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Deubiquitinating enzyme USP30 maintains basal
peroxisome abundance by regulating pexophagy

Victoria Riccio?@®, Nicholas Demers?, Rong Hua?, Miluska Vissa? Derrick T. Cheng"?, Amy Wong Strilchuk?, Yuging Wang'?, G. Angus McQuibban?, and

Peter Kijun Kim»2®

The regulation of organelle abundance is critical for cell function and survival; however, the mechanisms responsible are not
fully understood. In this study, we characterize a role of the deubiquitinating enzyme USP30 in peroxisome maintenance.
Peroxisomes are highly dynamic, changing in abundance in response to metabolic stress. In our recent study identifying the
role of USP30 in mitophagy, we observed USP30 to be localized to punctate structures resembling peroxisomes. We report
here that USP30, best known as a mitophagy regulator, is also necessary for regulating pexophagy, the selective autophagic
degradation of peroxisomes. We find that overexpressing USP30 prevents pexophagy during amino acid starvation, and its
depletion results in pexophagy induction under basal conditions. We demonstrate that USP30 prevents pexophagy by
counteracting the action of the peroxisomal E3 ubiquitin ligase PEX2. Finally, we show that USP30 can rescue the peroxisome
loss observed in some disease-causing peroxisome mutations, pointing to a potential therapeutic target.

Introduction

Peroxisomes are vital metabolic organelles present in virtually
all eukaryotic cells. In humans, their main function is to break
down very long chain and branched fatty acids and oxidize
hydrogen peroxide (Smith and Aitchison, 2013). They are also
involved in specialized lipid synthesis including bile acids,
plasmalogens, and farnesyl-diphosphate, a key cholesterol pre-
cursor (Wanders and Waterham, 2006). While deficiencies in
peroxisomes are linked to many neurological disorders includ-
ing Alzheimer’s disease and amyotrophic lateral sclerosis, our
understanding of peroxisomes’ roles in disease etiology is in its
infancy (Trompier et al., 2014). The best-characterized peroxi-
somal diseases are peroxisome biogenesis disorders (PBDs), a
group of autosomal recessive developmental disorders caused by
the absence of peroxisomes (Braverman et al., 2016).

Selective autophagy is a key process to maintaining organelle
abundance and health within the cell. It is a conserved cellular
process by which specific organelles or other large cytoplasmic
materials are targeted and sequestered by autophagosomes, a
double membrane compartment that fuses with lysosomes to
degrade its contents (Klionsky et al., 2016). In mammalian cells,
protein ubiquitination signals organelles for degradation
(Klionsky et al., 2016). Two organelles that undergo selective
autophagy are mitochondria and peroxisomes, termed mitoph-
agy and pexophagy, respectively. During mitophagy, ubiquitin is
added by the E3 ligase Parkin that translocates from the cytosol

to the outer membrane of damaged mitochondria, resulting in
increased ubiquitination and autophagosome sequestration
(Youle and Narendra, 2011). Parkin ubiquitination is antago-
nized by several deubiquitinating enzymes, including USP30
and USP35, both localized to the outer mitochondrial membrane
(Wang et al., 2015).

Pexophagy is induced by various cellular stresses including
starvation and hypoxia (Nordgren et al., 2013). During amino
acid starvation, the levels of the peroxisomal E3 ubiquitin ligase
PEX2 rise, resulting in increased peroxisome membrane protein
ubiquitination, followed by the recruitment of the autophagy
receptors NBR1 and p62 and autophagosome sequestration
(Deosaran et al., 2013; Sargent et al., 2016). However, it is not
known whether a peroxisomal-specific deubiquitinating en-
zyme regulates pexophagy.

In our previous study characterizing the role of USP30 in
mitophagy, we observed USP30 localized to small punctate
structures that resembled peroxisomes (Wang et al., 2015). In-
terestingly, USP30 artificially targeted to peroxisomes was
shown to reduce pexophagy (Cunningham et al., 2015). There-
fore, we hypothesized that if peroxisomes are a bona fide loca-
tion for USP30, then it may have a role in regulating pexophagy.
In this study, we characterized the subcellular localization of
USP30 and systematically demonstrate USP30 to be a regulator
of pexophagy.
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Results and discussion
USP30 localizes to peroxisomes

To determine whether USP30 localizes to peroxisomes, we first
examined its subcellular localization in COS7 cells by immuno-
fluorescence microscopy. As expected, USP30-Flag colocalized
with the mitochondrial marker OMP25TM-GFP, but was also
found in punctate structures that did not contain OMP25TM
(Fig. 1 A). These USP30-Flag puncta instead colocalized with the
endogenous peroxisomal protein peroxisome membrane protein
70 (PMP70; Fig. 1 B). Similar localization was observed in HeLa
cells (Fig. S1 A). Furthermore, subcellular fractionation of
USP30-Flag-expressing HeLa cells showed USP30 in the per-
oxisomal fraction (Fig. S1 B).

Many proteins localize and act on both peroxisomes and
mitochondria, including the fission proteins FIS1 and DRP1
(Koch et al., 2005) and the antiviral protein MAVS (Dixit et al.,
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Figure 1. Overexpressed USP30 localizes to
peroxisomes. (A and B) COS7 cells expressing
USP30-Flag (red) and mitochondrial marker
OMP-25-GFP (A) or stained for peroxisome
marker PMP70 (green; B). (C) Schematic of
USP30-Flag, PMP34-USP30-Flag, and TOM20-
USP30-Flag constructs show the site of the
catalytic mutation (*C77S). (D) COS7 cells ex-
pressing TOM20-USP30-Flag or PMP34-USP30-
Flag (red) and stained for PMP70 (green). (E)
Thresholded MCC of PMP70-stained perox-
isomes (Mpo) colocalized with USP30-Flag,
PMP34-USP30, TOM20-USP30, or ATP5A
(mock). (F) COS7 cells expressing SA-PEX16-GFP
(green) with mitochondrial proteins FIS1-Myc,
TOM20-Cer, USP35-HA, or USP30 constructs
(red) as indicated. Mitochondrial localization
shown in Fig. S1 G. (G) COS7 coexpressing
USP30-Flag (red), sa-PEX16 (green), and
OMP25-Cer (blue). Statistical significance (Stu-
dent’s t test): **** P < 0.0001; ns, P = 0.05 (n =
3; 30 cells/trial). White boxes indicate zoomed
region. Bars: 10 um; 5 pm in zoom.

2010). However, to confirm that the peroxisomal localization of
USP30-Flag was not an artifact of overexpression, we con-
structed TOM20-USP30-Flag, a USP30 construct in which its
N-terminal transmembrane domain was replaced by the
N-terminal transmembrane domain of the mitochondria mem-
brane protein TOM20 (Fig. 1 C). We argue that if the peroxisome
localization of USP30 is a mis-targeting artifact of over-
expressing a mitochondrial membrane protein, then TOM20-
USP30 should also mis-target upon overexpression. As a
peroxisome-targeting control, USP30 was fused to the C termi-
nus of the peroxisomal membrane protein PMP34 (PMP34-
USP30-Flag; Fig. 1 C). We found that TOM20-USP30 did not
localize to peroxisomes, as seen in the immunofluorescence
(Fig. 1 D and Fig S1 C) and cell fractionation (Fig. S1 D). In con-
trast, PMP34-USP30 localized exclusively to peroxisomes
(Fig. 1 D and Fig S1, E and F). Further, colocalization between

Journal of Cell Biology
https://doi.org/10.1083/jcb.201804172

9z0z Arenigad g0 uo 1senb Aq 4pd-z. L ¥0810Z A2l/81 1.2091/86./€/81Z/4Pd-8onie/qol/Bio"ssaidnu//:dny woyy papeojumoq

799


https://doi.org/10.1083/jcb.201804172

peroxisomes and USP30 was quantified in HeLa cells demon-
strating this localization (Fig. 1 E).

Next, we examined whether the peroxisomal import ma-
chinery can target USP30 to peroxisome membranes. PEX16
recruits most, if not all, membrane proteins to the peroxisome
through the ER, as the ER localized sa-PEX16, a PEX16 construct
with an ER-targeting stop-anchor sequence (sa-PEX16) can im-
port PMPs to the ER (Hua et al., 2015). Here, we found that sa-
PEX16 recruited the dual mitochondria and peroxisome-targeted
FIS1 to the ER, but not the mitochondrial proteins TOM20 and
USP35 (Fig. 1 F and Fig. S1, G and H; Wang et al., 2015). When the
different USP30 constructs were coexpressed with saPEX16,
both the WT USP30 and PMP34-USP30 but not TOM20-USP30
were recruited to the ER (Fig. 1 F), suggesting that USP30 can be
targeted by PEX16 in a mechanism similar to other PMPs. In-
terestingly, USP30-Flag was still found on mitochondria
(Fig. 1 G), suggesting that targeting to both organelles is likely
independent and competitive.

Overexpression of USP30 prevents peroxisome loss during
amino acid starvation

USP30 overexpression has been shown to reduce mitophagy
(Bingol et al., 2014), but based on its peroxisomal localization, we
next investigated its effects on pexophagy. Pexophagy was in-
duced by amino acid starvation (herein referred as starvation)
with HBSS, which causes a reduction in peroxisomes after 24 h
(Fig. 2 A; mock). To compare changes in peroxisome numbers,
we determined the peroxisome density per cell, which is the
total number of PMP70 puncta over the cell volume. Here we
observed a significant decrease in peroxisome density in HBSS-
treated cells compared with control (DMEM) cells (Fig. 2 B).
However, this loss of peroxisomes upon HBSS treatment was
prevented by the expression of either USP30-Flag or PMP34-
USP30, but not TOM20-USP30 (Fig. 2, A and B). Similar results
were also observed by immunoblot analysis for the peroxisomal
membrane protein PEX14, where PEX14 loss was not merely
inhibited upon the expression of USP30 but increased (Fig. 2, C
and D). In addition, TOM20-USP30 did not prevent the loss of
PEX14 during starvation (Fig. S2 A).

To determine whether USP30 deubiquitinase activity is re-
quired to prevent peroxisome loss during starvation, we tested a
catalytic mutant (USP30-Flag C77S), in which cysteine at residue
77 was changed to serine (Nakamura and Hirose, 2008). This
mutation has previously been shown to abolish the protective
effects of USP30 on mitophagy upon carbonyl cyanide
m-chlorophenyl hydrazone (CCCP) treatment (Liang et al.,
2015). We found that USP30-Flag C77S and PMP34-USP30
C77S were unable to prevent peroxisome loss (Fig. 2, B and E),
suggesting that USP30’s deubiquitination activity is required to
prevent starvation-induced peroxisome loss.

Finally, to test whether USP30 prevents pexophagy, we ex-
amined the targeting of peroxisomes to lysosomes using a pH-
sensing autophagy assay, the red-green (RG) assay (Deosaran
et al., 2013). The RG assay utilizes a peroxisome-targeted con-
struct, consisting of the transmembrane domain of
PEX26 tandem-tagged with GFP and RFP (PEX261y-RG). While
both fluorophores are fluorescent in the neutral cytosol, GFP
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fluorescence is quenched in the acidic lysosome, resulting in RFP
fluorescence only. When PEX261,-RG was expressed alone,
increased red signal was observed under starvation, indicating
increased lysosomal targeting of peroxisomes (Fig. 2, F and H).
When we coexpressed PEX267y-RG with USP30-Flag, the in-
crease in the RFP-only signal was not observed during starvation
(Fig. 2, G and H), demonstrating that USP30 can prevent
starvation-induced pexophagy. Together, these results suggest
that peroxisomally localized USP30 prevents starvation-induced

pexophagy.

USP30 maintains peroxisome numbers under basal conditions
Next, we asked whether USP30 is required for maintaining
peroxisome numbers under basal growth conditions. Here, we
performed siRNA-mediated knockdown to deplete cells of en-
dogenous USP30. Using quantitative immunofluorescence mi-
croscopy to measure peroxisome abundance (Fig. 3, A and B) and
immunoblot analysis for PEX14 (Fig. 3, C and D), we found a
reduction in peroxisome levels under basal condition, similar to
levels observed during only starvation.

To determine whether the peroxisome loss in USP30-
depleted cells was mediated by autophagy, we depleted USP30
in the autophagy-deficient ATG5 knockout mouse embryonic
fibroblast (MEF) cells (ATG5/~). ATGS is an autophagy protein
responsible for phagophore elongation, and its absence inhibits
autophagy (Kuma et al., 2004). Compared with WT MEFs, per-
oxisome loss was not observed in ATG5~/~ MEFs when USP30
was depleted (Fig. 3, E and F). Similarly, inhibiting autophagy by
treatment with the lysotropic drug chloroquine (Fig. 3, G and H),
or by codepletion of the autophagy factor ATG12 (Fig. 3, I and J),
also prevented peroxisome loss in USP30-depleted HeLa cells.
This further supports that USP30 depletion-induced peroxisome
loss is autophagy mediated. Similarly the loss of peroxisomes
was also prevented in USP30-deficient cells when codepleted of
NBRI(Fig. 3, I and J), an autophagy receptor that binds ubig-
uitinated peroxisomes (Deosaran et al., 2013; Yamashita et al.,
2014). Collectively, these data suggest USP30 regulates basal

pexophagy.

USP30 and PEX2 antagonize each other

During starvation, the abundance of the E3 ligase PEX2 increases
in response to mTORCI inhibition, resulting in peroxisomal
membrane protein ubiquitination (Sargent et al., 2016). To test
whether PEX2 is required for peroxisome loss in cells depleted of
USP30, we codepleted USP30 and PEX2 using siRNAs and found
that the peroxisome loss was prevented in both basal and star-
vation conditions (Fig. 3, K and L). This suggests that PEX2 is
required for pexophagy under basal conditions and that USP30
counters the action of PEX2 to maintain basal peroxisome
numbers.

USP30 inhibits pexophagy by preventing ubiquitination of
peroxisome membrane proteins

PEXS5 is a shuttle protein involved in peroxisome matrix protein
import. It is ubiquitinated at the peroxisomal membrane as part
of its general import cycle, allowing it to be recycled back to the
cytosol (Wang and Subramani, 2017). Peroxisomes that lose the
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Figure 2. Overexpressed USP30 reduces
peroxisome loss induced by starvation. (A)
Immunofluorescence of Hela cells transfected
with  USP30-Flag, PMP34-USP30-Flag, or
TOM20-USP30-Flag or mock transfected. Cells
grown in DMEM or HBSS for 24 h, stained for
PMP70 and Flag. (B) Quantification of the per-
oxisome density in A and E, relative to mock
DMEM (n = 3; 30 cells/trial). (C) HeLa lysates
expressing USP30-Flag, analyzed by immuno-
blotting for PEX14 and GAPDH. (D) Quantifica-
tion of PEX14/GAPDH density ratio in C
compared with mock DMEM (n = 6). (E) Hela
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ability to remove ubiquitinated PEX5 from the membrane have
been shown to be degraded by pexophagy (Nuttall et al., 2014;
Law et al., 2017). Ubiquitinated PEX5 was also shown to mediate
pexophagy during oxidative stress (Nordgren et al., 2015; Zhang
et al,, 2015). These studies suggest that aberrant PEX5 recycling
resulting in accumulation of ubiquitinated PEX5 on the mem-
brane may be a major signal for pexophagy. To determine
whether ubiquitinated PEX5 is the main signal for starvation-
induced pexophagy, we depleted cells of PEX5 followed by
starvation. We found that the PEX5 depletion was not sufficient
to prevent peroxisome loss during starvation. However, USP30
overexpression was able to rescue starvation-induced peroxi-
some loss in PEX5-depleted cells (Fig. 4, A and B), suggesting
that PEX5 is not the only pexophagy signal during starvation.
Since PEX2 has been shown to ubiquitinate multiple perox-
isomal membrane proteins including PEX5 and PMP70 (Sargent
et al., 2016), we hypothesized that USP30 is able to deubiquiti-
nate multiple membrane proteins based on ubiquitination status
and vicinity, rather than through specific protein recognition.
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o isomes (n =

cation of average percent lysosomal perox-
3; 50 cells/trial). Statistical

significance (Student’s t test): *, P < 0.05; **, P <
HOMEM 0.03; ***, P < 0.003; **** P < 0.0001. Bars:
20 um (A and E); 10 um (F and G).

USP30-Flag

To test this, we examined the ubiquitination status of these
proteins by immunoprecipitating HA-tagged ubiquitin (HA-Ub)
from HEK293 cells expressing HA-Ub under a tamoxifen-
inducible promoter. Upon USP30 depletion, we observed an
increase in ubiquitination of the membrane proteins PEX5 and
PMP70, but not the matrix protein catalase (Fig. 4, C and D). This
suggests that USP30 counteracts PEX2 by deubiquitinating its
substrates.

To further validate that USP30 prevents the accumulation of
ubiquitinated proteins on peroxisomes, we examined whether it
can prevent the accumulation of the ubiquitin-binding autoph-
agy receptor NBR1 on peroxisomes. We have previously shown
that 4-h starvation results in an increase in NBR1 recruitment to
peroxisomes (Sargent et al., 2016). We propose that if USP30
prevents pexophagy by removing ubiquitin on peroxisomes,
then overexpressing USP30 should prevent NBRI1 recruitment to
peroxisomes during starvation. Indeed, analysis of colocalization
by immunofluorescence microscopy show that overexpressing
USP30 prevents the colocalization of NBR1 to peroxisomes
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PMP70. (J) Quantification of | relative to siCTRL
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during starvation (Fig. 4, E and F). This further supports the
hypothesis that USP30 prevents pexophagy by removing ubiqg-
uitin on peroxisomes.

USP30 overexpression rescues peroxisome loss in PEX1- and
PEX26-deficient cells

PBDs are rare genetic diseases resulting from a lack of func-
tional peroxisomes. The most common mutations occur in
PEXI1, a component of the peroxisomal ATPases associated
with diverse cellular activities (AAA ATPase), which is com-
posed of PEX1, PEX6, and PEX26 (Braverman et al., 2016).
Defects in this gene were originally thought to reduce per-
oxisome numbers by inhibiting peroxisome formation. How-
ever, our work suggests that the loss in AAA ATPase activity
results in an accumulation of ubiquitinated PEX5, signaling
pexophagy (Law et al., 2017). This suggests that an alternative
method of removing ubiquitinated PEX5 from peroxisomes in
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AAA ATPase defective cells may prevent peroxisome loss. To
test this hypothesis, we investigated whether overexpressing
USP30 can complement cells with defective AAA ATPase
function. As previously shown, knockdown of PEX1 or PEX26
resulted in a loss of peroxisomes, but was rescued by USP30-
Flag and PMP34-USP30 overexpression (Fig. 5, A and B; and
Fig S3, A-C).

Next, we examined whether USP30 can rescue peroxisome
deficiency in a PBD fibroblast cell line with the most common
PEX1 mutation, PEX1 G843D. Compared with control fibroblast
cells, PEX1 G843D cells have significantly fewer peroxisomes
(Fig. 5, C and D). Strikingly, overexpressing USP30-Flag and
PMP34-USP30, but not catalytically inactive USP30-C77S, in-
creased the number of peroxisomes in the PEX1 G843D fibro-
blasts (Fig. 5, C and D; and Fig. S3, D and E). Collectively, these
data suggest that USP30 can rescue peroxisome loss induced by
AAA ATPase deficiency.
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We were unable to fully assess endogenous USP30 localiza-
tion; however, a report by Marcassa et al. (2018) published
during the preparation of this manuscript demonstrated that
endogenous USP30 localizes to peroxisomes and regulates basal
pexophagy. Based on our findings, we propose a model whereby
the opposing action of the E3 ubiquitin ligase PEX2 and the
deubiquitinating enzyme USP30 maintains peroxisome num-
bers (Fig. 5, E and F). We further propose that peroxisome levels
can be regulated by modulating their expression, where an in-
crease in USP30 will result in an increase in peroxisome num-
bers, while an increase in PEX2 reduces peroxisome numbers.
Our work also suggests that the regulation of both peroxisomes
and mitochondria may be more interconnected than previously
thought. It has been known that the two organelles share the
same components for their proliferation (Schrader et al., 2016).
Here, we show that a mitophagy regulator, USP30, also regulates
pexophagy. However, it has yet to be determined why the two
organelles share a common regulator, especially given that
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mitophagy and pexophagy are differentially regulated during
starvation (Rambold et al., 2011). Finally, our finding that USP30
may complement cells deficient in PEX1 function suggests the
potential therapeutic utility of USP30. We found that over-
expressing USP30 was sufficient to double the peroxisome
numbers in PEXI-deficient cells, suggesting that any mechanism
that increases USP30 expression and/or activity may help cir-
cumvent peroxisome loss in PEXl1-deficient cells. Therefore,
future work on regulation of USP30 may provide new targets
and tools for studying pexophagy in human health and disease.

Materials and methods

Plasmids and primers

The following plasmids were previously described: USP30-GFP,
OMP25TM-GFP, OMP25TM-Cer, sa-PEX16-GFP, Fisl-Myc,
PEX261-RG, USP35-HA, andTOM20-Cer (Deosaran et al., 2013;
Hua et al., 2015; Wang et al., 2015). The following plasmids were
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constructed for this study: USP30-Flag, PMP34-USP30-Flag,
TOM20-USP30-Flag, USP30-Flag C77S, and PMP34-USP30-Flag
C77S. The USP30 open-reading frame used in all the constructs
described below was obtained from the USP30-HA and USP30-
EGFP plasmids described previously (Wang et al., 2015). USP30-
Flag was designed by subcloning USP30 from USP30-EGFP into
Flag-N1 (Clontech pEGFP-N1 vector with the EGFP replaced by
three tandem Flag tags). TOM20-USP30-Flag was constructed by
first PCR-amplifying USP30-Flag (including the stop codon;
primers: 5'-ATCGACCGGTCATGCTGAGCTCCCGGGC-3' and 5'-
ATCGACCGGTTTACTTGTCATCGTCATCC-3’), then inserting it
in between TOM20 and EGFP of TOM20-EGFP (Clontech pEGFP-
N1 vector containing the TM domain of TOM20 upstream of
the EGFP), and finally using PCR-mediated deletion to remove
the transmembrane domain of the USP30 (codons 34-56 of
USP30; primers: 5'-GGTAAGCTTACAGAAAGAAAGAAG-3’ and
5'-CCAAAGCTTCATGACTTTATATC-3'). PMP34-USP30-Flag was
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mutation overexpressing USP30-Flag and im-
aged as in A. (D) Quantification of peroxisome
density with respect to mock-treated WT cells in
C. (E) Model of PEX2 and USP30 in pexophagy.
Peroxisomes are maintained by a balance be-
tween the action of USP30 and PEX2. Excess of
PEX2 results in pexophagy. (F) PEX2 is respon-
sible for ubiquitinating PMP70 and PEX5. PMP70
is deubiquitinated by USP30, while PEX5 can be
removed by the AAA ATPase or deubiquitinated
by USP30. Statistical significance (Student’s
t test): **, P < 0.0L; ***, P < 0.00; ****, P <
0.0001; ns, P = 0.05; n = 3; 30 cells/trial. Bars,
20 pm.

constructed by PCR-amplifying USP30-Flag (including the stop
codon) and then inserting it in between the PMP34 and EGFP of
PMP34-EGFP. USP30-Flag C77S and PMP34-USP3-Flag C77S were
constructed via site directed mutagenesis of USP30-Flag and
PMP34-USP30-Flag, respectively, all changing C77 of USP30 to S
(primers: 5'-TTAGGGAACACCTCCTTCATGAACTCC-3' and 5'-
GGAGTTCATGAAGGAGGTCCCTAA-3'). The protein expression of
these constructs are shown in Fig. S2 B.

Antibodies

The following antibodies were used in this study: rabbit anti-
PMP70 (Abcam; ab3421), mouse anti-Flag (Sigma-Aldrich;
F3165), rabbit anti-PEX5 (gift from G. Dodt at the University of
Tubingen, Tubingen, Germany), mouse anti-HA (BioLegend;
MMS-101R), rabbit anti-PEX14 (Millipore; ABC142), rabbit anti-
catalase (Millipore Sigma; 219010), mouse anti-NBR1 (Abnova;
H00004077-MO1), mouse anti-ATP5A (abcam; ab14748), mouse
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anti-Myc (Clontech; 631206), rabbit anti-VAPB (Sigma-Aldrich;
HPAO13144), goat anti-rabbit IgG-HRP (Thermo Scientific;
31460), anti-GAPDH HRP (Novus Biologicals; NB300-328H),
goat anti-mouse IgG-HRP (Cedarlane; CLCC30007), goat anti-
mouse IgG Alexa Fluor 488 (Thermo Fisher Scientific; A-
11001), goat anti-rabbit IgG Alexa Fluor 568 (Thermo Fisher
Scientific; A-11011), and donkey anti-mouse IgG Alexa Fluor 647
(Thermo Fisher Scientific; A-31571).

siRNAs

The following previously validated siRNAs were used, custom
synthesized from Sigma-Aldrich: USP30 (5'-CUAGUCAACACA
ACCCUAAACU-3'; Wang et al., 2015), PEX26 (5'-CAAGACCCA
GCCAAUCAAA-3'; Law et al., 2017), PEX1 (5'-CCAAGCAACUUC
AGUCAAA-3'; Law et al,, 2017), ATG12 (5'-GUGGGCAGUAGA
GCGAACA-3'; Deosaran et al., 2013), NBRI (5'-GGAGUGGAU
UUACCAGUUAUU-3'; Deosaran et al., 2013), PEX5 (5'-GGCAGA
GAAUGAACAAGAACUAUUA-3'; Law et al., 2017), PEX2 (5'-GCU
AGUUUGGUCCCAGUUU-3'; Sargent et al, 2016), and non-
targeting control siRNA (5'-AAUAAGGCUAUGAAGAGAUAC-3').
siRNAs were validated using the TagMan real-time quantitative
PCR (RT qPCR) system (Applied Biosystems) or Western blotting
(Fig. S2, C-E). For qPCR analysis, total cellular RNAs were iso-
lated using the SV Total RNA Isolation System (Promega), and
cDNAs were subsequently synthesized using the High Capacity
cDNA Reverse Transcription kit (Applied Biosystems). TagMan
primers were purchased from Thermo Fisher Scientific. gPCR
was performed on a StepOne Real Time PCR System using
TagMan Fast Advanced Master Mix, with GAPDH acting as a
reference gene for all quantifications.

Cell culture

HeLa, COS7, ATG5 WT, and AGT5 knockout (AGT57/-) MEFs
(Sargent et al., 2016), HA-Ub HEK293 cells (Sargent et al., 2016),
and the human WT and PEX1 G843D fibroblast cells (Law et al.,
2017) were grown in DMEM (Gibco), supplemented with 10%
FBS (Wisent). Cells were cultured at 37°C in humidified air
containing 5% CO,. Plasmids and siRNAs were transfected using
Lipofectamine-2000 (Invitrogen) according to the manu-
facturer’s instructions. Plasmids were transfected and allowed to
express for 16-24 h before any treatments were applied. De-
pletion experiments were performed using an siRNA 2-d
knockdown protocol, either followed by treatment or plasmid
overexpression. For amino acid starvation experiments, cells
were subjected to HBSS (Lonza) treatment for 24 h. Chloroquine
(chloroquine diphosphate salt; Sigma-Aldrich)-treated cells
were subjected to a 2-d knockdown protocol, followed by 24-h
HBSS treatment and concurrent treatment with the chloroquine
or solvent control.

Microscopy

Confocal fluorescence imaging was performed using a Zeiss
LSM710 laser-scanning confocal microscope with a 40x 1.3 NA or
63x 1.4 NA Oil Plan-APOCRAMAT objective and the appropriate
lasers and filter. For immunofluorescence, cells were fixed using
3.7% paraformaldehyde (Electron Microscopy Sciences) and
subsequently permeabilized with 0.1% Triton X-100 in PBS.
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Cells were incubated in the blocking buffer (10% FBS in PBS) for
30 min, followed by incubation with specific antibodies as in-
dicated. Coverslips were then mounted on glass slides using
DAKO mounting medium and stored at 4°C. Live cells were
imaged at 37°C in humidified air containing 5% CO, stage.
Brightness and contrast was modified using Adobe Photoshop
CS6 (Version 13.0 x64) for the purpose of presentation.

Coimmunoprecipitation and Western blotting

HEK293 cells stably expressing HA-Ub under the control of a
tamoxifen promoter were grown in 10-cm dishes and treated as
described in the main body. Additionally, 24 h before lysis, cells
were treated with 10 uM tamoxifen and 10 uM chloroquine; 3 h
before lysis, cells were treated with 10 uM MG132. Cells were
lysed in 1 ml of lysis buffer (50 mM Hepes, pH 7.5, 150 mM Nacl,
1% Triton X-100, 10% glycerol, 1.5 mM MgCl,, and 1.0 mM
EGTA), supplemented with protease inhibitor cocktail (Bio-
Shop). 1 mg of lysate was incubated with 20 pl of protein G
agarose beads (BioShop) and 1 ug of anti-HA antibody overnight
at 4°C. Samples were then washed three times with lysis buffer,
and protein was eluted by boiling in SDS-containing sample
buffer for 5 min. Samples were then analyzed by standard im-
munoblot procedures. For other Western blotting analysis, cell
were lysed using lysis buffer containing 100 mM Tris-HCl, 1%
SDS, and protease inhibitor cocktail (BioShop). Proteins were
visualized on Clinicselect blue x-ray film (Carestream) or using
ChemiDoc (Bio-Rad Laboratories).

Subcellular fractionation

Subcellular fractionation was performed on HeLa cells using the
Peroxisome Isolation kit (PEROX]; Sigma-Aldrich). In brief, two
15-cm dishes of HeLa cells were transfected with either USP30-
Flag, PMP34-USP30-Flag, or TOM20-USP30-Flag. Media was
changed 8 h after transfection. Cells were washed, trypsinized,
and collected 24 h following transfection. Cells were then re-
suspended in Peroxisome Extraction Buffer (Sigma-Aldrich).
The manufacturers’ protocol was followed with the following
exceptions: to lyse cells, a 5-mm metal cell homogenizer me-
chanically lysed the cells, and final fractions were pelleted at
200,000 g (Sargent et al., 2016). For this manuscript, an addi-
tional modification was made to the fraction collection. Fraction
collection proceeded to separate the entirety of the gradient
volume into six equal fractions (1-6; 20-27.5% iodixanol gradi-
ent). Pellets collected from each fraction were dissolved in 30 pl
of lysis buffer (100 mM Tris-HCl and 1% SDS) and subsequently
boiled in SDS-containing sample buffer. Finally, samples were
Western blotted as described above. All blots were probed for
Flag, PEX14, VAPB, and ATP5A.

Lysosome-targeting RG assay

The RG assay was performed as previously described (Deosaran
et al.,, 2013). In brief, HeLa cells grown in Lab-Tek chambers
were transfected with PEX261y-RG and USP30-Flag 24-36 h
before being subjected to amino acid starvation. Cells were ei-
ther maintained in DMEM + FBS media or in HBSS without FBS.
Both media were supplemented with 2 uM E-64 and 0.5 mM
leupeptin. Cells were imaged live in CO,-independent media
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(Thermo Fisher Scientific) after 12-h incubation. Due to the
necessity for live imaging, cells were unable to be costained for
USP30-Flag expression. Efficiency of cotransfection of
PEX267m-RG and USP30-Flag vectors was measured to be
94.6 + 2.9%.

Quantification and statistical analysis

Peroxisome density was quantified using Volocity software
(version 6.3; Perkin Elmer). The total peroxisome number per
cell was determined by drawing a region of interest (ROI)
around individual cells and identifying PMP70 (red) punctate
structures that meet a size and intensity cut-off controlled for
background intensity. The same ROI was also used to determine
the cell volume. Total peroxisome number within a cell was
divided by the individual cell volume, producing the peroxisome
density per cell. The average peroxisome density was calculated
by averaging the peroxisome density from at least 30 cells. The
relative peroxisome density was determined by normalizing the
average peroxisome density per condition to that of the mock or
nontargeting siRNA (siCTRL)-treated control sample. All Man-
ders’ colocalization coefficients (MCC) were calculated using
Volocity for the portion of peroxisomes that colocalized with
either USP30-Flag, PMP34-USP30-Flag, TOM20-USP30-Flag, or
NBRI. As control for nonspecific colocalization between mito-
chondria and peroxisomes, mock-transfected cells were stained
for endogenous PMP70 and the mitochondrial marker ATP5A.
For all images, the same threshold was used for their MCC
quantification. For all MCCs a minimum of 30 cells were counted
per trial, with three trials quantified to determine statistical
significance. Statistical significance was calculated using the
Student’s t test. Data distribution was assumed to be normal, but
this was not formally tested.

For the quantification of the RG assay, the area of the cell was
determined by drawing an ROI around an individual cell. Per-
oxisomes were identified by the PEX26ry-RG construct ex-
pression, in which the total pixel intensity of GFP and RFP signal
for each peroxisome and the area of each peroxisome were
measured. The peroxisome with a total RFP signal that is three
times higher than its GFP signal is considered as a “red peroxi-
some” and hence identified to be localized to the lysosome. The
total area of “red” peroxisomes and the total area of peroxisomes
were calculated and tabulated. Three independent trials were
performed, and 50 cells were quantified in each treatment. The
percentage of peroxisomes that colocalized with the lysosome in
each cell was calculated and plotted.

Online supplemental materials

Fig. S1 shows the localization of USP30-Flag, PMP34-USP30-
Flag, and TOM20-USP30-Flag in HeLa cells by immunofluores-
cence microscopy and subcellular fractionation. It also shows the
localization of USP35-HA, TOM20-Cer, and FIS1-Myc in COS7
cells, costained for either endogenous PMP70 or overexpressing
the mitochondrial marker OMP25-GFP. Fig. S2 shows the
starvation-induced decrease in PEXI14 protein upon over-
expression of TOM20-USP30. It also shows the expression of all
USP30 construct and siRNA validations by RT qPCR or Western
blotting. Fig. S3 shows overexpression of PMP34-USP30 in HeLa
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cells depleted of PEXI, the overexpression of USP30-Flag in
PEX26-depleted HelLa cells, and the overexpression of PMP34-
USP30 and USP30-Flag C77S in WT and PEX1 G843D fibroblasts.

Acknowledgments
We thank Sharon Leung for critically reading the manuscript.

This work was supported by the Canada Institute of Health
Research grants (PJT156196 to P.K. Kim and MOP-130281 to G.A.
McQuibban) and Natural Sciences and Engineering Research
Council of Canada Discovery grants (RGPIN-2015-04077 to P.K.
Kim and RGPIN-2015-05969 to G.A. McQuibban).

The authors declare no competing financial interests.

Author Contributions: P.K. Kim, G.A. McQuibban, Y. Wang
and V. Riccio conceived the study. V. Riccio, N. Demers, R. Hua,
M. Vissa, D.T. Cheng, and A.-W. Strilchuk performed experi-
ments. V. Riccio, N. Demers, R. Hua, and M. Vissa and P.K. Kim
performed data analysis. V. Riccio and P.K. Kim wrote the
manuscript. All authors contributed to the editing of the
manuscript.

Submitted: 1 May 2018
Revised: 8 September 2018
Accepted: 11 January 2019

References

Bingol, B., J.S. Tea, L. Phu, M. Reichelt, C.E. Bakalarski, Q. Song, O. Foreman,
D.S. Kirkpatrick, and M. Sheng. 2014. The mitochondrial deubiquitinase
USP30 opposes parkin-mediated mitophagy. Nature. 510:370-375.
https://doi.org/10.1038/naturel3418

Braverman, N.E., G.V. Raymond, W.B. Rizzo, A.B. Moser, M.E. Wilkinson, E.
M. Stone, S.J. Steinberg, M.F. Wangler, E.T. Rush, ].G. Hacia, and M.
Bose. 2016. Peroxisome biogenesis disorders in the Zellweger spectrum:
An overview of current diagnosis, clinical manifestations, and treat-
ment guidelines. Mol. Genet. Metab. 117:313-321. https://doi.org/10.1016/
j.ymgme.2015.12.009

Cunningham, C.N., ].M. Baughman, L. Phu, J.S. Tea, C. Yu, M. Coons, D.S.
Kirkpatrick, B. Bingol, and J.E. Corn. 2015. USP30 and parkin homeo-
statically regulate atypical ubiquitin chains on mitochondria. Nat. Cell
Biol. 17:160-169. https://doi.org/10.1038/ncb3097

Deosaran, E., K.B. Larsen, R. Hua, G. Sargent, Y. Wang, S. Kim, T. Lamark, M.
Jauregui, K. Law, J. Lippincott-Schwartz, et al. 2013. NBR1 acts as an
autophagy receptor for peroxisomes. J. Cell Sci. 126:939-952. https://doi
.org/10.1242/jcs.114819

Dixit, E., S. Boulant, Y. Zhang, A.S. Lee, C. Odendall, B. Shum, N. Hacohen, Z.].
Chen, S.P. Whelan, M. Fransen, et al. 2010. Peroxisomes are signaling
platforms for antiviral innate immunity. Cell. 141:668-681. https://doi
.org/10.1016/j.cell.2010.04.018

Hua, R., S.K. Gidda, A. Aranovich, R.T. Mullen, and P.K. Kim. 2015. Multiple
Domains in PEX16 Mediate Its Trafficking and Recruitment of Peroxi-
somal Proteins to the ER. Traffic. 16:832-852. https://doi.org/10.1111/tra
12292

Klionsky, D.J., K. Abdelmohsen, A. Abe, M.J. Abedin, H. Abeliovich, A. Ace-
vedo Arozena, H. Adachi, C.M. Adams, P.D. Adams, K. Adeli, et al. 2016.
Guidelines for the use and interpretation of assays for monitoring au-
tophagy (3rd edition). Autophagy. 12:1-222. https://doi.org/10.1080/
15548627.2015.1100356

Koch, A., Y. Yoon, N.A. Bonekamp, M.A. McNiven, and M. Schrader. 2005. A
role for Fisl in both mitochondrial and peroxisomal fission in mam-
malian cells. Mol. Biol. Cell. 16:5077-5086. https://doi.org/10.1091/mbc
.e05-02-0159

Kuma, A., M. Hatano, M. Matsui, A. Yamamoto, H. Nakaya, T. Yoshimori, Y.
Ohsumi, T. Tokuhisa, and N. Mizushima. 2004. The role of autophagy
during the early neonatal starvation period. Nature. 432:1032-1036.
https://doi.org/10.1038/nature03029

Journal of Cell Biology
https://doi.org/10.1083/jcb.201804172

9z0z Arenigad g0 uo 1senb Aq 4pd-z. L ¥0810Z A2l/81 1.2091/86./€/81Z/4Pd-8onie/qol/Bio"ssaidnu//:dny woyy papeojumoq

806


https://doi.org/10.1038/nature13418
https://doi.org/10.1016/j.ymgme.2015.12.009
https://doi.org/10.1016/j.ymgme.2015.12.009
https://doi.org/10.1038/ncb3097
https://doi.org/10.1242/jcs.114819
https://doi.org/10.1242/jcs.114819
https://doi.org/10.1016/j.cell.2010.04.018
https://doi.org/10.1016/j.cell.2010.04.018
https://doi.org/10.1111/tra.12292
https://doi.org/10.1111/tra.12292
https://doi.org/10.1080/15548627.2015.1100356
https://doi.org/10.1080/15548627.2015.1100356
https://doi.org/10.1091/mbc.e05-02-0159
https://doi.org/10.1091/mbc.e05-02-0159
https://doi.org/10.1038/nature03029
https://doi.org/10.1083/jcb.201804172

Law, K.B., D. Bronte-Tinkew, E. Di Pietro, A. Snowden, R.O. Jones, A. Moser, ].
H. Brumell, N. Braverman, and P.K. Kim. 2017. The peroxisomal AAA
ATPase complex prevents pexophagy and development of peroxisome
biogenesis disorders. Autophagy. 13:868-884. https://doi.org/10.1080/
15548627.2017.1291470

Liang, J.R., A. Martinez, ].D. Lane, U. Mayor, M.J. Clague, and S. Urbé. 2015.
USP30 deubiquitylates mitochondrial Parkin substrates and restricts
apoptotic cell death. EMBO Rep. 16:618-627. https://doi.org/10.15252/
embr.201439820

Marcassa, E., A. Kallinos, J. Jardine, E.V. Rusilowicz-Jones, A. Martinez, S.
Kuehl, M. Islinger, M.J. Clague, and S. Urbé. 2018. Dual role of USP30 in
controlling basal pexophagy and mitophagy. EMBO Rep. 19:e45595.
https://doi.org/10.15252/embr.201745595

Nakamura, N., and S. Hirose. 2008. Regulation of mitochondrial morphology
by USP30, a deubiquitinating enzyme present in the mitochondrial
outer membrane. Mol. Biol. Cell. 19:1903-1911. https://doi.org/10.1091/
mbc.e07-11-1103

Nordgren, M., B. Wang, O. Apanasets, and M. Fransen. 2013. Peroxisome
degradation in mammals: mechanisms of action, recent advances, and
perspectives. Front. Physiol. 4:145. https://doi.org/10.3389/fphys.2013
.00145

Nordgren, M., T. Francisco, C. Lismont, L. Hennebel, C. Brees, B. Wang, P.
P. Van Veldhoven, J.E. Azevedo, and M. Fransen. 2015. Export-
deficient monoubiquitinated PEX5 triggers peroxisome removal in
SV40 large T antigen-transformed mouse embryonic fibroblasts.
Autophagy. 11:1326-1340. https://doi.org/10.1080/15548627.2015
1061846

Nuttall, J.M., A.M. Motley, and E.H. Hettema. 2014. Deficiency of the ex-
portomer components Pexl, Pex6, and Pexl5 causes enhanced pex-
ophagy in Saccharomyces cerevisiae. Autophagy. 10:835-845. https://
doi.org/10.4161/auto.28259

Rambold, A.S., B. Kostelecky, N. Elia, and J. Lippincott-Schwartz. 2011. Tu-
bular network formation protects mitochondria from autophagosomal

Riccio et al.
USP30 regulates pexophagy

c 3 »
IV

degradation during nutrient starvation. Proc. Natl. Acad. Sci. USA. 108:
10190-10195. https://doi.org/10.1073/pnas.1107402108

Sargent, G., T. van Zutphen, T. Shatseva, L. Zhang, V. Di Giovanni, R.
Bandsma, and P.K. Kim. 2016. PEX2 is the E3 ubiquitin ligase required
for pexophagy during starvation. J. Cell Biol. 214:677-690. https://doi
.0rg/10.1083/jcb.201511034

Schrader, M., J.L. Costello, L.F. Godinho, A.S. Azadi, and M. Islinger. 2016.
Proliferation and fission of peroxisomes - An update. Biochim. Biophys.
Acta. 1863:971-983. https://doi.org/10.1016/j.bbamcr.2015.09.024

Smith, J.J., and J.D. Aitchison. 2013. Peroxisomes take shape. Nat. Rev. Mol.
Cell Biol. 14:803-817. https://doi.org/10.1038/nrm3700

Trompier, D., A. Vejux, A. Zarrouk, C. Gondcaille, F. Geillon, T. Nury, S.
Savary, and G. Lizard. 2014. Brain peroxisomes. Biochimie. 98:102-110.
https://doi.org/10.1016/j.biochi.2013.09.009

Wanders, R.J., and H.R. Waterham. 2006. Biochemistry of mammalian per-
oxisomes revisited. Annu. Rev. Biochem. 75:295-332. https://doi.org/10
.1146/annurev.biochem.74.082803.133329

Wang, W., and S. Subramani. 2017. Role of PEX5 ubiquitination in main-
taining peroxisome dynamics and homeostasis. Cell Cycle. 16:2037-2045.
https://doi.org/10.1080/15384101.2017.1376149

Wang, Y., M. Serricchio, M. Jauregui, R. Shanbhag, T. Stoltz, C.T. Di Paolo, P.
K. Kim, and G.A. McQuibban. 2015. Deubiquitinating enzymes regulate
PARK2-mediated mitophagy. Autophagy. 11:595-606. https://doi.org/10
.1080/15548627.2015.1034408

Yamashita, S., K. Abe, Y. Tatemichi, and Y. Fujiki. 2014. The membrane
peroxin PEX3 induces peroxisome-ubiquitination-linked pexophagy.
Autophagy. 10:1549-1564. https://doi.org/10.4161/auto.29329

Youle, R.J., and D.P. Narendra. 2011. Mechanisms of mitophagy. Nat. Rev. Mol.
Cell Biol. 12:9-14. https://doi.org/10.1038/nrm3028

Zhang, J., D.N. Tripathi, J. Jing, A. Alexander, ]. Kim, R.T. Powell, R. Dere, ].
Tait-Mulder, J.H. Lee, T.T. Paull, et al. 2015. ATM functions at the
peroxisome to induce pexophagy in response to ROS. Nat. Cell Biol. 17:
1259-1269. https://doi.org/10.1038/ncb3230

Journal of Cell Biology
https://doi.org/10.1083/jcb.201804172

9z0z Arenigad g0 uo 1senb Aq 4pd-z. L ¥0810Z A2l/81 1.2091/86./€/81Z/4Pd-8onie/qol/Bio"ssaidnu//:dny woyy papeojumoq

807


https://doi.org/10.1080/15548627.2017.1291470
https://doi.org/10.1080/15548627.2017.1291470
https://doi.org/10.15252/embr.201439820
https://doi.org/10.15252/embr.201439820
https://doi.org/10.15252/embr.201745595
https://doi.org/10.1091/mbc.e07-11-1103
https://doi.org/10.1091/mbc.e07-11-1103
https://doi.org/10.3389/fphys.2013.00145
https://doi.org/10.3389/fphys.2013.00145
https://doi.org/10.1080/15548627.2015.1061846
https://doi.org/10.1080/15548627.2015.1061846
https://doi.org/10.4161/auto.28259
https://doi.org/10.4161/auto.28259
https://doi.org/10.1073/pnas.1107402108
https://doi.org/10.1083/jcb.201511034
https://doi.org/10.1083/jcb.201511034
https://doi.org/10.1016/j.bbamcr.2015.09.024
https://doi.org/10.1038/nrm3700
https://doi.org/10.1016/j.biochi.2013.09.009
https://doi.org/10.1146/annurev.biochem.74.082803.133329
https://doi.org/10.1146/annurev.biochem.74.082803.133329
https://doi.org/10.1080/15384101.2017.1376149
https://doi.org/10.1080/15548627.2015.1034408
https://doi.org/10.1080/15548627.2015.1034408
https://doi.org/10.4161/auto.29329
https://doi.org/10.1038/nrm3028
https://doi.org/10.1038/ncb3230
https://doi.org/10.1083/jcb.201804172

	Deubiquitinating enzyme USP30 maintains basal peroxisome abundance by regulating pexophagy
	Introduction
	Results and discussion
	USP30 localizes to peroxisomes
	Overexpression of USP30 prevents peroxisome loss during amino acid starvation
	USP30 maintains peroxisome numbers under basal conditions
	USP30 and PEX2 antagonize each other
	USP30 inhibits pexophagy by preventing ubiquitination of peroxisome membrane proteins
	USP30 overexpression rescues peroxisome loss in PEX1

	Materials and methods
	Plasmids and primers
	Antibodies
	siRNAs
	Cell culture
	Microscopy
	Coimmunoprecipitation and Western blotting
	Subcellular fractionation
	Lysosome
	Quantification and statistical analysis
	Online supplemental materials

	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /UseDeviceIndependentColor
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue true
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 299
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 299
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


