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Liver ubiquitome uncovers nutrient-stress-mediated
trafficking and secretion of complement C3

Helena de Fatima Magliarelli', Mariette Matondo®°, Gergé Mészéros'>®, Alexander Goginashvili', Eric Erbs', Zhirong Zhang',
Michael Mihlan', Christian Wolfrum*®, Ruedi Aebersold>®, Izabela Sumara*' and Romeo Ricci*'

Adaptation to changes in nutrient availability is crucial for cells and organisms. Posttranslational modifications of signaling
proteins are very dynamic and are therefore key to promptly respond to nutrient deprivation or overload. Herein we screened for
ubiquitylation of proteins in the livers of fasted and refed mice using a comprehensive systemic proteomic approach. Among 1641
identified proteins, 117 were differentially ubiquitylated upon fasting or refeeding. Endoplasmic reticulum (ER) and secretory
proteins were enriched in the livers of refed mice in part owing to an ER-stress-mediated response engaging retro-translocation
and ubiquitylation of proteins from the ER. Complement C3, an innate immune factor, emerged as the most prominent ER-related
hit of our screen. Accordingly, we found that secretion of C3 from the liver and primary hepatocytes as well as its dynamic
trafficking are nutrient dependent. Finally, obese mice with a chronic nutrient overload show constitutive trafficking of C3 in the
livers despite acute changes in nutrition, which goes in line with increased C3 levels and low-grade inflammation reported for
obese patients. Our study thus suggests that nutrient sensing in the liver is coupled to release of C3 and potentially its metabolic

and inflammatory functions.

Cell Death and Disease (2016) 7, €2411; doi:10.1038/cddis.2016.312; published online 13 October 2016

In vertebrates, the liver represents a metabolic hub allowing
complex organisms to cope with nutritional challenges:
keeping glucose levels steady in the blood during fasting,
and storing excess of nutrients in the form of glycogen
and lipids in the postprandial state.? At the cellular level,
hepatocytes engage a metabolic stress program in situations
of insufficient supply of nutrients, as well as during nutrient
excess.® During low-nutrient conditions, glucose and amino-
acid deficiency induce, among other responses, autophagy to
mitigate cellular damage and provide nutrients for short-term
survival.* On the other hand, nutrient excess can alter
mitochondrial function and endoplasmic reticulum (ER)
metabolism, resulting in increased ROS production culminat-
ing in the activation of stress kinases, including c-jun
N-terminal kinases (JNKs), IkB kinase, p38 and double-
stranded RNA-dependent kinase.® Fructose represents one
important factor that induces cellular stress in hepatocytes.
The metabolism of fructose by hepatocytes leads to specific
activation of JNK and is strongly associated with hepatic
insulin resistance as well as induction of de novo lipogenesis
increasing intracellular lipid content.>® The consumption of
fructose has increased dramatically over the past decades
and is being linked to the development of insulin resistance,
hypertriglyceridemia, type 2 diabetes and non-alcoholic fatty
liver disease.”®

Nutritional inputs induce a complex array of changes in
posttranslational modifications (PTMs) contributing to adapta-
tion of cellular functions to metabolic stress. Ubiquitin
conjugation (ubiquitylation) to substrate proteins remains
relatively poorly explored in a metabolic context. Regulation
of hepatic glucose production represents one critical meta-
bolic process regulated through ubiquitylation.®~'2 Ubiquityla-
tion is a versatile PTM that was initially discovered to be a mark
for targeting proteins to proteasomal degradation.'® However,
ubiquitin is now considered as a signaling tag able to trigger a
whole plethora of molecular events in cells.'*'® Protein
ubiquitylation can exist in many different topologies: from a
single ubiquitin molecule linked to substrates to a large variety
of polyubiquitin chains.’'® While ubiquitin-binding domain
proteins recognize these different ubiquitin topologies and
determine the fate of substrates in the cell and the
deubiquitylating enzymes reverse ubiquitylation or control
editing of polyubiquitin chains.'*'®17

Herein we aimed at uncovering ubiquitylation pathways
regulated in a nutrient-responsive manner and their role during
a nutrient-stress response. To this end, we performed a
proteomic screen for ubiquitylated proteins in the livers of mice
subjected to nutritional stress conditions imposed by switching
from fasting to refeeding with a high sucrose diet. We provide a
comprehensive list of differentially ubiquitylated proteins
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linking ubiquitylation events to metabolic processes in the
liver. Moreover, we studied one of the strongest hits of our
screen, complement C3 that is produced and secreted by the
liver to act as a major component of innate immune defense,
unraveling that trafficking and secretion of complement C3
was nutrient dependent. We hypothesize that nutrient sensing
in the liver is coupled to release of C3 and potentially its
metabolic and inflammatory functions.

Results

Identification of the ubiquitin-modified proteome in
response to nutrient stress in the liver. To identify proteins
that are ubiquitylated in response to a nutritional stress in the
mouse liver, we performed a fasting—refeeding experiment
(Figure 1a). The high sucrose diet is used to trigger a strong
induction of de novo lipogenesis in the liver'® associated with
high cellular stress.” Indeed, expression of genes involved in
gluconeogenesis and fatty acid oxidation was increased
during fasting, while one of the glycolytic and lipogenic
genes was elevated during refeeding (Supplementary
Figures S1A-D).

Two complementary approaches were used to pulldown
ubiquitylated proteins from liver lysates: Tandem Ubiquitin-
Binding Entities 1 (TUBEs 1)'® and UbiQapture (Figures 1b
and c). Both approaches allowed for efficient purification of
ubiquitylated proteins from total liver extracts (Figures 1b
and c¢) and HEK293T cells (Supplementary Figures S2A and
B). For example, we observed enriched ubiquitylation of 1kBa
in response to tumor necrosis factor a (TNFa) upon inhibition
of proteasomal degradation (Supplementary Figures S2A
and B). We thus next used TUBEs 1 and UbiQapture to purify
potentially ubiquitylated proteins from liver lysates of mice
subjected to fasting—refeeding prior to mass spectrometric
analysis (Figures 1b and c).

Mass spectrometric analysis revealed 1641 unique
putative ubiquitylated proteins (Figure 1d and Supplemen-
tary Table S1). Importantly, 65% of the identified proteins were
previously shown to be directly ubiquitylated in two large-scale
proteomic studies®®2" (Figure 1e), confirming the relevance of
our approach. A hypergeometric distribution analysis showed
that these overlaps were statistically significant and non-
random. There was also a significant overlap between
experimental replicates: 50% of proteins were identified in at
least two experiments with TUBEs 1 (Supplementary
Figure S3A) and 73% of proteins were found in both
experiments with UbiQapture (Supplementary Figure S3B).
In addition, 22% of the proteins were detected with both
techniques (Supplementary Figure S3C). These data thus
suggest that some of the proteins were recognized by both
ubiquitin-binding entities, but most of the substrates had
different binding affinities.

Fasting—feeding alters ubiquitylation patterns in the
liver. To identify proteins that were significantly more abun-
dant in ubiquitin purifications under fasting or refeeding
conditions, we used label-free quantification and performed
one-way analysis of variance (ANOVA), which served to build
the volcano plots (Figures 2a and b). We identified 26 proteins
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in the livers of fasted (Supplementary Table S2) and 91
proteins in the livers of refed mice (Supplementary Table S3).
To rigorously validate our proteomic approach, we selected
seven hits representing genes implicated in metabolism
(Stbd1, Pdzk1, Lpin1, Pdk4, Pdhx, Eno1, Hsd11B1). To
confirm their ubiquitylation, we used HEK293T cells and
primary murine hepatocytes (Supplementary Figure S3D). We
could demonstrate ubiquitylation of all seven candidate
proteins (Figure 2c and Supplementary Figures S4-S10)
further confirming the relevance of our proteomic analysis.

Gene ontology analysis revealed significant clustering of
identified proteins predominantly localized to mitochondria,
within ribonucleoprotein complexes and to ER (Supplem-
entary Figures S11A and B). Moreover, functional clustering
showed significant enrichment of metabolic pathways such as
metabolism of amino acids and lipids under both fasting and
refeeding conditions (Figure 3a). Interestingly, among the
identified hits, proteins involved in membrane trafficking were
enriched upon refeeding of mice (Figures 3b and c¢ and
Supplementary Figure S11C). Indeed, under nutrient-stress
conditions, the liver is responsible for secreting proteins, such
as very low-density lipoproteins.?2 In line with this notion, we
observed that 16% of the proteins identified in refed mice were
either secreted, ER membrane or luminal proteins in contrast
to proteins identified in fasted mice, which were predominantly
located in the cytosol, mitochondria and nucleus (Figures 3b
and c). Thus our findings suggest that adaptation of the
secretory machinery to nutrient availability is critical in the liver
and might be linked to ubiquitin signaling.

Pro-C3 is ubiquitylated in the livers of refed mice.
ER-stress response is a cellular adaptation process triggered
by a variety of conditions, including nutrient overload.?® In our
experimental model, high sucrose diet induced the expres-
sion of ER-stress markers (Supplementary Figure S12A) and
the phosphorylation of inositol-requiring enzyme 1 alpha
(p-IRE1a), the classical marker of unfolded protein response
(Supplementary Figure S12B). Furthermore, our screening
results suggest that ER-resident and secreted proteins are
differentially ubiquitylated upon fasting and feeding conditions
(Figure 3). Among the most prominent hits, we identified
complement C3, a central component of the innate immunity
(Supplementary Table S3, Figure 3c). In addition to its
canonical immunological functions, complement C3 is known
to have a role in metabolism by increasing lipogenesis in
adipose tissue and enhancing insulin secretion.242% More-
over, elevated blood levels of complement C3 were reported
in obese and diabetic patients.2’~2° Thus nutrient-dependent
ubiquitylation of complement C3 might be linked to its
trafficking and secretion. To test this hypothesis, ubiquityla-
tion of complement C3 was tested in HEK293T cells and in
primary murine hepatocytes (Figures 4a—d). Strikingly, we
observed that complement C3 was ubiquitylated using all
different experimental conditions (Figures 4a—d). Moreover,
treatment with the proteasome inhibitor MG132 increased the
amount of ubiquitylated C3 in HEK293 cells (Figures 4a
and b) and in primary hepatocytes (Figures 4c and d),
suggesting that ubiquitylated C3 was at least partially
subjected to proteasomal degradation.
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Identification of the ubiquitin-modified proteome in response to nutrient stress in the liver. (a) Schematic representation of each step of the proteomic approach.

Livers of 16 h fasted mice (in orange) and 24 h high-sucrose refed mice (in green) were isolated, and total liver extracts were purified with both TUBEs 1 and UbiQapture followed
by in-solution or in-gel trypsin digestion, respectively. Samples were subjected to an Orbitrap XL and analyzed by Maxquant and Perseus.“® (b and ¢) Western blottings with
samples of TUBEs 1- (b) and UbiQapture-purified (c) liver lysates of three fasted and three refed mice. An antibody against ubiquitin (P4D1) was used to detect ubiquitylated
proteins. Input (1), flow through (FT) and elution (E) are shown. (d) Table with numbers of identified proteins of independent experiments. Three independent experiments were
performed with TUBEs 1 pulldowns with lysates from 26 mice in total. Two independent experiments were performed with UbiQapture pulldowns with lysates from 20 mice in total.
Total numbers of unique proteins are indicated for both approaches. Merging of both numbers resulted in identification of 1641 unique proteins. (e) Venn diagrams comparing

proteins identified in our screen with two previous studies,2*?'
proteins identified in these studies. **P<0.01

To further test our hypothesis and functionally link comple-
ment C3 trafficking to ubiquitylation, we treated primary
hepatocytes with Brefeldin A (BFA). Interestingly, we observed
a moderate increase in the protein levels of complement
C3 upon BFA treatment and increase in complement
C3 ubiquitylation (Figure 4e), suggesting an involvement
of ubiquitin signaling in trafficking of complement C3. To
corroborate these findings, we have subsequently analyzed
ubiquitylation of endogenous C3 in the livers of refed mice in
which no proteasomal inhibition was applied (Figure 4f). C3 is

respectively. Five hundred and seventy-nine proteins (65% of all identified proteins) in our screen overlapped with

first synthesized as pro-C3 in the ER as a single chain of
180 kDa. In the Golgi and in secretory vesicles, pro-C3 is
processed into two chains linked by a disulfide bond
(Figure 5a).° Using an antibody specific for C3a, we detected
two specific bands migrating at approximately 110 and
180 kDa in total liver lysates (Figure 4f). Lysates of the livers
from C3 knockout mice confirmed specificity of these bands,
which likely correspond to the a-chain of mature C3 and to pro-
C3, respectively. Strikingly, while the upper band was more
abundant in the livers of refed mice, the lower band was more

Cell Death and Disease
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Figure 2 Fasting-feeding alters ubiqitylation patterns in the liver. (a and b) Volcano plots representing all identified proteins classified according to log2 of the difference
between refeeding and fasting (x axis) and the negative log of the P-values obtained by ANOVA (y axis). Thresholds of four-fold differences between fasted and refed and P-values
< 0.05 (dotted lines) were chosen to select putatively ubiquitylated proteins in the fasted (orange) and refed livers (green). Number of hits are shown separately for TUBEs 1- (a)
and UbiQapture-purified (b) proteins. (c) Summary of all the IPs and pulldowns performed to confirm the ubiquitylation of seven proteins selected for biochemical validation. ‘Yes’
refers to ubiquitylation identified in at least one of the conditions tested; ‘No’ refers to ubiquitylation not identified in the conditions tested. Flag tag was added to either N- or
C-terminus depending on the domains present in the protein. Proteins not detected in the input were assigned with LD (low detection)

abundant in the livers of fasted animals (Figure 4f). In TUBEs
1-purified lysates, a specific band at approximately 180 kDa,
thus most likely corresponding to ubiquitylated pro-C3, was
more abundant in refed mice, corroborating the data from the
proteomic screen and higher levels of ubiquitylated C3 in
refeeding conditions. We conclude that nutrient overload in the
liver induces ubiquitylation of C3 and may control its
intracellular trafficking and potentially secretion.

Mature C3 is stored in small vesicles and secreted upon
nutrient overload. In order to confirm that nutrient overload
is linked to intracellular C3 trafficking, we first rigorously
analyzed the identities of two bands detected in the livers with
an anti-C3 antibody. To understand how the metabolic state
of hepatocytes affected the abundance of these forms, we
compared total lysates of the livers of fasted and refed mice
under reducing and non-reducing SDS-PAGE conditions.
Indeed, abundance of the two bands under reducing SDS-
PAGE conditions changed in fasting and feeding,
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respectively, and the 180 kDa form was markedly increased
upon feeding (Figure 5b). Importantly, under non-reducing
conditions only the upper band was detected, strongly
suggesting that the two bands indeed corresponded to pro-
C3 and mature C3 (Figure 5c). The total C3 abundance was
unchanged between the livers of fasted and refed mice
(Figure 5c). This is in line with the fact that transcriptional
levels of C3 were also not altered upon fasting and refeeding
(Supplementary Figure S13A). A similar pattern of C3
processing was observed in primary hepatocytes cultured
in starvation or in a nutrient-rich media and the abundance of
a band migrating at around 180 kDa was increased upon
nutrient addition (Figure 5d). In line with a previous report,
we were unable to detect mature C3 in total hepatocyte
extracts, which may indicate that isolated primary hepato-
cytes have a reduced capacity to store mature C3 prior to
secretion. Expression of C3 at the RNA level was also not
affected by our experimental conditions (Supplementary
Figure S13B), suggesting that translation of pro-C3 might



be enhanced under nutrient-rich conditions. Strikingly, treat-
ment of primary hepatocytes kept in a nutrient-rich media with
BFA, which is expected to prevent conversion from pro-C3 to
mature C3, further increased abundance of the 180 kDa form

a

-log2 (pvalue)
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of pro-C3, confirming our hypothesis that nutrient overload
stimulates intracellular trafficking of C3 (Figure 5d). The lower
levels of mature C3 observed in the livers of refed mice could
be also explained by nutrient-dependent regulation of

Hits in fasted mice
Hits in refed mice

METABOLISM

Metabolism of amino acids
Metabolism of lipids and lipoproteins
Glucose metabolism

MEMBRANE TRAFFICKING

Golgi to ER retrograde transport

Trans - Golgi network vesicle budding

100 10

Fasted

Cellular Protein
compartment name

Uniprot
accession No

ER membrane  Fatty acid desaturase 1

Q920L1

3-hydroxy-3-methylglutaryl-coenzyme A reductase Q01237

Arylacetamide deacetylase Q99PGO
Acyl-CoA desaturase 1 P13516
11-beta-hydroxysteroid dehydrogenase 1 P50172
24-dehydrocholesterol reductase Q8VCH®6
Synaptobrevin-like protein 1 P70280
ER lumen Liver carboxylesterase 31 Q63880
Stromal cell-derived factor 2-like protein 1 QOESP1
Cyclophilin B P24369
Secreted Apolipoprotein L 7a B2RT54
Immunoglobulin J chain P01592
Complement C3 P01027
Fibronectin BOEHT6
Apolipoprotein B Q3UH74
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C8 secretion by hepatocytes. To test this possibility, we
measured secreted C3 in the serum of fasted or refed mice
and in the supernatant of cultured primary murine hepato-
cytes kept in a starvation or in a nutrient-rich media.
Strikingly, we observed that levels of circulating C3 were
higher in the serum of refed mice (Figure 4e), and
hepatocytes subjected to a nutrient-rich media were secret-
ing markedly increased levels of C3 as compared with those
kept under starvation media (Figure 5f). As expected, BFA
treatment markedly reduced secretion of C3 by hepatocytes
(Figure 5f). Thus nutrient overload leads to increased
secretion of C3 from hepatocytes.

To corroborate these findings, we next investigated the
subcellular localization of C3 by immunofluorescence. C3 was
found spread throughout the cytoplasm in the livers of both
fasted and refed mice (Figure 5g). Interestingly, the C3 signal
decreased dramatically in hepatocytes upon refeeding as
compared with fasting. Although the intracellular C3 signal did
not detectably localize to ER, Golgi or lysosomes
(Supplementary Figures S13C—E), we observed moderately
increased co-localization of C3 with these structures in the
livers of fasted mice, indicating that C3 trafficking is slower
under fasting conditions. A differential centrifugation assay
using the liver extracts of fasted and refed mice confirmed
these observations and showed that the majority of pro-C3
was present in fractions where ER and Golgi markers were
identified and that the majority of the mature C3 was presentin
the soluble fraction (Figure 5h). Thus mature C3 might be
stored in small Golgi-derived vesicles. Taken together, our
data strongly suggest that mature C3 is rapidly released from
hepatocytes in response to nutrients. Moreover, nutrient
overload enhanced biogenesis of C3 most likely as a means
to replenish C3 stores and to maintain secretion under feeding
conditions.

Acute and chronic nutritional stress accelerates traffick-
ing of intracellular C3. Our data show that acute nutrient
overload in mice leads to ER-stress induction, ubiquitylation
of pro-C3 and enhanced biogenesis and secretion of
mature C3. Thus nutrient sensing could be coupled to
metabolic and inflammatory functions of C3. It is intriguing
that both increased C3 blood levels and low-grade inflamma-
tion were reported in obese patients.?’2°32:33 \We therefore
wondered whether a chronic metabolic challenge in mice
would affect intracellular C3 trafficking. To this end, we
measured C3 levels in hyperphagic and obese leptin-
deficient (ob/ob) mice. Strikingly, in mouse liver
samples we observed that mature C3 levels were
decreased in ob/ob animals and in refed wild-type mice
as compared with fasted control animals. The low

<

levels of mature C3 strongly correlated with the high
levels of ER stress in different metabolically challenged
animals (Figure 6a). These results suggest that metabolic
challenge in mice leads to increase in secretion of
mature C3.

Taken together, our data suggest a model of regulation of
intracellular C3 trafficking by nutrients. Under fasting condi-
tions, pro-C3 is processed at the ER to the Golgi and the
mature C3 form is stored in small secretory vesicles. Nutrient
deprivation prevents C3 secretion to the blood. Nutrient-rich
conditions stimulate intracellular trafficking of C3 and, as a
consequence, its secretion. Nutrient overload may induce ER
stress and expand the capacity of ER by both synthesis of
chaperones and by ubiquitylation and degradation of mis-
folded fraction of secretory proteins. Under these conditions,
more mature C3 is produced and secreted to the blood stream,
enhancing its own replenishment and trafficking (Figure 6b).
This model could explain how chronic nutritional stress such
as observed in obese and diabetic patients leads to increased
circulating levels of C3.

Discussion

Nutrient availability controls the development of various
adaptive strategies. Both deprivation and overload of nutrients
induce distinct cellular stress responses mediated through
specific signaling cascades. Owing to their dynamic nature,
different PTMs of proteins are mediators of these signaling
pathways. The role of PTMs such as phosphorylation,
acetylation and glycosylation were intensively studied in the
context of nutrient signaling in essential metabolic organs,
such as the liver.3*%® However, the specific roles of
ubiquitylation in the adaptation to nutrient stress in the liver
remain elusive. Ubiquitylation is rapid, reversible and can
modify proteins in various different topologies, leading to
different cellular outcomes.'#3® Thus our goal was to discover
new regulatory ubiquitylation-mediated mechanisms under-
lying nutrient responses in the liver in vivo. This study shows
for the first time how the ubiquitin system is engaged in a
nutrient-stress response by presenting a comprehensive list of
proteins that are differentially modified in the livers of mice
subjected to nutritional stress.

Among other candidates, ER-resident and secretory
proteins were enriched upon nutrient overload as compared
with fasting in the livers. ER stress is known to induce
retro-translocation of secretory proteins from the ER, their
ubiquitylation and ER-associated degradation (ERAD) by
26S proteasome.®” ERAD is one of the best-characterized
mechanisms of quality control of ER-originated membrane or
secreted proteins. ER stress also expands the folding capacity

Figure 3 Liver ubiquitome identifies ER-resident and secretory proteins. (a) Bar chart depicting the significance (P-value) for enriched indicated pathways/processes. Values
for significantly enriched proteins in respective pathways/processes detected in the fasted (orange) or refed (green) livers. Only a selected group of pathways/processes is shown.
A complete analysis is provided in Supplementary Figure S11C. —Log2 of P-values were used to indicate hits in fasted versus refed mice. (b) Graphical representation of
differentially ubiquitylated proteins with respect to their localization in the indicated cellular compartments. Following compartments have been assigned to candidate proteins
according to UniProt: nucleus (N), mitochondria (M), ER, Golgi (G) and secretory vesicles (SV), and plasma membrane (PM). Number of dots indicate the relative percentage of
proteins localized to respective compartments (6.25% per dot, 16 dots in total). Proteins with unknown localization corresponded to 1 dot in both conditions. Red dotted rectangle
highlights enrichment of hits at the ER and SV. (c) Table with cellular localization, protein name and UniProt number of all ER-resident and secreted proteins identified in

refed mice
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of ER by production of chaperones, which is required to enzyme in sterol biosynthesis, 3-hydroxy-3-methylglutaryl
maintain the secretory capacity of cells.®® Thus our proteomic acetylcoenzyme-A reductase, which is known to be retro-
screen was particularly suitable to find secretory proteins, translocated, polyubiquitylated and degraded by ERAD.*°
release of which potentially was dependent on nutrient Importantly, our screen led to the discovery of an unexpected
availability. For instance, among the hits, we identified a key role of complement C3 in nutrient signaling in the liver.

Reducing SDS-PAGE Non Reducing SDS-PAGE
C3KO C3KO

Fasted Refed 23 Fasted Refed §
8o
w o

172 3 123 12 31 2 3

Pro-C3

" mar e o Ll
l 250 - 250 - g pFO-C3
- “«~
. - B < pro-C3 ———— mature C3
8 LGP achain 130~ - =11 '
o o5 . ——— <« a-chain 130 - s .
E , - ——— 95 - - -
‘EB r(i1E1B-chain 72 - c3 79 ' C3
36 - ——mu GAPDH 36 - GAPDH
5
d e e f
ka 3% & 3 1500 . 150 - .
| — c |
[9)
200- - 2 100
- — 1000 Q -
. - < pro-C3 E g’
130 - g 5
S
1) _ -
. & 500 > 50
95 - £
) Ial
72 - C3 0- o 04 I ]
Fasted Refed C3KO SM RM  SM+BFA RM+BFA
55 - — Tubulin
h
9 c3 Fasted Refed
DAPI = =
8 8
232 023 g
D) DO O = D OO O
5 588588 585888
g £E2382a3 £28%8%243
i
250 - _
adb - - <« pro-C3
130 - & < 0-chain
95- = -
- C3s.e.

Refed

250 - <« pro-C3
130- - - ~ . «a-chain
95 - - -
C3 l.e.

95 - -
g sl Calnexin
a .
1) 130 - — - T GMm130
95- T BT T LAMP2

Cell Death and Disease



C3 is cleaved into C3a and C3b, which are the active
isoforms of C3. The C3a form was shown to have a strong
lipogenic activity in adipocytes, increasing glucose uptake,
TAG storage and reducing lipolysis.2* Thus C3 also has a role
in postprandial lipid metabolism.?® Interestingly, recent work
has demonstrated that C3a circulating in the blood can
stimulate insulin secretion from pancreatic 8 cells.2® As both
lipogenesis in adipocytes and insulin secretion by 8 cells are
stimulated under nutrient-rich conditions, the increased
secretion of C3 from the liver upon nutrient overload may
essentially contribute to the nutrient signaling and thereby
energy homeostasis of the whole organism. Indeed, our data
strongly suggest that trafficking and secretion of C3 is
dynamically regulated in response to nutritional challenges
in isolated hepatocytes and in the liver in mice. Strikingly, we
also provide the evidence that a chronic nutrient overload in
obese insulin-resistant mice correlated with enhanced proces-
sing and secretion of C3. These findings go in line with
published data showing that blood C3 levels are higher in
obese and diabetic patients, possibly contributing to the
development of low-grade inflammation and insulin
resistance,?® as it is known that obesity-linked inflammation
mediates insulin resistance.*® Several studies have shown
that increased blood C3 levels are associated with the level of
obesity, being considered a risk factor to the development of
diabetes and cardiovascular diseases.?”

Taken together, our data support a model how nutrient
availability controls trafficking and secretion of C3 from the
liver. Low nutrient levels inhibit C3 secretion to the blood and
may thereby counteract C3-mediated stimulation of insulin
secretion from pancreas®® under these conditions. On the
other hand, nutrient overload stimulates intracellular trafficking
of C3 and as a consequence its secretion. It is interesting to
speculate that nutrient-dependent ubiquitylation of C3 may
have an active role in this process and might regulate
intracellular C3 cleavage, as proposed by a recent study
reporting intracellular cleavage and activation of C3 into C3a
and C3b.*' Our data, together with a large body of published
evidence, rather supports a model in which nutrient overload
induces ER stress and expands the secretory capacity of
hepatocytes leading to increased ubiquitylation and degrada-
tion of a misfolded fraction of secretory proteins. Indeed, our
data show that chronic nutrient overload induced an ER-stress
response in mice with increased C3 secretion. Thus nutrient-
dependent regulation of complement C3 secretion might be

<
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part of an evolutionary ancient innate immune mechanism to
protect against pathogens that may have entered our body
with food. In a chronic overnutrition state, this may contribute
to persistent low-grade inflammation, a hallmark of obesity that
is known to trigger insulin resistance. In future, it will be
important to understand the role of nutrient-induced ubiquity-
lation of other secretory proteins identified in our study and the
underlying molecular mechanisms.

Materials and Methods

Cell culture. HEK293T cells were maintained in DMEM with 10% FCS and
transfected with JetPEl (Polyplus Transfection, Strasbourg, France) following the
manufacturer’s protocol. Primary hepatocytes were isolated as previously reported*?
and transfected with Lipofectamine 2000 (Invitrogen, Carlsbad, CA, USA) according
to the manufacturer’s instructions. For experiments using different media in cells:
growing culture, DMEM 1 g/l glucose, 10% FCS, 0.1 xM insulin, 1 mM glutamine,
penicillin-streptomycin;  starvation medium, DMEM 1 g/l glucose, penicillin—
streptomycin; rich medium, DMEM 4.5 g/l glucose, 10% FCS, 0.1 M insulin,
1 mM glutamine, penicillin-streptomycin.

For kB ubiquitylation experiments, cells were treated with 10 ng/ml
TNFa and 20 uM MG132 for 3h. For biochemical validation experiments,
cells were treated with 10 uM MG132 for 4 h, 10 M PR619 (LifeSensors,
Malvern, PA, USA) for 2h and, when indicated, the media was replaced with
HBSS for 4 h.

Fasting and refeeding of mice. Eight-10 weeks of age C57BL/6J
wild-type mice (Charles River, Saint-Germain-Nuelles, France) were used for
experiments. Mice were fasted for 16 h and either killed at 1000 hours or refed a
high-sucrose diet (D00041102; Research Diets Inc., New Brunswick, NJ, USA) for
24 h and killed the next day at 1000 hours. Livers were homogenized in ice-cold
lysis buffer and stored at — 80 °C until use. C3 knockout mice and ob/ob BTBR
mice were obtained from Jackson Laboratory (I'Arbresel, France).

Protein immunoprecipitation and pulldown. For the proteomic screen,
ubiquitylated proteins were pulled-down with TUBEs 1 (LifeSensors, Malvern, PA,
USA) and UbiQapture (Enzo Life Sciences, France) according to the manufacturer's
instructions.

FLAG-tagged proteins were immunoprecipitated with FLAG M2 affinity gel (Sigma
Aldrich, St Louis, MO, USA) and eluted two times with lysis buffer+0.05 mg of FLAG
peptide at 4 °C. 1xB was immunoprecipitated using anti-IxB conjugated to agarose
beads (CST, Danvers, MA, USA). Tandem affinity purification of ubiquitylated proteins
in deAr;aturing conditions (8 M urea) were performed as described in Meierhofer
etal.

The following antibodies were used: anti-ubiquitin (P4D1; Santa Cruz
Biotechnology, Dallas, TX, USA), anti-IkB (CST), anti-GAPDH (G9545; Sigma
Aldrich), streptavidin-HRP (Thermo Fisher Scientific, Waltham, MA, USA), anti-C3a
(BD), and anti-p-IRE1a (Thermo Fisher Scientific).

Protein digestion and nano-LC-MS/MS analysis of proteins. In-gel
digestion was performed overnight at 37 °C. For in-solution digestions, proteins

Figure 5 Mature C3 is stored in small vesicles and secreted upon nutrient overload. (a) Schematic representation of processing of pro-C3 to mature C3. A disulfide bond
covalently links the indicated alpha and $-chain of mature C3. (b and ¢) Western blotting of whole-liver lysates from fasted and refed mice. Proteins were separated by SDS-page
under reducing (b) and non-reducing (c) conditions. An antibody against C3a was used. Arrows indicate endogenous pro-C3 and the alpha chain (« chain) of mature C3 in panel
(b) or pro-C3/mature C3 in panel (c). Asterisk (*) indicate unspecific band. GAPDH was used as a loading control. Liver lysates from C3 knockout mice (C3KO) were used as
negative controls. (d) Western blotting of whole-cell lysates from primary murine hepatocytes subjected to starvation (SM) or nutrient-rich media (RM) without or with 50 z.g/ml
BFA. C3KO lysates were used as a control. An antibody against C3a was used. The arrow indicates endogenous pro-C3. Asterisk (*) indicate unspecific band. Tubulin was used
as a loading control. (e) Quantification of total C3 in serum of fasted and refed mice by enzyme-linked immunosorbent assay (ELISA). Sera from C3KO mice were used as a
negative control. Data are presented as mean + S.E.M. of two individual experiments with serum from three different livers each. P< 0.05. (f) Quantification of total C3 secreted
from primary murine hepatocytes into cell culture supernatants by ELISA. Cells were subjected to starvation (SM) or nutrient-rich media (RM) without or with 50 .g/ml BFA. Data
are presented as means + S.E.M. of two individual experiments. P< 0.05. (g) Intracellular localization of C3 in the livers of fasted and refed mice shown by immunofluorescence.
Nuclei were stained with DAPI (4,6-diamidino-2-phenylindole). Livers of C3KO mice were used as a negative control. (h) Western blotting of whole-liver lysates after differential
centrifugation from fasted and refed mice. Total lysates (Input), precipitates after 1000, 3000, 25 000 and 100 000 g as well as soluble fractions are shown. Antibodies against

C3a, calnexin, GM130 and LAMP2 were used
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mice. Proteins were separated by SDS-page under reducing conditions. An antibody against C3a was used. Short exposures (s.e.) and long exposures (l.e.) are shown. Arrows
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lysates from C3 knockout mice (C3KO) were used as negative controls. (b) Model of C3 intracellular trafficking and secretion in conditions of fasting versus refeeding with high-
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were solubilized in urea lysis buffer and digested with trypsin (Promega, Madison, Data processing. Acquired spectra were processed with Maxquant (version
WI, USA). Peptides were desalted on C18 reverse phase (The Nest Group Inc., 1.2.2.3)*® against the canonical mouse proteome reference data set (http:/www.
Southborough, MA, USA) according to the manufacturer's protocol. MS uniprot.org). The search parameters were set to include only fully tryptic peptides
measurements were performed on a LTQ Orbitrap XL mass spectrometer (Thermo (KR/P) containing up to two missed cleavages. Carbamidomethy! (+57.021465 amu)
Fisher Scientific).* on Cys was set as static peptide modification. Oxidation (+15.99492 amu)
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on Met and ubiquitinylation (+114.042927 amu) on Lys were set as dynamic
peptide modifications. The precursor mass tolerance was set to 10 p.p.m., the
fragment mass error tolerance to 0.5 Da. The false discovery rate was set to 1.0%
for both peptide and protein identifications; the minimum peptide length was
set to 5.

One-way ANOVA was performed with the software Perseus (Martinsried,
Germany)**“® to identify differentially ubiquitylated proteins, which were selected
based on significance (P> 0.05; — log P-value > 1.3) and fold change. All identified
proteins or the fasted-refed-specific proteins were submitted to Database for
Annotation, Visualization and Integrated Discovery (DAVID)*"*® and to Reactome*®
online tools.

C3 ELISA. C3 levels in the supernatant of plated primary hepatocytes and in
serum of mice were measured using the Complement C3 Mouse ELISA Kit
(ab157711, Abcam, Cambridge, UK) according to the manufacturer’s instructions.

Immunofluorescence. After fasting and refeeding of mice, the livers were
fixed by PFA 4% in PBS. Cryosections were incubated at 4 °C with the following
antibodies: anti-C3 (BS4871, Bioss Inc., Woburn, MA, USA), anti-LAMP2 (ab13524,
Abcam), anti-Calnexin (sc-6465, Santa Cruz), and anti-Giantin (ab37266, Abcam).
Images were taken using confocal microscope (Leica Spinning Disk Andor/
Yokogawa, Belfast, UK).

Membrane fractionation. After fasting and refeeding, the livers of mice were
dissected, freshly homogenized and subjected to sequential differential centrifuga-
tion according to Ge et al.*°

Statistical analysis. Student’s +test was used to compare two groups, unless
stated otherwise. To identify whether overlaps between > 2 groups of proteins were
random, we used the hypergeometric distribution, with assumption of the mouse
proteome of 40 000 proteins. For all the tests, statistical significance was considered
when P<0.05.

Conflict of Interest
The authors declare no conflict of interest.

Acknowledgements. We thank all current members of the laboratory of
Izabela Sumara for the insightful comments related to this work. This work
was supported by an ERC Starting Grant (ERC-2011-StG, 281271-STRESSMETA-
BOL) and a fellowship to HdFM by the ‘Fondation pour la Recherche
Medicale’ (FRM). GM and AG were supported by the ERC grant. ZZ was
supported by the ERC grant and a fellowship by the European Foundation for the
Study of Diabetes (EFSD/CDS/Lilly Fellowship Award). M Mihlan was supported
by the ERC grant and a fellowship of the Deutsche Forschungsgesellschaft
(DFG). This study was also supported by the grant ANR-10-LABX-0030-INRT, a
French State fund managed by the Agence Nationale de la Recherche under the
frame program Investissements d'Avenir ANR-10-IDEX-0002-02. Research
in IS's laboratory is supported by the IGBMC, CNRS, ATIP-AVENIR program
(R10076MS), Fondation ARC pour la recherche sur le cancer, La Ligue Contre le
Cancer, Sanofi-Aventis and University of Strasbourg Institute of Advanced Studies
(USIAS).

Author contributions

HdFM planned, performed and analyzed experiments and contributed to writing
of the paper. M Matondo performed the mass spectrometric analysis. GM
performed primary murine hepatocyte isolations and contributed to writing of the
manuscript. AG and EE performed and analyzed immunofluorescence
experiments. ZZ helped with differential centrifugation experiments. M Mihlan helped
planning several experiments. IS helped designing experiments and
writing the manuscript. CW performed experiments in ob/ob C57BL/6 mice and
sent us the liver samples. RA supervised M Matondo and assisted with the analysis of
mass spectrometric data. RR planned and designed experiments and contributed
to writing of the manuscript. RR is the guarantor of this work and, as such,
had full access to all the data in the study and takes responsibility for the integrity of

Nutrient-dependent secretion of complement C3
H de F Magliarelli et al

the data and the accuracy of the data analysis. All authors read and commented on
the paper.

. Postic C, Dentin R, Girard J. Role of the liver in the control of carbohydrate and lipid
homeostasis. Diabetes Metab 2004; 30: 398-408.

. Dentin R, Girard J, Postic C. Carbohydrate responsive element binding protein
(ChREBP) and sterol regulatory element binding protein-1c (SREBP-1c): twokey regulators
of glucose metabolism and lipid synthesis in liver. Biochimie 2005; 87: 81-86.

. Fu S, Watkins SM, Hotamisligil GS. The role of endoplasmic reticulum in hepatic lipid
homeostasis and stress signaling. Cell Metab 2012; 15: 623-634.

. Madrigal-Matute J, Cuervo AM. Regulation of liver metabolism by autophagy.
Gastroenterology 2016; 150: 328-339.

. Bezerra RM, Ueno M, Silva MS, Tavares DQ, Carvalho CR, Saad MJ. A high fructose diet
affects the early steps of insulin action in muscle and liver of rats. J Nutr 2000; 130:
1531-1535.

. Kelley GL, Allan G, Azhar S. High dietary fructose induces a hepatic stress response
resulting in cholesterol and lipid dysregulation. Endocrinology 2004; 145: 548-555.

. Basaranoglu M, Basaranoglu G, Sabuncu T, Sentirk H. Fructose as a key player in the
development of fatty liver disease. World J Gastroenterol 2013; 19: 1166-1172.

. Dornas WC, de Lima WG, Pedrosa ML, Silva ME. Health implications of high-fructose intake
and current research. Adv Nutr 2015; 6: 729-737.

. Dentin R, Liu Y, Koo S-H, Hedrick S, Vargas T, Heredia J et al. Insulin modulates
gluconeogenesis by inhibition of the coactivator TORC2. Nature 2007; 449: 366-369.

10. Jiang W, Wang S, Xiao M, Lin Y, Zhou L, Lei Q et al. Acetylation regulates gluconeogenesis

by promoting PEPCK1 degradation via recruiting the UBR5 ubiquitin ligase. Mol Cell 2011;
43: 33-44.

11. Liu Y, Dentin R, Chen D, Hedrick S, Ravnskjaer K, Schenk S et al. A fasting inducible
switch modulates gluconeogenesis via activator/coactivator exchange. Nature 2008; 456:
269-273.

12. Menssen R, Schweiggert J, Schreiner J, Kusevic D, Reuther J, Braun B et al. Exploring the
topology of the Gid complex, the E3 ubiquitin ligase involved in catabolite-induced
degradation of gluconeogenic enzymes. J Biol Chem 2012; 287: 25602-25614.

13. Ciechanover A, Orian A, Schwartz AL. Ubiquitin-mediated proteolysis: biological regulation
via destruction. Bioessays 2000; 22: 442-451.

14. Komander D, Rape M. The ubiquitin code. Annu Rev Biochem 2012; 81: 203-229.

15. Li W, Ye Y. Polyubiquitin chains: functions, structures, and mechanisms. Cell Mol Life Sci
2008; 65: 2397-2406.

16. Husnjak K, Dikic |. Ubiquitin-binding proteins: decoders of ubiquitin-mediated cellular
functions. Annu Rev Biochem 2012; 81 (Journal Article) 291-322.

17. Rahighi S, Dikic I. Selectivity of the ubiquitin-binding modules. FEBS Lett 2012; 586:
2705-2710.

18. Cohen AM, Briller S, Shafrir E. Effect of longterm sucrose feeding on the activity of some
enzymes regulating glycolysis, lipogenesis and gluconeogenesis in rat liver and
adipose tissue. Biochim Biophys Acta 1972; 279: 129-138.

19. Hjerpe R, Aillet F, Lopitz-Otsoa F, Lang V, England P, Rodriguez MS. Efficient protection and
isolation of ubiquitylated proteins using tandem ubiquitin-binding entities. EMBO Rep 2009;
10: 1250-1258.

20. Kim W, Bennett EJ, Huttlin EL, Guo A, Li J, Possemato A et al. Systematic and quantitative
assessment of the ubiquitin-modified proteome. Mol Cell 2011; 44: 325-340.

21. Wagner SA, Beli P, Weinert BT, Nielsen ML, Cox J, Mann M et al. A proteome-wide,
quantitative survey of in vivo ubiquitylation sites reveals widespread regulatory roles.
Mol Cell Proteomics 2011; 10: M111-013284.

22. Tiwari S, Siddigi SA. Intracellular trafficking and secretion of VLDL. Arterioscler Thromb Vasc
Biol 2012; 32: 1079-1086.

23. Hotamisligil GS. Endoplasmic reticulum stress and the inflammatory basis of metabolic
disease. Cell 2010; 140: 900-917.

24. Cianflone K, Xia Z, Chen LY. Critical review of acylation-stimulating protein physiology in
humans and rodents. Biochim Biophys Acta 2003; 1609: 127-143.

25. Hertle E, Stehouwer CDA, van Greevenbroek MMJ. The complement system in human
cardiometabolic disease. Mol Immunol 2014; 61: 135-148.

26. Lo JC, Ljubicic S, Leibiger B, Kern M, Leibiger IB, Moede T et al. Adipsin is an adipokine that
improves p cell function in diabetes. Cell 2014; 158: 41-53.

27. Engstrém G, Hedblad B, Eriksson K-F, Janzon L, Lindgdrde F. Complement C3 is a risk
factor for the development of diabetes: a population-based cohort study. Diabetes 2005; 54
570-575.

28. Muscari A, Antonelli S, Bianchi G, Cavrini G, Dapporto S, Ligabue A et al. Serum C3 is a
stronger inflammatory marker of insulin resistance than C-reactive protein, leukocyte count,
and erythrocyte sedimentation rate: comparison study in an elderly population. Diabetes
Care 2007; 30: 2362-2368.

29. Hernéandez-Mijares A, Jarabo-Bueno MM, Lépez-Ruiz A, Sola-Izquierdo E, Morillas-Arifio C,
Martinez-Triguero ML. Levels of C3 in patients with severe, morbid and extreme obesity: its
relationship to insulin resistance and different cardiovascular risk factors. Int J Obes
(Lond) 2007; 31: 927-932.

30. Bokisch VA, Dierich MP, Maller-Eberhard HJ. Third component of complement

(C3): structural properties in relation to functions. Proc Natl Acad Sci USA 1975; 72:

1989-1993.

n

w

FNS

[}

o

-

(<)

©

Cell Death and Disease



Nutrient-dependent secretion of complement C3
H de F Magliarelli et al

31.

32.
33.
34.

35.

36.
37.
38.
39.
40.
. Liszewski MK, Kolev M, Le Friec G, Leung M, Bertram PG, Fara AF et al. Intracellular
42.
43.

44,

Misumi Y, Takami N, lkehara Y. Biosynthesis and processing of pro-C3, a precursor of the
third component of complement in rat hepatocytes: effect of secretion-blocking agents. FEBS
Lett 1984; 175: 63-67.

Gregor MF, Hotamisligil GS. Inflammatory mechanisms in obesity. Annu Rev Immunol 2011;
29: 415-445.

Lumeng CN, Saltiel AR. Inflammatory links between obesity and metabolic disease.
J Clin Invest 2011; 121: 2111-2117.

Villén J, Beausoleil SA, Gerber SA, Gygi SP. Large-scale phosphorylation analysis of
mouse liver. Proc Natl Acad Sci USA 2007; 104: 1488-1493.

Weinert BT, Moustafa T, lesmantavicius V, Zechner R, Choudhary C. Analysis of acetylation
stoichiometry suggests that SIRT3 repairs nonenzymatic acetylation lesions. EMBO J 2015;
34: 2620-2632.

Pierce NW, Kleiger G, Shan SO, Deshaies RJ. Detection of sequential polyubiquitylation on
a millisecond timescale. Nature 2009; 462: 615-619.

Ruggiano A, Foresti O, Carvalho P. Quality control: ER-associated degradation: protein
quality control and beyond. J Cell Biol 2014; 204: 869-879.

Molinari M, Sitia R. The secretory capacity of a cell depends on the efficiency of endoplasmic
reticulum-associated degradation. Curr Top Microbiol Immunol 2005; 300: 1-15.

Song B-L, Sever N, DeBose-Boyd RA. Gp78, a membrane-anchored ubiquitin ligase,
associates with Insig-1 and couples sterol-regulated ubiquitination to degradation of HMG
CoA reductase. Mol Cell 2005; 19: 829-840.

Hotamisligil GS. Inflammation and metabolic disorders. Nature 2006; 444: 860-867.

complement activation sustains T cell homeostasis and mediates effector differentiation.
Immunity 2013; 39: 1143-1157.

Li W-C, Ralphs KL, Tosh D. Isolation and culture of adult mouse hepatocytes. Methods Mol
Biol 2010; 633: 185-196.

Meierhofer D, Wang X, Huang L, Kaiser P. Quantitative analysis of global ubiquitination in
Hela cells by mass spectrometry. J Proteome Res 2008; 7: 4566-4576.

Hauri S, Wepf A, van Drogen A, Varjosalo M, Tapon N, Aebersold R et al. Interaction
proteome of human Hippo signaling: modular control of the co-activator YAP1. Mol Syst Biol
2013; 9: 713.

45.
46.

47.
48.
49.

50.

Cox J, Mann M. MaxQuant enables high peptide identification rates, individualized p.p.b.-
range mass accuracies and proteome-wide protein quantification. Nat Biotechnol 2008; 26:
1367-1372.

Cox J, Neuhauser N, Michalski A, Scheltema RA, Olsen JV, Mann M. Andromeda: a peptide
search engine integrated into the MaxQuant environment. J Proteome Res 2011; 10:
1794-1805.

Huang DW, Sherman BT, Lempicki RA. Bioinformatics enrichment tools: paths toward the
comprehensive functional analysis of large gene lists. Nucleic Acids Res 2009; 37: 1-13.
Huang DW, Sherman BT, Lempicki RA. Systematic and integrative analysis of large gene
lists using DAVID bioinformatics resources. Nat Protoc 2009; 4: 44-57.

Croft D, Mundo AF, Haw R, Milacic M, Weiser J, Wu G et al. The Reactome pathway
knowledgebase. Nucleic Acids Res 2014; 42 (Database issue) D472-D477.

Ge L, Melville D, Zhang M, Schekman R. The ER-Golgi intermediate compartment is a key
membrane source for the LC3 lipidation step of autophagosome biogenesis. Elife 2013; 2:
€00947.

Cell Death and Disease is an open-access journal
published by Nature Publishing Group. This work is

licensed under a Creative Commons Attribution 4.0 International
License. The images or other third party material in this article are
included in the article’s Creative Commons license, unless indicated
otherwise in the credit line; if the material is not included under the
Creative Commons license, users will need to obtain permission from
the license holder to reproduce the material. To view a copy of this
license, visit http://creativecommons.org/licenses/by/4.0/

© The Author(s) 2016

Supplementary Information accompanies this paper on Cell Death and Disease website (http://www.nature.com/cddis)

Cell Death and Disease


http://creativecommons.org/licenses/by/4.0/

	title_link
	Results
	Identification of the ubiquitin-modified proteome in response to nutrient stress in the liver
	Fasting&#x02013;feeding alters ubiquitylation patterns in the liver
	Pro-C3 is ubiquitylated in the livers of refed mice

	Figure 1 Identification of the ubiquitin-modified proteome in response to nutrient stress in the liver.
	Mature C3 is stored in small vesicles and secreted upon nutrient overload

	Figure 2 Fasting&#x02013;feeding alters ubiqitylation patterns in the liver.
	Acute and chronic nutritional stress accelerates trafficking of intracellular C3

	Discussion
	Figure 3 Liver ubiquitome identifies ER-resident and secretory proteins.
	Figure 4 Pro-C3 is ubiquitylated in the livers of refed mice.
	Materials and Methods
	Cell culture
	Fasting and refeeding of mice
	Protein immunoprecipitation and pulldown
	Protein digestion and nano-LC-MS/MS analysis of proteins

	Figure 5 Mature C3 is stored in small vesicles and secreted upon nutrient overload.
	Data processing

	Figure 6 Acute and chronic nutritional stress accelerates trafficking of intracellular C3.
	C3 ELISA
	Immunofluorescence
	Membrane fractionation
	Statistical analysis
	We thank all current members of the laboratory of Izabela Sumara for the insightful comments related to this work. This work was supported by an ERC Starting Grant (ERC�-�2011-StG, 281271-STRESSMETABOL) and a fellowship to HdFM by the &#x02018;Fondation p

	ACKNOWLEDGEMENTS
	Supplementary Information accompanies this paper on Cell Death and Disease website (http://www.nature.com/cddis)BFABrefeldin�AERendoplasmic reticulumERADER-associated degradationJNKc-jun N-�terminal�kinasePTMposttranslational modificationTNF&#x003B1;tumor




 
    
       
          application/pdf
          
             
                Liver ubiquitome uncovers nutrient-stress-mediated trafficking and secretion of complement C3
            
         
          
             
                Cell Death and Disease ,  (2016). doi:10.1038/cddis.2016.312
            
         
          
             
                Helena de Fatima Magliarelli
                Mariette Matondo
                Gergő Mészáros
                Alexander Goginashvili
                Eric Erbs
                Zhirong Zhang
                Michael Mihlan
                Christian Wolfrum
                Ruedi Aebersold
                Izabela Sumara
                Romeo Ricci
            
         
          doi:10.1038/cddis.2016.312
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Official journal of the Cell Death Differentiation Association
          10.1038/cddis.2016.312
          2041-4889
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/cddis.2016.312
            
         
      
       
          
          
          
             
                doi:10.1038/cddis.2016.312
            
         
          
             
                cddis ,  (2016). doi:10.1038/cddis.2016.312
            
         
          
          
      
       
       
          True
      
   




