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A novel Drosophila model of TDP-43 proteinopathies: N-terminal
sequences combined with the Q/N domain induce protein
functional loss and locomotion defects
Simona Langellotti1, Valentina Romano1, Giulia Romano1, Raffaella Klima1, Fabian Feiguin1, Lucia Cragnaz1,
Maurizio Romano2,* and Francisco E. Baralle1,*

ABSTRACT
Transactive response DNA-binding protein 43 kDa (TDP-43, also
known as TBPH in Drosophila melanogaster and TARDBP in
mammals) is the main protein component of the pathological
inclusions observed in neurons of patients affected by different
neurodegenerative disorders, including amyotrophic lateral
sclerosis (ALS) and fronto-temporal lobar degeneration (FTLD).
The number of studies investigating the molecular mechanisms
underlying neurodegeneration is constantly growing; however, the
role played by TDP-43 in disease onset and progression is still
unclear. A fundamental shortcoming that hampers progress is
the lack of animal models showing aggregation of TDP-43 without
overexpression. In this manuscript, we have extended our cellular
model of aggregation to a transgenic Drosophila line. Our fly model
is not based on the overexpression of a wild-type TDP-43
transgene. By contrast, we engineered a construct that includes
only the specific TDP-43 amino acid sequences necessary to
trigger aggregate formation and capable of trapping endogenous
Drosophila TDP-43 into a non-functional insoluble form.
Importantly, the resulting recombinant product lacks functional
RNA recognition motifs (RRMs) and, thus, does not have specific
TDP-43-physiological functions (i.e. splicing regulation ability) that
might affect the animal phenotype per se. This novel Drosophila
model exhibits an evident degenerative phenotype with reduced
lifespan and early locomotion defects. Additionally, we show that
important proteins involved in neuromuscular junction function,
such as syntaxin (SYX), decrease their levels as a consequence of
TDP-43 loss of function implying that the degenerative phenotype
is a consequence of TDP-43 sequestration into the aggregates.
Our data lend further support to the role of TDP-43 loss-of-function
in the pathogenesis of neurodegenerative disorders. The novel
transgenic Drosophila model presented in this study will help to
gain further insight into the molecular mechanisms underlying
neurodegeneration and will provide a valuable system to test
potential therapeutic agents to counteract disease.
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INTRODUCTION
Fronto-temporal lobar degeneration (FTLD) and amyotrophic
lateral sclerosis (ALS) are two neurodegenerative diseases that
can exist both as distinct clinical entities and as a clinical continuum
with overlapping pathogenic pathways (Van Langenhove et al.,
2012). A common feature of these diseases are cytoplasmic
aggregates of TDP-43 (also known as TBPH in Drosophila
melanogaster and TARDBP in mammals), resulting in nuclear
clearance of the protein (Belzil et al., 2013). TDP-43 is a
heterogeneous nuclear ribonucleoprotein (hnRNP) with nuclear
and cytoplasmic functions (Buratti and Baralle, 2012) that are
evolutionarily conserved from invertebrates to rodents and humans
(Ayala et al., 2005). By exploiting the functional overlap between
the human (h-) and fruit fly (d-) TDP-43 orthologs (Ayala et al.,
2005), different Drosophilamodels carrying the targeted disruption
of the TDP-43 gene have being generated and virtually all exhibit
ALS-like neuromuscular deficits (Romano et al., 2012), indicating a
loss of function of TDP-43 being central to the pathogenesis (Buratti
and Baralle, 2009; Chen-Plotkin et al., 2010; Da Cruz and
Cleveland, 2011; Lee et al., 2012). In accordance with this
hypothesis, mutations identified within the TARDBP gene in ALS
familial cases are in the C-terminal region and some seem to
associate with enhanced TDP-43 aggregation (Arai et al., 2006;
Neumann et al., 2006; Sreedharan et al., 2008). The C-terminal
region of TDP-43 contains a Q- and N-rich region (denoted the Q/N
region) involved in protein-protein interaction (D’Ambrogio et al.,
2009), and it has been suggested that this sequence resembles a
prion-like domain (Gitler and Shorter, 2011; Polymenidou and
Cleveland, 2011). The Q/N region is crucial for the aggregation
process, as demonstrated by different in vitro models (Igaz et al.,
2009; Fuentealba et al., 2010; Budini et al., 2012b, 2015). In
particular, we have shown that expression of 12 repetitions of the Q/
N-rich amino acid sequence 331-369 of hTDP-43 (12×Q/N) fused
to an EGFP tag (EGFP-12×Q/N) triggers the formation of
aggregates that recapitulate the most relevant properties of the
inclusions found in patients (Budini et al., 2012a,b).

Cells expressing EGFP-12×Q/N show colocalization of
endogenous TDP-43 with the cytoplasmic aggregates induced by
the transgene. However, no significant loss of TDP-43 function is
observed. In a transgenic Drosophila melanogaster line expressing
the construct EGFP-12×Q/N in the eye under the control of the
GMR-Gal4 driver, it has been shown that EGFP-12×Q/N is able to
trigger aggregation similarly to that observed in cells and that there
is no intrinsic toxicity of the aggregates (Cragnaz et al., 2014). In a
follow up of that study, the EGFP-12×Q/N construct was expressedReceived 24 September 2015; Accepted 20 April 2016
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as a transgene using the pan-neuronal elav-Gal4 driver. The
transgenic fly presents a locomotion defect phenotype in mid-adult
life, coinciding with a physiological and age-related fourfold
reduction of dTDP-43 levels (Cragnaz et al., 2015), whereas no
significant changes in the expression of dTDP-43-regulated genes
are detected in these animals (L. Cragnaz, personal communication).
This observation suggests that, although trapping of endogenous
TDP-43 into EGFP-12×Q/N aggregates occurs, it is not highly
efficient using this transgene. Consequently the phenotypic onset is
detected only when endogenous dTDP-43 levels drop.
Further studies in tissue culture cells have shown that in addition

to the TDP-43 C-terminal region, the 1-75 N-terminal portion of
TDP-43 is crucial to triggering the formation of aggregates able to
efficiently trap endogenous TDP-43 in a non-functional insoluble
form (Budini et al., 2015; Romano et al., 2015). These results
prompted us to produce a novel transgenicDrosophila line based on
a construct carrying the N-terminal domain of TDP-43 in addition to
the 12×Q/N repetitions. The transgene induced an efficient loss of
function of endogenous TDP-43 in Drosophila in a similar way to
that observed in human tissue culture cells. The transgenic fly also
exhibited an evident degenerative phenotype, with reduced lifespan
and early locomotion defects.

RESULTS
Generationof anovel construct tomodel TDP-43aggregation
We have previously shown that expression of the 1-75 N-terminal
portion of TDP-43 fused to 12 tandem repeats of its prion-like Q/N-
rich region (12×Q/N) in a cell line is able to trigger the aggregation
of endogenous TDP-43, resulting in its loss of function as
determined by POLDIP3 exon 3 alternative splicing (Budini
et al., 2015). In this manuscript, we designed a novel construct to
make a chimeric protein (Fig. 1A) that harbors the entire 1-100 N-
terminal domain of the TDP-43 protein (including the nuclear
localization sequence, NLS), the linker region between the two
RNA recognition motifs (RRMs), a mutated form of the RRM2
unable to bind RNA but that retains the nuclear export sequence
(NES; RRM2F/L), and, finally, the 12×Q/N repeats. The features of
this transgene, Flag-TDP-Δ1-ΔC-RRM2F/L-12×Q/N [denoted
aggregation inducer (AggIn)], provide a reasonable degree of
structural integrity to the chimeric protein and include both the NLS
and the NES that ensure the preservation of TDP-43 shuttling
abilities between nucleus and cytoplasm. For technical
convenience, we also included an N-terminal Flag tag.

Characterization of a HEK293 AggIn stable cell line
To test the aggregation efficiency of the transgene, we produced a
HEK293 AggIn stable cell line. After tetracycline induction, anti-
Flag staining showed the presence of many, prevalently cytosolic,
aggregates (Fig. 1B, panel B, anti-FLAG +tet). Interestingly, several
cell nuclei appeared to be devoid of endogenous TDP-43 (Fig. 1B,
Panel B, anti-TDP-43 +tet; empty nuclei marked with asterisks). In
order to analyze whether the formation of these aggregates was
matched by loss of TDP-43 function, we evaluated the splicing
profile of the endogenous gene POLDIP3, whose pre-mRNA
processing is determined by TDP-43. In fact, knockdown of TDP-
43 causes the exclusion of exon 3 from the mature POLDIP3mRNA
(variant 2) (Fiesel et al., 2012; Shiga et al., 2012). Similar to what
happens with overexpression of the TDP-12×Q/N construct
(Fig. 2A, upper panel, middle two lanes) (Budini et al., 2015),
tetracycline induction of the AggIn protein expression was
associated with a strong increase of POLDIP3 variant 2 at both
the mRNA (Fig. 2A, upper panel, right-hand two lanes) and protein

levels (Fig. 2A, lower panel). This effect is specific for constructs
able to induce aggregation and efficient trapping of endogenous
TDP-43: in fact, no alteration in the POLDIP3 splicing pattern was
observed following overexpression of wild-type TDP-43 (Fig. 2A,
upper panel, left-hand two lanes) or, as previously reported, of
EGFP-12×Q/N (Budini et al., 2012b, 2015).

Furthermore, we also performed the splicing assay on the two
additional endogenous transcripts BIM andMADD, whose splicing
profile is known to be affected upon TDP-43 depletion (De Conti
et al., 2015). For both genes, the splicing profiles of the transcripts
in the HEK AggIn stable cell line resembled changes previously
observed upon TDP-43 silencing (Fig. 2B; increased BIM exon 3
and MADD exon 31 skipping).

Taken together, these experiments provide evidence of the
endogenous TDP-43 loss of function upon AggIn expression and
indicate that AggIn is a promising construct to model TDP-43
aggregation in vivo in Drosophila melanogaster.

Pan-neuronal expression of the AggIn construct in
Drosophila melanogaster
To create a novel animal model for TDP-43 aggregation, we cloned
the AggIn construct in the pUASTattB vector, under the control of the
upstream activating sequence (UAS). After embryo injection, five
different fly lines were obtained and screened for transgene
expression by using the GMR-Gal4 driver. Although four of these
lines expressed the transgene at comparable levels, the fifth
demonstrated a higher expression level (data not shown). Therefore,
in the subsequent steps of our study, we focused our attention on two
of these transgenic lines: the one expressing the transgene at the top
expression level (UAS_5A) and one out of the four expressing the
transgene at comparable level (UAS_2B) (Fig. 3A).

To start studying the effects of transgene expression on the
Drosophila phenotype, we expressed the construct selectively in
neurons, by crossing the UAS_5A and UAS_2B flies with a fly
containing the pan-neuronal elav-Gal4 driver (the flies were grown
at 25°C). As expected, elav-Gal4>UAS_5A flies demonstrated a
transgene expression level twofold higher than the one observed in
elav-Gal4>UAS_2B, as calculated from normalized expression
values (Fig. 3B).

Fly survival is dramatically affected upon AggIn expression
in neurons
To study the effects of the AggIn expression in neurons, we first
analyzed the lifespan of elav-Gal4>UAS_5A and elav-
Gal4>UAS_2B flies versus two different control flies: one not
expressing any transgene (elav-Gal4>+), and a second transgenic
fly line expressing the irrelevant protein EGFP (elav-
Gal4>UAS_Egfp). As clearly shown in Fig. 4A, lifespan was
dramatically reduced in flies expressing AggIn. Indeed, whereas we
observed a median survival of 64 days for control flies (both elav-
Gal4>+ and elav-Gal4>UAS_Egfp), we found a median survival of
only 18 days for elav-Gal4>UAS_5A and 29 days for elav-
Gal4<UAS_2B. Such a significant decline in survival during
aging suggests that transgene expression has strong phenotypic
consequences, whose intensity is related to transgene expression
levels.

The intrinsic toxicity of the protein aggregates was low. In fact,
whereas the expression of a wild-type dTDP-43 transgene using the
GMR-Gal4 driver resulted in the formation of large necrotic patches
in the eye of newly eclosed flies (Fig. S1A), the expression of the
AggIn transgene did not substantially alter the eye anatomy,
although there was a modest change in visual ability, particularly in
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the high-expression UAS_5A line (Fig. 4B). Furthermore, we also
analyzed the external eye phenotype of 15-day-old transgenic flies,
and did not observe any appreciable anatomic difference nor
increased signs of toxicity in comparison to the 1-day-old eye

(Fig. 4B; Fig. S1B). This suggests that AggIn expression also does
not induce obvious signs of eye-structure degeneration during
aging. Therefore, both fly lines were considered suitable for further
studies of the phenotypic effects of aggregation.

Fig. 1. Schematic representation of the AggIn construct and immunofluorescence of the HEK293 AggIn stable cell line. (A) All relevant elements within
the AggIn (Flag-TDP-Δ1-ΔC-RRM2F/L-12×Q/N) construct are identified along with their relative position in the wild-type human TDP-43 protein (hTDP-43).
(B) Panel A shows HEK293 AggIn cells without tetracycline (-tet) induction and Panel B shows HEK293 AggIn cells after tetracycline induction (+tet). Anti-Flag
immunofluorescence is visualized as red fluorescence, whereas anti-TDP-43 immunofluorescence is visualized as green fluorescence. Cell nuclei were stained
with the reagent TO-PRO3 (blue). Empty nuclei in AggIn-expressing cells are marked with asterisks. A merge between Flag, TDP-43 and TO-PRO3 staining is
shown. A higher magnification of the +tet merge panel is also reported. Scale bars: 10 μm.

Fig. 2. Effect of transgene expression on TDP-43 target genes in the HEK293 AggIn stable cell line. (A) Upper panel, RT-PCR showing the splicing pattern
of the endogenous POLDIP3 gene (exon 3) after tetracycline (tet) induction (+) or not (−) of Flag-tagged wild-type TDP-43 (TDP wt; left-hand two lanes), Flag-
tagged TDP-12×Q/N (middle two lanes) or AggIn (right-hand two lanes) in stable HEK293 cell lines. Lower panel, western blot analysis, using anti-POLDIP3
antibody, of total protein lysates extracted from the same samples used in the two right-hand lanes of the upper panel. (B) RT-PCR showing the splicing pattern of
endogenous BIM (exon 3) and MADD (exon 31) genes after tetracycline induction (+) or not (−) of the AggIn stable HEK293 cell line.
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Transgene expression affects climbing ability of flies
We then investigated whether a locomotion defect appears at some
point of the reduced lifespan of these flies using the climbing ability
test.
We assayed the flies at five different time-points after eclosion

(days 3, 7, 11, 15 and 20). Both elav-Gal4>UAS_5A and elav-
Gal4>UAS_2B flies already demonstrated a statistically significant
impairment of the climbing ability at the first time-point (day 3). As
expected, at each time point analyzed, the elav-Gal4>UAS_5A
showed a more severe impairment than the elav-Gal4>UAS_2B
(Fig. 5). Indeed, whereas ∼40% of elav-Gal4>UAS_5A flies were
no longer able to reach the top of the cylinder at day 3, only 15% of
elav-Gal4>UAS_2B flies demonstrated a similar impairment of
climbing at this time point. Similarly, more than 70% of elav-
Gal4>UAS_5A flies were no longer able to reach the top of the tube
7 days after eclosion, whereas a similar percentage of elav-
Gal4>UAS_2B flies with impaired climbing ability was observed
only after another 8 days (day 15 after eclosion).
Taken together, these results suggest that the AggIn product

affects the motility of flies in an expression-dependent manner.

Pan-neuronal expression of the transgene in elav-
Gal4>UAS_5A results in early locomotion impairment,
which is detectable in the larval stage
The possibility of an early lethality of the AggIn flies was checked:
we selected third-instar larvae and transferred them to fresh food
tubes. After 6 days, we calculated the percentages of eclosed flies,
pupal lethality and larval lethality (Fig. S2). Whereas the elav-

Gal4>UAS_2B line did not show differences in larval lethality
compared to controls (elav-Gal4>+, elav-Gal4>UAS_Egfp) and
revealed only a slight increase in pupal lethality, elav-
Gal4>UAS_5A animals demonstrated a higher larval and pupal
lethality compared to both the controls and to the elav-
Gal4>UAS_2B line. Nonetheless, we were able to analyze the
phenotype of the animals during the larval stage. To this aim, we
assayed third-instar larvae movement by counting the number of
their peristaltic waves in 2 min on a suitable solid substrate (see
Materials andMethods for details). In addition, as a negative control
of the experiment, we used a transgenic line expressing the
irrelevant protein EGFP in neurons (elav-Gal4>UAS_Egfp) and the
wild-type control line w1118. We also, as a positive control, analyzed
the movement of TBPHΔ23 larvae, the first-discovered dTDP-43-
null allele fly line, which shows a severe neurodegenerative
phenotype with a locomotion defect in larval stages and dramatic
locomotive defects after eclosion (Feiguin et al., 2009). We did not
observe any significant difference in larval motility of the elav-
Gal4>UAS_2B larvae with respect to the negative controls
(Fig. 6A). The elav-Gal4>UAS_5A larvae, however, showed a
significant motility impairment, as compared to the negative
controls, with a reduced number of peristaltic waves,
quantitatively comparable to those counted with dTDP-43-null
larvae (TBPHΔ23) (Fig. 6A). Therefore, these results show that the
locomotion impairment of the elav-Gal4>UAS_5A fly line is
comparable with that of the dTDP-43-null model.

Biochemical and functional assays support the notion of
loss-of-function in endogenous Drosophila TDP-43 in
transgenic AggIn fly models
The creation of the HEK293 AggIn stable cell line has shown that
transgene expression efficiently triggers the formation of aggregates
able to recruit and trap the endogenous TDP-43 protein and give rise
to a TDP-43 loss-of-function effect (as demonstrated by the
alteration of the splicing profile of the endogenous genes POLDIP3,
BIM and MADD).

To show that AggIn expression also induces the formation of
insoluble aggregates able to trap endogenous dTDP-43 in flies, we
performed solubility experiments on transgenic fly heads co-
expressing AggIn and a Flag-tagged form of dTDP-43 under the
control of the GMR-Gal4 driver. As a control experiment, Flag-
dTDP-43 was co-expressed with the unrelated protein EGFP. This
experiment clearly shows that AggIn expression results in the
formation of insoluble aggregates (Flag-AggIn, *; Fig. 6B) and
induces a very strong shift of dTDP-43 from the soluble to the
insoluble fraction (Flag-TBPH, #; Fig. 6B). As expected, the
expression of control EGFP did not result in the formation of
insoluble aggregates nor did it alter the solubility pattern of
dTDP-43, which remained mainly soluble.

Western blot analysis of SYX and CSP proteins expression
In order to investigate whether biochemical evidence of dTDP-43
loss of function could also be found in the transgenic flies, we
analyzed the expression levels of genes known to be altered in
dTDP-43-null fly models and previously characterized as molecular
targets of dTDP-43 potentially related to neurodegeneration
pathogenesis.

In particular, we focused our attention on the elav-
Gal4>UAS_5A line, which showed a striking degenerative
phenotype during both adulthood and larval stage.

SYX (also known as Syx1a) and Cysteine-string protein (CSP)
are two presynaptic vesicular proteins. It has been recently reported

Fig. 3. Expression levels of transgene in twoDrosophila lines. (A) Western
blot analysis of total protein extracts from fly heads of GMR-Gal4>UAS_5A and
GMR-Gal4>UAS_2B and (B) elav-Gal4>UAS_5A and elav-Gal4>UAS_2B
lines. Eye-specific and pan-neuronal expression of the AggIn construct was
achieved using the GMR- and elav-Gal4 drivers, respectively. Western blot
densitometry was performed using the ImageJ software and the
normalized expression of the transgenic protein is reported in the graphs
(mean±s.e.m., n=3).
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that their downregulation is an early event of dTDP-43 dysfunction
in vivo; in fact, the expression of these proteins was found to be
significantly altered in the heads of our dTDP-43-null fly model
TBPHΔ23 and in neuromuscular junction (NMJ) presynaptic
boutons in muscle 6 and 7 of third-instar larvae (Romano et al.,
2014). Starting from these observations, we verified the endogenous
dTDP-43 function in Drosophila expressing the AggIn transgene.
In particular, we compared, by western blotting, the expression of
SYX and CSP proteins in the heads of elav-Gal4>UAS_5A versus
elav-Gal4>UAS_Egfp control flies. These proteins appeared to be
significantly downregulated in our transgenic model (Fig. 7A).
Interestingly, the drop in expression was found at all three time
points assayed (day 3, 7 and 11), in agreement with the observation
that this fly line already has a severe phenotype by 3 days after
eclosion.

Confocal analysis of SYX protein expression in larval NMJs
presynaptic boutons
In order to support the hypothesis that endogenous dTDP-43 loss of
function was also responsible for the phenotype observed during

the larval stage in elav-Gal4>UAS_5A line, we analyzed SYX
protein expression in the NMJ presynaptic boutons in muscle 6 and
7 of these transgenic larvae by immunohistochemistry. As
expected, SYX levels were strongly reduced in the synaptic
terminals of elav-Gal4>UAS_5A third-instar larvae compared to
elav-Gal4>UAS_Egfp controls (Fig. 7B, both anti-SYX and
merge). By contrast, the anti-HRP staining of the neurons did not
highlight any alteration (Fig. 7B, anti-HRP antibody), confirming
the specificity of the SYX downregulation in elav-Gal4>UAS_5A
flies. Furthermore, the shape of motoneuron terminals at the NMJ
did not appear altered in the transgenic larvae versus control.

To provide evidence that the N-terminal portion of TDP-43 is
crucial to enhance the trapping of endogenous dTDP-43 in an
insoluble non-functional form, we also included elav-
Gal4>UAS_Egfp-12×Q/N larvae in the analysis, which do not
exhibit any locomotion impairment during the larval stage (Cragnaz
et al., 2015). This allowed us to perform a side-by-side phenotypic
comparison of EGFP-12×Q/N and AggIn at the NMJ: as expected,
and in contrast to what is observed in elav-Gal4>UAS_5A larvae,
the EGFP-12×Q/N line did not show any reduction of the SYX

Fig. 4. Effect of transgene expression on Drosophila lifespan and on external eye structure and/or function. (A) Lifespan is dramatically reduced in flies
expressing the AggIn transgene in neurons (elav-Gal4>UAS_5A and elav-Gal4>UAS_2B) versus a control fly not expressing any transgene (elav-Gal4>+) or a
transgenic fly line expressing the control protein EGFP (elav-Gal4>UAS_Egfp). Median survival is 18 days for elav-Gal4>UAS_5A; 29 days for elav-
Gal4<UAS_2B; 64 days for controls (both elav-Gal4>+ and elav-Gal4>UAS_Egfp). n>120 animals for each genotype; P<0.001 (log-rank test) for all the following
genotype pairs: elav-Gal4>+ versus elav-Gal4>UAS_2B; elav-Gal4>+ versus elav-Gal4>UAS_5A; elav-Gal4>UAS_Egfp versus elav-Gal4>UAS_2B; elav-
Gal4>UAS_Egfp versus elav-Gal4>UAS_5A; elav-Gal4>UAS_2B versus elav-Gal4>UAS_5A. Time points (days) corresponding to 25%, 50% and 75% survival
are also shown in the graph for each genotype and reported in the flanking summary table. (B) External eye phenotype and phototaxis assay of 1-day-old flies.
(a,a′) Oregon (wild-type); (b,b′) GMR-Gal4>UAS_Egfp; (c,c′) GMR-Gal4>UAS_2B; (d,d′) GMR-Gal4>UAS_5A. The AggIn expression in the eye, using theGMR-
Gal4 driver, did not result in any substantial alteration of the external eye phenotype (upper panel, compare pictures in c and d versus controls in a and b).
However, the vision assay (lower panel) revealed that a minor fraction of the AggIn-expressing population of flies (8.5% of GMR-Gal4>UAS_2B, and 20.4% of
GMR-Gal4>UAS_5A) exhibited vision defects because they did not reach the light within 1 min of time in a phototaxis assay (compare white bars in c′ and d′
fractions with the negative controls in a′ and b′). Error bars indicate s.e.m. (n=3).
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levels in the synaptic terminals (Fig. 7B), thus supporting the role
ascribed to the N-terminal region of TDP-43.
Consistently, the observation that dTDP-43 functional loss is

detected in elav-Gal4>UAS_5A but not in elav-Gal4>UAS_Egfp-
12×Q/N larvae correlates with the ability of aggregates to sequester
endogenous dTDP-43. Indeed, we recently demonstrated that the
climbing impairment in elav-Gal4>UAS_Egfp-12×Q/N flies
overlaps with an age-related physiological drop of dTDP-43
(Cragnaz et al., 2015). In order to demonstrate that a more
efficient dTDP-43-trapping ability of the AggIn construct mediates
the earlier onset of degenerative effects observed in this novel
animal model, we analyzed the correlation between phenotype onset
and endogenous dTDP-43 levels in elav-Gal4>UAS_5A flies. In
this transgenic line, western blot experiments confirmed the same
trend of endogenous dTDP-43 physiological drop observed during
aging in wild-type flies (Fig. S3). Interestingly, whereas the
phenotype onset in elav-Gal4>UAS_Egfp-12×Q/N flies matches
with a strong decrease of endogenous dTDP-43 at day 10 (Cragnaz
et al., 2015), the elav-Gal4>UAS_5A flies already show an evident
climbing impairment at day 3 after eclosion (Fig. 5), a time-point by
which dTDP-43 expression has already started to drop, as the
decrease in its levels appears to occur in at least two main steps (see
day 3 and day 10 in Fig. S3; compare with dTDP-43 expression at
day 1), although it is significantly higher than at day 10.

DISCUSSION
In the past decade several lines of evidence have shown that TDP-43
plays a key role in the pathogenesis of several neurodegenerative
disorders, including ALS and FTLD (Neumann et al., 2006; Van
Langenhove et al., 2012; Ling et al., 2013). Notwithstanding the

large number of studies devoted to characterization of the molecular
mechanisms linking TDP-43 aggregation to neurodegeneration, it is
still unclear what the role of TDP-43 and TDP-43-positive
aggregates is in disease onset and progression.

However, previous studies have identified the structural
determinants of the TDP-43 protein that mediate its self-
aggregation and trapping into a non-functional insoluble form:
they demonstrated that the C-terminal Q/N prion-like domain is
important in the protein aggregation process and that the N-terminal
region 1-75 is essential to enhance the trapping of endogenous TDP-
43 in the aggregates in a non-functional insoluble form (Budini
et al., 2012b, 2015). The sequestered TDP-43 loses its functional
capacity, but the aggregates do not show intrinsic significant
toxicity in the HEK293 cells (Budini et al., 2012b) or in the
Drosophila eye, a tissue that does not need TDP-43 for its
development (Cragnaz et al., 2014).

Furthermore, whereas the role of the TDP-43 C-terminal part in
the aggregation process is well established (D’Ambrogio et al.,
2009; Igaz et al., 2009; Yang et al., 2010; Jiang et al., 2013; Wang
et al., 2013), the implication of the N-terminal region in a growing
number of physiological and pathological functions of the protein
has been highlighted only by more recent studies showing that the
TDP-43 N-terminus, in particular the first ten residues, appear to
play a role not only in RNA recognition (Buratti and Baralle, 2001)
and cellular localization (Winton et al., 2008), but also in regulating
TDP-43 folding, homotypic interaction, splicing functionality and
cytoplasmic sequestration (Zhang et al., 2013). Other studies have
also suggested that the TDP-43 N-terminus encodes a new type of
ubiquitin-like fold that is involved in binding of nucleic acids and
that is normally in equilibrium with an unfolded form: the formation

Fig. 5. Effect of transgene expression on Drosophila climbing ability. A climbing assay performed in flies expressing the AggIn transgene (elav-
Gal4>UAS_5A and elav-Gal4>UAS_2B) versus a control fly not expressing any transgene (elav-Gal4>+) and a transgenic fly line expressing the control protein
EGFP (elav-Gal4>UAS_Egfp). A statistically significant impairment of climbing is already observed at day 3 in both the AggIn-expressing fly lines. The climbing
defect gets worse with age, from day 3 to 20. *P<0.05, ***P<0.001 (one-way ANOVA). Error bars indicate s.e.m. (n>120 animals for each genotype).
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of irreversible inclusions relevant for both physiological and
pathological processes might occur when this equilibrium is
altered (Qin et al., 2014). Finally, we have recently reported that
the elimination of the first 75 residues of TDP-43 N-terminus
reduces the efficiency of intracellular aggregates to interact with and
sequester endogenous TDP-43 (Budini et al., 2015). In fact, the
insertion of the N-terminal sequence upstream of an artificial
repetition of the Q/N-rich region of TDP-43 (12×Q/N) results in a
chimeric protein that induces aggregation and alters the splicing
pattern of POLDIP3, a commonly used reporter of TDP-43
dysfunction. This experiment demonstrated that the TDP-43 N-
terminal is crucial for efficient sequestration of the endogenous
TDP-43 within the inclusions (Budini et al., 2015).
Taking all the above points into consideration, we have now

optimized an aggregation inducer with minimal TDP-43 sequences
and tested it both in HEK293 cells and in Drosophila. This novel
construct Flag-TDP-Δ1-ΔC-RRM2F/L-12×Q/N was named, for
simplicity, AggIn. We show here that AggIn is able to trigger
aggregation, to deplete nuclei of endogenous TDP-43 and to induce
loss of the splicing function of endogenous TDP-43 in HEK293
cells (Figs 1B and 2). Importantly, it is also able to induce evident
survival and behavioral impairments when expressed as a transgene
in Drosophila neurons. We have studied two transgenic fly lines

(UAS_2B and UAS_5A) with different levels of the AggIn
transgene expression. This characteristic was useful to model
differential levels of the TDP-43 aggregation process. In fact, only
the elav-Gal4>UAS_5A line (with double the AggIn expression of
elav-Gal4>UAS_2B) showed motility impairment at the larval
stage, whereas both the elav-Gal4>UAS_5A and elav-
Gal4>UAS_2B lines resulted in a reduced lifespan and impaired
climbing ability during adulthood. These latter effects were more
severewhen the aggregation was more efficient. In fact, lifespan was
reduced to about a quarter (elav-Gal4>UAS_5A line) and a half
(elav-Gal4>UAS_2B line) with respect to the median survival of
control elav-Gal4>UAS_Egfp flies. Importantly, these effects were
observed at a physiological growth temperature (25°C).

These results suggest that the stronger effects observed in the
UAS_5A line are due to the higher levels of AggIn expression and
support the hypothesis of a direct correlation between efficiency of
endogenous dTDP-43-trapping and onset, as well as severity of the
phenotype. Interestingly, the higher transgene expression in the
elav-Gal4>UAS_5A line was able to trigger a very early locomotion
impairment, quantitatively comparable to that observed in the
dTDP-43-null TBPHΔ23 larvae (Feiguin et al., 2009). In addition,
the genotype–phenotype studies were complemented by the
observation that dTDP-43 function is lost. This supports the

Fig. 6. Effect of transgene expression on Drosophila larval motility and solubility assay on adult fly heads. (A) A larval motility assay was performed on
third-instar larvae. A strong reduction in larval motility of elav-Gal4>UAS_5A (5A) larvae is observed, as compared to a transgenic line expressing the control
protein EGFP (elav-Gal4>UAS_Egfp) and to the wild-type line (w1118). No impairment in larval motility is observed in elav-Gal4>UAS_2B larvae (2B). ATDP-43-
null allele line (TBPHΔ23) was used as a positive reference control. x-axis, genotype; y-axis, peristaltic waves counted in two minutes. Error bars indicate s.e.m.
(n=20 animals for each genotype). ***P<0.001 (one-way ANOVA). (B) Solubility assay. Western blot of fractionated proteins obtained from adult fly heads of the
following genotypes: GMR-Gal4>UAS_TBPH; UAS_5A, GMR-Gal4>UAS_TBPH; UAS_2B, GMR-Gal4>UAS_TBPH; UAS_Egfp (TBPH is the Drosophila TDP-
43). Upper panel, input, soluble and insoluble fractions of each genotype were loaded in a 1:1:1 ratio and probed by immunoblotting. AggIn and TBPH were
detected with anti-FLAG antibody. EGFP was detected using anti-GFP antibody. Anti-tubulin served as protein loading control. Lower panel, to improve the
separation of Flag-AggIn (see *) and Flag-TBPH (see #) protein bands, which have a close molecular mass, the three sample fractions from each genotype were
also loaded on additional gels and were run for a longer time, before anti-Flag immunoblotting. TBPH is mostly insoluble when it is co-expressed with AggIn; by
contrast, it remains mainly soluble when it is co-expressed with the unrelated protein EGFP.
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hypothesis that the effect of aggregation is a depletion of functional
endogenous dTDP-43. In fact, the levels of CSP and SYX dropped
significantly in the heads of elav-Gal4>UAS_5A flies and the latter
was also strongly reduced in the larval NMJ compared to elav-
Gal4>UAS_Egfp controls. These results suggest that the expression
of the AggIn construct in Drosophila causes biochemical outcomes
associated with endogenous TDP-43 loss of function. These
observations are consistent with the results derived from the stable
AggIn transgenic cell line HEK293, demonstrating that the
transgene expression causes the formation of aggregates able to
trap endogenous TDP-43 in a non-functional form. In conclusion,
we generated a novel transgenic Drosophila line to model TDP-43
aggregation in vivo and demonstrated that aggregation contributes to
the onset of neurological impairments through a TDP-43 loss-of-
function mechanism.
We cannot exclude a minor contribution of AggIn aggregates

to neurotoxicity (as suggested by a modest reduction of vision,
as shown in Fig. 4B). However, the observation that protein

aggregation caused a decrease of presynaptic markers, whose
expression requires presence of functional TDP-43 (Romano
et al., 2014), strengthens the idea that loss of function of TDP-
43 is involved in the pathogenesis of neurodegenerative
disorders.

In comparison with other models based on the overexpression of
fully functional TDP-43 variants to trigger neurodegeneration
(Walker et al., 2015), our aggregation model is based on the
expression of a minimal construct containing specific TDP-43
subdomains, which lacks functional RRMs and thus mimicks a
splicing-defective version of TDP-43. This greatly limits the risk of
possible intrinsic effects of the transgene activity. These novel
transgenic Drosophila models could help to gain more insight into
the molecular mechanisms underlying neurodegeneration and
provide a valuable system to test potential therapeutic agents able
to prevent, counteract or slow down disease progression by
increasing aggregate clearance or by preventing the capture of
endogenous TDP-43.

Fig. 7. Transgene effects on expression of TDP-43 target genes. (A) Western blot for TDP-43-target genes performed in adult transgenic flies. Western blot
analysis with anti-SYX and anti-CSP antibodies demonstrates the specific drop in expression of these presynaptic vesicular markers in elav-Gal4>UAS_5A fly
heads, as compared to a transgenic line expressing the control protein EGFP (elav-Gal4>UAS_Egfp). Three different time-points were assayed (days 3, 7 and
11). Total protein samples were extracted from adult heads; anti-α-tubulin (TUB) was used as a loading control. The relative expression of target proteins in
transgenic lines was calculated by optical densitometry with ImageJ software (Schneider et al., 2012). For each time-point, the percentage expression of SYX and
CSP in the 5A line versus the control EGFP was calculated and is reported below the western blot panel. At day 3, the expression of SYX in 5A line was 43±15%
that of the Egfp line; at day 7, it was 53±18; at day 11, it was 40±15%. At day 3, the expression of CSP in 5A line was 38±15% that of the Egfp line; at day 7, it was
83±8% s.e.m.; at day 11, it was 73±10% (results are mean±s.e.m.). All results shown are representative of at least three independent experiments. (B) Anti-
syntaxin immunofluorescence performed in third-instar larvae NMJs. Confocal microscopy images of NMJs presynaptic boutons in muscle 6 and 7, II segment,
are shown. SYX expression (anti-SYX antibody, red) appears to be strongly reduced in the synaptic terminals of elav-Gal4>UAS_5A larvae compared to elav-
Gal4>UAS_Egfp control larvae. By contrast, the anti-HRP staining of the neurons is not affected (anti-HRP antibody, green). No significant alteration of the SYX
protein expression was detected in elav-Gal4>UAS_Egfp-12×Q/N synaptic terminals. The SYX-normalized expression is quantified in the graph. Results are
mean±s.e.m. (n=200). ***P<0.001 (ANOVA).
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MATERIALS AND METHODS
Expression plasmid and stable cell line generation
The AggIn (Flag-TDP-Δ1-ΔC-RRM2F/L-12×Q/N) plasmid was generated
by site-directed mutagenesis using the pcDNA5/FRT/TO-Flag-TDP-12×-
Q/N plasmid (Budini et al., 2015) as a template. The final construct
included: an N-terminal Flag tag, the amino acid stretches 2-100, 173-190,
191-264 (with phenylalanine in positions 229 and 231 mutated to leucine)
of the human TDP-43 protein, and 12 repetitions of the human TDP-43
amino acids stretch 331-369 (referred to as 12×QN). Fig. 1A recapitulates
the main features of the construct.

For generation of stable cell lines, HEK293 flip-in cells were grown in
DMEM-Glutamax-I (Gibco-BRL, Life Technologies Inc., Frederick, MD)
supplemented with 10% fetal bovine serum (Gibco-BRL) and antibiotic and
antimycotic stabilized suspension (Sigma-Aldrich, St Louis, MO). Cells
were transfected using Effectene Transfection reagent (QIAGEN, Inc.,
Gaithersburg, MD) following the manufacturer’s instructions. Co-
transfection of 0.5 μg of plasmid together with 0.5 μg of pOG44 (Thermo
Fisher, Scientific, Waltham, MA) vector allowed recombination in the
genome of the cells. After co-transfection, cells were grown in DMEM-
Glutamax-I supplemented with 10% fetal bovine serum with antibiotic and
antimycotic until they reached 80% of confluence. The stable integration of
the plasmid was then gradually selected using 100 μg/ml Hygromicin B
(Gibco-BRL) and 10 μg/ml of Blasticidin (Gibco-BRL). Once cells were
selected, expression of the protein was achieved by adding 1 μg/ml of
tetracycline (Sigma-Aldrich) to the culture medium.

Splicing assay
For the splicing assay, 5×105 Flag-TDP-43-WT, Flag-TDP-43-12×Q/N and
AggIn cells were seeded in 6-well plates and induced with tetracycline for
72 h. Uninduced cells were used as a control. After induction, cells were
collected and RNA was extracted using Trifast reagent (Euroclone, Milan,
Italy) according to the manufacturer’s instruction. Reverse transcription
was performed using M-MLV Reverse Transcriptase (Gibco-BRL)
following the manufacturer’s protocol. A PCR with TAQ DNA
Polymerase (Roche Diagnostics, Mannheim, Germany) was performed for
35 amplification cycles (95°C for 30 s, 55°C for 30 s, 72°C for 30 s) to
amplify POLDIP3, BIM and MADD cDNAs. The primers used to test the
splicing pattern of POLDIP3, BIM and MADD endogenous genes were:
POLDIP3 forward (5′-GCTTAATGCCAGACCGGGAGTTGGA-3′);
POLDIP3 reverse (5′-TCATCTTCATCCAGGTCATATAAATT-3′); BIM
forward (5′-TCTGAGTGTGACCGAGAAGG-3′); BIM reverse (5′-TCT-
TGGGCGATCCATATCTC-3′); MADD forward (5′-GACCTGAATT-
GGGTGGCGAGTTCCCT-3′); MADD reverse (5′-CATTGGTGTCT-
TGTACTTGTGGCTC-3′).

Protein expression and immunoblotting of HEK293 stable cell
lines
Protein expression of the AggIn construct was analyzed in 5×105 cells seeded
in 6-well plates and induced for 72 h. Uninduced cells were also seeded as
control. After induction, cells were collected and lysed with 100 μl of RIPA
lysis buffer (50 mMTris-HCl pH 7.4, 150 mMNaCl, 1% NP-40, 0.1% SDS,
1 mM EDTA pH 8, 1 mM PMSF and 0.5% sodium deoxycholate)
supplemented with Complete protease inhibitor cocktail (Roche
Diagnostics, Mannheim, Germany). Cell lysates were incubated at +4°C for
30 min, then lysed by sonication and centrifuged at 500 g at +4°C for 5 min.
Total protein amount in cell lysates was then quantified by the Bradford
method, and 20 μg was loaded in a 10% SDS-PAGE. An anti-Flag (1:1000,
catalog number F1804; Sigma-Aldrich) primary antibody and a HRP-labeled
anti-mouse-IgG (1:2000, catalog number P0260;DAKO,Glostrup, Denmark)
secondary antibody were used for protein detection. Western blotting using a
primary anti-POLDIP3 (1:1000, catalog number 5439; Cell Signaling
Technology, Beverly, MA) antibody and a secondary HRP-labeled anti-
rabbit-IgG (1:2000, catalog number P0448; DAKO, Glostrup, Denmark)
antibody was also performed to detect POLDIP3 isoforms.

Immunofluorescence microscopy
For indirect immunofluorescence, 5×105 HEK-AggIn cells were seeded on
slides and induced with tetracycline for 72 h. Non-induced cells were also

seeded as a control. Immunofluorescence was performed as previously
described (Ayala et al., 2008). As primary antibodies, an anti-Flag (1:200,
catalog number F1804; Sigma-Aldrich) and an anti-TDP-43 (1:1000,
catalog number 10782-2-AP; ProteinTech, Chicago, IL) were used. The
secondary antibodies were anti-mouse-IgG conjugated to Alexa Fluor 594
and anti-rabbit-IgG conjugated to Alexa Fluor 488, and TO-PRO3 dye was
used for nuclei staining, all purchased from Life Technologies. Cells were
then analyzed on a Zeiss LSM 510 Meta confocal microscope.

Fly stocks
AggIn and EGFP constructs were cloned in the pUASTattB vector and
subsequently sequenced. The constructs were used to create transgenic flies
by standard embryo injections (BestGene Inc., Chino Hills, CA, USA).
Transgenes were subsequently balanced on the required chromosome to
obtain fly stocks. w1118 and elav-Gal4 flies were supplied by the
Bloomington Drosophila Stock Center at Indiana University. Flies were
fed on standard fly food (agar 6 g/l; sugar 41.6 g/l; yeast 62.5 g/l; cornmeal
29 g/l; propionic acid 4.1 ml/l), and were maintained and crossed in a
humidified incubator at 25°C with a 12-h-light–12-h-dark cycle.

Lifespan
Adult flies were collected for 2 days from eclosion and transferred to fresh
food tubes in a 1:1 male:female ratio (20 total flies/tube). At the third day,
death events were scored and viable flies were transferred to fresh tubes. The
same was done every 3 days. Survival proportions were plotted as
percentage of living flies against days. More than 120 flies were tested for
each genotype.

Phototaxis assay
The assay was performed as previously described (Cragnaz et al., 2014).
Briefly, individual flies from each genotypewere introduced into the stem of
a Y-maze with one arm exposed to violet light (400 nm) and the second arm
completely in the dark. The number of flies that moved into the illuminated
chamber within 1 min was determined. At least 50 flies per experiment for
each genotype were tested.

Climbing assay
Age-synchronized cohorts of flies were transferred without anesthesia to a
50-ml glass cylinder, and tapped to the bottom with cotton. After a period of
adaptation of 30 s, the climbing ability of flies was quantified as number of
animals that reached the top of the cylinder (10 cm) in 15 s. Flies were
assayed in batches of 20 (1:1 male:female ratio) and the test was repeated
three times for each batch of animals. More than 120 flies were tested for
each genotype. The number of flies that reached the top was converted into a
percentage value, and the mean±s.e.m. percentage was calculated for at least
six experiments.

Larval movement
Wandering third-instar larvae were selected, gently washed and transferred
to a Petri dish (0.7% agarose in distilled water). After a period of adaptation
(30 s), the peristaltic waves were counted within 2 min. At least 20 larvae
were assayed for each genotype. The median number of peristaltic waves
performed in 2 min by each genotype was plotted on a graph (mean±s.e.m.).

Immunoblotting of fly head samples
Drosophila heads were homogenized in lysis buffer [10 mM Tris-HCl, pH
7.4, 150 mMNaCl, 5 mMEDTA, 5 mMEGTA, 10% glycerol, 50 mMNaF,
5 mM DTT, 4 M urea and Complete protease inhibitor cocktail (Roche
Diagnostics)]. Proteins were separated by 8% SDS-PAGE, transferred to
nitrocellulose membranes (Whatman, Clifton, NJ, USA), blocked overnight
in a 5% non-fat dried milk solution and probed with the following primary
antibodies: rabbit anti-Drosophila TDP-43 (1:1500, made in-house), mouse
anti-SYX 8C3s (1:2500, Developmental Studies Hybridoma Bank, DSHB,
Iowa City, IA, USA), anti-CSP2c (1:9000, DSHB), mouse anti-tubulin
CP06 (1:4000, Calbiochem, San Diego, CA, USA) and mouse anti-FLAG
M2 (1:1000, Sigma-Aldrich) antibodies. The membranes were incubated
with the secondary antibodies HRP-labeled anti-mouse-IgG (1:1000,
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Thermo Scientific, Rockford, IL, USA) or HRP-labeled anti-rabbit-IgG
(1:1000, Thermo Scientific). Finally, protein detection was performed with
Femto Super Signal substrate (Thermo Scientific) for anti- TDP-43 and anti-
CSP2c immunoblotting and with ECL western blotting substrate (Thermo
Scientific) for anti-syntaxin and anti-tubulin antibodies.

Protein expression was quantified using the NIH ImageJ software
(Schneider et al., 2012) and normalized against tubulin. Histograms are
representative of three independent experiments.

Solubility test
The solubility assay was performed as previously described (Cragnaz et al.,
2014). Briefly, 24 adult fly heads per genotype were homogenized in RIPA
buffer [50 mM Tris-HCl pH 8, 150 mM NaCl, 2 mM EDTA, 1%
NonidetP40 (v/v), 0.1% SDS, 1% Na-deoxycholate and a cocktail of
Complete protease inhibitor cocktail (Roche Diagnostics)]. Following
incubation on a rotating wheel for 1 h at 4°C, samples were centrifuged at
1000 g for 10 min at 4°C. An aliquot was taken at this point as the input, and
after a further centrifugation step at 100,000 g for 30 min at 4°C, the
supernatant was collected as the soluble fraction. The resulting pellet was re-
suspended in urea buffer (9 M urea, 50 mMTris-HCl pH 8, 1% CHAPS and
Complete protease inhibitor cocktail) and collected as the insoluble fraction.
Proteins were separated by 10% SDS-PAGE. The different samples were
loaded in a 1:1:1 ratio for the input, soluble and insoluble fractions. Proteins
were immunoblotted as already described for fly head samples and probed
with the following reagents. Primary antibodies: mouse anti-FLAG M2
(1:1000, Sigma-Aldrich), rabbit anti-GFP (1:2000, sc-8334, Santa Cruz
Biotechnology Inc., Dallas, TX) and mouse anti-tubulin CP06 (1:4000,
Calbiochem, San Diego, CA) antibodies. Secondary antibodies: HRP-
labeled anti-mouse-IgG (1:1000, Thermo Scientific) or HRP-labeled anti-
rabbit-IgG (1:1000, Thermo Scientific).

NMJ immunohistochemistry and images quantification
Third-instar larvae were selected, briefly washed in water and dissected in
saline solution (0.1 mM CaCl2, MgCl2 4 mM, KCl 2 mM, NaCl 128 mM,
sucrose 35.5 mM and Hepes 5 mM pH 7.2), fixed for 20 min in 4%
paraformaldehyde, washed in PBS with 0.1% Tween 20 and blocked
with 5% normal goat serum (Vector Laboratories, Burlingame, CA) in PBS
with 0.1% Tween. Primary antibodies [anti-HRP (1:150, Jackson
ImmunoResearch Lab, West Grove, PA, USA) and anti-SYX 8C3s (1:15,
DSHB) antibodies] were incubated overnight at 4°C and then the secondary
antibodies, Alexa-Fluor-488-conjugated anti-rabbit-IgG and Alexa-Fluor-
555-conjugated anti-mouse-IgG (1:500, Thermo Fisher Scientific), were
incubated for 2 h at room temperature. SlowFade Gold (Gibco-BRL) was
used for the mounting. Images were acquired on a Zeiss LSM 510 Meta
Confocal Microscope with a 63× oil lens and 40× lens, then analyzed using
NIH ImageJ software (Schneider et al., 2012).

The larvae analyzed for these experiments were processed
simultaneously and the same microscope settings were employed to
acquire all images. The presynaptic terminals of second abdominal segment
on muscle 6 and 7 were analyzed. The samples were double labeled with
anti-HRP and anti-SYX antibodies: the mean intensity of both was
quantified and a ratio calculated (adapted from Thomas et al., 1997). The
statistical analyses were performed using Prism6 (GraphPad, San Diego,
CA, USA).

Acknowledgements
We would like to thank Laura De Conti and Chiara Appocher for their valuable
suggestions during experimental work. We thank Marco Baralle for reviewing the
text.

Competing interests
The authors declare no competing or financial interests.

Author contributions
S.L. carried out molecular, genetic and behavioral studies with flies, and drafted the
manuscript. V.R. carried out molecular studies with cell lines and tested the
characteristics of the construct. G.R. performed NMJ immunohistochemistry
experiments. R.K. and F.F. participated in the phenotypic characterization of flies.
L.C. carried out molecular studies on dTDP-43 age-related variations. M.R.

participated in the design of the study, interpretation of the results, performed the
statistical analysis and helped to draft the manuscript. F.E.B. conceived the study,
and participated in its design, in the interpretation of the results, coordination of the
project and helped to draft the manuscript. All authors read and approved the final
manuscript.

Funding
This work was supported by the Fondation Thierry Latran (project REHNPALS).

Supplementary information
Supplementary information available online at
http://dmm.biologists.org/lookup/suppl/doi:10.1242/dmm.023382/-/DC1

References
Arai, T., Hasegawa, M., Akiyama, H., Ikeda, K., Nonaka, T., Mori, H., Mann, D.,

Tsuchiya, K., Yoshida, M., Hashizume, Y. et al. (2006). TDP-43 is a component
of ubiquitin-positive tau-negative inclusions in frontotemporal lobar degeneration
and amyotrophic lateral sclerosis. Biochem. Biophys. Res. Commun. 351,
602-611.

Ayala, Y. M., Pantano, S., D’Ambrogio, A., Buratti, E., Brindisi, A., Marchetti, C.,
Romano, M. and Baralle, F. E. (2005). Human, Drosophila, and C. elegans
TDP43: nucleic acid binding properties and splicing regulatory function. J. Mol.
Biol. 348, 575-588.

Ayala, Y. M., Zago, P., D’Ambrogio, A., Xu, Y.-F., Petrucelli, L., Buratti, E. and
Baralle, F. E. (2008). Structural determinants of the cellular localization and
shuttling of TDP-43. J. Cell Sci. 121, 3778-3785.

Belzil, V. V., Gendron, T. F. and Petrucelli, L. (2013). RNA-mediated toxicity in
neurodegenerative disease. Mol. Cell. Neurosci. 56, 406-419.

Budini, M., Romano, V., Avendan ̃o-Vázquez, S. E., Bembich, S., Buratti, E. and
Baralle, F. E. (2012a). Role of selected mutations in theQ/N rich region of TDP-43
in EGFP-12xQ/N-induced aggregate formation. Brain Res. 1462, 139-150.

Budini, M., Buratti, E., Stuani, C., Guarnaccia, C., Romano, V., De Conti, L. and
Baralle, F. E. (2012b). Cellular model of TAR DNA-binding protein 43 (TDP-43)
aggregation based on its C-terminal Gln/Asn-rich region. J. Biol. Chem. 287,
7512-7525.

Budini, M., Romano, V., Quadri, Z., Buratti, E. and Baralle, F. E. (2015). TDP-43
loss of cellular function through aggregation requires additional structural
determinants beyond its C-terminal Q/N prion-like domain. Hum. Mol. Genet.
24, 9-20.

Buratti, E. and Baralle, F. E. (2001). Characterization and functional implications of
the RNA binding properties of nuclear factor TDP-43, a novel splicing regulator of
CFTR exon 9. J. Biol. Chem. 276, 36337-36343.

Buratti, E. and Baralle, F. E. (2009). The molecular links between TDP-43
dysfunction and neurodegeneration. Adv. Genet. 66, 1-34.

Buratti, E. andBaralle, F. E. (2012). TDP-43: gumming up neurons through protein-
protein and protein-RNA interactions. Trends Biochem. Sci. 37, 237-247.

Chen-Plotkin, A. S., Lee, V. M.-Y. and Trojanowski, J. Q. (2010). TAR DNA-
binding protein 43 in neurodegenerative disease. Nat. Rev. Neurol. 6, 211-220.

Cragnaz, L., Klima, R., Skoko, N., Budini, M., Feiguin, F. and Baralle, F. E.
(2014). Aggregate formation prevents dTDP-43 neurotoxicity in the Drosophila
melanogaster eye. Neurobiol. Dis. 71, 74-80.

Cragnaz, L., Klima, R., De Conti, L., Romano, G., Feiguin, F., Buratti, E., Baralle,
M. and Baralle, F. E. (2015). An age-related reduction of brain TBPH/TDP-43
levels precedes the onset of locomotion defects in a Drosophila ALS model.
Neuroscience 311, 415-421.

Da Cruz, S. and Cleveland, D. W. (2011). Understanding the role of TDP-43 and
FUS/TLS in ALS and beyond. Curr. Opin. Neurobiol. 21, 904-919.

D’Ambrogio, A., Buratti, E., Stuani, C., Guarnaccia, C., Romano, M., Ayala, Y. M.
and Baralle, F. E. (2009). Functional mapping of the interaction between TDP-43
and hnRNP A2 in vivo. Nucleic Acids Res. 37, 4116-4126.

De Conti, L., Akinyi, M. V., Mendoza-Maldonado, R., Romano, M., Baralle, M.
and Buratti, E. (2015). TDP-43 affects splicing profiles and isoform production of
genes involved in the apoptotic and mitotic cellular pathways. Nucleic Acids Res.
43, 8990-9005.

Feiguin, F., Godena, V. K., Romano, G., D’Ambrogio, A., Klima, R. and Baralle,
F. E. (2009). Depletion of TDP-43 affects Drosophila motoneurons terminal
synapsis and locomotive behavior. FEBS Lett. 583, 1586-1592.

Fiesel, F. C., Weber, S. S., Supper, J., Zell, A. and Kahle, P. J. (2012). TDP-43
regulates global translational yield by splicing of exon junction complex
component SKAR. Nucleic Acids Res. 40, 2668-2682.

Fuentealba, R. A., Udan, M., Bell, S., Wegorzewska, I., Shao, J., Diamond, M. I.,
Weihl, C. C. and Baloh, R. H. (2010). Interaction with polyglutamine aggregates
reveals a Q/N-rich domain in TDP-43. J. Biol. Chem. 285, 26304-26314.

Gitler, A. D. andShorter, J. (2011). RNA-binding proteins with prion-like domains in
ALS and FTLD-U. Prion 5, 179-187.

Igaz, L. M., Kwong, L. K., Chen-Plotkin, A., Winton, M. J., Unger, T. L., Xu, Y.,
Neumann, M., Trojanowski, J. Q. and Lee, V. M.-Y. (2009). Expression of TDP-

668

RESEARCH ARTICLE Disease Models & Mechanisms (2016) 9, 659-669 doi:10.1242/dmm.023382

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s

http://dmm.biologists.org/lookup/suppl/doi:10.1242/dmm.023382/-/DC1
http://dmm.biologists.org/lookup/suppl/doi:10.1242/dmm.023382/-/DC1
http://dx.doi.org/10.1016/j.bbrc.2006.10.093
http://dx.doi.org/10.1016/j.bbrc.2006.10.093
http://dx.doi.org/10.1016/j.bbrc.2006.10.093
http://dx.doi.org/10.1016/j.bbrc.2006.10.093
http://dx.doi.org/10.1016/j.bbrc.2006.10.093
http://dx.doi.org/10.1016/j.jmb.2005.02.038
http://dx.doi.org/10.1016/j.jmb.2005.02.038
http://dx.doi.org/10.1016/j.jmb.2005.02.038
http://dx.doi.org/10.1016/j.jmb.2005.02.038
http://dx.doi.org/10.1242/jcs.038950
http://dx.doi.org/10.1242/jcs.038950
http://dx.doi.org/10.1242/jcs.038950
http://dx.doi.org/10.1016/j.mcn.2012.12.006
http://dx.doi.org/10.1016/j.mcn.2012.12.006
http://dx.doi.org/10.1016/j.brainres.2012.02.031
http://dx.doi.org/10.1016/j.brainres.2012.02.031
http://dx.doi.org/10.1016/j.brainres.2012.02.031
http://dx.doi.org/10.1074/jbc.M111.288720
http://dx.doi.org/10.1074/jbc.M111.288720
http://dx.doi.org/10.1074/jbc.M111.288720
http://dx.doi.org/10.1074/jbc.M111.288720
http://dx.doi.org/10.1093/hmg/ddu415
http://dx.doi.org/10.1093/hmg/ddu415
http://dx.doi.org/10.1093/hmg/ddu415
http://dx.doi.org/10.1093/hmg/ddu415
http://dx.doi.org/10.1074/jbc.M104236200
http://dx.doi.org/10.1074/jbc.M104236200
http://dx.doi.org/10.1074/jbc.M104236200
http://dx.doi.org/10.1016/S0065-2660(09)66001-6
http://dx.doi.org/10.1016/S0065-2660(09)66001-6
http://dx.doi.org/10.1016/j.tibs.2012.03.003
http://dx.doi.org/10.1016/j.tibs.2012.03.003
http://dx.doi.org/10.1038/nrneurol.2010.18
http://dx.doi.org/10.1038/nrneurol.2010.18
http://dx.doi.org/10.1016/j.nbd.2014.07.009
http://dx.doi.org/10.1016/j.nbd.2014.07.009
http://dx.doi.org/10.1016/j.nbd.2014.07.009
http://dx.doi.org/10.1016/j.neuroscience.2015.10.037
http://dx.doi.org/10.1016/j.neuroscience.2015.10.037
http://dx.doi.org/10.1016/j.neuroscience.2015.10.037
http://dx.doi.org/10.1016/j.neuroscience.2015.10.037
http://dx.doi.org/10.1016/j.conb.2011.05.029
http://dx.doi.org/10.1016/j.conb.2011.05.029
http://dx.doi.org/10.1093/nar/gkp342
http://dx.doi.org/10.1093/nar/gkp342
http://dx.doi.org/10.1093/nar/gkp342
http://dx.doi.org/10.1093/nar/gkv814
http://dx.doi.org/10.1093/nar/gkv814
http://dx.doi.org/10.1093/nar/gkv814
http://dx.doi.org/10.1093/nar/gkv814
http://dx.doi.org/10.1016/j.febslet.2009.04.019
http://dx.doi.org/10.1016/j.febslet.2009.04.019
http://dx.doi.org/10.1016/j.febslet.2009.04.019
http://dx.doi.org/10.1093/nar/gkr1082
http://dx.doi.org/10.1093/nar/gkr1082
http://dx.doi.org/10.1093/nar/gkr1082
http://dx.doi.org/10.1074/jbc.M110.125039
http://dx.doi.org/10.1074/jbc.M110.125039
http://dx.doi.org/10.1074/jbc.M110.125039
http://dx.doi.org/10.4161/pri.5.3.17230
http://dx.doi.org/10.4161/pri.5.3.17230
http://dx.doi.org/10.1074/jbc.M809462200
http://dx.doi.org/10.1074/jbc.M809462200


43 C-terminal fragments in vitro recapitulates pathological features of TDP-43
Proteinopathies. J. Biol. Chem. 284, 8516-8524.

Jiang, L.-L., Che, M.-X., Zhao, J., Zhou, C.-J., Xie, M.-Y., Li, H.-Y., He, J.-H. and
Hu, H.-Y. (2013). Structural transformation of the amyloidogenic core region of
TDP-43 protein initiates its aggregation and cytoplasmic inclusion. J. Biol. Chem.
288, 19614-19624.

Lee, E. B., Lee, V. M. and Trojanowski, J. Q. (2012). Gains or losses: molecular
mechanisms of TDP43-mediated neurodegeneration. Nat. Rev. Neurosci. 13,
38-50.

Ling, S.-C., Polymenidou, M. and Cleveland, D. W. (2013). Converging
mechanisms in ALS and FTD: disrupted RNA and protein homeostasis. Neuron
79, 416-438.

Neumann, M., Sampathu, D. M., Kwong, L. K., Truax, A. C., Micsenyi, M. C.,
Chou, T. T., Bruce, J., Schuck, T., Grossman, M., Clark, C. M. et al. (2006).
Ubiquitinated TDP-43 in frontotemporal lobar degeneration and amyotrophic
lateral sclerosis. Science 314, 130-133.

Polymenidou, M. and Cleveland, D. W. (2011). The seeds of neurodegeneration:
prion-like spreading in ALS. Cell 147, 498-508.

Qin, H., Lim, L.-Z., Wei, Y. and Song, J. (2014). TDP-43 N terminus encodes a
novel ubiquitin-like fold and its unfolded form in equilibrium that can be shifted by
binding to ssDNA. Proc. Natl. Acad. Sci. USA 111, 18619-18624.

Romano, M., Feiguin, F. and Buratti, E. (2012). Drosophila Answers to TDP-43
Proteinopathies. J. Amino Acids 2012, 356081.

Romano, G., Klima, R., Buratti, E., Verstreken, P., Baralle, F. E. and Feiguin, F.
(2014). Chronological requirements of TDP-43 function in synaptic organization
and locomotive control. Neurobiol. Dis. 71, 95-109.

Romano, V., Quadri, Z., Baralle, F. E. and Buratti, E. (2015). The structural
integrity of TDP-43 N-terminus is required for efficient aggregate entrapment and
consequent loss of protein function. Prion 9, 1-9.

Schneider, C. A., Rasband,W. S. and Eliceiri, K. W. (2012). NIH Image to ImageJ:
25 years of image analysis. Nat. Methods 9, 671-675.

Shiga, A., Ishihara, T., Miyashita, A., Kuwabara, M., Kato, T., Watanabe, N.,
Yamahira, A., Kondo, C., Yokoseki, A., Takahashi, M. et al. (2012). Alteration of

POLDIP3 splicing associated with loss of function of TDP-43 in tissues affected
with ALS. PLoS ONE 7, e43120.

Sreedharan, J., Blair, I. P., Tripathi, V. B., Hu, X., Vance, C., Rogelj, B., Ackerley,
S., Durnall, J. C., Williams, K. L., Buratti, E. et al. (2008). TDP-43 mutations in
familial and sporadic amyotrophic lateral sclerosis. Science 319, 1668-1672.

Thomas, U., Kim, E., Kuhlendahl, S., Koh, Y. H., Gundelfinger, E. D., Sheng, M.,
Garner, C. C. and Budnik, V. (1997). Synaptic clustering of the cell adhesion
molecule fasciclin II by discs-large and its role in the regulation of presynaptic
structure. Neuron 19, 787-799.

Van Langenhove, T., van der Zee, J. and Van Broeckhoven, C. (2012). The
molecular basis of the frontotemporal lobar degeneration-amyotrophic lateral
sclerosis spectrum. Ann. Med. 44, 817-828.

Walker, A. K., Spiller, K. J., Ge, G., Zheng, A., Xu, Y., Zhou, M., Tripathy, K.,
Kwong, L. K., Trojanowski, J. Q. and Lee, V. M.-Y. (2015). Functional recovery
in new mouse models of ALS/FTLD after clearance of pathological cytoplasmic
TDP-43. Acta Neuropathol. 130, 643-660.

Wang, Y.-T., Kuo, P.-H., Chiang, C.-H., Liang, J.-R., Chen, Y.-R., Wang, S., Shen,
J. C. K. and Yuan, H. S. (2013). The truncated C-terminal RNA recognition motif
of TDP-43 protein plays a key role in forming proteinaceous aggregates. J. Biol.
Chem. 288, 9049-9057.

Winton, M. J., Igaz, L. M.,Wong, M.M., Kwong, L. K., Trojanowski, J. Q. and Lee,
V. M.-Y. (2008). Disturbance of nuclear and cytoplasmic TARDNA-binding protein
(TDP-43) induces disease-like redistribution, sequestration, and aggregate
formation. J. Biol. Chem. 283, 13302-13309.

Yang, C., Tan,W.,Whittle, C., Qiu, L., Cao, L., Akbarian, S. andXu, Z. (2010). The
C-terminal TDP-43 fragments have a high aggregation propensity and harm
neurons by a dominant-negative mechanism. PLoS ONE 5, e15878.

Zhang, Y.-J., Caulfield, T., Xu, Y.-F., Gendron, T. F., Hubbard, J., Stetler, C.,
Sasaguri, H.,Whitelaw, E. C., Cai, S., Lee,W. C. et al. (2013). The dual functions
of the extreme N-terminus of TDP-43 in regulating its biological activity and
inclusion formation. Hum. Mol. Genet. 22, 3112-3122.

669

RESEARCH ARTICLE Disease Models & Mechanisms (2016) 9, 659-669 doi:10.1242/dmm.023382

D
is
ea

se
M
o
d
el
s
&
M
ec
h
an

is
m
s

http://dx.doi.org/10.1074/jbc.M809462200
http://dx.doi.org/10.1074/jbc.M809462200
http://dx.doi.org/10.1074/jbc.M113.463828
http://dx.doi.org/10.1074/jbc.M113.463828
http://dx.doi.org/10.1074/jbc.M113.463828
http://dx.doi.org/10.1074/jbc.M113.463828
http://dx.doi.org/10.1016/j.neuron.2013.07.033
http://dx.doi.org/10.1016/j.neuron.2013.07.033
http://dx.doi.org/10.1016/j.neuron.2013.07.033
http://dx.doi.org/10.1126/science.1134108
http://dx.doi.org/10.1126/science.1134108
http://dx.doi.org/10.1126/science.1134108
http://dx.doi.org/10.1126/science.1134108
http://dx.doi.org/10.1016/j.cell.2011.10.011
http://dx.doi.org/10.1016/j.cell.2011.10.011
http://dx.doi.org/10.1073/pnas.1413994112
http://dx.doi.org/10.1073/pnas.1413994112
http://dx.doi.org/10.1073/pnas.1413994112
http://dx.doi.org/10.1155/2012/356081
http://dx.doi.org/10.1155/2012/356081
http://dx.doi.org/10.1016/j.nbd.2014.07.007
http://dx.doi.org/10.1016/j.nbd.2014.07.007
http://dx.doi.org/10.1016/j.nbd.2014.07.007
http://dx.doi.org/10.1080/19336896.2015.1011885
http://dx.doi.org/10.1080/19336896.2015.1011885
http://dx.doi.org/10.1080/19336896.2015.1011885
http://dx.doi.org/10.1038/nmeth.2089
http://dx.doi.org/10.1038/nmeth.2089
http://dx.doi.org/10.1371/journal.pone.0043120
http://dx.doi.org/10.1371/journal.pone.0043120
http://dx.doi.org/10.1371/journal.pone.0043120
http://dx.doi.org/10.1371/journal.pone.0043120
http://dx.doi.org/10.1126/science.1154584
http://dx.doi.org/10.1126/science.1154584
http://dx.doi.org/10.1126/science.1154584
http://dx.doi.org/10.1016/S0896-6273(00)80961-7
http://dx.doi.org/10.1016/S0896-6273(00)80961-7
http://dx.doi.org/10.1016/S0896-6273(00)80961-7
http://dx.doi.org/10.1016/S0896-6273(00)80961-7
http://dx.doi.org/10.3109/07853890.2012.665471
http://dx.doi.org/10.3109/07853890.2012.665471
http://dx.doi.org/10.3109/07853890.2012.665471
http://dx.doi.org/10.1007/s00401-015-1460-x
http://dx.doi.org/10.1007/s00401-015-1460-x
http://dx.doi.org/10.1007/s00401-015-1460-x
http://dx.doi.org/10.1007/s00401-015-1460-x
http://dx.doi.org/10.1074/jbc.M112.438564
http://dx.doi.org/10.1074/jbc.M112.438564
http://dx.doi.org/10.1074/jbc.M112.438564
http://dx.doi.org/10.1074/jbc.M112.438564
http://dx.doi.org/10.1074/jbc.M800342200
http://dx.doi.org/10.1074/jbc.M800342200
http://dx.doi.org/10.1074/jbc.M800342200
http://dx.doi.org/10.1074/jbc.M800342200
http://dx.doi.org/10.1371/journal.pone.0015878
http://dx.doi.org/10.1371/journal.pone.0015878
http://dx.doi.org/10.1371/journal.pone.0015878
http://dx.doi.org/10.1093/hmg/ddt166
http://dx.doi.org/10.1093/hmg/ddt166
http://dx.doi.org/10.1093/hmg/ddt166
http://dx.doi.org/10.1093/hmg/ddt166


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.32000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /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 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.32000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /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 400
  /MonoImageMinResolutionPolicy /OK
  /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 false
  /PDFXTrimBoxToMediaBoxOffset [
    34.69606
    34.27087
    34.69606
    34.27087
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


