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The Atg8/LC3/GABARAP family of proteins, a group that has structural homology with ubiquitin, connects with a
large set of binding partners to function in macroautophagy (hereafter autophagy). This interaction occurs primarily via
a conserved motif termed the LC3-interacting region (LIR), or the Atg8-interacting motif (AIM). The consensus sequence
for this motif, [W/F/Y]xx[L/I/V], can be found in many proteins, but only some of them are physiological partners
containing a functional LIR/AIM. Because the structure of many full-length partners has not been, or cannot be, solved,
the structural context of the LIR/AIM within the native protein conformation is not obvious. Here we suggest that the
functional LIR/AIM is a short linear motif (SLiM) protein-binding module, arising from an intrinsically disordered region.
This finding enables the rapid elimination of some false Atg8/LC3/GABARAP-binding proteins, and connects the
exponentially growing knowledge on disordered SLiMs with autophagy.

Introduction

Both specific and nonspecific types of autophagy rely on the
sequestration of cargo within the double-membrane phagophore,
which subsequently matures into an autophagosome. This pro-
cess is mediated by cargo receptors that interact with the Atg8/
LC3/GABARAP family of proteins and thereby link the cargo
with the autophagy machinery.1 The cargo receptors mediate this
specific interaction via the LC3-interacting region, a term typi-
cally used to refer to the sequence in higher eukaryotes, or an
Atg8-interacting motif, which is the term used in yeast. The LIR/
AIM has the consensus sequence [W/F/Y]xx[L/I/V], where “x”
stands for any amino acid, and is often flanked by diverse sequen-
ces containing Ser, Thr and/or the negatively charged residues
Glu and/or Asp.2-4 This consensus sequence is also utilized by
some autophagy proteins that are not autophagy receptors (e.g.,
Atg1, Atg3, ULK1), but function in autophagy via interaction
with the Atg8/LC3/GABARAP family. The known exceptions
from the consensus sequence are the CALCOCO2/NDP52 and
TAX1BP1 proteins that have the atypical LIR motif sequence
LVV,3 and Atg7 with Phe, Ile and Ala in an atypical AIM-like
sequence spanning 12 amino acids.5

The general mechanism of binding via the LIR/AIM motif
is that an aromatic residue (W/Y/F) and a hydrophobic residue
(L/I/V) bind in 2 hydrophobic pockets formed by the

ubiquitin-like fold of the Atg8/LC3/GABARAP proteins.
Thus, the LIR/AIM motif ensures the specificity of the inter-
action between Atg8/LC3/GABAPAP and their physiological
binding partners. The consensus sequence [W/F/Y]xx[L/I/V]
can be found in many proteins, even in those that do not
interact with the Atg8/LC3/GABARAP family in the cell. For
example, in the yeast Saccharomyces cerevisiae, Atg2 has 22
putative AIM motifs predicted by the ELM algorithm (http://
elm.eu.org),6 and Atg5, Atg31 and Atg20 have 6, 2, and 5
putative AIM motifs, respectively. Therefore, a simple match
of the [W/F/Y]xx[L/I/V] pattern in the protein sequence by
the ELM algorithm does not necessarily indicate the presence
of a functional LIR/AIM motif; although the ELM algorithm
deserves credit for the incorporation of filters that include
taxonomy, cellular compartment, evolutionary conservation
and structural features, the latter filters out SMART/PFAM
globular domains. This leads to the question of whether the
functional LIR/AIM motif has a certain structural association
in the native conformation of the physiological binding part-
ner, and can thereby be identified using an additional crite-
rion. The structural context of the functional LIR/AIM is
often hidden in the unsolved structure of the full-length pro-
tein. Analysis presented in this work reveals a structural feature
common to all peptides that bear a functional LIR/AIM motif,
and we discuss useful aspects of this finding.
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Results and Discussion

The significance of the interaction between the Atg8/LC3/
GABARAP family proteins and their physiological binding part-
ners in autophagy has encouraged a number of studies to solve
the crystal structure of the corresponding complexes. The struc-
tures where Atg19 and Atg32 interact with Atg8 show that the

AIM motif of the receptor provides a b strand and forms an
intermolecular b sheet with the b2 sheet of Atg8 (Fig. 1). In
comparison, the structure of the Atg3–Atg8 complex from Plas-
modium falciparum reveals that the Atg3-AIM binds to Atg8 in
an isolated b-bridge (single pair b sheet hydrogen bond forma-
tion) conformation (Fig. 1). Analysis of the order/disorder pro-
pensity of amino acid sequences corresponding to these 3 Atg8-

binding partners by the PONDR-FIT
algorithm7,8 shows a high flexibility of
the AIM-bearing peptides. This indi-
cates that the AIM along with its flank-
ing sequence in each of these Atg8-
binding proteins is located within an
intrinsically disordered protein region
(IDPR) (Fig. 1, right column) that
exhibits a characteristic PONDR-FIT
profile where stretches of 30 or more
amino acid residues have high scores
(near or above 0.5). Along these lines,
it is important to note that a PONDR-
FIT score of a particular amino acid
residue needs to be evaluated in the
context of its surrounding sequence.
This means that a lower-score residue
flanking or in a high-score region is still
part of an IDPR, and, vice versa, a resi-
due with a score near 0.5 in a low-score
region is part of a folded domain. To
facilitate the interpretation of the
PONDR-FIT results, we present a
schematic representation using dark-
gray round rectangles and bold lines
above each profile.

Consistent with the finding for the
AIM motif (Fig. 1), the AIM-like motif
at the Atg7 C terminus, which is
required for interaction with, and acti-
vation of, Atg85 is also located within
the primary intrinsically disordered
region (Fig. 1). In this case, Phe619
and Ile629 in Atg7, which bind in the
W and L pockets of Atg8, map onto
the sequence spanning more than 10
residues. This sequence does not form
an intermolecular b sheet that is seen
in a true AIM, but stays in an extended
conformation (Fig. 1).

In contrast to Atg3, Atg7, Atg19,
and Atg32, there are proteins in the
autophagy core machinery that have a
structure and/or autophagy function
irreconcilable with Atg8 interaction,
and that contain false AIM motifs pre-
dicted by the ELM algorithm. To dem-
onstrate a few examples and to
illustrate how PONDR-FIT eliminates

Figure 1. Atg8 in a complex with its binding proteins (Atg19, Atg32, and Atg3) that contain an AIM
motif, and with Atg7, which contains an AIM-like motif. The left column shows the name of the com-
plex, the organism in parentheses, and the Protein Data Bank identification (PDB ID) number. The mid-
dle column shows 3D structures, where the Atg8 ribbon structure is depicted in red and the peptide
containing the AIM or AIM-like motif in the binding partner is in purple. The right column shows the
PONDR-FIT score of the corresponding full-length partner protein. The schematic representation of
each PONDR-FIT profile is shown in dark gray above the graph; structurally stable domains are repre-
sented by round rectangles and IDPRs by bold lines. The AIM/AIM-like motif (marked in bold) along
with its flanking sequence is highlighted in black boxes at the corresponding position in the amino
acid sequence.

2154 Volume 11 Issue 12Autophagy



false putative AIM motifs, we show the PONDR-FIT results for
Atg12, Atg17 and Atg27 along with the crystal structures of
Atg12 and Atg17 (Fig. 2). Atg12, a component of the Atg12–
Atg5-Atg16 complex, has 2 false AIM motifs in the a helix and
b sheet of the ubiquitin-like folded domain. These 2 motifs have
a very low PONDR-FIT score. Atg17, the scaffold protein in the
Atg17-Atg31-Atg29 trimer involved in autophagy initiation,
from S. cerevisiae carries 4 false
AIM motifs. The first 3 of these
motifs have homologs in L. ther-
motolerans that are located in
a helical rods of the structured
crescent. Again, all 4 motifs in S.
cerevisiae Atg17 have a very low
PONDR-FIT score. Finally,
Atg27, the integral membrane
protein required for the move-
ment of Atg9 to the phagophore
assembly site, has a single false
AIM motif, with a low PONDR-
FIT score, located in the struc-
turedN-terminal domain.

To probe the native confor-
mation of the LIR motif, we
analyzed the amino acid sequen-
ces of the LIR-containing pro-
teins that have been crystalized
in a complex with LC3 or
GABARAP. The result is very
similar to that observed for the
AIM; the LIR motif maps onto
a protein domain with a high
PONDR-FIT score, which cor-
responds to an IDPR that forms
an intermolecular b sheet upon
interaction with LC3 or
GABARAP (Fig. 3). For human
CALR (calreticulin), the crystal
structure of the individual pro-
tein (PDB ID:3POW) confirms
the position of 3 LIR-motif resi-
dues (Trp200, Asp201 and
Phe202) in a disordered region.
Leu203 is missing in this struc-
ture along with the downstream
IDPR consisting of 100 residues
(Fig. S1, dashed line). This
would indicate that the LIR/
AIM-bearing peptides localize to
IDPRs. In most cases, these flex-
ible regions undergo disorder-
to-order transition into a b
sheet, which is induced by inter-
action with Atg8/LC3/
GABARAP. To further verify
this finding, we tested the

sequences of other Atg8/LC3/GABARAP-binding proteins3,9

that were not crystalized in a complex with their ubiquitin-like
partner, but for which the amino acid sequences are available in
the UniProt database (http://www.uniprot.org/uniprot). The
outcome was again the same, the LIR/AIM motif of Atg1, Atg3,
Atg30, ATG4B, TBC1D5, BNIP3, FUNDC1, TP53INP1,
STBD1, or RB1CC1/FIP200 overlaps with an IDPR detected

Figure 2. False putative AIM motifs in proteins (Atg12, Atg17, and Atg27) that are not Atg8-interacting part-
ners. The 3D structure (in green) of the ubiquitin-like domain in S. cerevisiae Atg12 and the L. thermotolerans
Atg17 crescent were obtained from the PDB database. The PONDR-FIT result for each protein containing the
false AIM motif(s) is shown in the right column. For other details, please refer to the Figure 1 legend.
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by a high PONDR-FIT score (Fig. 4). The results in Figures 1, 3
and 4 are in agreement with a recent review showing that the LIR
motif of human ULK1 (357FVMV) is located in its disordered
serine- and proline-rich domain, and the AIM motif of S. cerevi-
siae Atg34 and Atg36 is at the disordered C or N terminus,
respectively.10 Similarly, these results are also consistent with the
recently disclosed AIM motifs in S. cerevisiae Atg39 and Atg40,11

and the LIR motif in human JIP112 (Fig. S2). Taken together,
our analysis reveals that the native conformation of the LIR/AIM

motif in autophagy proteins is located
within an intrinsically disordered pro-
tein region.

The LIR/AIM is only 4 amino acids
and its associationwith an IDPR identifies
it as a structurally flexible protein interac-
tion module often known as a short linear
motif (SLiM). SLiMs are compact (3–10
contiguous amino acids) bindingmodules
of proteins associated with their flexible
domains. The majority of SLiMs is found
in IDPRs, but they can also be present in
flexible loops of globular domains. SLiMs
engage in specific, but transient interac-
tions. Because they regulate low-affinity
interactions due to their limited binding
surface, they function as rapid molecular
switches. SLiM function, evolution, regu-
lation, disease association, and therapeutic
potential are comprehensively summa-
rized in a recent review.13

Several additional lines of evidence
support the identification of a func-
tional LIR/AIM as a typical flexible
SLiM. The SLiM or its flanking
sequence is often posttranslationally
modified.14 Indeed, posttranslational
modification of the LIR/AIM motif or
its flanking sequence was reported for
several Atg8/LC3/GABARAP-binding
proteins. For example, phosphorylation
of BNIP3 on Ser17 and Ser24 flanking
the LIR motif directly promotes its
binding to LC3B and GABARAPL2.15

Phosphorylation of OPTN/optineurin
by TBK1 (TANK-binding kinase 1) on
Ser177, directly upstream of the LIR
motif, enhances its binding to LC3 and
thereby autophagy.16 Similarly, phos-
phorylation of Atg36 on Ser31 and
phosphorylation of Atg32 on Ser81,
Ser83 and Ser85 upstream of the AIM
motif facilitates their functional bind-
ing to Atg8.17 Conversely, phosphory-
lation of FUNDC1 negatively regulates
LIR binding; Tyr18 in the LIR motif is
phosphorylated by SRC kinase when

the interaction between FUNDC1 and LC3 needs to be inhib-
ited under physiological (nonhypoxia) conditions.18 Intrinsic dis-
order is in general important for protein phosphorylation,19

because it allows for easy access of a kinase to its substrate. Thus,
the LIR/AIM motif and its flanking sequence apparently take
advantage of the plasticity of the disordered region that harbors
them.

SLiMs have a specific amino acid composition, which deter-
mines their characteristics. For example, they are enriched in

Figure 3. LC3/GABARAP proteins in a complex with binding partners (NBR1, ATG13, OPTN/optineurin,
SQSTM1/p62, and CALR) that contain a LIR motif. For more details, please refer to the Figure 1 legend.
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certain hydrophobic (Tyr, Phe,
Trp, Leu) and charged (Asp, Arg)
residues.20 Indeed, these residues
form a significant portion of the
LIR/AIM motif consensus
sequence and its flanking
sequence (Figs. 1, 3, and 4).

Structural plasticity enables
SLiMs to precisely fit their bind-
ing partner, which is often
achieved by binding, coupled
with folding. SLiMs often
undergo a disorder-to-order tran-
sition and form a helices or b
sheets upon binding;13 a feature
similar to what was observed in
the solved 3D structures of LIR/
AIM-containing complexes
(Figs. 1 and 3).

SLiMs and the disordered
regions that surround themprimar-
ily bind onto the surface of globular
domains.13 The LIR/AIMbinds on
the surface of the ubiquitin-like
fold of Atg8/LC3/GABARAP.
Identification of the LIR/AIM as a
disordered SLiM explains how so
many diverse amino acid sequences
of various Atg8/LC3/GABARP-
binding partners can all accommo-
date 2 specific (aromatic and
hydrophobic) pockets on one glob-
ular surface. This type of interac-
tion is recognized as a many-to-one
binding scenario, where many
IDPRs interact with the same rigid
partner, but not at the same time.20

The LIR/AIM as a disordered
SLiM represents a fraction from
thousands of other experimentally
validated SLiMs.13 Another
autophagy-related example of this
binding mechanism is the well-
known SLiM in the binding part-
ners of YWHA/14-3-3 proteins.
The YWHA/14-3-3 proteins inter-
act with many different, mostly
phosphorylated, protein partners
that have diverse cellular functions.
An earlier report showed that
almost all YWHA/14-3-3 binding
sites are inside intrinsically disor-
dered regions.21 Recent autophagy
studies link the YWHA/14–3-3
proteins with the autophagy

Figure 4. PONDR-FIT profiles of autophagy proteins (Atg1, Atg3, Atg30, ATG4B, TBC1D5, BNIP3, FUNDC1,
TP53INP1, STBD1 and RB1CC1/FIP200) that contain an AIM/LIR motif. 3D structures are not available for these
complexes. For more details, please refer to the Figure 1 legend.
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machinery when they revealed that the YWHA/14-3-3 docking sites
are created by phosphorylation on Ser234 and Ser295 in human
BECN122 and on Ser761 near the C terminus of mammalian
ATG9.23 These docking sites are also associated with structurally
plastic protein domains (Fig. S3).10

The revelation that the native conformation of a functional
LIR/AIM motif in autophagy proteins is within an IDPR, and
hence outside of a stably folded protein domain, has useful conse-
quences. One such consequence is that it allows better identifica-
tion of the functional LIR/AIM motif, and filtering out of false
positive matches of the [W/F/Y]xx[L/I/V] pattern recognized by
the ELM algorithm. Complementation of the prediction of a
LIR/AIM (e.g., by the ELM algorithm) with a prediction of dis-
order (e.g., by PONDR-FIT) from protein amino acid sequence
analysis yields a method for rapid assessment of a protein’s puta-
tive ability to bind an Atg8/LC3/GABARAP protein. In particu-
lar, if this method maps a putative LIR/AIM motif onto an
IDPR detected by PONDR-FIT, then the motif is a promising
candidate suitable for further experimental validation. Con-
versely, a putative LIR/AIM mapped on a protein region with a
very low PONDR-FIT score for intrinsic disorder yields an
unlikely candidate for a functional motif, due to the rigid nature
of that region.

The method just described can provide fast preliminary
insight into the Atg8/LC3/GABARAP-binding ability of any
new autophagy protein that emerges from future studies. This
method represents an alternative to the iLIR web source24 that
attempts to incorporate a possible disorder of the LIR motif by
including the ANCHOR predictor.25,26 The important caveat
regarding iLIR is that ANCHOR is not a general disorder predic-
tion method. More importantly, ANCHOR is not designed to
find linear motifs; rather, ANCHOR finds disordered binding
regions, which are longer than short linear motifs and which
bind on the principle of gaining stabilizing energy via folding
upon binding to a globular protein. In contrast, short linear
motifs utilize per residue binding strength, and only approxi-
mately 60% of SLiMs increase affinity of binding by disorder-to-
order transition.13 To quote the authors who designed
ANCHOR: “. . .disordered binding sites and sequence specific
binding motifs capture different aspects of certain binding
regions.”25 As a consequence, ANCHOR in iLIR does not yield
a suitable output with respect to intrinsic disorder. Illustrative
examples are Atg32, for which iLIR predicts one of 3 extended
LIR motifs within a structured intermembrane space region
(which is obviously unlikely to bind cytosolic Atg8), or Atg20
that has a putative extended LIR in its globular PX domain that
binds phosphatidylinositol-3-phosphate. For Atg19, for example,
iLIR finds the experimentally verified functional AIM motif, but
generates a negative result from ANCHOR. This is correct with
respect to the ANCHOR algorithm in itself (as it is not designed
to find short linear motifs), but not with respect to iLIR that uses

ANCHOR to find functional LIR/AIM motifs that undergo dis-
order-to-order transition; Atg19 clearly does undergo this transi-
tion (Fig. 1; compare the IDPR in the PONDR-FIT result [right
column] with the intermolecular b sheet in the crystal structure
[the middle column]).

Another useful aspect of a functional LIR/AIM recognized as
an IDPR-based SLiM is that it connects the entire knowledge on
this type of structurally plastic binding modules with the field of
autophagy. SLiM-associated mutations are linked to various
human diseases.13 It is plausible that mutation in a LIR/AIM can
have a severe consequence when a specific cargo fails to connect
with the autophagy machinery. In analogy with currently known
therapeutics affecting SLiM-mediated interactions,13 therapeutics
(e.g., inhibitory peptides) that recognize and mimic the LIR/AIM
motif of a specific protein or modify its nearby phosphorylable
residue might become successful negative regulators of auto-
phagy, for example in cancer cells that utilize autophagy for their
own survival.27

Materials and Methods

Modeling
3D structures of autophagy proteins in a complex with Atg8/

LC3/GABARAP were created using DeepView/Swiss-
PDBViewer v. 4.0.4. available at http://www.expasy.org/spdbv/
.28 The published pdb files were downloaded from the PDB data-
base (http://www.rcsb.org/pdb).

Amino acid sequence analysis
Amino acid sequences of autophagy proteins were down-

loaded from the UniProt database (http://www.uniprot.org/uni-
prot). The disorder propensity of each sequence was determined
by the PONDR-FIT algorithm (http://www.disprot.org/pondr-
fit.php)8 available in the DisProt database (http://www.disprot.
org/index.php).7
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