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Decoding Skd3 (Human CLPB): a Mitochondrial Protein
Disaggregase Critical for Human Health

Ryan R. Cupo'™ " and James Shorter*!

Abstract: Protein folding is important for all life. Indeed,
protein misfolding can result in catastrophic protein aggrega-
tion and toxicity. The pathways involved in reversing protein
aggregation within human mitochondria had long been
unknown. We recently discovered that Skd3 (human CLPB) is
a potent mitochondrial protein disaggregase, which is
regulated by the rhomboid protease PARL, and maintains the

1. Introduction

Encoded within the primary sequence of all proteins are the
instructions to fold into an energetically favorable, functional
conformation termed the native state.!"’ Chaperones are needed
to guide proteins in the complex milieu of the cell to their
native fold and away from deleterious monomeric and multi-
meric conformations.” Upon catastrophic misfolding, protein
aggregation can occur and some aggregated conformers
(particularly, prions and amyloids) can self-template their
structure by recruiting and converting natively folded proteins
into the aggregated state.”®"! Often, protein aggregates are
more energetically favorable than the native state and
chaperones can have difficulty reversing protein
aggregation.” Some protein aggregates can be beneficial;*
however, many are toxic due to the loss of function of the
native protein, a gain of function of aggregated conformers, or
both.?*! To combat these issues, diverse protein-disaggregase
machineries exist in various cellular compartments, which
disassemble protein aggregates by extracting individual poly-
peptides and restoring them to soluble, native form and
function.”® Indeed, non-metazoan mitochondria contain the
AAA + (ATPases associated with various cellular activities)
protein disaggregase, Hsp78, within the mitochondrial matrix,
which dissolves and reactivates trapped in protein aggregates
(Figure 1)." However, metazoa lack Hsp78 and although
protein aggregates within mitochondria can be sequestered and
eliminated via selective mitophagy, no system for protein
disaggregation and reactivation within metazoan mitochondria
was known.”! Recently, we® and others™ discovered that
Skd3 (human CLPB) is a potent human mitochondrial protein
disaggregase (Figure 2). In this review, we will briefly discuss:
(1) the cellular function of Skd3, (2) the mechanism and
structure of Skd3, and (3) the relevance of Skd3 to human
health and disease.
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solubility of many important mitochondrial proteins. Skd3
variants underlie several debilitating human diseases, includ-
ing 3-methylglutaconic aciduria, severe congenital neutrope-
nia, and premature ovarian insufficiency. Here, we describe
advances in understanding Skd3 function, mechanism, and
structure and place these discoveries in the context of
physiology and disease.

2. Skd3 Function

Suppressor of potassium (K) transport defect 3 (Skd3; also
known as human CLPB) was the first human gene discovered
with homology to the ClpB/Hspl04 family of protein
disaggregases (Figure 1).' Although Skd3 appears to be
related to the ClpB/Hspl104 family of proteins, some have
suggested a closer relationship to the bacterial ClpC family.""
Skd3 is conserved in most, but not all metazoan lineages and
first appears in choanoflagellates, a group of free-living
unicellular and colonial flagellate protozoa considered to be
the closest extant relatives of metazoa.™ For example,
Monosiga brevicollis expresses Skd3, Hsp78, and Hsp104, but
upon the evolutionary transition to metazoa Hsp78 and
Hsp104 are lost, whereas Skd3 is retained, indicating a shift in
disaggregase biology in metazoa.™ While Hsp104 localizes to
the cytosol and Hsp78 localizes to the mitochondrial matrix,
intriguingly, Skd3 localizes to the mitochondrial intermem-
brane space (IMS),[6>10>11]

Skd3 is comprised of a N-terminal mitochondrial targeting
signal (MTS), a short 35 amino acid hydrophobic region, an
ankyrin repeat domain (ANK), a nucleotide-binding domain
(NBD), and a C-terminal domain (CTD) (Figure 1).[°>5
Although they are sometimes confused for each other within
the literature, Skd3 (human CLPB) differs appreciably from
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bacterial ClpB (Figure 1). Ankyrin repeats are a flexible
structural scaffold that can be readily adapted to specifically
bind to a variety of substrates and are often found in
association with cellular membranes.'"? No other protein is
known to contain both a series of ankyrin repeats and a NBD.
The Skd3 NBD is from the HCLR clade of the AAA + family
of proteins." All members of the HCLR clade of AAA+
proteins couple ATP hydrolysis to protein disaggregation or
unfolding."*! Despite the association with HCLR clade AAA +
proteins, the biochemical and cellular function of Skd3
remained unknown long after its initial discovery.!'"

Challenges with purification of recombinant Skd3 limited
the study of its biochemical activity.'¥ We discovered that
Skd3 has potent protein disaggregase activity in vitro against
diverse aggregated substrates.™ Additionally, another study
found that Skd3 had potent refoldase activity against mis-
folded substrates.”? It was discovered that the 35 amino acid
hydrophobic region in Skd3 is cleaved off by the rhomboid
protease, PARL, in human cells and mice; however, the
biochemical relevance of this cleavage was not known.!""! We
discovered that removal of the hydrophobic region of Skd3 by
PARL increased Skd3 disaggregase activity by greater than
10-fold without appreciably altering its ATPase activity (Fig-
ure 2).”! PARL-cleaved Skd3 was even potent enough to
dissolve disease-associated o-synuclein fibrils.™'®! These
findings indicated that the hydrophobic region of Skd3 acted
as an inhibitory peptide to limit Skd3 disaggregase activity.'®”
It is yet unclear how PARL cleavage of Skd3 is physiologi-
cally regulated and what factors enable or inhibit PARL-
mediated Skd3 cleavage and subsequent activation. For
example, it is possible that PARL cleavage of Skd3 increases
in response to stress. Alternatively, the inhibitory peptide may
limit Skd3 disaggregase activity until it is trafficked to the
mitochondria. These possibilities are not mutually exclusive.
Other post-translational modifications also likely impact Skd3
function; Skd3 is phosphorylated, acetylated, and potentially
ubiquitylated."”! The consequence of these modifications are
not yet understood.

We discovered that Skd3 maintains protein solubility
within the mitochondrial intermembrane space.’™ Indeed, in
the absence of Skd3, a large number of mitochondrial proteins
become aggregated and mitochondrial proteostasis is
perturbed.®®'®) However, thus far Skd3 has only been shown to
have chaperone activity in cells; to demonstrate bona fide
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disaggregase activity, careful experimental design is required.
The ANK is required for substrate interaction; therefore, it is
likely that the ANK is required for chaperone activity in
cells.l" Indeed, the point mutation Y272C in the ANK reduces
Skd3 substrate solubility.!"

A prominent protein that exhibits reduced solubility in the
absence of Skd3 is HAX1."™) HAXI is a highly intrinsically
disordered, antiapoptotic protein, which functions via an
interaction with HTRA2 and PARL.®*" Skd3 interacts with
HAX] [60100:1116.18-1921] ' The  ANK of Skd3 is required for
HAXI1 binding; the PEST domain and an adjacent stretch of
amino acids in HAX1 are required for binding to Skd3 in
cells."®™ Residue Y272 in Skd3 enables interaction with
HAX1 and residue L130 in HAXI1 enables interaction with
Skd3.I"** We demonstrated that Skd3 is required to maintain
HAXI solubility in cells (Figure 2).'! Indeed, HAX1 forms
high molecular weight complexes in the presence of mutant
Skd3.!'"! The functional consequence of HAXI1 aggregation
upon the loss of Skd3 function is not clear. Skd3 mutant cells
have increased apoptotic sensitivity, so it is possible that the
loss of HAX1 solubility drives increased apoptosis in Skd3
mutant cells.”'?? However, Skd3 also interacts with and
maintains the solubility of other proteins involved in apoptosis
such as PARL, OPA1l, HTRA2, and SMAC/DIABLO, which
may also contribute to the heightened apoptotic sensitivity of
Skd3 mutant cells (Figure 2).®"'4!°2!)" Fyrthermore, Skd3
mutant cells display aberrant mitochondrial morphology and
inner mitochondrial membrane topology, which may also
increase apoptotic sensitivity."!

Skd3 engages and maintains the solubility of several other
important clients, including components of the mitochondrial
respiratory chain and its assembly factors, such as complex I
proteins NDUFAS, NDUFA10, NDUFAll, NDUFAI3,
NDUFB7, NDUFB10, ACADY9, and TTCI19; complex III
proteins CYC1 and COXI11; and complex V proteins
ATPSF1A, ATP5SFIB, ATP5F1C, ATP5PO, ATP5J2, and
ATPSMF among others (Figure 2).""¢"*2!1 Interestingly,
respiratory complex I, III, and TCA cycle proteins were
dysregulated in Skd3 knockout cells."® Functionally, Skd3
deficiency results in decreased basal and maximal cellular
respiration.”' ! We suggest that Skd3 regulates mitochondrial
respiratory complex assembly and activity by maintaining the
solubility of key respiratory chain components and assembly
factors.
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Figure 1. Domain architecture of Skd3 and related AAA+ disaggregases. Domain map depicting S. cerevisiae Hsp104, E. coli ClpB, S. cerevisiae
Hsp78, and H. sapiens Skd3 (isoforms 1 and 2). Hsp104 is composed of a N-terminal domain (NTD), nucleotide-binding domain 1 (NBD1),
middle domain (MD), nucleotide-binding domain 2 (NBD2), and C-terminal domain (CTD). Bacterial ClpB is composed of a NTD, NBD1,
MD, and NBD2, but lacks a CTD. Hsp78 is composed of a mitochondrial-targeting signal (MTS), NBD1, MD, NBD2, and CTD. Skd3 is
composed of a MTS, a short hydrophobic inhibitory peptide, an ankyrin-repeat domain (ANK) containing four ankyrin repeats, an NBD that is
homologous to Hsp104/Hsp78/ClpB NBD2, and a CTD. The Skd3 CTD is not homologous to the Hsp104/Hsp78 CTD. Skd3 isoforms 1 and 2

differ in the loss of 30 amino acids within the linker region of the ANK.

Additionally, several lines of evidence suggest that Skd3
engages mitochondrial calcium uniporter-associated proteins
(MCU), members of the mitochondrial carrier family (SLC25
family proteins), translocase of the inner membrane (TIM)
components, and Prohibitins (PHB1 and PHB2) (Fig-
ure 2).1°%1 Skd3 interacts with MICU1, MICU2, MCUB, and
MCU and we found that Skd3 maintains MICU1 and MICU2
solubility in cells.l') The functional consequences of MICU1
and MICU2 insolubility are not known. Skd3 binds and
solubilizes the mitochondrial carrier family proteins
SLC25A13 (ARL2), SLC25A25, SLC25A32 (MTF),
SLC25A33, SLC25A36, and SLC25A39.!419 Skd3 also
maintains the solubility of 21 additional SLC25 family
proteins, including SLC25A4 (ANTI1), SLC25A5 (ANT2),
SLC25A6 (ANT3), and SLC25A12 (ARL1).*"41 Qkd3
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expression is upregulated in mice lacking the skeletal muscle/
heart ANT1 isoform.” We speculate that Skd3 may play a
role in chaperoning the insertion of SLC25 family members
into mitochondrial membranes from the IMS. There is also a
decrease in solubility of TIM components in Skd3 knockout
cells.™ Indeed, we suspect that these proteins might co-
aggregate with their substrates such as SLC25A family
members. Skd3 binds and solubilizes PHB1 and PHB2 and
was found to sub-stoichiometrically migrate with Prohibitin
assemblies via complexome profiling.™"®'*l Functionally,
Skd3 has been suggested to play a role in RIG-I-MAVS
signaling via a PHB1/2, Skd3, and MAVS complex; however,
much remains understood about the interaction between Skd3
and PHB1/2."¥
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Figure 2. Skd3 is a disaggregase that maintains the solubility of important IMS proteins. The N-terminal inhibitory peptide of ppSkd3 is
cleaved by the rhomboid protease PARL to unlock par Skd3 disaggregase activity (top, center). Skd3 is required to maintain the solubility of key
proteins in the IMS involved in apoptosis, mitochondrial protein import, mitochondrial calcium handling, prohibitin complexes, mitochondrial
solute transport, and mitochondrial respiration (from top center in clockwise order).

Often disaggregases and chaperones work in concert with
cochaperones to assist in protein disaggregation, unfolding,
and refolding. ™" We found that unlike other AAA 4+
disaggregases such as Hspl04, Hsp78, and bacterial ClpB,
Skd3 does not collaborate with Hsp70 and Hsp40 cochaper-
ones to stimulate disaggregase activity.!® Skd3 lacks the
requisite middle domain of Hspl04 that enables Hsp70
interaction and the human mitochondrial Hsp70 (HSPAY/
Mortalin) and main Hsp40 (DNAJA3/TID1), reside within the
mitochondrial matrix and are thus unlikely to physiologically
interact with Skd3 to assist in substrate disaggregation or
refolding.” However, a unique mitochondrial Hsp40,
DNAIJCI11, resides within the IMS and interacts with Skd3.M"”
It is unknown whether Skd3 can collaborate with DNAJC11
for protein disaggregation or refolding. Interestingly, in the
absence of Skd3 or HAXI1 the unphosphorylated (inactive)
form of HSP27 accumulates in mitochondria and HSP27
appears in the insoluble fraction of mitochondria."™ Tt is
unclear if Skd3 and HSP27 physically interact or can
collaborate in protein disaggregation as with Hsp104 and the
small heat shock proteins Hsp26 and Hsp42.*9 However,
HSP27 was recently discovered to play a role in mitochondrial
proteostasis in the IMS."*”

3. Skd3 Mechanism and Structure

Biochemical studies of the domain architecture of Skd3 have
revealed the requirements for activity.’® PARL-cleaved Skd3

Ist. J. Chem. 2024, €202300153 (4 of 14)

ATPase activity is stimulated by the presence of a model
substrate; however, when the hydrophobic region remains
attached to Skd3, ATPase activity is not stimulated by
substrate.™ We hypothesize that the hydrophobic region of
Skd3 may mimic substrate and consequently inhibit substrate
binding and disaggregation. We found that both the ANK and
NBD are required for Skd3 disaggregase activity and that they
cannot cooperate in trans./® The ANK is comprised of two N-
terminal ankyrin repeats, a linker that displays some homology
to ankyrin repeats, and two C-terminal ankyrin repeats.
Unsurprisingly, the isolated ANK does not possess ATPase
activity; however, the isolated NBD only preserves ATPase
activity when residues 297-326 (corresponding to ankyrin
repeat #4 from the ANK) are present.®'”) The final helix of
ankyrin repeat #4 is contiguous with helix D1 in the NBD of
Skd3 and is not conserved in NBD2 of Hsp104 (Figure 3).1>2*
We hypothesize that this final ankyrin repeat maintains inter-
domain cooperativity between NBD and the ANK to enable
ATP hydrolysis. The Skd3 CTD is patterned by both acidic
and basic residues and removal of the CTD mildly increases
Skd3 ATPase activity without altering disaggregase activity.*
This finding suggests a role for the CTD in efficient coupling
of ATPase and disaggregase activity.

HCLR clade AAA + proteins form homo-hexameric rings
mediated by their NBDs.!"*) Skd3 forms higher order
oligomers in cells and in solution Skd3 has been observed as
both a hexamer and a dodecamer (Figure 4).!!1419:2830]
Dodecamer and hexamer formation is observed both with and
without substrate in the presence of ATP, ADP, the slowly

© 2024 Wiley-VCH GmbH

85U80| 7 SUOWWIOD 3AIIEaID 3|qeoljdde au Aq pausenoh aJe saone YO ‘85N 4O Sa|nJ 10} Afeiqi8UIUO /B UO (SUOTHIPUOD-PUe-SWB}/W0D" A3 1M Afe.q Ul |uO//SANY) SUORIPUOD PUe Swiie | 81 88S *[7202/T0/6T] Uo ARiqITauliuO A8|IM * ,BHOUS ssuer A STO0EZ0Z YR !1/200T 0T/10p/wioo" A3 1M Areiq iUl juo// Ay Wo.y papeo|umoq ‘0 ‘8985698T



Israel Journal

Review of Chemistry
Skd3NBD 328 ————K
Hspl04NBD2 557
Hsp78NBD2 483 TET MKG )
C1pBNBD2 548 RV E IR H HIAVARE(®
C1lpANBD2 437 EKS SQ T KN GD'LF )
C1pCNBD 487 elo)
consensus 1 i
Skd3NBD 383

Hspl04NBD2 616
Hsp78NBD2 543

FIy
I3D)
DS - -

C1pBNBD2 607

C1pANBD2 497 jiNejvers ---G-IE

C1pCNBD 547 INEUE Bel-

consensus 61 tGvGKTElakala fmf de dgmiR1DmSEfmEkhtVsrliGappGYVgyeeGGgLTea
|

Skd3NBD 443 LFDEVIKAHP DIGP TDGINGETEDEGRINN IR TMT SN|

Hspl04NBD2 675 < LEDEVEKAHPD LQ DDGRI lr

Hsp78NBD2 602 K LFDEEEKAHPD

C1pBNBD2 666 i

C1pANBD2 553 !

C1pCNBD 606

consensus 121

Skd3NBD 503

Hspl04NBD2 735 SQQ--————=————=——=————

Hsp78NBD2 662 LNDTKLGDD-=--—=-—=====-— 8K ID-———————

C1pBNBD2 726 EF-F----——mmmmmmmmm g s

C1pANBD2 613 ERS————————————————— - IG----LJHODNST-DAVEE

C1pCNBD 666 [DORFAGFG-——-——-——-——-—- BssDG----ODYETIFK-TVIKE

consensus 181 n h i k vvm 1lkr frpEFlnRi

Skd3NBD 563 YRLPFCISE )

Hspl04NBD2 767 KA EE E QND YK NLT@EAKD

Hsp78NBD2 698 KV DLTDEAKD

ClpBNBD2 758 HP GEQH E—— GY

C1pANBD2 645 W D TDV Q QVQ Q—— G S E OF A

ClpCNBD 706 TNINBSE - —QON NlI TDIMAKDIEAEIBGY DY GAR

consensus 241 delvvF klsh lh ivdi 1 el rle khm i ltdeakdflae GYd yGAR

Skd3NBD 621 YEQDL@PGEC T ESDKO KSPELPSP —————— KR

Hspl04NBD2 827 8 AL KNE K KE KKG NSRDENVPIRE LEVLPNH
Hsp78NBD2 756 ] K TBLV PNHIYE ———EEE K—
C1pBNBD2 816 A 00 SGEi PEK VIR EYN #DE TVAQ——————————————————
ClpANBD2 703 N ANE (REess KEENE TYGFQS;OKHK-AEAAH--—
ClpCNBD 764 )4 INTO SELINRDENO (KK! !%H GKEFKYDIAEQTSITK-—-TPSQA-—
consensus 301 pl rligrgivn la il g lvdg tvrv ved k 11 e ae e
Skd3NBD 675 LPKLRLEIIDKDSKTRRLDIRAPLHPEKVCNTI

Hspl04NBD2 887 I---GADTLGDDDNEDSMEIDDDLD---—----

Hsp78NBD2 ~ ————mmmm e

ClpBNBD2  —mmmmmmmmmmmmm

ClpANBD2 ~ ==mmmmmmmmmm e

ClpCNBD ~  —mmmmmmmmmmmmmmm

consensus 361

Figure 3. Sequence alignment and secondary structural elements of Skd3. Alignment of the HCLR-clade NBD of H. sapiens Skd3, S. cerevisiae
Hsp104, S. cerevisiae Hsp78, E. coli ClpB, E. coli ClpA, and S. aureus ClpC. Sequences are from UniProt and aligned using ClustalOmega.
Consensus sequence is listed at the bottom. Secondary structural elements are shown as bars (0-helix) or arrows (B-strand) and are
enumerated with upper case (a-helix) or lower case (B-strand) letters. The large sub-domain of the NBDs is labeled in green, and the small
sub-domain of the NBDs is labeled in pink. This nomenclature is referenced throughout the manuscript and in Table 1.
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Skd3 forms hexamers and dodecamers in solution
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Skd3 translocates substrate via a conserved hand-over-hand
mechanism, but involves unique structural features
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Figure 4. Skd3 forms hexamers and dodecamers and utilizes conserved AAA+ elements as well as unique features to power disaggregase
activity. Skd3 forms hexamers and dodecamers in solution. The hexamer is mediated by the NBDs arranged in a spiral staircase around
substrate with the ANKs protruding from the top of the hexamer. The dodecamer is comprised of two hexamers binding via head-to-head
contacts which are mediated by the ANKs (top). Skd3 utilizes conserved AAA+ elements such as the pore loop, Walker A, Walker B, sensor-I,
sensor-ll, and R-finger motifs to power disaggregase activity. However, Skd3 also uses the unique ANK, a secondary arginine pore loop, an
insertion in the NBD, and a divergent CTD to regulate disaggregase activity (bottom).

hydrolyzable ATP analog ATPyS, and the non-hydrolyzable
ATP analog AMP—PNP.**®! Similar to other AAA + proteins,
the formation of the homo-hexamer is mediated by the NBD
of Skd3 whereby adjacent Skd3 protomers assemble to form a
ring, with the nucleotide binding pocket of each NBD forming
at the interface between adjacent protomers (Figure 4).H%*%3%
In contrast, the dodecamer is mediated via the novel ANK and
is comprised of two hexamers forming head-to-head contacts
(Figure 4).1"?%3%] Muytational analysis shows that Skd3 var-
iants lacking the first two ankyrin repeats or the final two
ankyrin repeats are all capable of dodecamer formation.”"!
However, deletion of the linker region resulted in a defect in
dodecamer formation.” It is yet unclear what functional role
the Skd3 dodecamer plays; mutations that abrogate the
dodecamer without altering the substrate-binding function of
the ANK will be of key importance. It has been suggested that

Ist. J. Chem. 2024, €202300153 (6 of 14)

the Skd3 dodecamer might promote more effective substrate
disaggregation, refolding, or both.”***! One study found that
Skd3 mutants deficient in dodecamer formation maintain
effective disaggregase activity but are defective in client
refolding; however, whether this effect is directly from
dodecamer formation or some other aspect of Skd3 function is
yet to be disambiguated.**

Thus far the ANK has been poorly resolved in full-length
structures and the only high-resolution structures have been
from isolated ANKs.!"*'*#%3%] Crystal structures of the isolated
ANK from Skd3 isoform 1 and 2 have been resolved.'*'”! The
first three ankyrin repeats share the canonical helix-turn-helix-
hairpin-loop fold; however, the final ankyrin repeat does not
have the hairpin and has a 3,,-helix substituted for the first
helix."®! Deletion of the first two ankyrin repeats, the linker, or
the final two ankyrin repeats decreased disaggregase activity
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but had no significant effect on Skd3 ATPase activity.['”*
Deletion of the first two ankyrin repeats had the least drastic
effect; however, all three deletions maintained some level of
disaggregase activity.”® Skd3 isoform 1 contains 30 additional
residues in the linker between ankyrin repeats 2 and 3.'*'"
Isoform 1 has a B-hairpin-helix motif in the linker region
whereas isoform 2 has two short helices in the linker
region."™"”! One report found that Skd3 isoform 1 and 2
displayed similar ATPase and disaggregase activity."” How-
ever, another study reported that Skd3 isoform 1 and 2
displayed similar ATPase activity in the presence of substrate,
but Skd3 isoform 2 displayed decreased basal ATPase
activity.'”! This study also suggested that Skd3 isoform 2
displayed increased disaggregase activity compared to isoform
1. More research is required to determine the precise
differences between Skd3 isoforms 1 and 2.

The ANK has a hydrophobic groove, and it is tempting to
speculate that this groove acts as a substrate-binding site
analogous to the hydrophobic groove in the N-terminal domain
of Hsp104.1'6:1%283031 Mytation of residues in this hydrophobic
groove ablated disaggregase activity, but it is yet unclear if
this effect is due to limiting substrate binding to the ANK.B*
In support of direct substrate binding by the ANK, the isolated
ANK was competent to bind a model substrate and exhibited
anti-aggregation activity against the amyloid-f (AB42)
peptide.’® Disease-associated mutations in the ANK also
limited Skd3 disaggregase activity.l®*'**% It is suggested that
helix a5 of the ANK may compete with substrate
interaction.'® In the full-length Skd3 structure, the ANKs are
more poorly resolved possibly due to the flexible or dynamic
nature of the domains."">* In the hexamer, the ankyrin repeats
are arranged above the NBDs in a spiral around the central
pore.”™ Crystal structures and solution measurements of the
isolated ANK demonstrate a potential dimerization of the
ANKs and electron densities of the ANKSs in the full-length
hexamer indicate proximity and possible dimerization of
adjacent ANKs.'"™*® The function of ANK dimerization is
unknown; mutations that ablate ANK dimerization will help to
understand the dimer.

The NBD has been well resolved in both full-length
structures and in structures of isolated NBD domains (Fig-
ure 4).11619283% The Skd3 homohexamer is comprised of
adjacent NBDs in a right-handed spiral staircase around a
central channel through which substrate is threaded (Fig-
ure 4).['"%%3% The protomers rise ~6 A and rotate ~60° along
the substrate from protomers P1 to P5 and protomer P6 is at
the interface between the lowest (P1) and highest (P5)
protomers.”™ This spiral is reminiscent of the NBD2 from
ClpA, ClpB, and Hsp104.%%*1 The Skd3 NBD differs in that
the dual-ring AAA + proteins have an additional NBD formed
in a spiral on top of the NBD2, whereas Skd3 has the ANKs
with flexible density arranged above the NBD.?**! The Skd3
tyrosine pore-loops (Y430) are likewise arranged in a spiral
staircase around substrate, directly bind substrate backbone,
and are the primary points of substrate contact within the
NBD.”® Mutation of the tyrosine pore-loops and adjacent
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residues (V431 and P427) abolishes disaggregase activity and
drastically diminish ATPase activity.!®*'®**} The ATPase
activity of most other HCLR clade AAA + proteins is not
affected by pore-loop mutations;!**? however, pore loop
mutations in ClpC similarly abrogate ATPase activity.’”! We
speculate that there may be allosteric communication between
the tyrosine pore-loops in Skd3 and nucleotide-binding
residues required for ATP hydrolysis.

Like other HCLR-clade NBDs, Skd3 contains a secondary
pore-loop that is arranged in a spiral staircase around substrate,
but unlike other NBDs the identity of the amino acid at this
position is an arginine, R417.2%?1 Mutation of this residue
does not alter ATPase activity but completely abolishes
disaggregase activity.”® Arginine has a guanidinium group
and thus can mimic the unfolding properties of guanidine
hydrochloride.”* The AAA + proteins p97/VCP and Vps4
have pore-facing arginines that similarly contact substrate.*
Due to the guanidyl group of these pore-facing arginines, these
residues have been proposed to form an ‘arginine denaturation
collar’ that fosters an environment that helps to promote or
maintain substrate unfolding within the central channel of p97/
VCP and Vps4.’ We hypothesized that R417 might also act
as an arginine denaturation collar within the central pore of
Skd3 and thus play an essential role in protein disaggregation.
We measured the pore volume that contains all six arginine
groups to be ~575 A°®! Assuming one arginine functional
group is equivalent to two-thirds of a guanidine molecule, the
six arginine residues facing into the central pore of Skd3
promote an effective guanidine concentration of 11.6 M.*¥1 A
guanidine concentration of 11.6 M is more than sufficient to
promote the unfolding of most proteins. This property would
be beneficial to disaggregases as substrates are in an unfolded
state in the central pore of AAA+ proteins and thus have
highly hydrophobic sites exposed which could in turn clog the
pore.*” We propose that the Skd3 arginine denaturation collar
limits hydrophobic sticking of residues within the central pore.

The nucleotide-binding pockets within the Skd3 hexamer
are formed by the interface between two adjacent protomers.”**)
ATP occupies the nucleotide-binding pocket of protomers
P2—P5, which are also substrate-engaged protomers.* Proto-
mer P6 is in an apo (nucleotide unbound) state, whereas P1
likely contains ADP.*® These data indicate that post-ATP-
hydrolysis subunits likely disengage from substrate.”® Skd3
has a low Michaelis constant (~65 pM) for ATP hydrolysis,
which is about two orders of magnitude lower than that of
Hsp104.°2%3%1 Skd3 also can efficiently disaggregate at low
concentrations of ATP and is not as potently inhibited by ADP
as Hsp104.2%%%%1 We hypothesize that Skd3 is biologically
tuned to operate as a disaggregase under conditions of
mitochondrial stress where ATP is limited and ADP is
elevated. The structure of the NBD and the nucleotide-binding
pocket is largely similar to other HCLR clade NBDs; however,
there is a unique insertion in the NBD between helix D10 and
D11 (residues L507—I534) that is not conserved in other
NBDs (Figure 3).”® Deletion of this insertion results in
elevated ATPase and disaggregase activity, suggesting a
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85U80| 7 SUOWWIOD 3AIIEaID 3|qeoljdde au Aq pausenoh aJe saone YO ‘85N 4O Sa|nJ 10} Afeiqi8UIUO /B UO (SUOTHIPUOD-PUe-SWB}/W0D" A3 1M Afe.q Ul |uO//SANY) SUORIPUOD PUe Swiie | 81 88S *[7202/T0/6T] Uo ARiqITauliuO A8|IM * ,BHOUS ssuer A STO0EZ0Z YR !1/200T 0T/10p/wioo" A3 1M Areiq iUl juo// Ay Wo.y papeo|umoq ‘0 ‘8985698T



Review

potential role as a molecular handbrake for the Skd3 NBD
engine.*

The residues K387 (Walker A motif), E455 (Walker B
motif), N496 (sensor I motif), and R620 (sensor II motif) from
one protomer and R561 (arginine-finger motif) from the
adjacent protomer form the canonical nucleotide-binding
pocket.”™ The Walker A residue contacts the B- and vy-
phosphate of ATP and Walker B primes the water molecule
adjacent to the B- and y-phosphate of ATP for nucleophilic
attack on the y-phosphate of ATP.!'**%! The R-finger from
one protomer contacts the y-phosphate of ATP in the
nucleotide-binding pocket of the adjacent protomer and is key
for ATP hydrolysis; whereas Sensor I coordinates the attacking
water residue relative to the y-phosphate of ATP and transmits
a conformational change upon nucleotide engagement to
displace the R-finger in the adjacent nucleotide-binding
pocket.'**** The sensor II residue contacts both the B- and y-
phosphate of ATP to mediate a conformational change that
sequesters the catalytic site from water.!'"*** Mutation of the
Walker A, Walker B, R-finger, Sensor I, and Sensor II residues
in Skd3 abolish both ATPase and disaggregase activity.l®***]

Skd3 is a highly, but subglobally cooperative enzyme in
which the incorporation of just two mutant subunits into a
hexamer can poison the disaggregase activity of the
hexamer.”** However, subunits with different mutations have
different effects on the Skd3 hexamer.” Thus, by ranking
how resilient the hexamer is against subunits with different
AAA 4+ motif mutations we can draw conclusions about the
relative importance of those motifs for (1) ATP hydrolysis and
(2) coupling ATP hydrolysis to mechanical work. For ATPase
activity in descending order, Skd3 is most affected by sensor I,
R-finger, sensor II, Walker A, Walker B, and pore-loop
mutations. For disaggregase activity in descending order, Skd3
is most affected by R-finger, sensor I, Walker A, sensor II,
Walker B, and pore-loop mutations. We hypothesize that the
Skd3 hexamer is most sensitive to R-finger and sensor I
residues because they are involved in inter-subunit coordina-
tion of ATP hydrolysis.™® We speculate that the Skd3 hexamer
is next most sensitive to Walker A and sensor II mutations
because they coordinate both the - and y-phosphates for ATP
hydrolysis.”™ Finally, we hypothesize that the priming of the
water molecule by the Walker B motif for nucleophilic attack
is the least important conserved motif within the Skd3
nucleotide binding-pocket as Skd3 hexamers can tolerate
incorporation of 2—4 Walker B mutant protomers for ATPase
activity and 3—4 mutant protomers for disaggregase activity."*”
Ultimately, much is left to be understood about the coopera-
tivity of Skd3 protomers within the hexamer, and Skd3
hexamers within the dodecamer.

4. Skd3 in Disease
Biallelic mutations in Skd3 (human CLPB) are associated with

the severe mitochondrial metabolic disorder 3-meth-
ylglutaconic aciduria type VII (MGCA7) (Table 1).['%4"
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Patients often present with symptoms that include 3-meth-
ylglutaconic aciduria, congenital cataracts, severe encephalop-
athy, epilepsy, neutropenia with frequent infections that can
develop into leukemia, and death in early childhood.!'®**
Other symptoms can include medullary cysts, microcephaly,
small birth weight, severe psychomotor regression during
febrile episodes, severe hypertonia, prolonged clonic move-
ments, and nonprogressive intellectual disability.!'®*% A
recent publication has better characterized the neurologic
involvement of two MGCA?7 patients and found reactive
astrogliosis, subependymal white matter loss, and striato-
thalamic neurodegeneration.*"! Treatment of patients with
granulocyte colony stimulating factor (G-CSF) for neutropenia
is common, yet there are no cures.!'®*4

A Skd3 zebrafish model using a CLPB antisense morpho-
lino oligonucleotide had an abnormal touch-evoked response
with increased swim velocity and tail beat frequency,
reminiscent of touch-evoked responses in patients.**! This
response is potentially indicative of increased neuronal circuit
excitability."® A different CLPB zebrafish model had central
nervous system defects ranging from depletion of cerebellar
midline axonal connections to complete cerebellar atrophy,
which recapitulates the most penetrant phenotype in MGCA7
patients."” There are no published CLPB mouse models, but
Skd3 is present in all mouse tissues and highly expressed in
heart, skeletal muscle, kidney, and testis.'® A CLPB mouse
will be valuable for determining the tissues and cell types
important for MGCA7 pathology. The molecular etiology of
MGCA7 is yet unclear; however, our data suggest that
mutations in Skd3 impair disaggregase (but not ATPase)
activity in a manner that correlates with the clinical severity of
disease (Figure 5).! Indeed, mutations with a more severe
presentation in patients had a more severe defect in
disaggregase activity and mutations with more moderate
presentation in patients likewise had more moderate impair-
ment of disaggregase activity.”” In support of this correlation,
a MGCA7-associated mutation in the ANK of Skd3 impairs
chaperone activity in cells.' Biochemical and cellular
evidence is still needed for many of the reported mutations
(Table 1). The putative substrates most relevant for MGCA7
pathology are not known; intriguingly, Skd3 interacts with the
IMS protease, HTRA2, which is also mutated in 3-meth-
ylglutaconic aciduria type VIII (MGCAS).[**! Whether Skd3
and HTRA2 impinge upon the same biochemical pathway in
3-methylglutaconic aciduria is unclear. We find it intriguing
that both PARL and HAXI mutually interact with Skd3/
HTRA2 and are likewise implicated in the etiology of
mitochondrial disorders.['#2*42~1

Monoallelic mutations in CLPB are associated with severe
congenital neutropenia (SCN) and cyclic neutropenia.!'*%
SCN is characterized by arrest of granulocyte differentiation, a
propensity to develop myeloid malignancies, and frequent
infections.”™ As with MGCA7, treatment of SCN patients
with G-CSF appears to be beneficial.'*** Human hemato-
poietic progenitor cells with a Skd3 knockout or cells
expressing mutant Skd3 had impaired granulocyte differ-

© 2024 Wiley-VCH GmbH

85U80| 7 SUOWWIOD 3AIIEaID 3|qeoljdde au Aq pausenoh aJe saone YO ‘85N 4O Sa|nJ 10} Afeiqi8UIUO /B UO (SUOTHIPUOD-PUe-SWB}/W0D" A3 1M Afe.q Ul |uO//SANY) SUORIPUOD PUe Swiie | 81 88S *[7202/T0/6T] Uo ARiqITauliuO A8|IM * ,BHOUS ssuer A STO0EZ0Z YR !1/200T 0T/10p/wioo" A3 1M Areiq iUl juo// Ay Wo.y papeo|umoq ‘0 ‘8985698T



18695868, 0, Downloaded from https://onlinelibrary.wiley.com/doi/10.1002/ijch.202300153 by James Shorter , Wiley Online Library on [19/01/2024]. See the Terms and Conditions (https://onlinelibrary.wiley.com/terms-and-conditions) on Wiley Online Library for rules of use; OA articles are governed by the applicable Creative Commons License

S Jhow || Josuas [zl |ewued [gz'zel [eied  @aN (egl] L 2lf3|jeouoiy NDS HOZ9Y 5
£ m Jhow || Josuas [z7] SaA [gz'zal SSA @8N [z2l T Ol|3|[eoUON NDS 2079 &
3 - 1uadE(pE J30W || JOSUBS [qoL] SA v/N  aaN [qoll 4 d113)|elg LYDDIN DLL9A z
=3 L3 X[y ut anpisai paniasuod Aly3iH vIN  [82'q9] A deN [q0] L ousleg LVIDIN AL6SY %
g5 Jow Ja3uy-y [zdl  jenied [8z'za] leried  @dN (98] ¢ Ol3||eouoy NDS M195Y 2
5 o snow sa3uy-y [zz]  ensed [8z'zel leried  @aN lvv'zeesll 9 dl[3|jeoUolN |Od Pue NDS 0195y =
= ° ow sa3uy-y [eal ;v [sz'edd s3A @8N [ea] L NDS D195y S
1uade(pe yinow Jaduy-y v/N (CEN) oA @aN (81 € dl|9|[eoUON NDS 40950 o
1uade(pe ji3ow Jaguy-y [zZ] SaA [zl s3A  @edN [zZ] L 2!j3||eouoiy NDS NALE
Lp pueiis-g sydnusig v/N v/N asan [uov‘Sov] L o3| [elg LYDDN SL9SA
Lp puesis-g sydnisig v/N v/IN  aaN [qo1] 14 d19)je1g LVDON DLISA
d4N 4o ssoj [ellied v/N v/IN  asaN [eo] 4 d19)jelg LYDDW €7xS4LT9SI
0LQ X[y Ul d34BLD 3NPISal SISIIAY v/N v/N  dsaN [qo1] 14 d19)e1g LYDON 31053
J1ow | Josuag [zl SaA [gz‘zzl 3\ @dN [z2] L D!j3||eouoy NDS M96¥N
99 pue qq
pue.is-g usamiaq anpisas padieyd sppy v/N v/IN @8N [qo1] z d19)jelg LYDDW 498¥D
yp puens-g sidnisig v/N [82'q9] S3A  adN [iov] L dlp3|[elg LYDDN OSLyY
d4N jo ssoj [ellied v/N v/IN  aaN [ov] L d119)jelg LYDDW LL=d29¥d
dasu|
juade(pe jizow dooj aiod v/N v/N asN [v¥‘qo1] L dl3|[elg IOd PUB LYDDIN  -2P9EyDSEv3
juade(pe yi3ow doo| 3104 v/N [ag1] ssA  daN [ag1] L D!|3||jeouo|y NDS 1LThd
d4N jo ssoj [ellied v/N v/IN  aaN [py'ioroor'qoll oL d1p|[eIg 1Od PUE L¥DDIN %L 1¥Y
Sa XI]3Y ul — umouun [qo1] SIA v/N asanN [qo1] z LYDOIN ILLYN
Zp puelis-g sidnusig [qo1] saA [8z'zz'qoll 3\ @dN Lor‘qol] S LYDDN D80YY
SQ@ 1|2y u1 anpisas sejod
pagdieyduUn YIIM anpisai diseq sade|day v/N [qg1] SA @8N lagl] L l3|[eouoy NDS Lyowl
Jhow v 493 v/N v/IN  aaN [vv'zad L !3||eouoiN IOd pue NDS M8BEL
d4N JO ssoj [eled v/N v/IN  asaN [Ly] z d1R| el LYODIN 2L8€Y
€ X1|ay u1 anpisal audk|3 yim anp
-Isa4 2Iseq paniasuod A|ydly sade|day v/N v/N  asN lfov] L d19||elg LVDIDW g9y
€@ XI|9Y Ul SNpIsaJ DIpIWE Yyi3im anp
-Is34 dIseq pansasuod A|y3iy sade|day v/N v/IN  aaN [uor‘Sov] L d19||elg LYDDN 079y
AVIDAIQsS
£Q x19y sidnisip A2yl uorasul a8ie v/N v/IN  aaN [so] L dl9||elg LYDDN -UI09EV65EY
Q4N 3o sso7 v/N v/N asanN [fov] L dl9||elg LYDDOIN SxSPIB6EET
d4N jo sso v/N [q9] [e1HEd NV [vov] L d113|jelg LYDDW LT
Suipuiq |XyH/21easgns  [eg1'9]] SaA loL] SaA MINY [Pov‘qoll € dl9||elg LYDOIN DUTA
Buipuiq s1es1sqns v/N lo1] S3A INY [pov] L LYDDON 1692V
Buipuiq a1es3sgns v/N [o1‘g9] SaA MINY oyl 4 LYDDN INg9ZL
SNV 40 ssoj [eiued + ggN 4o sso v/N v/N NV [qo1] z LYDDON %0STY
€0 xi)2y sydnusig v/N v/N MINY [so] L LYDOIN d¥9LH
9dUdpIAg 9dUdPIAg sjualled Jo adfy uol3eIUSSAId
wisiueyda|\ pasodoid sSaduaJajey  JBN||9D S9dURIRRY  |Bdlwiaydolg ulewoq SERIEIETEN] JaquinN JUBLIBA |eawiD uolnemn|p

"P91S9] SEM LIOIIEINLU 12BXD 10U INg JB[IWIS
€ 10 90U3PIAS 919|dLI0DUI JBYIID SAIBDIPUI [DILIDG % "EPYS SHGIYUI UolleINW Yoed ydiym Aq wisiueydaw pasodoid ayj Aj|euly pue ‘(sadualajas Juanbasqns Jlayl pue) uoieINL ayj 0} SISIXd
9DUSPIAD JB[N||2D PUE |EDILUALYDO0I] JBYI2YM ‘UOIIBINW SY) SUIBILUOD JBYL €P3S Ul UIBLWIOP Y3 1SI| SULUN|OD JO 195 1SE| 3y ‘juaiied Ydea 4o S9DUJ9)2 [EDIUI[D Sy} PUE ‘UOIIBINL dY] JBaq
0} 2JnjeJa}| Sy} Ul PaqLIDSIP U3q dAkY SiudIed AUBLW MOY ‘UOIIBINW SY} JO JUEBLIEA D139US3 Y) ‘UOIIBIDOSSE 9SEISIP 3] 1SI| SUWIN|OD Juanbasgns ay| | wuojos! ¢pys Suidualayal pue
suollelnaIqqe pioe-oullwe Ja11d| 3|3uls SuIsn ¢pyS Ul SUOIIBINLU PIBIDOSSE-ISEISIP [|B JO ANIUSPI pPIDB-OUILLE 9Y) SISI| 9|qel "GdTD/EPAS Ul SUOIIEINL PI)eIDOSSE-9SEasIp Jualin) | 3|qeL

Ist. J. Chem. 2024, €202300153 (9 of 14)

Review



Review

> X
< ©
o ]
L < =
G -
= e O 8
9] [
< < & 2
B
c R3] ©
= T o
o < © o
> c o =]
S = o T
€ . %5 o
- o = a2
'S = TG N QO
§ |3 T o2
< o0 s 97T Z
] 2 < s <&
[7] © o .= o © o
= S HE 28
G B 2G oy
Be 7] ©
2 |¢ S8 52
e |8 2§ =:E
o € S > o © £
2 3] T VU= ®
o o < wIuwao
w
4]
]
<
9]
6 — — =
(e (o
S S S =)
o = X il
o
[S]
25| =
=T | £ £ < n <
[TEES © © = 3] =>
Uuw|a o 2 > =z
%]
]
o
c
o
I
QL
O
o
=
L
€Y
o ¢
< o
o |« << <« <
L=z -~ —~ -~ -~
muw | 2 zZz Zz P4 P4
£
©
€ A oo a o
5] oM m m oM =)
[a)] Z Zz Z Z =z
3
3
-
w
H o
5} < e —
< a < <
L =3 A A
K3 N ) o o)
5] ~ S o o =]
o N XY = =
[
7
= C
[S]
Nag=]
©
EQ
S W
Z o | wn — — —
2 L oL L v
Eel2 22 2 2
s o .8 © © o] ]
> 2| o o m o o
T ©
2.z — —
& 5 o o
_,8_ o o
< o o
K] 8:: c I
= - > 3 ©
- 8 ~N Y9~ ~ ~
SSl<sS<s < <
LelgLyUy U U
E¢|o5o0 U O
- |V =S 3== = =
9]
>
c
£
S
S Q
. g ";’
- “—
= (@] ¥ v = —
]
- S 0 N o o ~
] 5 o~ e laa) = <~
L O Ywwv Y v
= x < W (] V]

Ist. J. Chem. 2024, €202300153 (10 of 14)

Disrupts B-strand e2

N/A

[6b]

NBD Yes

CTD

[40i]
[10b]

1
1

MGCA7 Biallelic

MGCA7

R650P
682N

Disrupts charge patterning in CTD

N/A

N/A

Biallelic

Israel Journal
of Chemistry

entiation and increased apoptosis.”? We found that SCN-
associated de novo mutations inhibit Skd3 disaggregase
activity via a dominant-negative mechanism whereas MGCA7
mutations do not (Figure 5).*** These SCN-linked mutant
subunits can oligomerize with wild-type Skd3 subunits into
hexamers and for some SCN-linked mutants, the incorporation
of only 1-2 mutant subunits is sufficient to inactivate the
hexamer (Figure 5).*! SCN-linked mutations appear to be
distinct from MGCA7-linked mutations in that SCN-associated
mutations cluster within the nucleotide-binding pocket and
affect conserved AAA + motifs such as Sensor-I, Sensor-II,
Walker A, and R-finger (Table 1).12*

Importantly, MGCA?7-linked Skd3 mutant subunits have
only minor effects on the disaggregase activity of WT Skd3
subunits within the hexamer.” Hence, gene therapy ap-
proaches to express WT Skd3 could be beneficial for
MGCA7. By contrast, SCN-linked Skd3 mutant subunits can
potently poison WT Skd3 subunits within the hexamer.”®
Thus, increasing the expression of WT Skd3 may be less
impactful for SCN than MGCA7.”®! For SCN, an allele-
specific antisense oligonucleotide or gene-editing based
therapy to eliminate expression of the SCN-linked Skd3
variant might be more beneficial.*

Interestingly, HAX1 mutations are also associated with
SCN.['8201 HAX] is a substrate of Skd3 and MGCA7-linked
mutations inhibit Skd3—HAX1 binding and subsequent chaper-
one activity.®®'*"*¥) How interplay between HAX1 and Skd3
might contribute to disease is an important area of inves-
tigation.

Recently, Skd3 mutations were found to be associated with
premature/primary ovarian insufficiency (POI), a disorder of
female fertility which is characterized by a loss of ovarian
function and elevated levels follicle stimulating hormone.™"
Patients with POI also have an increased risk of diabetes,
cardiovascular disease, osteoporosis, and early mortality.""
Treatment of POI patients using hormone replacement therapy
can minimize the risk of comorbidities.*¥ Skd3 mutations
associated with POI were also associated with SCN, cyclic
neutropenia, and MGCA7 (Table 1).*Y Rare coding variants in
Skd3 have also been associated with earlier onset menopause,
suggesting an important role for Skd3 in female fertility."
The variant with the most significant association with earlier
onset menopause was RS598C; however, the functional
importance of this mutation has not been tested and no
causative link has yet been established.*”! Given the clinical
overlap between MGCA7, SCN, and POI CLPB mutations, it
is likely that at least some molecular etiology is shared.

A genome-wide screen identified Skd3 as important for
Venetoclax (an FDA-approved BCL-2 inhibitor) resistance."
Skd3 is upregulated in Venetoclax-resistant cancer cells and in
acute myeloid leukemia (AML) patient samples.?'! Skd3
knockout sensitizes cells to apoptotic signaling and conse-
quently Venetoclax treatment.”' ! Knockdown of Skd3
synergized with Venetoclax treatment to reduce cancer burden
in a murine xenograft AML model.”"’ The mechanism by
which Skd3 reduction enables Venetoclax sensitivity is not
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Figure 5. Disease-associated mutations in Skd3 inhibit disaggregase activity. Biallelic MGCA7-linked mutations in Skd3 inhibit Skd3
disaggregase but not ATPase activity in a manner that correlates with the clinical severity of the mutation (top). De novo, SCN-associated
mutations inhibit Skd3 disaggregase activity in a dominant-negative fashion by potently poisoning the heterohexameric ensemble. MGCA7-

linked mutations do not poison the Skd3 hexamer (bottom).

understood, but it is proposed to act via increasing the
sensitivity to  apoptosis by altering mitochondrial
morphology.?! However, Skd3 could also sensitize cells to
apoptotic signaling via (1) altering mitochondrial calcium
handling, (2) inhibiting mitochondrial respiration, or (3) its
interaction with mitochondrial apoptotic/anti-apoptotic pro-
teins. We propose that Skd3 may be a strong pro-survival
signal, which may have relevance for many other cancers. In
support of the role of Skd3 as a pro-survival signal for cells,
high Skd3 expression is associated with poor prognosis for
castration-resistant prostate cancer.™"

Disease genes are often at the center of key protein—protein
interaction hubs, which connect otherwise disparate
pathways."” Proteomics of putative Skd3 substrates reveal its
role at the nexus of mitochondrial biology in the intermem-
brane space.®™ Although Skd3 has been implicated in other
human health conditions, more research into the associations
of CLPB with disease is certainly required.!*
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5. Summary and Outlook

Nine years ago, Skd3 was a protein that was often speculated
about,” but had no ascribed function or role in human
disease. In the convening years, mutations in Skd3 associated
with MGCA7, SCN, and POI have been discovered.['??244]
Functionally, Skd3 has been discovered to be a human
mitochondrial protein disaggregase that chaperones the inter-
membrane space.™ Skd3 has been found to play a role in
apoptosis and subsequently cancer resistance to apoptosis-
inducing drugs.”?'?¥ The structure of Skd3 has been revealed
and some of the mechanisms that underlie Skd3 function have
been elucidated.”*** An important area of research moving
forward will be dissecting more of the mechanisms of Skd3
function, especially the role of the intriguing ANK. The
discovery of Skd3 as a human mitochondrial protein disag-
gregase has opened a new field of research. Understanding the
molecular and cellular pathways that distinguish MGCA7,

© 2024 Wiley-VCH GmbH
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SCN, and POI etiologies is a key area of ongoing interest.
Additionally, finding which mitochondrial processes are func-
tionally altered by Skd3 deficiency will be important.
Undoubtedly, we still have much to learn about Skd3.
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1-15
Decoding Skd3 (Human CLPB): a

Mitochondrial Protein Disaggre-
gase Critical for Human Health

Zi JowexeH |4 sswexaH

Skd3 translocates substrate via a conserved hand-over-hand
mechanism, but involves unique structural features

Pore loop Ankyrin repeats
Walker A/B Secondary R-pore loop
Sensor-l/Il NBD loop insertion
R-finger CTD
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