAP1 (refs. 30,31). The general principle was thought to
be that the N-terminal residue of the bound peptide must be alanine
with a free N terminus?%-32. In addition, all known IAP-binding motifs
share a conserved tetrapeptide sequence®!. Because Dronc does not
contain such a tetrapeptide motif, it was not expected to occupy the
conserved surface groove of DIAP1-BIR2. However, to our complete
surprise, the Dronc peptide binds to the same surface groove as the
N-terminal sequences of Reaper, Hid and Grim. The side chain of
Phel18 from Dronc occupies the same position as that of Phe4 from
the Hid protein® (Fig. 4a) or Tyr4 from Grim?°.

The conformation of the conserved surface groove on DIAP1-BIR2
remains unchanged before and after binding to the RHG proteins®.
How can the conserved and rigid surface groove on DIAP1 accommo-

Figure 5 Molecular mechanism of the removal of DIAP1- g
mediated Dronc ubiquitination by the pro-apoptosis
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Figure 4 Dronc and Hid compete with each other for binding to the same
surface groove on the BIR2 domain of DIAP1. (a) Stereo superposition of the
structures of DIAP1-BIR2 bound to Dronc and to Hid peptide. The Dronc
and Hid peptides are green and orange, respectively. Note the difference in
the orientation of the two peptides. Phe118 of Dronc and Phe4 of Hid
occupy the same general pocket on the surface of DIAP1. (b) A ten-residue
peptide derived from the N terminus of Hid disrupts the interaction between
Dronc and DIAP1. GST-BIR2-Dronc (1-136) complex (1.2 mg) was used for
each gel filtration run. Hid peptide (60 pg) was used to disrupt the
BIR2-Dronc complex. The chromatograms for gel filtration are on the left
and the relevant fractions from gel filtration were visualized by SDS-PAGE
and stained with Coomassie blue.

date the Dronc peptide, which is different from the canonical IAP-
binding tetrapeptide motif¢ Comparative analysis revealed an answer
to this question. Compared with Hid or Grim, the Dronc peptide
binds to DIAP1-BIR2 in a reverse orientation, with the N terminus of
the Dronc peptide close to the C-terminal portion of the Hid peptide
(Fig. 4a). Except for the phenylalanine residue, the Dronc peptide has
no resemblance to the N-terminal sequences of Reaper, Hid or Grim.
As will be seen below, the accommodation of two different kinds of
peptide by the BIR2 domain is central to the anti-apoptotic function of
DIAP1 and to the pro-apoptotic function of Reaper, Hid and Grim.

Based on this unanticipated structural finding, we predicted that the
pro-apoptotic proteins Reaper, Hid, Grim and Sickle should be able to
disrupt the DIAP1-Dronc interaction by binding to the same surface
groove of DIAPI, hence removing DIAP1-mediated Dronc ubiquit-
ination. This prediction is supported by the observation that the RHG
proteins interact with DIAP1-BIR2 with 0.041-0.24 UM binding
affinities®, higher than that between DIAP1 and Dronc ([D.8 uM).

To further corroborate the structural prediction, we examined
whether the N-terminal peptide derived from Hid could disrupt the
interaction between DIAP1 and Dronc using gel filtration. In the
absence of Hid, GST-DIAP1-BIR2 formed a stable complex with the
Dronc fragment 1-136 (Fig. 4b). Incubation with 60 pg of the Hid
peptide (residues 1-10, approximately two-fold in excess) resulted in a
complete disruption of the DIAP1-Dronc complex (Fig. 4b). Similar
results were obtained for the other three pro-death proteins Reaper,
Grim and Sickle (data not shown).

Removal of DIAP1-mediated ubiquitination

To demonstrate that Reaper, Hid, Grim, Sickle and Jafrac2-like pro-
teins indeed remove DIAP1-mediated Dronc ubiquitination by out-
competing Dronc peptide for binding to DIAP1, we reconstituted an
in vitro ubiquitination assay using highly purified recombinant ubiq-
uitin activating enzyme (E1), ubiquitin conjugating enzyme (E2),
DIAPI (E3), ubiquitin and the Dronc substrate (C318A) (Fig. 5a). To
eliminate undesirable protease activity (from Dronc) in this assay, the

b

protein Hid. (a) The BIR2 domain is required for the E1 + E2 + ATP + Dronc + Ub Dronc (C318A) | |Dronc (C318A F118E)
ubiquitination of Dronc in vitro. Various DIAP1 fragments S ):596{{56‘ Control peptide| — | — | — |+ ||=|—| =]+
were examined for their E3 ubiquitin ligase activity in the \)@,P\ & HIDpeptide| = [— |+ | = ||—|—| + ]| —
ubiquitination reaction of Dronc (C318A). The gel was @ q\\vg\\vg\ piaPi =1+ |+ +[+[+]+]-
blotted using an anti-Dronc raised against its CARD SRS e+ |+ |+ |+ [+ [+ +]|+
domain. E1, E2, Dronc (C318A) and DIAP1 were 3

individually purified to homogeneity as described in Drone-Ub

Methods. (b) A ten-residue peptide derived from the ]-DroncAUb,. "

N terminus of Hid specifically removes DIAP1-mediated Dronc _ﬂ P @

ubiquitination of Dronc. The control peptide has the

sequence N-DYPDQNRRRIGAEK-C. Lane# 1 2
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Figure 6 A schematic representation of the regulation of Dronc by DIAP1 and the RHG proteins. In
non-apoptotic cells, DIAP1 interacts with Dronc and keeps its level low through ubiquitination. In
apoptotic cells, the RHG proteins compete with Dronc for binding to the same surface groove on the
BIR2 domain of DIAP1, hence removing DIAP1-mediated Dronc ubiquitination. Dronc activates
downstream caspases that feed back to cleave off the DIAP1-binding peptide from the mature protease
domain of Dronc. This form of Dronc is no longer regulated by DIAP1. In addition, the cleaved
N-terminal fragment of Dronc serves as an inert decoy to bind to DIAP1, making it unable to recognize

active Dronc to activate downstream cas-
pases in an IAP-independent manner
(Fig. 6). In addition, the cleaved N-terminal
fragment of Dronc could serve as an inert
decoy to bind to DIAP1, making it unable to
recognize or ubiquitinate Dronc (Fig. 6).
This arrangement could constitute a posi-
tive feedback regulation on Dronc activity
during apoptosis (Fig. 6). This hypothesis
would represent a novel mechanism for the

catalytic residue Cys318 was mutated to alanine in the substrate
Dronc. In the absence of DIAPI, the reaction resulted in only a back-
ground level of ubiquitination (Fig. 5a, lane 1). In contrast, incubation
with DIAP1 led to efficient ubiquitination of Dronc (lane 2). As anti-
cipated, this reaction required both the BIR2 domain, for Dronc
recognition, and the RING domain, for ubiquitin transfer from E2 to
the substrate Dronc (lanes 2 and 3). Removal of the BIR1 domain had
no detectable effect on the ubiquitination of Dronc (lane 3). In agree-
ment with our biochemical observations, removal of the BIR2 domain
resulted in complete abrogation of Dronc ubiquitination (lane 4). The
same conclusion was obtained when the wild-type Dronc protein was
used as the substrate (data not shown).

Then we examined the effect of the pro-apoptosis proteins Reaper,
Hid, Grim and Sickle on the DIAP1-mediated ubiquitination of Dronc
(C318A) (Fig. 5b). As predicted by the structural finding, incubation
with the Hid peptide (lane 3, 2 pg) but not a control peptide (lane 4, 2
Mg) efficiently removed the DIAPl-dependent ubiquitination of
Dronc. The same conclusion was obtained using the N-terminal pep-
tides derived from Reaper, Grim and Sickle (data not shown). Finally,
we examined the ubiquitination of the mutant Dronc (C318A F118E),
which no longer interacts with DIAP1. Compared to Dronc (C318A)
(lane 2), DIAPI failed to substantially augment the ubiquitination of
this mutant Dronc (lane 6). More importantly, incubation with the
Hid peptide had no effect on the ubiquitination of this mutant Dronc
(lane 8). This is also apparent by comparing the result to that using a
control peptide (lane 7). These results also provide a mechanistic
explanation to the observed eye phenotypes (Fig. 2).

DISCUSSION

Our results indicate that the pro-apoptotic proteins Reaper, Hid,
Grim and Sickle use distinct strategies to promote Dronc-
dependent cell death. In addition to downregulating DIAP1 levels
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positive feedback amplification of caspase
activation. A similar mechanism has been
proposed for the activation of the mam-
malian caspase-9 involving cleavage at Asp330 (ref. 13); however,
recent data showed that after Asp330 cleavage, the resulting caspase-
9 was still efficiently bound and inhibited by XIAP!233,

In this study, we uncovered the molecular mechanism for the spe-
cific recognition of Dronc by the Drosophila DIAP1. This mechanism
is supported by a combination of biochemical, developmental and
structural data. The structural finding revealed a novel mechanism by
which the pro-apoptotic RHG proteins antagonize DIAP1-mediated
suppression of Dronc. The rigid surface pocket on the BIR2 domain of
DIAP1 serves at least two purposes, to accommodate the Dronc pep-
tide so as to inhibit apoptosis under non-apoptotic conditions, and to
accommodate the N-terminal peptides from the pro-death proteins
Reaper, Hid, Grim, Sickle and Jafrac2 during apoptosis to facilitate cell
death (Fig. 6).

Although the general paradigm of apoptosis is conserved from
mammals to flies, the mechanism of regulation seems to be highly
divergent. For example, the binding of caspase-9 by XIAP results in its
inhibition. Yet DIAP1-mediated binding of Dronc does not affect its
catalytic activity (N.Y. and Y.S., unpublished data). Rather, the only
DIAPI-dependent negative regulation of Dronc known so far is its
ubiquitination and subsequent degradation. The RHG proteins use
their N termini to counter DIAP1-mediated negative regulation of
Dronc. Compared with the mammalian paradigm, the Drosophila
cases are particularly notable as the internal peptide of Dronc does not
resemble the canonical IAP-binding motif3*3! yet binds to the same
surface pocket of DIAP1 (Fig. 4). This notable physical interaction is
essential to the function of DIAP1 as well as those of the pro-apoptosis
proteins Reaper, Hid, Grim and Sickle. Binding of DIAP1 by a peptide
in Dronc that is unrelated to the documented IAP-binding motif indi-
cates that other classes of IAP-binding motifs have a physiologically
critical role in mediating or antagonizing IAP function and this para-
digm may apply to other species.

NOVEMBER 2003 NATURE STRUCTURAL BIOLOGY



@ © 2003 Nature Publishing Group http://www.nature.com/naturestructuralbiology

Table 1 Data collection and refinement

Data collection

Beamline CHESS-A1
Space group P6sg
Resolution (A) 99.0-2.1
Total observations 582,663
Unique observations 94,061
Data coverage (%)?2 94.2 (82)

Rsyma,b 0.057 (0.173)
Refinement .
Resolution range (A) 20.0-2.1
Number of reflections (IF1 > 0) 93,347
Data coverage (%)2 93.0 (80)
RyorkE 0.199
Riree® 0.246
Number of atoms 9,167
Number of waters 557
R.m.s. deviationsd
Bond length (A) 0.009
Bond angle (°) 1.531

2Values in parentheses are for the highest-resolution shell. bRsym =252 Iy = Ip |/ ZpZi1p
where I, is the mean intensity of the i/ observations of symmetry-related reflections of h. °R =
3| Fo— Fc |/ ZF,, where Fy = Fp, and F_ is the calculated protein structure factor from the
atomic model (Rye, Was calculated with 5% of the reflections). 9R.m.s. deviations of bond
lengths and angles are the deviations from ideal values, and the r.m.s. deviation of B-factors
is calculated between bonded atoms.

METHODS

Protein and peptide preparation. All constructs were generated using a stan-
dard PCR-based cloning strategy, and the identities of individual clones were
verified through double-stranded plasmid sequencing. For interaction assays,
all of the proteins were overexpressed in Escherichia coli strain BL21(DE3)
either as GST-fusion proteins using pGEX-2T (Pharmacia), or as C-terminal
His,-tagged proteins using pET21b (Novagen). Proteins were purified to
homogeneity as described®. The ten-residue Reaper, Grim, Hid, Sickle and
Dronc peptides were chemically synthesized, purified by reverse phase HPLC,
lyophilized and resuspended in buffer. For crystallization, the homogeneous
DIAPI1-BIR2 domain was mixed with equimolar amount of Dronc peptide and
diluted to a final concentration of 10 mg ml™".

Crystallization and data collection. Crystals of DIAPI-BIR2 (residues
201-324) in complex with the Dronc peptide were obtained by hanging-drop
vapor diffusion by mixing the complex (10 mg ml~!) with an equal volume of
reservoir solution containing 100 mM sodium citrate, pH 5.8, 15% (w/v)
PEG4000 (w/v) and 120 mM ammonium sulfate. Crystals, with a typical
dimension of 0.05 x 0.05 x 0.08 mm?, are in the space group P65 and contain
ten complexes in each asymmetric unit. The unit cell dimensions are a = b =
128.9 A, and ¢ = 183.7 A. Macroseeding yielded crystals with a maximum size of
0.2 x 0.2 x 0.4 mm? over a period of 6-7 d. Crystals were equilibrated in a
cryoprotectant buffer containing well buffer plus 20% (v/v) glycerol, and were
flash frozen in a —170 °C nitrogen stream. The native data were collected at the
CHESS beamline Al (Ithaca, New York, USA). Data were processed using
DENZO and SCALEPACK™,

Structure determination. The structure was determined by molecular
replacement, using AMoRe*. The atomic model was built using 0% and
refined using CNS*”. The electron density for the bound peptide fragments
became unambiguous after preliminary refinement. The final refined atomic
model contains residues 216-309 of DIAP1 and residues 115-122 of Dronc
at a resolution of 2.1 A. The N-terminal 15 residues and the C-terminal
15 residues in DIAP1-BIR2 have no electron density in the maps, and we
presume that these regions are disordered in the crystals.

Gel filtration assay. Individual recombinant proteins were purified to more
than 95% homogeneity and incubated in assay buffer (25 mM Tris, pH 8.0,
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150 mM NaCl and 2 mM DTT). The protein mixture (0.5 ml) was subjected
to gel filtration analysis (Superdex 200, Amersham-Pharmacia) for each run.
Samples taken from relevant fractions were visualized by SDS-PAGE with
Coomassie blue staining. For an estimate of the binding affinity between
Dronc (residues 1-136) and DIAP1 (residues 201-324), 200 pl of Dronc
(4 uM) and 200 pl of DIAP1 (4 UM) were incubated at 4 °C for 30 min before
the mixture was subjected to gel filtration analysis. The fractions of free and
bound proteins, visualized by SDS-PAGE and quantified by densitometry,
were used to estimate the dissociation constant.

GST-mediated pull-down assay. Approximately 0.4 mg of a recombinant
DIAP1 (or Dronc) variant was bound to 200 pl of glutathione resin as a
GST-fusion protein. The resin was washed with 400 pl buffer four times to
remove excess unbound protein or other contaminants. Then 600 pg of the
Dronc (or DIAP1) protein was allowed to flow through the resin. After
extensive washing with an assay buffer containing 25 mM Tris, pH 8.0,
150 mM NaCl, and 2 mM DTT, GST-DIAP1 was eluted with 5 mM reduced
glutathione and all fractions were visualized by SDS-PAGE with Coomassie
blue staining.

In vitro ubiquitination assay. Reactions were carried out at 37 °C. Appro-
ximately 20-100 ng of El (ubiquitin activating enzyme), 0.5-2 pg of E2
(UbcH5, ubiquitin conjugating enzyme), 2 Hg of ubiquitin (SIGMA) and
1-5 pg of recombinant DIAP1 or its fragments and 5 g substrate Dronc pro-
teins were incubated in assay buffer (25 mM Tris, pH 7.5, 5 mM MgCl,, 2 mM
ATP, 0.5 mM DTT, 0.05% (v/v) NP-40) for 30 min. Then the products were
applied to SDS-PAGE, transferred to nitrocellulose membrane and visualized
by western blot using a polyclonal antibody raised against a Dronc peptide
(residues 325-351). To eliminate background Dronc ubiquitination that is
independent of DIAP1-Dronc interactions (in Fig. 5b), we titrated the amount
of E3 (DIAP1) in these reactions. DIAP1 (<20 ng) was found to give rise to an
undetectable level of background ubiquitination.

Drosophila genetics and immunocytochemistry. GMR-Dronc-WT and GMR-
DIAP1 have been previously described’®3°. GMR-Dronc-F118E flies were gen-
erated by introducing Dronc-F118E into the GMR P-element vector and then
introducing this construct into the Drosophila germline using standard tech-
niques. Multiple lines were generated. These lines consistently had retinal
degeneration phenotypes stronger than those of GMR-Dronc-WT flies. Anti-
Dronc staining was carried out on third instar eye discs from flies of various
genotypes essentially as described?. Rabbit anti-Dronc was used at a dilution
of 1:5,000.

Coordinates. The atomic coordinates have been deposited in the Protein Data
Bank (accession code 1Q4Q).
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