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Abstract: Autophagy is a pleiotropic and evolutionarily conserved process in eukaryotes that encom-
passes different types of mechanisms by which cells deliver cytoplasmic constituents to the lysosome
for degradation. Interestingly, in mammals, two different and specialized autophagic pathways,
(i) the chaperone-mediated autophagy (CMA) and (ii) the endosomal microautophagy (eMI), both
rely on the use of the same cytosolic chaperone HSPA8 (also known as HSC70) for targeting specific
substrates to the lysosome. However, this is not true for all organisms, and differences exist between
species with respect to the coexistence of these two autophagic routes. In this paper, we present an
in-depth analysis of the evolutionary history of the main components of CMA and eMI and discuss
how the observed discrepancies between species may contribute to improving our knowledge of
these two functions and their interplays.

Keywords: chaperone-mediated autophagy; CMA; LAMP2A; HSC70; KFERQ; endosomal microau-
tophagy; eMI; evolution

1. Introduction

In the late 80s, Fred J Dice’s work was pioneered when it first described a lysosomal
pathway selectively degrading soluble proteins [1]. At that time, selectivity in lysoso-
mal degradation had not yet been established or even considered. This notion has since
gained ground, and the mechanism that Fred J Dice discovered is nowadays known as
chaperone-mediated autophagy (CMA, Figure 1). In detail, during this process, cytosolic
proteins containing a pentapeptide sequence sharing biochemical similarity to KFERQ
(lysine-phenylalanine-glutamate-arginine-glutamine) are first recognized by the heat-shock
protein family A [Hsp70] member 8 (HSPA8/HSC70) and co-chaperones (including Hsp90,
Hsp40, the Hsp70-Hsp90 organizing protein (Hop), the Hsp70-interacting protein (Hip),
and the Bcl2-associated athanogene 1 protein (BAG-1)) [2,3]. The substrate-chaperone(s)
complex then docks at the lysosomal membrane through a specific binding to the cytosolic
tail of the lysosomal-associated membrane protein 2A (LAMP2A), which is considered
to be the rate-limiting and essential protein for CMA [4]. LAMP2A then organizes into
a multimeric complex that allows substrates to translocate across the lysosomal mem-
brane [5,6], where they are ultimately degraded by acid hydrolases. Beyond these primary
modalities, in recent years, many research efforts have been carried out to decipher the ins
and outs of how the pleiotropic physiological function(s) of CMA exert and are regulated to
obtain specificity [7]. Hence, recent findings emphasized the fundamental role(s) of CMA
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in regulating numerous cellular functions, including cellular energetics, transcriptional
programs, cell death, cell survival mechanisms, and even DNA repair, whose main players
harbor one or more KFERQ domains.
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substrate-chaperone complex is transported to late endosomes/multivesicular bodies (LE/MVB) by 
direct binding of HSC70 to phosphatidylserine residues on the LE/MVB membrane. Members of the 
ESCRT machinery (including VPS4 and TSG101) will then mediate the internalization of the sub-
strate into intraluminal vesicles. eMI substrates may then be degraded within the LE/MVB itself or 
upon their fusion with a lysosome. Alternatively, eMI could mediate extracellular protein releases 
due to the ability of LE/MVB to fuse with the plasma membrane (green dashed arrow). 

Very recently, along with the emergence of new concepts in the field of autophagy, 
Sahu et al. evidenced that KFERQ domain-containing proteins can additionally be sub-
jected to parallel degradation in late endosomes/multivesicular bodies (LE/MVB) through 
a pathway referred to as endosomal microautophagy (eMI) [8]. This alternative process 
contributes to the in bulk degradation of cytosolic proteins trapped in vesicles forming at 
the LE membrane. Interestingly, some proteins bearing a KFERQ domain can also be se-
lectively recognized and degraded by eMI through a LAMP2A-independent mechanism 
but are in need of the “Endosomal Sorting Complex Required for Transport” (ESCRT) 
machinery (Figure 1) [9]. 

Briefly, after being recognized by HSC70 (a common step between CMA and eMI), 
the substrates targeted by eMI are then transported to the LE/MVB after the direct binding 
of HSC70 to phosphatidylserine residues on the LE/MVB membrane [10]. Members of the 

Figure 1. Chaperone-mediated autophagy (CMA) and endosomal microautophagy (eMI) as described
in mammals. The first step (dark arrows) of recognition of the KFERQ motif-containing proteins
by HSC70 and its co-chaperones is shared by both pathways. During CMA (orange arrows), the
substrate-chaperone complex is then directed to the lysosomal membrane through specific binding
to the cytosolic tail of the lysosomal-associated membrane protein 2A (LAMP2A). LAMP2A then
organizes into a multimeric complex that allows substrates to translocate across the lysosomal
membrane and reach the lumen for degradation by lysosomal hydrolases. During eMI (blue arrows),
the substrate-chaperone complex is transported to late endosomes/multivesicular bodies (LE/MVB)
by direct binding of HSC70 to phosphatidylserine residues on the LE/MVB membrane. Members
of the ESCRT machinery (including VPS4 and TSG101) will then mediate the internalization of the
substrate into intraluminal vesicles. eMI substrates may then be degraded within the LE/MVB itself
or upon their fusion with a lysosome. Alternatively, eMI could mediate extracellular protein releases
due to the ability of LE/MVB to fuse with the plasma membrane (green dashed arrow).

Very recently, along with the emergence of new concepts in the field of autophagy,
Sahu et al. evidenced that KFERQ domain-containing proteins can additionally be subjected
to parallel degradation in late endosomes/multivesicular bodies (LE/MVB) through a
pathway referred to as endosomal microautophagy (eMI) [8]. This alternative process
contributes to the in bulk degradation of cytosolic proteins trapped in vesicles forming
at the LE membrane. Interestingly, some proteins bearing a KFERQ domain can also be
selectively recognized and degraded by eMI through a LAMP2A-independent mechanism
but are in need of the “Endosomal Sorting Complex Required for Transport” (ESCRT)
machinery (Figure 1) [9].

Briefly, after being recognized by HSC70 (a common step between CMA and eMI), the
substrates targeted by eMI are then transported to the LE/MVB after the direct binding
of HSC70 to phosphatidylserine residues on the LE/MVB membrane [10]. Members of
the ESCRT machinery, including VPS4 and TSG101, then gather around this area and
form a membrane invagination internalizing the substrate into intraluminal vesicles [8].
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eMI substrates might then be degraded either within the LE/MVB itself (i.e., Tau [11])
or upon subsequent fusion with a lysosome [8,11]. Alternatively, eMI could also act as a
gateway for extracellular protein release due to the ability of LE/MVB to fuse with the
plasma membrane and release their luminal content (exosomes) [12]. However, in this
latter case, the fate of the cargo is different. Thus, it has been proposed to use the term
eMI only for cytosolic proteins loaded in the LE/MVB that undergo degradation in this
compartment or during lysosomal fusion and not for those targeted for extracellular release
by exocytosis [9]. The characterization of the eMI now raises several questions about the
relationship and interplay between CMA and eMI. In particular, the mechanisms underly-
ing the routing of KFERQ-containing substrates to one or the other of these degradation
pathways remain to be determined. The respective roles and functional complementari-
ties/overlapping/compensation of these pathways also need to be considered.

Notwithstanding, to date, the co-existence of these two autophagic pathways has only
been demonstrated in mammals, and factually, this scenario does not seem to apply to all
species. Indeed, the recent discovery that the LAMP2 gene (encoding LAMP2A) emerged
at the root of the vertebrate lineage [13] indicates that invertebrates are de facto unable
to perform any mammalian-type of CMA activity [7], or at least a LAMP2A-dependent
CMA process such as that recently described in fish [13]. As such, although flies (Drosophila
melanogaster) appear to be a CMA-incompetent species, they nevertheless perfectly cope
with eMI only [14], meaning that eMI could fulfill all the functions shared with CMA in
mammals. Interestingly, in fission yeast (S. pombe), Liu et al. reported the existence of
an ESCRT-dependent eMI-like process that relies on the NBR1 protein (which shares a
partial homology with the mammalian macroautophagy receptor NBR1) to deliver two
hydrolytic enzymes (LAP2 and APE2) from the cytosol to the vacuole [15]. However,
unlike the eMI process described in mammals and D. melanogaster, the yeast alternative,
termed NBR1-mediated vacuolar targeting (NVT), singularly relies on the ubiquitination
of NBR1 and/or its associated proteins and not on HSC70, suggesting that NVT and
eMI are indeed two distinct mechanisms. Considering this data, it is tempting to build
a scenario in which eMI and CMA would have appeared sequentially during the course
of evolution. The oldest eukaryotic lineages would be eMI- and CMA- incompetents,
invertebrates (ecdysozoans and lophotrochozoans) would barely perform eMI, and only
vertebrates would use both of the pathways, eMI and CMA. To go a step further, the
apparent sequence variability of LAMP2A in vertebrates (particularly in its cytosolic C-
terminal region that is involved in substrate-chaperone complex recognition) between
phylogenetically distant species [16] additionally addresses the possibility of a still ongoing
evolution of the mechanisms underlying CMA activity across vertebrates.

In the present review, we summarized the current understanding of the evolutionary
history of the main components necessary for CMA and eMI functions and discussed
how the observed disparities between species can improve our knowledge of these two
functions and their interplays from an evolutionary perspective.

2. The Essentials of eMI and CMA
2.1. The KFERQ Motif

A common and essential step between eMI and CMA is the recognition by HSC70 of
the KFERQ-like motif-containing proteins. The existence of either of these processes (eMI
or CMA) in a given species, therefore, requires the presence of proteins bearing this motif
or, at least, a sequence related to this motif, but how was this motif defined? Pioneering
studies performed by Fred J Dice using bovine pancreatic ribonuclease A (RNase A) initially
identified an 11-amino acid region within the protein, and later on, this motif was narrowed
down to the pentapeptide KFERQ, which is necessary and sufficient to target proteins for
lysosomal degradation [16]. However, the exact sequence, -KFERQ-, is only contained in
RNase A. Further studies conducted by the same team also demonstrated that the physical
properties of the residues constituting the motif, rather than the specific amino acids per se,
determine the ability of the chaperone HSC70 to bind this region [17]. Accordingly, these
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authors defined that a canonical KFERQ-like motif is always flanked by a glutamine (Q)
on either side and must contain (i) one or two of the positive residues K and R, (ii) one
or two of the hydrophobic residues F, L, I, or V, and (iii) one of the negatively-charged
residues E or D (Figure 2). Recently, other studies have demonstrated that KFERQ-like
motifs can be generated via post-translational modifications. Thus, phosphorylation or
acetylation of the amino acid residues along protein regions that do not originally display
the mentioned properties dramatically increases the repertory of putative HSC70 substrates
(Figure 2) [18–20].
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Figure 2. Building rules of canonical, phosphorylation-, and acetylation-generated KFERQ-like motifs
(adapted from [21]). The KFERQ-like motif may contain up to two hydrophobic residues (isoleucine
(I), phenylalanine (F), leucine (L), or valine (V)), up to two positive residues (arginine (R) or lysine
(K)), and a single negatively-charged residue (glutamate € or aspartate (D)) flanked at either the N- or
C-terminus of the pentapeptide by a single glutamine (Q) residue. KFERQ-like motifs can also be
generated via post-translational modifications, such as phosphorylation or acetylation of the amino
acid residues along protein regions that do not originally show the mentioned properties.

According to the above-described definition of the KFERQ-like motif, approximately
46% of proteins in human proteome contain at least one canonical motif, 20% contain no
canonical motif but a phosphorylation-generated one, and 9% contain only acetylation-
generated motifs [22]. Interestingly, the overall percentages of proteins bearing each of the
KFERQ-like-types motifs are similar between the proteome of Mus musculus (which is both
CMA- and eMI-competent), Drosophila melanogaster (which is eMI-competent but CMA-
incompetent), and Saccharomyces cerevisiae (unable to perform CMA and whose ability to
perform a “mammalian-type” eMI has not been demonstrated) [22]. These results suggest
that the emergence of the KFERQ-like motif most likely preceded the establishment of
the CMA function (and possibly that of eMI as well) and that the proportion of these
proteins in the proteome of a given species is thus not predictive of its ability to perform
any of these selective autophagy pathways. Nonetheless, a recent comparison of more than
500 orthologs of human proteins harboring a single canonical KFERQ motif in 50 different
species predicted to be either CMA-competent or -incompetent, revealed that about 45% of
the investigated proteins displayed a more preserved motif in “CMA-proficient” species
than in “CMA-deficient” ones [22]. This suggests a substantial degree of evolution of this
motif in different species. Whether the evolution of this region is dependent on their ability
to perform either eMI, CMA, or both remains to be further investigated.

2.2. HSC70

The chaperone HSC70, a member of the heat shock protein 70 family (HSP70), is mostly
constitutively expressed. It is involved in diverse cellular processes, including protein
folding and protein degradation. We do not intend here to give a detailed description of
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all the various functions fulfilled by this protein. It has already been well described in
excellent reviews that we encourage to consult [23–25]. Instead, we will rather discuss
the evolutionary history of this chaperone and draw up a scenario that highlights how
the two autophagic functions (eMI and CMA) might have specifically evolved, although
using/sharing an initial common component.

Proteins of the HSP70 family appeared very early during evolution and are found
in a wide range of living organisms, from archaea to mammals [26–28]. Interestingly,
significant differences in the number of genes belonging to this family are clearly visible
between species. Thus, a recent screen for the presence of HSP70 in 5551 representative
prokaryotic genomes revealed that the number of HSP70 genes in individual prokaryotic
genomes ranges from 0–23 (99.1% of the genomes contain at least one HSP70 gene) [29].
Similarly, it is well known that most eukaryotic cells also display several genes coding
for HSP70/HSC70 proteins. For example, the yeast Saccharomyces cerevisiae has more than
10 genes coding for proteins of this family [30], which have all been shown to present
both overlapping and divergent functions [31]. Furthermore, at least 12 genes encoding
14 proteins of the HSP70 family are found in the human genome [23]. Although all of
them display an overall high sequence identity (more than half share 80% of their amino
acid sequence), these proteins are nevertheless likely involved in distinct functions due to,
notably, specific spatio-temporal distributions [23].

Most of the HSP70 family members are cytosolic proteins. They have further been clas-
sified into either inducible HSP70s or constitutively expressed HSC70s, but until recently,
their evolutionary relationship remained elusive, mainly due to the lack of cross-phylum
comparisons. However, a recent in-depth phylogenetic study reviewing 125 complete
HSP70/HSC70s genes from a wide range of species across different phyla has clarified the
complex evolution of this gene family [32]. According to this study, HSP70 family members
associate with mitochondria and the endoplasmic reticulum form two monophyletic groups
(Figure 3). Members of the cytosolic HSP70 family form a third monophyletic group, which
also includes yeast cytosolic HSP70s (with both inducible and constitutive ssa1–4 genes).
Within metazoan cytosolic HSP70/HSC70s, two large lineages are distinct. These two
lineages most certainly formed before the separation of vertebrates and invertebrates. One
lineage includes a relatively limited number of genes from many invertebrate phyla, none
of which have been shown to be constitutively expressed. The second lineage contains
both inducible and constitutive genes from various phyla. This second lineage has further
diversified within some phyla (including at least Platyhelminthes, Rotifera, Nematoda, and
Chordata). In this regard, some genes from the second lineage have certainly either gained
or lost their stress-inducible response capacity (through convergent evolution), which
may explain the sporadic distribution of “HSP70” and “HSC70” in previous phylogenetic
analyses. However, due to the presence of inducible and constitutive HSP70 gene members
in many clades (including yeast), it is still difficult to predict the ancestral state.

Interestingly, an inter-clade comparison of the synonymous and nonsynonymous sub-
stitution rates revealed that all HSP70/HSC70 family members are under strong purifying
selection [32]. The presence of such a purifying selection was already reported for mam-
malian [33], nematode [34], molluscan [35], and protist [36] HSP70/HSC70 genes. That positive
selection would most likely operate to preserve functions performed by HSP70s, including heat
shock response, folding of newly synthesized proteins, protein transport, and autophagy.

Overall, this set of data supports an ancient origin of the chaperone HSC70, and its
relatively high sequence conservation between phyla suggests preserved functions during
the evolution. This being said, one might be tempted to speculate that the presence of both
KFERQ-containing proteins and orthologs of HSC70 in yeast (i.e., ssa1p) signs a hallmark
of an ancient origin of eMI and/or CMA. However, these two autophagic pathways also
rely on other factors, such as members of the ESCRT machinery (in the case of eMI) and
LAMP2A (in the case of CMA). Hence, a critical question is whether these factors also
appeared very early during evolution or whether eMI/CMA functions formed later on
from pre-existing and evolutionary conserved components.



Cells 2022, 11, 1945 6 of 17Cells 2022, 11, x FOR PEER REVIEW 6 of 18 
 

 

 
Figure 3. Proposed tree topology of HSP70/HSC70 family members in metazoans (adapted from Yu 
et al. [32]). Red and green circles show the nodes that give birth to Lineage A of invertebrate HSP70s 
(clade 1) and Lineage B of both vertebrate and invertebrate HSP70s and all HSC70 genes, respec-
tively. This second lineage has further diversified within diverse phyla: Platyhelminthes (clade 2), 
Rotifera (clade 3), Nematoda (clade 4), and Chordata (clade 5). Clades 1 to 6 include only cytosolic 
members of the HSP70 family. 

Interestingly, an inter-clade comparison of the synonymous and nonsynonymous 
substitution rates revealed that all HSP70/HSC70 family members are under strong puri-
fying selection [32]. The presence of such a purifying selection was already reported for 
mammalian [33], nematode [34], molluscan [35], and protist [36] HSP70/HSC70 genes. 
That positive selection would most likely operate to preserve functions performed by 
HSP70s, including heat shock response, folding of newly synthesized proteins, protein 
transport, and autophagy. 

Overall, this set of data supports an ancient origin of the chaperone HSC70, and its 
relatively high sequence conservation between phyla suggests preserved functions during 
the evolution. This being said, one might be tempted to speculate that the presence of both 
KFERQ-containing proteins and orthologs of HSC70 in yeast (i.e., ssa1p) signs a hallmark 
of an ancient origin of eMI and/or CMA. However, these two autophagic pathways also 
rely on other factors, such as members of the ESCRT machinery (in the case of eMI) and 
LAMP2A (in the case of CMA). Hence, a critical question is whether these factors also 
appeared very early during evolution or whether eMI/CMA functions formed later on 
from pre-existing and evolutionary conserved components. 

  

Figure 3. Proposed tree topology of HSP70/HSC70 family members in metazoans (adapted from Yu
et al. [32]). Red and green circles show the nodes that give birth to Lineage A of invertebrate HSP70s
(clade 1) and Lineage B of both vertebrate and invertebrate HSP70s and all HSC70 genes, respectively.
This second lineage has further diversified within diverse phyla: Platyhelminthes (clade 2), Rotifera
(clade 3), Nematoda (clade 4), and Chordata (clade 5). Clades 1 to 6 include only cytosolic members of
the HSP70 family.

3. Endosomal Microautophagy

After its initial description and characterization in mammals in the late 1980s [37,38],
most progress in the microautophagy area has been achieved by research made in yeast,
ranging from the microautophagy of peroxisomes [39,40], mitochondria [41], portions of
nuclei [42], lipid droplets [43], endoplasmic reticulum [44], certain cytosolic enzymes [15],
and vacuole membrane proteins [45]. Altogether, these findings provided evidence that
the microautophagy function emerged very early during the evolution and that it can
virtually target any cellular structure. However, the diversity of the mechanisms involved
in handling/processing these different cellular constituents has led many authors to won-
der about the relevance of gathering these distinct types of autophagy under the same
“microautophagy” process(es) (or at least terminology) [46].

The present review focused on a specific “subtype” of microautophagy that was first
characterized in murine dendritic cells [8]. This process, termed eMI, contributes to in
bulk degradation of proteins present in the cytosol and that are embedded in vesicles
formed from the LE membrane. However, some cytosolic proteins can also be selectively
degraded by eMI after HSC70 recognizes their KFERQ motifs and binds to endosomes
via phosphatidylserine [8]. Members of the ESCRT machinery (including at least VPS4
and TSG101) then induce membrane invagination and subsequent internalization of the
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substrates into intraluminal vesicles [8]. Cargo degradation then occurs either in the
LE/MVB compartment or after the fusion of LE/MVB with lysosomes.

More recently, the existence of a similar eMI process was described in the fat body
of flies [14]. Akin to mammals, components of the ESCRT machinery have been proven
to be necessary for eMI in Drosophila. However, in contrast to mammals, eMI in flies
involves additional autophagy-related genes (such as ATG1 and ATG13) and is induced
after fasting [14]. Of note, genotoxic and oxidative stresses have also been shown to up-
regulate eMI in Drosophila [47]; although in these cases, the dependence on HSC70 is only
partial, pointing out the importance of carefully discriminating between HSC70-dependent
and HSC70-independent types of eMI.

Although an HSC70-dependent type of eMI has attracted much attention after it was
just discovered, very few data are actually available regarding its regulation and functional
implications compared to other forms of autophagy. To our knowledge, this particular
mechanism has only been documented in mice [8] and Drosophila [14,48]. It is still unclear
whether this singular autophagic pathway exists in other living organisms. Interestingly,
extensive comparative genomic and phylogenetic studies have demonstrated that ESCRT
genes are conserved throughout the eukaryotic lineage [49], as well as in Archaea with
respect to some genes [50,51]. That broad distribution in eukaryotes (and some Archaea)
supports the early evolutionary origin of the ESCRT machinery and by inference, possibly,
of an eMI-like pathway similar to the one described in mice and Drosophila. In this context,
Liu et al. reported the existence of an ESCRT-dependent eMI-like process relying on the
NBR1 protein in fission yeast (S. pombe) [15]. However, while this pathway has been proven
to be dependent on the ubiquitination of NBR1 and/or its associated proteins, it does not
involve HSC70.

4. Chaperone-Mediated Autophagy

CMA activity is tightly correlated with (i) the amount of LAMP2A at the lysosomal
membrane [52] and (ii) the assembly/disassembly efficiency of LAMP2A complexes in this
compartment [5]. As such, analyzing either the presence/absence of the gene coding for
that protein, or the variability observed within the different functional protein domains
between phylogenetically distant species, would certainly help decipher the evolutionary
history of this function.

4.1. Origin and Evolution of LAMP2

LAMP2A originates from the alternative splicing of the LAMP2 gene, which also
generates two other different splice variants, LAMP2B and LAMP2C. While these three
splice variants all share a common luminal domain, they also display different and specific
cytosolic and transmembrane™ regions (Figure 4A) [53,54]. In contrast to LAMP2A, neither
LAMP2B nor LAMP2C has been shown to be involved in CMA. Instead, LAMP2B is
involved in macroautophagy [55,56] and the LAMP2C in the uptake and degradation of
DNA and RNA molecules by lysosomes [57,58].

Recently, Lescat et al. provided a comprehensive picture of the evolutionary history
of the LAMP2 gene in vertebrates. They demonstrated that LAMP2 appeared after the
second round of whole-genome duplication (WGD) at the root of the vertebrate lineage,
~500 Ma [13]. More precisely, phylogenetic analyses and synteny conservation data strongly
suggest that a single copy of LAMP was already present in the common vertebrate ancestor,
and that the two successive WGDs that occurred at the root of the vertebrate lineages [59]
engendered LAMP1/2 and LAMP3/4 (from WGD1), and then LAMP1, LAMP2, LAMP3,
and LAMP4 (from WGD2) that are common to all vertebrates (Figure 4B). Hence, data
support the idea that invertebrates would not factually be able to perform CMA, or at
least a LAMP2A-dependent CMA process similar to the one described in mammals [7] and
fish [13].



Cells 2022, 11, 1945 8 of 17

Cells 2022, 11, x FOR PEER REVIEW 8 of 18 
 

 

4.1. Origin and Evolution of LAMP2 
LAMP2A originates from the alternative splicing of the LAMP2 gene, which also gen-

erates two other different splice variants, LAMP2B and LAMP2C. While these three splice 
variants all share a common luminal domain, they also display different and specific cy-
tosolic and transmembrane ™ regions (Figure 4A) [53,54]. In contrast to LAMP2A, neither 
LAMP2B nor LAMP2C has been shown to be involved in CMA. Instead, LAMP2B is in-
volved in macroautophagy [55,56] and the LAMP2C in the uptake and degradation of 
DNA and RNA molecules by lysosomes [57,58]. 

 
Figure 4. (A) Gene organization of the gene LAMP2 and protein structure of three splice variants 
displaying a common luminal domain (with two LAMP domains) but different transmembrane 
(TM) domain and cytosolic tail (CT). The boxed numbers denote exons. (B) Schematic scenario of 
the evolutionary history of lamp family genes. 

Recently, Lescat et al. provided a comprehensive picture of the evolutionary history 
of the LAMP2 gene in vertebrates. They demonstrated that LAMP2 appeared after the sec-
ond round of whole-genome duplication (WGD) at the root of the vertebrate lineage, ~ 
500 Ma [13]. More precisely, phylogenetic analyses and synteny conservation data 
strongly suggest that a single copy of LAMP was already present in the common verte-
brate ancestor, and that the two successive WGDs that occurred at the root of the verte-
brate lineages [59] engendered LAMP1/2 and LAMP3/4 (from WGD1), and then LAMP1, 
LAMP2, LAMP3, and LAMP4 (from WGD2) that are common to all vertebrates (Figure 
4B). Hence, data support the idea that invertebrates would not factually be able to perform 

Figure 4. (A) Gene organization of the gene LAMP2 and protein structure of three splice variants
displaying a common luminal domain (with two LAMP domains) but different transmembrane (TM)
domain and cytosolic tail (CT). The boxed numbers denote exons. (B) Schematic scenario of the
evolutionary history of lamp family genes.

It is also worth noting that, despite the significant genomic rearrangements that some
vertebrate lineages have experienced [60], the number of LAMP2 genes is constant across
vertebrate genomes. Indeed, the third WGD, which occurred 320–350 million years ago in
the teleost fish ancestor (namely, the teleost-specific round of WGD or TGD), theoretically
implies that two orthologs (co-orthologs) of each human LAMP gene would be expected in
teleost species, unless lost. Accordingly, both the European eel (Anguilla anguilla) and the
Asian bonytongue (Scleropages formosus), whose lineages diverged shortly after the TGD,
display two LAMP2 genes, with one paralog bearing the three alternative exons and the
other only the exons B and C [13] (Figure 5).
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Figure 5. Presence of the three alternative exons (B, A, and C) in the LAMP2 gene in four tetrapod
species—human (H. sapiens), mouse (M. musculus), chicken (G. gallus), and frog (X. tropicalis)—and
nine fish species—spotted gar (L. oculatus), European eel (A. anguilla), Asian bonytongue (S. formosus),
cave Mexican tetra (A. mexicanus), zebrafish (D. rerio), Northern pike (E. lucius), rainbow trout
(O. mykiss), Atlantic cod (G. morhua), and medaka (O. latipes). The phylogenetic tree is a representative
tree of life. The presence or absence of each alternative exon (B, A, and C) is represented by a
green check mark or a red cross mark, respectively. For each species, the location of the gene is
specified in the table. TGD, teleost-specific whole-genome duplication; SaGD, salmonid-specific
whole-genome duplication.

The absence of exon A in the second LAMP2 paralog of these two species, belonging to
different super-orders, could be due to either independent losses or the specific loss of this
exon in the common ancestor of teleost shortly after the TGD. However, this second LAMP2
gene, which likely results from the TGD, appears to have been lost in all other teleost species
investigated [13]. Accordingly, in cave Mexican tetra (Astyanax mexicanus), zebrafish (Danio
rerio), Northern pike (Esox lucius), Atlantic cod (Gadus morhua), and medaka (Oryzias latipes),
a unique LAMP2 is found with all three alternative exons (Figure 5). Interestingly, genome
analyses of various salmonid species have revealed the presence of two LAMP2 genes
bearing the three alternative exons A, B, and C, which likely originated from the fourth
round of WGD that occurred in the common ancestor of salmonids (SaGD) about 100 million
years ago. However, a re-analysis of the PhyloFish RNA-seq database—providing gene
expression data from 23 different ray-finned fish species [61]—confirmed the expression
of a single LAMP2A transcript in all considered salmonids [16]. This suggests that the
loss of expression of the second LAMP2A transcript is of a common origin, probably in
the ancestor of salmoniforms, shortly after the SaGD. Together, these data suggest that
evolution tends to promote the presence of a single LAMP2A protein. Indeed, duplication
of the LAMP2 genes following WGD appears to be systematically followed by the loss of
one duplicate, the loss of the A exon, or the lack of expression of one of the two copies (in
the case of the recent SaGD). This last point certainly deserves to be clarified in the future.

4.2. Structure Evolution of LAMP2A across Vertebrates

In mammals, the structure of the lysosomal membrane proteins belonging to the
LAMP family is now well documented [62–66]. These proteins consist of a large luminal
region at the N-terminus, a TM domain of about 20 amino acids, and a short Cytosolic
(C-terminal) Tail (CT) stretching from 10–12 amino acids (Figure 4A). In addition, these
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proteins possess a number of conserved motifs required for protein lysosomal targeting
and function (see [5,52,67,68] for details). Although the general architecture of this protein
is relatively well conserved among vertebrates, some differences are noticed within the
different functional domains of LAMP2A between phylogenetically distant species. Taking
advantage of that “evolution in motion” will certainly be of great value for identifying evo-
lutionarily conserved, or species-dependent, key residues necessary for further deciphering
the structure–function relationship of this protein.

4.2.1. The GYXXφ Motif

According to the literature, the C-terminal ends of LAMP proteins carry a recognition
signal for lysosomal targeting, which is characterized by the canonical GYXXφ motif
(where φ is a hydrophobic amino acid) [52]. In mammalian LAMP2A, φ is the hydrophobic
phenylalanine (F) residue, whose deletion has been shown to impair the proper addressing
of LAMP2A to the lysosomal membrane [52]. Further analysis of LAMP2A sequences
additionally revealed that this hydrophobic F residue is actually highly conserved in
vertebrates (Figure 6). Excepting the absence of that “F” in Xenopus tropicalis and Perca
fluviatilis, the only variations identified are the presence of one or two extra amino acids at
the C-terminus in some fish species belonging to ostariophysans (a superorder comprising
about 8000 species of bony fish, including catfishes, characins, electric knifefishes, and
the zebrafish). In addition, recent findings showing that extra amino acids (i.e., a triple
FLAG tag) at the C-terminus of LAMP2A do not impair neither its lysosomal addressing
nor its ability to properly target well-known CMA substrates (such as GAPDH) fused to
the HaloTag protein (GAPDH-HT) [62] indicate that these extra C-terminus residues are
undeniably not crucial for a proper CMA function.

It should also be noted that, while in the majority of the vertebrate species analyzed
the GY dipeptide is conserved when focusing on the cytosolic tail sequence of LAMP2A,
it is nevertheless not “retained” in some (e.g., in the common wombat (Vombatus ursinus),
the blind cave tetra (Astyanax mexicanus), the coelacanth (Latimeria chalumnae), the channel
catfish (Ictalurus punctatus), the European perch (Perca fluviatilis), and one of the two
LAMP2A found in the rainbow trout) (Figure 6). These data might suggest that LAMP2A
in these species is (possibly) not correctly targeted to the lysosomal membrane. However,
previous studies carried out on the LAMP1 protein (human and mouse), which also presents
the GY dipeptide, clearly demonstrated that only tyrosine (Y) is required for the localization
of the protein at the lysosomal membrane [67,68]. In contrast, while mutating the glycine
does not impair the correct addressing of LAMP1 to the lysosomal membrane [67], on the
other hand, it does affect its routing to the lysosomes [69,70].

Together, these data suggest that the LAMP2A proteins, as far as the large majority of
the vertebrates is concerned, do require the presence of the minimal YXXF motif in their
cytosolic tails to be correctly addressed to the lysosomal membrane.

4.2.2. Positively-Charged Amino Acids

Although the presence of the YXXF motif identified within the cytosolic tail of the
LAMP2A from most vertebrate species suggests that these proteins can, in theory, be prop-
erly delivered to the lysosomal membrane, the activity of this protein also relies on several
other motifs nested within the C-terminal region. In mammals, it is commonly accepted
that the presence of 3–4 positively charged residues within the cytosolic tail of LAMP2A is
necessary for the proper recognition and binding of the substrate/chaperone complex [52].
In that direction, isolated lysosomes containing a mutated version of LAMP2A for the four
positive residues displayed a lower binding ability against GAPDH when compared to
native LAMP2A residues [52].
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Very recently, using a site-specific photo-reactive crosslinking experiment, Ikami et al.
evidenced the direct interaction of the cytoplasmic tail of mouse LAMP2A together with
HSC70 [66]. More precisely, a UV-dependent crosslinking was observed at two positively
charged amino acids (K406 and R407 of mouse LAMP2A), which are located immediately
after the TM region (underlined residues for the mouse sequence in Figure 6). This finding
supports the conclusions drawn after monitoring by nuclear magnetic resonance (NMR)-
based chemical shift perturbation (CSP) assay of the interactions between human TM-
LAMP2A (369–410, consisting of the transmembrane domain and cytoplasmic tail) and the
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substrate-binding domain of HSC70 [64]. In the presence of the substrate-binding domain
of HSC70, residues K401 and H402 (corresponding to K406 and R407 in mouse LAMP2A,
respectively) showed significant CSPs, while those of the TM residues were essentially
unchanged [64]. Together, these findings support an intrinsic affinity of HSC70 for the
cytoplasmic tail of LAMP2A and an important role of the two positively charged residues
in this affinity. Of note, a similar pattern of CSPs was also observed when a CMA substrate,
RNase A, was added to TM-LAMP-2A [64], further emphasizing the role of these residues
in substrate affinity and specificity.

Interestingly, sequence analysis of vertebrates LAMP2A shows the presence (in the ma-
jority of the species considered) of at least three positively charged amino acids (including
the two amino acids corresponding to K406 and R407 in mouse LAMP2A) (Figure 6). These
results suggest that, in addition to bearing the lysosome membrane addressing motifs
discussed above (see Section 4.2.1), the analyzed LAMP2A from most of the vertebrates
also carry the motifs necessary for substrate recognition and binding.

4.2.3. Glycine Residues in the Transmembrane Region

The GAALAG motif, located at the TM region of LAMP2A (382–387 in H. sapiens), is
known to be involved in dimerization. More precisely, it is important for the oligomer-
ization of LAMP2A and, consequently, for the translocation of target proteins inside lyso-
somes [71]. Site-directed mutagenesis of the two glycine (G) residues to alanine (A) has
been shown to impair the oligomerization of LAMP2A and, by implication, substrates
translocation [5,64,71]. Recently, an in-depth analysis of the coding sequences of LAMP2A
from 45 mammalian species belonging to the nine major placental orders (Chiroptera, Car-
nivora, Perissodactyla, Artiodactyla, Soricomorfa, Erinaceomorpha, Primates, Lagomorpha, and
Rodentia) and three marsupials reported that these two glycines are indeed conserved across
mammals [72]. While few exceptions should be noticed in the star-nosed mole (C. cristata),
for which the second glycine is substituted by an isoleucine, in two megabats, P. alecto and
P. vampyrus, as well as in the Muridae family of rodents, M. musculus, M. pahari, R. norvegi-
cus, and M. caroli, species for which the motif is converted to GTALAG and GAALGG,
respectively, it is not clear whether these variations do significantly affect the dimerization
and function of LAMP2A. Nevertheless, the overall high preservation of the GAALAG
motif within the vertebrate clade would support purifying selection during evolution.

Two glycines are also found in the TM region of LAMP2A in three fish species analyzed
(spotted garfish, European eel, and arowana). However, one of these two glycines are
absent in all other fish considered in our analyses, supporting the existence of functional
variation of LAMP2As between species. Nevertheless, effects related to a single glycine
mutation have so far not been reported.

4.2.4. The LAMP Domains

In mammals, all LAMP2 proteins (B, A, and C) display two conserved domains—the
LAMP domains—being both located in the intra luminal compartment of the lysosomes
(Figure 4A). Data reporting on the possible role(s) of these two domains (N- and C- domains)
are sparse, but a recent study suggests that the N-domain may act as a negative regulator
of the (self)multimerization step between LAMP2 proteins [65]. Interestingly, sequence
analysis of the different LAMP2As retrieved from the above-mentioned [72] placental
mammals clearly indicates that the N-domain is less conserved compared to the second
luminal C-domain. The same holds when compared to the TM and CT regions. These
results suggest that a relaxation of the purifying selection may have occurred for this distal
luminal domain, allowing it to harbor functional diversity during mammalian evolution. In
this regard, it is noteworthy that, in fish species belonging to the Ostariophyses (including
zebrafish), this luminal N-domain displays major structural variations (Figure 7), further
supporting the possibility that it may play an important role accounting for the functional
variation of LAMP2A between vertebrates. However, further functional analyses will be
required to support this hypothesis.
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Figure 7. Structure prediction of Homo sapiens and Danio rerio LAMP2As showing the strong structural
divergence of the two proteins at the membrane-distal LAMP domain (Source: AlphaFold Protein
Structure Database [73,74]). Instead of a beta-sheet structure classically observed in most vertebrates,
the zebrafish N-domain exhibits a mucin-like structure. CT, cytoplasmic tail; TM, transmembrane
domain; LAMP C-domain, membrane-proximal LAMP domain; LAMP N-domain, membrane-distal
LAMP domain.

Overall, these data show that the sequences of LAMP2As from different vertebrates
contain the motifs necessary for (i) addressing the lysosomal membrane, (ii) recognizing the
substrates to be degraded, and (iii) acquiring the conformation necessary for translocation
across the lysosomal membrane. It thus suggests that most vertebrates may have a CMA
(or CMA-like) activity similar to that described in humans and mice (and recently in fish).
However, depending on the species considered, these motifs nevertheless harbor numerous
variations compared to the “canonical” human or mice LAMP2As. Which residues are
dispensable, required, or absolutely crucial for the proper functioning of LAMP2A remain
to be functionally tested.

5. Concluding Remarks and Pending Questions

In mammals, the coexistence of CMA and eMI, both of which rely on the recognition
of a KFERQ-like motif by the chaperone HSC70, raises many questions dealing with the
respective roles of these two pathways and their interplay [9]. However, this dichotomic
picture does not seem to apply to all species, and the presence of only one of both functions,
or even none of them, has already been reported in some organisms [22]. Such a diversity of
situations offers the opportunity to better appreciate the respective role(s) of each of these
functions independently and from a comparative/evolutionary point of view. However, it
also raises fundamental questions about the evolutionary history of these two functions:
when did they appear? How did they evolve? How did they conjointly evolve? Can they
functionally substitute each other?

Overall, the data we aggregated in the present review provide unequivocal evidence
that the LAMP2 gene appeared at the onset of vertebrate radiation [13], de facto indicating
that CMA (as currently described) is specific to this lineage. However, the existing sequence
variability within the different functional domains of LAMP2A between phylogenetically
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distant vertebrates may suggest that CMA function has evolved differently between species,
ultimately resulting in a variety of different cellular/physiological functions. In the future,
the study of the structure/function relationship of LAMP2A in diverse vertebrates will
certainly help decipher the functional importance of the several different domains of this
protein and, more generally, will provide new insights into the species-specificities of this
function in non-mammalian species.

The origin and the evolutionary trajectory of eMI are not that straightforward. Indeed,
although most of the core proteins/components of eMI (including the chaperone HSC70,
KFERQ-motif containing proteins, as well as major components of the ESCRT machinery)
are already present at the onset of eukaryotic evolution, functional validations of this
function (as currently defined) have only been provided for mice and Drosophila [8,14]. On
the other hand, the existence of an ESCRT-dependent eMI-like process has been reported
in fission yeast (S. pombe), arguing for a much more ancient origin of this process [15].
However, and unlike the eMI process described in mammals and Drosophila, the yeast
pathway does not rely on HSC70, suggesting that these should be considered as two
distinct mechanisms. Hence, the question of the origin and evolution of the eMI still
remains open and will certainly provide new exciting avenues for autophagy research in
the next coming years.
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