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Abstract
A GGG​GCC​ hexanucleotide repeat expansion in the C9orf72 gene is the most common genetic cause of amyotrophic lateral 
sclerosis and frontotemporal dementia. Neurodegeneration may occur via transcription of the repeats into inherently toxic 
repetitive sense and antisense RNA species, or via repeat-associated non-ATG initiated translation (RANT) of sense and 
antisense RNA into toxic dipeptide repeat proteins. We have previously demonstrated that regular interspersion of repeat 
RNA with stop codons prevents RANT (RNA-only models), allowing us to study the role of repeat RNA in isolation. Here we 
have created novel RNA-only Drosophila models, including the first models of antisense repeat toxicity, and flies expressing 
extremely large repeats, within the range observed in patients. We generated flies expressing ~ 100 repeat sense or anti-
sense RNA either as part of a processed polyadenylated transcript or intronic sequence. We additionally created Drosophila 
expressing > 1000 RNA-only repeats in the sense direction. When expressed in adult Drosophila neurons polyadenylated 
repeat RNA is largely cytoplasmic in localisation, whilst intronic repeat RNA forms intranuclear RNA foci, as does > 1000 
repeat RNA, thus allowing us to investigate both nuclear and cytoplasmic RNA toxicity. We confirmed that these RNA foci 
are capable of sequestering endogenous Drosophila RNA-binding proteins, and that the production of dipeptide proteins 
(poly-glycine–proline, and poly-glycine–arginine) is suppressed in our models. We find that neither cytoplasmic nor nuclear 
sense or antisense RNA are toxic when expressed in adult Drosophila neurons, suggesting they have a limited role in disease 
pathogenesis.
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Introduction

Amyotrophic lateral sclerosis (ALS) and frontotemporal 
dementia (FTD) are two adult onset, neurodegenerative 
diseases, leading to loss of the upper and lower motor neu-
rons, or frontal and temporal lobe cortical neurons, respec-
tively. In recent years, it has become apparent that these 
diseases represent extremes of a clinical and pathologi-
cal spectrum of disorders, since genetic evidence shows 
that either or both of these clinical manifestations can be 
caused by mutations in the same set of genes [33].

A (GGG​GCC​)n hexanucleotide expansion within the 
first intron of the C9orf72 gene is the most common 
genetic cause of both ALS and FTD, causing up to 40% 
of familial ALS and 25% of familial FTD [16, 35, 45]. 
Unaffected individuals typically carry 2–10 repeats, whilst 
patients harbour hundreds to thousands [16, 45]. Toxicity 
has been proposed to result either from a loss of func-
tion of the C9orf72 gene, or a toxic gain of function [46]. 
Neuron-specific, or whole genome knockout of the mouse 
ortholog of C9orf72 does not lead to a neurodegenera-
tive phenotype, suggesting that toxicity primarily arises 
through a gain of function mechanism [3, 8, 26, 29, 31, 
51, 52]. Two such mechanisms have been proposed: RNA 
toxicity, or toxicity arising due to proteins derived from 
the repeat RNA [39].

The hexanucleotide repeat can be transcribed in both 
sense and antisense directions, resulting in sense and anti-
sense RNA foci, typically nuclear aggregates of RNA. 
These have been proposed to exert toxicity by sequestering 
RNA-binding proteins [16, 20, 38, 45, 59]. Additionally, 
sense and antisense RNA can be translated in all reading 
frames, via repeat-associated non-ATG initiated transla-
tion (RANT), producing five dipeptide proteins (DPRs): 
poly-GR, poly-GA, and poly-GP from the sense stand, and 
poly-PR, poly-AP, and poly-GP from the antisense [2, 40, 
59].

We and others have previously demonstrated that 
expression of hexanucleotide RNA is extremely toxic to 
adult Drosophila neurons, resulting in dramatically short-
ened lifespan [19, 37, 56]. However, insertion of regularly 
interspersed stop codons (“RNA-only” constructs) within 
the hexanucleotide sequence rescues toxicity, suggest-
ing that it is primarily mediated by DPRs [37]. Multiple 
groups have demonstrated that among the DPRs, poly-GR, 
and poly-PR are the most toxic, with poly-GA exerting 
toxicity in some model systems [39].

Despite these advances, the potential role of RNA toxic-
ity in C9orf72 mutation-associated ALS/FTD is not fully 
resolved. Recent work has suggested that expression of 

sense RNA is toxic to rat primary neurons [54] and that 
cytoplasmic rather than nuclear RNA may drive pathol-
ogy [9]. The role of antisense RNA in isolation has not 
yet been assessed.

RNA-only constructs provide the ideal tool to assess 
a role of C9orf72 repeat RNA without the confounding 
effect of RANT DPRs. Here we examine whether genomic 
context or repeat length can cause RNA-only (RO) repeats 
to be toxic to Drosophila neurons. We find that expressing 
RO repeats as part of an intron potentiates sense and anti-
sense intranuclear RNA foci formation, as does express-
ing extremely long repeats within the range observed in 
patients (> 1000 repeats). However, we find no evidence 
of toxicity arising due to sense or antisense repeat RNA, 
despite observing sequestration of RNA-binding proteins 
by RNA foci.

Materials and methods

Generation of DNA constructs

Recursive directional ligation was used to generate 
108RO and ~ 1152RO constructs in the pBluescript vec-
tor as previously described [37]. The repeat sequence was 
subsequently subcloned into the pUAST attB Drosophila 
transgenesis vector to generate sense polyA constructs. 
For antisense polyA constructs, the 108RO sequence was 
cloned in reverse. For the sense intronic construct: the 
pUAST attB vector was modified to remove XbaI and 
BamHI restriction sites. The pGint vector [7] (Addgene 
Plasmid #24217) was digested with BglII and NotI to lib-
erate the eGFP coding sequence, and this was subcloned 
into a modified pUAST attB vector (pUAST attB eGFP). 
Following this, repeats were subcloned from the sense-
polyA vector into the intronic region using the BamHI and 
XbaI restriction sites within the eGFP intronic sequence. 
To generate antisense intronic constructs: the origin of 
replication of the pUAST attB eGFP vector was reversed, 
the original EcoRI site was removed from upstream of 
the eGFP sequence, and an EcoRI cut site was introduced 
into the intronic region of the eGFP sequence, the repeats 
were cloned in antisense orientation from the sense-polyA 
vector using EcoRI and XbaI.

Plasmids were propagated and purified in the man-
ner described previously [37]. Repeat size was con-
firmed using DNA digestion (~ 1152RO construct) and/
or sequencing with dGTP (Source Bioscience). Due to 
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minor repeat contraction events, the final repeat numbers 
in each plasmid are: 108 repeats (sense polyA and anti-
sense intronic constructs), 107 repeats (antisense polyA 
construct) and 106 (sense intronic construct). Sequences 
are available on request.

Generation of transgenic Drosophila

Constructs were inserted using phiC31-integrase-mediated, 
site-directed insertion at the attP40 locus [36]. Constructs 
were injected into y1, M{vas-int.B}ZH-2A w*; P{CaryP}
attP40 embryos and the phiC31 integrase was removed by 
crossing transgenic males to females for two successive gen-
erations before use in phenotyping experiments.

Drosophila stocks and maintenance

Drosophila stocks were maintained on SYA food (15 g/L 
agar, 50 g/L sugar, 100 g/L autolysed yeast, 30 mL/L nipagin 
(10% in ethanol) and 3 mL/L propionic acid) at 25 °C in a 
12-h light–dark cycle with constant humidity. For RU486-
induced experiments, food was supplemented with 200 μM 
RU486 (mifepristone).

The elavGS stock was generously provided by Herve 
Tricoire (Paris Diderot University) [43]. The GMR-Gal4 
line was obtained from the Bloomington Drosophila Stock 
Centre. The Glorund RNAi line was obtained from the 
Vienna Drosophila Resource Center (GD12082, v27752). 
All experiments were performed on mated females, unless 
otherwise stated.

Lifespan assays

Flies were raised at standard density in 200-mL bottles. 
After eclosion, flies were allowed to mate for 48 h. 135–150 
flies of the indicated genotype were split into groups of 15 
and housed in vials containing SYA medium with or with-
out RU486. Deaths were scored, and flies tipped onto fresh 
food three times a week. Data are presented as cumulative 
survival curves. All lifespans were performed at 25 °C.

Negative geotaxis assays

Negative geotaxis assays were performed as described pre-
viously, either using technical replicates of ~ 75 flies in a 
glass-walled chamber [41], or 3 replicates of 15 flies in plas-
tic pipettes [49] (Fig. 2). Performance indexes were calcu-
lated as described previously [49].

Fluorescence in situ hybridization (FISH)

Adult females of the indicated genotype were allowed to 
feed on RU486 containing food for 7 days. Brains were 

dissected and FISH performed as described elsewhere [53]. 
The following probes were used: Cy3-labelled (GGC​CCC​
)4 2′-O-methyl RNA probe (Integrated DNA Technologies) 
[38], and 5′ TYE563-labelled (GGG​GCC​)3 probe (Exiqon). 
Following the FISH protocol, brains were mounted in 
Vectashield mounting medium with DAPI (Vectorlabs). 
Images were taken using a Zeiss LSM 700 confocal micro-
scope, using the 63× lens and the same settings within each 
experiment. For foci quantification, images were taken with-
out prior visualization of the Cy3 channel to avoid experi-
menter induced bias. Numbers of nuclei and foci containing 
nuclei were scored with experimenter blinded to genotype.

FISH immunofluorescence

Following the FISH protocol, brains were blocked for 1 h 
in blocking solution [PBS with 0.3% Triton X-100 and 10% 
BSA (Sigma)], before being incubated overnight at 4°C with 
anti-Glorund primary antibody (5B7, Developmental Stud-
ies Hybridoma Bank) at a concentration of 1/100 in block-
ing solution. The following day the tissue was washed three 
times in PBST before being incubated in Alexa-488-conju-
gated goat anti-mouse secondary antibody (A11001, Thermo 
Fisher) at 1/1000 in block at room temperature for 1 h. Fol-
lowing three further washes, the brains were mounted as 
described above. Images were taken using a Zeiss LSM 700 
confocal microscope, using the same settings. Foci overlap 
with Glorund puncta was quantified automatically using 
Volocity analysis software (Perkin Elmer).

Dipeptide immunoassays

Antibodies were produced by immunising rabbits with 
either (GP)7, or (GR)7 followed by affinity purification and 
a proportion biotinylated (Eurogentec) [48]. Adult flies of 
the indicated genotypes were fed food containing 200 µM 
RU486 or control food for 7 days. Flies were frozen in liquid 
nitrogen and heads removed. 7–10 heads per replicate were 
homogenised in ice-cold RIPA buffer (Sigma) with protease 
inhibitors (Roche cOmplete mini EDTA-free). Lysis was 
allowed to proceed on ice for 10 min, before lysates were 
centrifuged at 21,000×g for 20 min at 4 °C. Supernatant 
was collected in fresh tubes. The concentration of protein 
was determined using the DC protein assay (BioRad). Con-
centration of lysates were made equivalent by the addition 
of further RIPA buffer with protease inhibitors. The total 
amount of protein loaded per well in each assay was 24 μg 
for poly-GR and 14 μg for poly-GP.

Immunoassays were performed using 96-well SECTOR 
plates (MSD, Rockville, Maryland) as described previously 
[48, 50]. Detection was performed using an MSD sector 
imager. Specificity was confirmed with a peptide cross 
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reactivity assay using (GP)7, (GR)7, (GA)7, (PR)7, and (AP)7 
synthetic peptides (Biogenes) at a concentration of 100 ng/
mL. For Drosophila assays lysates from wild-type flies 
(w1118) were run on each plate, and the resultant values 
subtracted from all samples to correct for background. A 
four-parameter logistic regression curve was fit to the values 
obtained from a standard curve of peptide calibrators using 
graph pad prism, and concentrations were interpolated.

Statistics

Lifespan data were compared using log rank test. For nega-
tive geotaxis analysis, counts of flies at each height were 
compared using ordinal logistic regression. For percentage 
foci positive nuclei data, a linear model with genotype as 
the explanatory variable was fitted. Comparisons were made 
using a priori orthogonal contrasts.

Results

Generation of transgenic Drosophila expressing 
sense RNA‑only repeats either within an intron 
or as a polyadenylated transcript

We have previously created Drosophila capable of induc-
ible expression of 108 sense RO repeats as part of a capped 
and polyadenylated (polyA) transcript [37]. However, the 
genomic location of the repeat region in humans is either 
within the first intron of the C9orf72 gene or within the pro-
moter, depending on the splice variant [16, 45]. We, there-
fore, created a Drosophila model capable of expressing 106 
RO hexanucleotide repeats from within a strongly, consti-
tutively, spliced artificial intron introduced into an eGFP 
coding sequence (Fig. 1a) [7]. Constructs were integrated 
at the same genomic site to ensure equivalent expression 
levels. Because plasmids containing repetitive DNA ele-
ments are unstable in bacteria, and repeat length tracts can 
be unstable in Drosophila [28], we derived multiple inde-
pendent transgenic lines and screened for repeat expansions 
of the correct size using Southern blotting (Online Resource 
Fig. 1) and selected two lines capable of expressing ~ 100 
RO sense repeats either as part of a processed RNA tran-
script (Sense-PolyA-1 and Sense-PolyA-2) or from an intron 
(Sense-Intronic-1 and Sense-Intronic-2). We additionally 
confirmed expression of eGFP in intronic flies, indicating 
that the intronic repeat region is efficiently spliced out of the 
mature mRNA transcript (Online Resource Fig. 2).

Sense polyA repeat RNA accumulates 
in the cytoplasm and intronic repeat RNA 
accumulates in the nucleus

To test whether the genomic context of the repeat alters 
the formation of RNA foci in our models we performed 
RNA fluorescent in  situ hybridisation (FISH) in adult 
Drosophila neurons. Sense polyA or sense intronic RO 
repeats were expressed in adult neurons using the pan-
neuronal, inducible, Elav gene-switch (elavGS) driver, 
with expression induced after eclosion. In both types of 
fly, foci were observed in adult neurons (Fig. 1b) and not 
in driver-only controls (Fig. 2b, Online Resource Fig. 3). 
In sense polyA RO repeat-expressing flies, we observed a 
primarily cytoplasmic RNA signal in adult neurons, with 
occasional (5–6% of cells) intranuclear puncta (Figs. 1b, 
2b). However, in sense intronic RO repeat-expressing flies 
we observed a shift in RNA localisation to predominantly 
nuclear RNA foci, present in 11–22% of neurons (Fig. 2b). 
The differential localisation of RNA in these lines allows 
investigation of both cytoplasmic and nuclear C9orf72 
repeat RNA toxicity.

Sense cytoplasmic RNA and nuclear RNA foci 
do not cause typical neurodegenerative phenotypes

To determine whether C9orf72 sense RNA can lead to neu-
rodegenerative phenotypes, we assessed the effect of adult 
pan-neuronal expression of sense polyA and sense intronic 
RO repeats on the survival of Drosophila. We observed 
that expression of sense polyA or sense intronic repeats 
did not reduce adult survival compared to controls where 
no expression was induced; in fact, a significant exten-
sion of lifespan was observed (Fig. 1c, Online Resource 
Fig. 4a, c). This lifespan extension did not occur in flies 
carrying the driver alone, or expressing a non-toxic DPR 
protein inserted in the same locus (Online resource Fig. 5). 
As an alternative metric of neuronal health, we assessed 
the climbing ability of adult flies using negative geotaxis 
assays. For sense polyA expressing flies, we observed a 
slight reduction in climbing ability with age across both 
replicates compared to controls, but saw no consistent 
reduction in climbing ability with age in sense intronic RO 
repeat-expressing flies (Fig. 1d, Online Resource Fig. 6a, 
c). We have previously shown that expression of pure (non 
RNA-only) repeats during development at high tempera-
tures, a mildly stressful condition, led to a very strong 
eye phenotype [37]. To analyse whether the RO repeats 
would also show a phenotype under these conditions we 
expressed the constructs in the developing Drosophila 
compound eye using the GMR-Gal4 driver, assessing both 
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roughness of the adult eye and the percentage of pupae that 
eclosed (Online Resource Fig. 7). No RO lines, polyA or 
intronic, showed an eclosion defect. A slight rough eye 
phenotype was observed in female (but not male) flies 
expressing polyA repeats, potentially due to the produc-
tion of small amount of DPRs in these flies (see “Discus-
sion”). Intronic repeat expressing flies did not demonstrate 
a rough eye phenotype or eclosion defect, consistent with 
a lack of toxicity of nuclear RNA foci.

Expression of > 1000 sense RNA‑only repeats 
generates many RNA foci

C9orf72 ALS/FTD patients typically carry thousands of 
repeats [4, 5]. We, therefore, consider that we might not 

yet have achieved a repeat length sufficient to induce RNA 
toxicity. To test this hypothesis, we generated Drosoph-
ila capable of expressing ~ 1000 RNA-only repeats as part 
of a polyadenylated transcript. Using Southern blotting, 
we identified two lines: Sense-800 PolyA and Sense-1000 
PolyA, which harboured ~ 800 and ~ 1000 repeats, respec-
tively (Online Resource Fig. 8). In addition, we found 
lines carrying expansions larger than expected, consistent 
with de novo expansion events. We, therefore, selected 
one of these lines Sense-> 1000 PolyA (approximately 
2000–5000 repeats) for further characterisation (Online 
Resource Fig. 8).

When we expressed these constructs in adult neurons, 
we observed abundant nuclear and cytoplasmic RNA 
foci in up to 47% of cells (Fig. 2a, b). Unexpectedly we 

Fig. 1   Expression of C9orf72 sense RNA-only repeats is not strongly 
toxic to Drosophila neurons. a Diagram of the constructs gener-
ated. RO repeats were either cloned directly into the vector, forming 
part of a polyadenylated transcript (PolyA) or cloned into an intron 
within the eGFP coding sequence (Intronic). 5× Gal4 DNA binding 
domain (G4BD), heat-shock promoter (Prom), late SV40 termination 
and polyadenylation sequence (SV40/PolyA). b Fluorescence in  situ 
hybridisation was performed to assess foci formation (GGG​GCC​, 
red). Expression was induced in adult Drosophila neurons using the 
elavGS driver, leading to the formation of largely cytoplasmic RNA 
puncta in Sense-PolyA-1 flies, and intranuclear RNA foci in Sense-
Intronic-1 flies. Scale bar 2.5  μm. c Analysis of lifespan of Sense-
PolyA-1 and Sense-Intronic-1 flies fed RU486 to induce expression 

(+RU) or controls where expression was not induced (−RU). In both 
cases a significant lifespan extension was observed upon transgene 
expression (Sense-PolyA-1, median lifespan −RU  =  83.5  days 
+RU  =  89  days, P  =  6.91E−5, log rank test; Sense-Intronic-1, 
median lifespan −RU = 79 days +RU = 89 days, P = 9.76E−19, log 
rank test). d Negative geotaxis assays performed on Sense-PolyA-1 
and Sense-Intronic-1 flies expressing the transgene (+RU) and con-
trols (−RU). A slight reduction in climbing ability is observed in 
Sense-PolyA-1 flies (ordinal logistic regression, interaction of RU 
status and time P = 0.00025), whilst no significant effect is seen in 
Sense-Intronic-1 flies P = 0.47). Error bars are ± SEM. Genotypes: 
w; UAS-Sense-PolyA-1/+; elavGS/+ (Sense-PolyA-1), w; UAS-
Sense-Intronic-1/+; elavGS/+ (Sense-Intronic-1)
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observed a lower number of foci in Sense > 1000 PolyA 
flies compared to Sense-800 PolyA and Sense-1000 
PolyA flies. In addition to the driver control, we did not 
observe an appreciable number of foci (< 0.5% of nuclei) 

in flies carrying (but not expressing) the repeat transgene 
(Fig. 2b, Online Resource Fig. 3), indicating that signal is 
not caused by the probe interacting non-specifically with 
other cellular components, including genomic DNA.
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Fig. 2   Expression of ~  1000 RNA-only repeats or greater causes 
the production of large numbers of RNA foci but does not induce 
strong toxicity when expressed in adult Drosophila neurons. a Fluo-
rescence in  situ hybridisation against sense RNA foci reveals abun-
dant RNA foci are present in all lines expressing ~ 1000 RO repeats 
(Sense-800 PolyA and Sense-1000 PolyA) and Sense >  1000 RO 
repeats (Sense  >  1000 PolyA). Scale bar 2.5  μm. b Quantification 
of the % of foci containing nuclei (%foci+ nuclei) within each line. 
No foci+ nuclei are detected in driver alone (elavGS/+) and very few 
observed in transgene without the driver (Sense-800 PolyA/+) lines. 
A linear model was fitted to the data (effect of genotype P < 0.0001), 
and comparisons between groups made using orthogonal contrasts 
(all contrasts shown in Online Resource Table  1). A significantly 
higher proportion of nuclei were foci+ in ~  100 repeat  Sense-
Intronic flies vs. ~  100 repeat  PolyA flies (**P  =  0.0071). A sig-
nificantly higher proportion of foci+ nuclei were observed in 800 to 
> 1000 repeat-expressing flies compared to ~ 100 repeat-expressing 
flies (***P  <  0.0001). Fewer foci were observed in >  1000-repeat-
expressing flies vs. 800–1000 repeat (**P = 0.0039). 3–4 brains per 
genotype were examined. Bars are mean ± SEM. c Lifespans of flies 
expressing long sense constructs (+RU) vs. controls (−RU) using the 

elavGS driver. Significant lifespan extensions are observed in Sense-
800 PolyA (median lifespan −RU  =  83.5  days +RU  =  90.5  days, 
P  =  4.07E−10 log rank test) and Sense  >  1000 PolyA-express-
ing flies (median lifespan −RU  =  86.5  days +RU  =  90.5  days, 
P = 4.21E−06 log rank test). Lifespan of Sense-1000 PolyA-express-
ing flies was not significantly different (median lifespan −RU = 86.5, 
+RU = 86.5, P = 0.75, log rank test). d Negative geotaxis assays per-
formed on flies expressing the transgene (+RU) and controls (−RU) 
using the elavGS driver. In Sense-800 PolyA flies, a slight reduction 
in climbing ability is observed with age vs. controls (ordinal logis-
tic regression, interaction of RU status and time P = 0.0281); how-
ever, no significant differences were observed in Sense-1000 PolyA 
(P  =  0.328) or Sense  >  1000 PolyA (P  =  0.231)-expressing flies. 
Error bars are ±  SEM. Genotypes: w; +; elavGS/+ (elavGS/+), w; 
UAS-Sense-800 PolyA/+; +  (Sense-800 PolyA/+), w; UAS-Sense-
PolyA-1/+; elavGS/+  (Sense-PolyA-1), w; UAS-Sense-Intronic-1/+; 
elavGS/+ (Sense-Intronic-1), w; UAS-Sense-800 PolyA/+; elavGS/+ 
(Sense-800 PolyA), w; UAS-Sense-1000 PolyA/+; elavGS/+ 
(Sense-1000 PolyA), w; UAS-Sense  >  1000 PolyA/+; elavGS/+ 
(Sense > 1000 PolyA)
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Expression of > 1000 sense RNA‑only repeats does 
not cause typical neurodegenerative phenotypes

Despite the presence of abundant RNA foci, Sense-800 
PolyA, Sense-1000 PolyA and Sense > 1000 PolyA flies 
did not show a reduction in lifespan in females (Fig. 2c). We 
additionally assessed lifespan in male flies, and observed 
a significant but extremely modest reduction in lifespan 
with repeat expression (Online Resource Fig. 9). Whilst we 
observed a small decline in climbing ability of Sense-800 
PolyA flies at late ages this was not consistently replicated in 
either Sense-1000 PolyA flies or Sense > 1000 PolyA flies 
(Fig. 2d). We additionally failed to observe a rough eye phe-
notype or eclosion defect when constructs were expressed 
using the GMR-Gal4 driver (Online Resource Fig. 7).

To ensure that the lack of typical neurodegenerative phe-
notypes was not caused by repeat length instability, we per-
formed Southern blotting on the flies used in the lifespan 
and negative geotaxis assays, and observed conservation of 
repeat length (Online Resource Fig. 8b).

Antisense polyA RNA repeats accumulate 
in the cytoplasm and intronic antisense RNA repeats 
accumulate in the nucleus

The potential role of antisense C9orf72 repeat RNA in 
neurodegeneration has thus far not been investigated in 
Drosophila. Because the stop codons present in the RO 
constructs are also able to block translation in the antisense 
direction, we created flies capable of expressing ~ 100 anti-
sense RO repeats by reversing the orientation of the repeat 
construct. We reasoned that intronic localisation would 
enhance nuclear antisense RNA foci formation as found for 
sense repeats; therefore, we created two sets of constructs, 
polyadenylated and intronic. We derived multiple independ-
ent transgenic lines and screened for repeat expansions of 
the correct size using Southern blotting (Online Resource 
Fig. 10), deriving two lines capable of expressing ~ 100 RO 
sense repeats either as part of a processed polyadenylated 
RNA transcript (AS-PolyA-1 and AS-PolyA-2) or from an 
intron (AS-Intronic-1 and AS-Intronic-2). eGFP expression 
was confirmed in intronic flies demonstrating correct splic-
ing (Online Resource Fig. 2). Due to repeat instability, we 
were unable to create DNA constructs of > 108 antisense 
RO repeats.

We assessed antisense RNA foci formation in adult Dros-
ophila neurons using FISH. As in the sense flies, in antisense 
polyA expressing flies, we observed frequent cytoplasmic 
RNA signals in adult neurons, with occasional intranuclear 
puncta (2–3% of cells, Fig. 3a). As anticipated, in antisense 
intronic RO repeat-expressing flies we observed a shift 
in RNA localisation to predominantly nuclear RNA foci, 
with foci present in approximately 8–11% of cells (Fig. 3b). 

Therefore, these novel lines allow investigation of both cyto-
plasmic and nuclear antisense C9orf72 repeat RNA toxicity.

Expression of antisense RNA‑only C9orf72 repeats 
does not cause typical neurodegenerative 
phenotypes

Flies expressing antisense polyA or intronic RO repeats 
did not show a reduced lifespan (Fig. 3c, Online resource 
Fig. 4b, d) or consistent effects on climbing ability (Fig. 3d, 
Online Resource Fig. 6b, d). In addition, no rough eye phe-
notype or eclosion defect was observed when antisense con-
structs were expressed during development using the GMR-
Gal4 driver (Online Resources Fig. 7).

RNA‑only repeat RNA foci sequester RNA‑binding 
proteins

Sequestration of RNA-binding proteins is thought to be a 
critical mediator of RNA toxicity [55]. To verify that the 
RNA foci formed by RO repeats sequester RNA-binding 
proteins we performed FISH coupled with immunofluores-
cence to determine whether the foci present in Sense-800 
PolyA-expressing flies could sequester Glorund (Glo), the 
Drosophila ortholog of hnRNP H, which has been identified 
in multiple independent studies as a C9orf72 sense RNA foci 
interacting protein [12, 13, 25, 32]. We found puncta of Glo 
colocalised with an average of 15% of foci (Fig. 4), showing 
that foci formed by RO repeats are capable of sequestering 
endogenous Drosophila proteins. Therefore, RO repeat RNA 
foci recapitulate this key property of RNA foci observed in 
patient material, without causing overt toxicity.

To examine whether loss of function of Glo alone is suf-
ficient to induce a neurodegenerative phenotype, we knocked 
down Glo in developing photoreceptor neurons using GMR-
Gal4. We observed a significant knockdown when express-
ing Glo RNAi at 29 °C (Online Resource Fig. 11a), we failed 
to observe either a rough eye phenotype, or eclosion defect 
compared to controls (Online Resource Fig. 11b–e). This 
suggests that even if the RNA foci were sequestering large 
amounts of Glo, this would be unlikely to translate into a 
toxic phenotype.

Production of dipeptide proteins is suppressed 
from RNA‑only repeats

To quantitatively assess whether production of DPRs is pre-
vented in our models, we developed in-house Meso Scale 
Discovery (MSD) immunoassays, using antibodies specific 
for poly-GP or poly-GR [57] (Online Resource Fig. 12).

We first assessed all fly lines, sense and antisense, for 
expression of poly-GP, the only DPR to be produced from 
RAN translation of both sense and antisense RNA. We have 
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previously observed robust expression of poly-GP in flies 
expressing 36 GGG​GCC​ repeats (36R) using western blot-
ting [37], and, as expected, we observed a large poly-GP 
signal in these flies compared to uninduced controls by 

MSD immunoassay (Fig. 5a). We additionally observed a 
low-level production of poly-GP, greater than in controls, 
in some of the sense- and antisense repeat-expressing lines, 
despite the presence of stop codons. This is potentially due 
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examined. Bars are mean ± SEM. c Lifespans of flies expressing anti-
sense constructs (+RU) vs. controls (−RU) using the elavGS driver. A 
significant extension of lifespan is observed in AS-PolyA-1 (median 
lifespan −RU = 89 days +RU = 93.5 days, P = 5.20E−8 log rank test) or 
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to a limited amount of RAN translation occurring between 
the stop codons of the interrupted repeats. Interestingly, a 
stronger signal was observed in Sense-PolyA-1 flies com-
pared to controls than in intronic or 1000 repeat-expressing 
lines. Sense-PolyA-1 flies probably express higher levels 
of poly-GP because the relatively short repeat length and 
nuclear export to the cytoplasm favour RAN translation in 
this line. Crucially, when we assessed the levels of the toxic 
DPR poly-GR, in sense RO repeat expressing lines that dis-
played a significant poly-GP signal, we failed to observe any 
poly-GR above background (Fig. 5b), whereas poly-GR was 
present in the brains of 36R expressing positive controls, as 
expected. This lack of poly-GR is consistent with the lack 
of toxicity observed in these lines.

Discussion

Here, we have demonstrated that expression in adult neurons 
of both sense and antisense C9orf72 mutation-associated 
repeat RNA does not produce typical neurodegeneration-
associated phenotypes in Drosophila, despite the formation 
of sense and antisense cytoplasmic RNA, or nuclear RNA 
foci.

We, and others, have previously demonstrated that over-
expression of C9orf72 repeat RNA is extremely toxic to 
Drosophila neurons, resulting in a dramatically reduced 
lifespan [19, 37, 56]. However, the introduction of regularly 
interspersed stop codons, and the resulting reduced produc-
tion of DPRs, prevents this toxicity, suggesting that it is 
dependent on DPR production in these flies [37], a finding 
further supported by our current study.

We have here demonstrated that the genomic context of 
repeat RNA (intronic vs. polyA) affects intranuclear RNA 
foci formation, presumably because splicing of the intronic 
repeats prevents the nuclear export of repeat RNA. This is in 
line with previous studies that have confirmed that intronic 
localisation of repeat RNA favours its nuclear retention and 
nuclear RNA foci formation [53, 54]. It has additionally 
been demonstrated that reduced nuclear export of repeat 
RNA via knockdown of SRSF1 enhances nuclear RNA foci 
formation in patient iPSC-derived astrocytes [24]. We have 
additionally observed enhanced foci formation with increas-
ing repeat length, consistent with our previous observations 
in transfected cells [37]. It is interesting to note that although 
we unexpectedly detected RAN translated poly-GP in some 
of our stop codon-interrupted repeat lines, the highest lev-
els of poly-GP protein were observed in Sense-PolyA-1 
flies expressing ~ 100 repeats. In these flies repeat RNA 
was largely cytoplasmic, compared with intronic or 800 to 
> 1000 repeat expressing lines where RNA was predomi-
nantly accumulated in the nucleus. Interventions that affect 
nucleocytoplasmic transport have previously been demon-
strated as modifiers of toxicity in C9orf72 models [6, 19, 
27, 58]. Interestingly, it has been shown that knockdown 
or chemical inhibition of the Drosophila ortholog of XPO1 
(emb) significantly rescues toxicity in repeat-expressing 
flies, but enhances toxicity in recodonised DPR-expressing 
flies implicating XPO1 in the nuclear export of repeat GGG​
GCC​ RNA, and suggesting that preventing nuclear export of 
repeat RNA may be of therapeutic value [58].

The role of repeat RNA in the pathogenesis of C9orf72 
mutation-associated ALS/FTD is currently contentious. 
C9orf72 repeat RNA forms secondary structures such as 
hairpins and G-quadruplexes, leading to the formation of 
intranuclear RNA foci, which are generally assumed to 
become toxic by the sequestration of RNA-binding pro-
teins [23]. One study has found a correlation between the 
presence of antisense RNA foci and nuclear clearance of 
TDP-43 [13]; however, other studies have demonstrated 
that neither sense nor antisense nuclear RNA foci burden 
consistently correlate well with the region-specific neuro-
degeneration observed in patient post-mortem tissue [15, 
38]. Additionally, despite the formation of large numbers of 
nuclear RNA foci in recent bacterial artificial chromosome 
(BAC) mouse models, toxicity is only observed in some of 
the mice [26, 34, 42, 44]. In one BAC mouse model regional 

Fig. 4   Glorund colocalises with sense RNA foci in adult Drosophila 
neurons. Fluorescence in situ hybridisation against sense foci (GGG​
GCC​, red) was coupled with immunofluorescence against glorund 
(green). Bright puncta of glorund staining were found to colocal-
ise with sense RNA foci (examples of colocalising puncta shown 
by white arrowheads). An average of 14.8% of sense RNA foci was 
found to colocalise with glorund puncta (±  4.26% SEM, based on 
167 foci scored across 3 separate brains). Scale bar 5 μm. Genotype: 
w; UAS-Sense-800 PolyA/+; elavGS/+



454	 Acta Neuropathologica (2018) 135:445–457

1 3

neurodegenerative phenotypes were positively correlated 
with the presence of antisense RNA foci. However, the same 
study found that TDP-43 pathology and neurodegeneration 
could be observed independent of the formation of nuclear 
RNA foci in mice expressing short repeat lengths [34].

It is possible that hexanucleotide RNA is toxic through 
mechanisms independent of intranuclear RNA foci for-
mation. Recently, it was demonstrated that toxicity corre-
lates with the presence of neuritic RNA foci in sense RNA 
expressing primary neurons [9]. Our current models provide 
evidence that in Drosophila neither cytoplasmic nor nuclear 
RNA are sufficient to induce a strong pathological pheno-
type. This is consistent with the results of a previous study 
examining intronic sense foci in Drosophila, which also did 
not observe a neurodegenerative phenotype [53].

Previous studies have observed toxicity in Drosophila 
expressing (GGG​GCC​)15–CTC​GAG​–(GGG​GCC​)15 repeats 
[56, 58] or (GGG​GCC​)48-58 repeats [9, 19]. However, it is 
not clear whether toxicity is primarily driven through the 
presence of repeat RNA or DPRs. Here we have used newly 
described sensitive ELISA assays to assess accurately the 
level of poly-GP and poly-GR in our Drosophila mod-
els, without having to employ the strong overexpression 

paradigm necessary to detect DPRs by immunoblot [37, 58]. 
We note with interest, that in our model system soluble poly-
GP was present at approximately 10 times the abundance of 
poly-GR, potentially due to a high rate of turnover of poly-
GR [30], or the influence of as-yet-unknown cis factors in 
the RNA sequence. The lack of toxicity we observed in our 
RNA-only models is correlated with a lack of expression of 
poly-GR, consistent with its role in mediating the neurotoxic 
phenotypes seen in Drosophila. Notably, the only consistent 
toxic phenotype we observed in any genotype was a modest 
reduction in climbing ability in ~ 100 repeat Sense-PolyA 
flies as well as a slight rough-eye phenotype when these flies 
were crossed to GMR-Gal4. These flies showed the largest 
production of poly-GP protein, suggesting that DPRs present 
at low levels, or below the level of detection may still be 
capable of inducing mildly toxic phenotypes.

It is possible that proteins that bind to hexanucleotide 
RNA in humans are not well conserved in Drosophila, 
rendering flies resistant to RNA toxicity. Some identified 
sense RNA-binding proteins like Zfp106 do not have highly 
homologous orthologs in Drosophila [11]. However, gen-
erally RNA-binding proteins are well conserved between 
Drosophila and humans [21]. We observe sequestration of 

Fig. 5   RANT is suppressed in RNA-only flies. a Assessment of 
poly-GP expression. Heads of flies induced on RU486 for 7  days 
(+RU) and controls (−RU) were lysed and dipeptide protein con-
centration measured by immunoassay. Poly-GP is detectable in 
significantly higher abundance in 36R-expressing flies compared 
to non-induced controls (***P  =  0.0002, two-tailed t test, +RU 
n = 2, −RU n = 3). Additionally a significantly higher level of poly-
GP was observed in lines Sense-PolyA-1 (****P  <  0.0001, two-
tailed t test, +RU n = 4, −RU n = 4), AS-PolyA-1 (**P = 0.0017, 
Welch’s two-tailed t test, +RU n = 4, −RU n = 3), Sense-Intronic-1 
(****P < 0.0001, two-tailed t test, both conditions n = 3), and Sense-
800 PolyA (**P = 0.0036, two-tailed t test, both conditions n = 3). 
No differences in poly-GP levels were observed in lines express-
ing AS-Intronic-1, Sense-1000 PolyA and Sense  >  1000 PolyA vs. 
controls (Sense > 1000 PolyA and AS-Intronic-1 +RU n = 4, n = 3 
for other conditions). b Assessment of poly-GR expression. Poly-

GR expression was assessed by immunoassay. Poly-GR was signifi-
cantly higher in 36R-expressing flies vs. −RU control (**P = 0.0019, 
Welch’s two-tailed t test, +RU n  =  4, −RU n  =  3). No significant 
difference in poly-GR was observed in Sense-PolyA-1 (P = 0.4006, 
Welch’s two-tailed t test, +RU n = 4, −RU n = 3), Sense-Intronic-1 
(P  =  0.4226, Welch’s two-tailed t test, both conditions n  =  3) or 
Sense-800 PolyA (P = 0.4226, Welch’s two-tailed t test, +RU n = 4, 
−RU n = 3). Bars are Mean ± SEM, individual replicates are shown 
as circles. Genotypes: w; UAS-Sense-PolyA-1/+; elavGS/+ (Sense-
PolyA-1), w; UAS-Sense-Intronic-1/+; elavGS/+  (Sense-Intronic-1), 
w; UAS-Sense-800 PolyA/+; elavGS/+ (Sense-800 PolyA), w; 
UAS-Sense-1000 PolyA/+; elavGS/+ (Sense-1000 PolyA), w; UAS-
Sense > 1000 PolyA/+; elavGS/+ (Sense > 1000 PolyA), w; UAS-
AS-PolyA-1/+; elavGS/+ (AS-PolyA-1), w; UAS-AS-Intronic-1/+; 
elavGS/+ (AS-Intronic-1), w; UAS-36R/+; elavGS/+ (36R)
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Glo, the Drosophila ortholog of hnRNP H, a commonly 
identified hexanucleotide RNA-interacting protein [12, 14, 
22, 25, 32], suggesting that repeat RNA sequesters RNA-
binding proteins in vivo in Drosophila. We have confirmed 
that Glo knockdown driven by RNAi is insufficient to induce 
rough-eye and eclosion phenotypes, consistent with a previ-
ous report which demonstrated a lack of eye phenotype and 
only a very slight defect in climbing ability when Glo knock-
down is driven throughout development using the constitu-
tively active elav-Gal4 driver [1]. These results, therefore, 
imply that although repeat RNA is capable of sequestering 
Drosophila RNA-binding proteins per se, that the particu-
lar RNA-binding proteins that are sequestered do not pro-
duce overt phenotypes associated with neurodegeneration 
in Drosophila.

Although we did not observe a typical neurodegenerative 
phenotype, a lifespan extension was observed in females in 
almost all repeat RNA expressing lines, and does not occur 
in controls. This lifespan extension does not correlate with 
the production of DPRs, suggesting that it is dependent on 
sense and antisense RNA. The mechanism causing this effect 
is currently unknown, but both sense and antisense C9orf72-
associated hexanucleotide hairpins have been demonstrated 
to bind a large number of proteins with a similar degree 
of avidity in vitro, making a shared mechanism of action 
possible [22]. Additionally, it has previously been noted 
that repeat expansion disease-associated hairpin RNAs can 
induce similar transcriptional changes in Drosophila neurons 
despite having differing primary sequences [18]. Intrigu-
ingly, expression of hairpin RNA has been shown to disrupt 
the Akt/GSK3-β signalling pathway [18], the disruption of 
which we have previously identified as having pro-longevity 
effects in Drosophila [10]. Further work will be required to 
fully elucidate the mechanism(s) by which this occurs, but it 
does indicate some biological effect of sense and antisense 
repeat RNA, albeit not sufficient to cause overt toxicity.

A full understanding of the mechanisms by which the 
C9orf72 repeat expansion leads to toxicity are essential 
in designing effective therapeutic interventions. Several 
groups have focused their efforts on antisense oligonucleo-
tides (ASOs) targeting the sense RNA stand [17, 31, 47], or 
G-quadruplex binding molecules, which target the sense-
strand-specific G-quadruplex RNA secondary structure [48, 
57, 58]. These approaches prevent the formation of sense 
RNA foci and the production of the more highly abundant 
sense dipeptide proteins. However, if antisense RNA induces 
toxicity in patients, these interventions may be of limited 
clinical effectiveness. Our results suggest that sense and anti-
sense RNA are well tolerated in Drosophila, suggesting that 
therapeutic interventions that act to reduce dipeptide repeat 
protein production will be of importance as a therapeutic 
endpoint.

Acknowledgements  This work was funded by the Brain Research Trust 
UK (TGM), Alzheimer’s Research UK (AMI), the Motor Neurone 
Disease Association (AMI), the European Research Council (ERC) 
under the European Union’s Horizon 2020 research and innovation 
programme (648716 - C9ND) (AMI), Clinical Research in ALS and 
Related Disorders for Therapeutic Development (CReATe) (AMI), 
which is funded through a collaboration between NCATS and National 
Institute of Neurological Disorders and Stroke, the Max Planck Soci-
ety (LP), the Wellcome Trust (LP), and the Wolfson Foundation (HZ, 
AH). The 5B9 monoclonal antibody developed by E.R. Gavis was 
obtained from the Developmental Studies Hybridoma Bank, created 
by the NICHD of the NIH and maintained at The University of Iowa, 
Department of Biology, Iowa City, IA 52242.

Compliance with ethical standards 

Conflict of interest  The authors declare that they have no conflict of 
interest.

Open Access  This article is distributed under the terms of the Creative 
Commons Attribution 4.0 International License (http​://crea​tive​comm​
ons.org/lice​nses​/by/4.0/), which permits unrestricted use, distribution, 
and reproduction in any medium, provided you give appropriate credit 
to the original author(s) and the source, provide a link to the Creative 
Commons license, and indicate if changes were made.

References

	 1.	 Appocher C, Mohagheghi F, Cappelli S, Stuani C, Romano M, 
Feiguin F et al (2017) Major hnRNP proteins act as general TDP-
43 functional modifiers both in Drosophila and human neuronal 
cells. Nucleic Acids Res 45:8026–8045. http​s://doi.org/10.1093​/
nar/gkx4​77

	 2.	 Ash PEA, Bieniek KF, Gendron TF, Caulfield T, Lin W-L, 
Dejesus-Hernandez M et al (2013) Unconventional translation 
of C9ORF72 GGG​GCC​ expansion generates insoluble polypep-
tides specific to c9FTD/ALS. Neuron 77:639–646. http​s://doi.
org/10.1016​/j.neur​on.2013​.02.004

	 3.	 Atanasio A, Decman V, White D, Ramos M, Ikiz B, Lee H-C 
et al (2016) C9orf72 ablation causes immune dysregulation char-
acterized by leukocyte expansion, autoantibody production, and 
glomerulonephropathy in mice. Sci Rep 6:23204. http​s://doi.
org/10.1038​/srep​2320​4

	 4.	 Beck J, Poulter M, Hensman D, Rohrer JD, Mahoney CJ, Adam-
son G et al (2013) Large C9orf72 hexanucleotide repeat expan-
sions are seen in multiple neurodegenerative syndromes and are 
more frequent than expected in the UK population. Am J Hum 
Genet 92:345–353. http​s://doi.org/10.1016​/j.ajhg​.2013​.01.011

	 5.	 van Blitterswijk M, DeJesus-Hernandez M, Niemantsverdriet E, 
Murray ME, Heckman MG, Diehl NN et al (2013) Association 
between repeat sizes and clinical and pathological characteris-
tics in carriers of C9ORF72 repeat expansions (Xpansize-72): a 
cross-sectional cohort study. Lancet Neurol 12:978–988. http​s://
doi.org/10.1016​/S147​4-4422​(13)7021​0-2

	 6.	 Boeynaems S, Bogaert E, Michiels E, Gijselinck I, Sieben A, 
Jovičić A et al (2016) Drosophila screen connects nuclear trans-
port genes to DPR pathology in c9ALS/FTD. Sci Rep 6:20877. 
http​s://doi.org/10.1038​/srep​2087​7

	 7.	 Bonano VI, Oltean S, Garcia-Blanco MA (2007) A protocol for 
imaging alternative splicing regulation in vivo using fluorescence 

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1093/nar/gkx477
https://doi.org/10.1093/nar/gkx477
https://doi.org/10.1016/j.neuron.2013.02.004
https://doi.org/10.1016/j.neuron.2013.02.004
https://doi.org/10.1038/srep23204
https://doi.org/10.1038/srep23204
https://doi.org/10.1016/j.ajhg.2013.01.011
https://doi.org/10.1016/S1474-4422(13)70210-2
https://doi.org/10.1016/S1474-4422(13)70210-2
https://doi.org/10.1038/srep20877


456	 Acta Neuropathologica (2018) 135:445–457

1 3

reporters in transgenic mice. Nat Protoc 2:2166–2181. http​s://doi.
org/10.1038​/npro​t.2007​.292

	 8.	 Burberry A, Suzuki N, Wang J-Y, Moccia R, Mordes DA, Stew-
art MH et al (2016) Loss-of-function mutations in the C9ORF72 
mouse ortholog cause fatal autoimmune disease. Sci Transl Med 
8:347ra93. http​s://doi.org/10.1126​/scit​rans​lmed​.aaf6​038

	 9.	 Burguete AS, Almeida S, Gao F-B, Kalb R, Akins MR, Bonini 
NM et al (2015) GGG​GCC​ microsatellite RNA is neuritically 
localized, induces branching defects, and perturbs transport gran-
ule function. Elife 4:e08881. http​s://doi.org/10.7554​/eLif​e.0888​1

	10.	 Castillo-Quan JI, Li L, Kinghorn KJ, Ivanov DK, Tain LS, 
Slack C et al (2016) Lithium promotes longevity through GSK3/
NRF2-dependent hormesis. Cell Rep 15:638–650. http​s://doi.
org/10.1016​/j.celr​ep.2016​.03.041

	11.	 Celona B, von Dollen J, Vatsavayai SC, Kashima R, Johnson 
JR, Tang AA et al (2017) Suppression of C9orf72 RNA repeat-
induced neurotoxicity by the ALS-associated RNA-binding pro-
tein Zfp106. Elife 6:E4494–E4503. http​s://doi.org/10.7554​/eLif​
e.1903​2

	12.	 Conlon EG, Lu L, Sharma A, Yamazaki T, Tang T, Shneider NA 
et al (2016) The C9ORF72 GGG​GCC​ expansion forms RNA 
G-quadruplex inclusions and sequesters hnRNP H to disrupt splic-
ing in ALS brains. Elife. http​s://doi.org/10.7554​/eLif​e.1782​0

	13.	 Cooper-Knock J, Higginbottom A, Stopford MJ, Highley JR, 
Ince PG, Wharton SB et al (2015) Antisense RNA foci in the 
motor neurons of C9ORF72-ALS patients are associated with 
TDP-43 proteinopathy. Acta Neuropathol 130:63–75. http​s://
doi.org/10.1007​/s004​01-015-1429​-9

	14.	 Cooper-Knock J, Walsh MJ, Higginbottom A, Robin Highley J, 
Dickman MJ, Edbauer D et al (2014) Sequestration of multiple 
RNA recognition motif-containing proteins by C9orf72 repeat 
expansions. Brain 137:2040–2051. http​s://doi.org/10.1093​/brai​
n/awu1​20

	15.	 DeJesus-Hernandez M, Finch NA, Wang X, Gendron TF, 
Bieniek KF, Heckman MG et al (2017) In-depth clinico-patho-
logical examination of RNA foci in a large cohort of C9ORF72 
expansion carriers. Acta Neuropathol 134:255–269. http​s://doi.
org/10.1007​/s004​01-017-1725​-7

	16.	 DeJesus-Hernandez M, Mackenzie IR, Boeve BF, Boxer AL, 
Baker M, Rutherford NJ et al (2011) Expanded GGG​GCC​ hexa-
nucleotide repeat in noncoding region of C9ORF72 causes chro-
mosome 9p-linked FTD and ALS. Neuron 72:245–256. http​s://
doi.org/10.1016​/j.neur​on.2011​.09.011

	17.	 Donnelly CJJ, Zhang P-W, Pham JTT, Haeusler ARR, Mistry 
NAA, Vidensky S et al (2013) RNA toxicity from the ALS/
FTD C9ORF72 expansion is mitigated by antisense interven-
tion. Neuron 80:415–428. http​s://doi.org/10.1016​/j.neur​on.2013​
.10.015

	18.	 van Eyk CL, O’Keefe LV, Lawlor KT, Samaraweera SE, McLeod 
CJ, Price GR et al (2011) Perturbation of the Akt/Gsk3-β sig-
nalling pathway is common to Drosophila expressing expanded 
untranslated CAG, CUG and AUUCU repeat RNAs. Hum Mol 
Genet 20:2783–2794. http​s://doi.org/10.1093​/hmg/ddr1​77

	19.	 Freibaum BD, Lu Y, Lopez-Gonzalez R, Kim NC, Almeida S, Lee 
K-H et al (2015) GGG​GCC​ repeat expansion in C9orf72 compro-
mises nucleocytoplasmic transport. Nature 525:129–133. http​s://
doi.org/10.1038​/natu​re14​974

	20.	 Gendron TF, Bieniek KF, Zhang Y-J, Jansen-West K, Ash PEA, 
Caulfield T et al (2013) Antisense transcripts of the expanded 
C9ORF72 hexanucleotide repeat form nuclear RNA foci and 
undergo repeat-associated non-ATG translation in c9FTD/ALS. 
Acta Neuropathol 126:829–844. http​s://doi.org/10.1007​/s004​
01-013-1192​-8

	21.	 Gerstberger S, Hafner M, Tuschl T (2014) A census of human 
RNA-binding proteins. Nat Rev Genet 15:829–845. http​s://doi.
org/10.1038​/nrg3​813

	22.	 Haeusler AR, Donnelly CJ, Periz G, Simko EAJ, Shaw PG, Kim 
M-S et al (2014) C9orf72 nucleotide repeat structures initiate 
molecular cascades of disease. Nature 507:195–200. http​s://doi.
org/10.1038​/natu​re13​124

	23.	 Haeusler AR, Donnelly CJ, Rothstein JD (2016) The expanding 
biology of the C9orf72 nucleotide repeat expansion in neurode-
generative disease. Nat Rev Neurosci 17:383–395. http​s://doi.
org/10.1038​/nrn.2016​.38

	24.	 Hautbergue GM, Castelli LM, Ferraiuolo L, Sanchez-Martinez A, 
Cooper-Knock J, Higginbottom A et al (2017) SRSF1-dependent 
nuclear export inhibition of C9ORF72 repeat transcripts prevents 
neurodegeneration and associated motor deficits. Nat Commun 
8:16063. http​s://doi.org/10.1038​/ncom​ms16​063

	25.	 Jain A, Vale RD (2017) RNA phase transitions in repeat expansion 
disorders. Nature 546:243–247. http​s://doi.org/10.1038​/natu​re22​
386

	26.	 Jiang J, Zhu Q, Gendron TFF, Saberi S, McAlonis-Downes M, 
Seelman A et al (2016) Gain of toxicity from ALS/FTD-linked 
repeat expansions in C9ORF72 is alleviated by antisense oligonu-
cleotides targeting GGG​GCC​-containing RNAs. Neuron 90:535–
550. http​s://doi.org/10.1016​/j.neur​on.2016​.04.006

	27.	 Jovičić A, Mertens J, Boeynaems S, Bogaert E, Chai N, Yamada 
SB et al (2015) Modifiers of C9orf72 dipeptide repeat toxicity 
connect nucleocytoplasmic transport defects to FTD/ALS. Nat 
Neurosci 18:1226–1229. http​s://doi.org/10.1038​/nn.4085​

	28.	 Jung J, Bonini N (2007) CREB-binding protein modulates repeat 
instability in a Drosophila model for polyQ disease. Science 
315:1857–1859. http​s://doi.org/10.1126​/scie​nce.1139​517

	29.	 Koppers M, Blokhuis AM, Westeneng H-J, Terpstra ML, Zundel 
CAC, Vieira de Sá R et al (2015) C9orf72 ablation in mice does 
not cause motor neuron degeneration or motor deficits. Ann Neu-
rol 78:426–438. http​s://doi.org/10.1002​/ana.2445​3

	30.	 Kwon I, Xiang S, Kato M, Wu L, Theodoropoulos P, Wang T 
et al (2014) Poly-dipeptides encoded by the C9ORF72 repeats 
bind nucleoli, impede RNA biogenesis, and kill cells. Science 
345:1139–1145. http​s://doi.org/10.1126​/scie​nce.1254​917

	31.	 Lagier-Tourenne C, Baughn M, Rigo F, Sun S, Liu P, Li H-R et al 
(2013) Targeted degradation of sense and antisense C9orf72 RNA 
foci as therapy for ALS and frontotemporal degeneration. Proc 
Natl Acad Sci USA 110:E4530–E4539. http​s://doi.org/10.1073​/
pnas​.1318​8351​10

	32.	 Lee Y-B, Chen H-J, Peres JN, Gomez-Deza J, Attig J, Stalekar 
M et al (2013) Hexanucleotide repeats in ALS/FTD form length-
dependent RNA foci, sequester RNA binding proteins, and are 
neurotoxic. Cell Rep 5:1178–1186. http​s://doi.org/10.1016​/j.celr​
ep.2013​.10.049

	33.	 Ling S-C, Polymenidou M, Cleveland DW (2013) Converging 
mechanisms in ALS and FTD: disrupted RNA and protein homeo-
stasis. Neuron 79:416–438. http​s://doi.org/10.1016​/j.neur​on.2013​
.07.033

	34.	 Liu Y, Pattamatta A, Zu T, Reid T, Bardhi O, Borchelt DR et al 
(2016) C9orf72 BAC mouse model with motor deficits and neu-
rodegenerative features of ALS/FTD. Neuron 90:521–534. http​
s://doi.org/10.1016​/j.neur​on.2016​.04.005

	35.	 Majounie E, Renton AE, Mok K, Dopper EG, Waite A, Roll-
inson S et al (2012) Frequency of the C9orf72 hexanucleotide 
repeat expansion in patients with amyotrophic lateral sclerosis and 
frontotemporal dementia: a cross-sectional study. Lancet Neurol 
11:323–330. http​s://doi.org/10.1016​/S147​4-4422​(12)7004​3-1

	36.	 Markstein M, Pitsouli C, Villalta C, Celniker SE, Perrimon N 
(2008) Exploiting position effects and the gypsy retrovirus insula-
tor to engineer precisely expressed transgenes. Nat Genet 40:476–
483. http​s://doi.org/10.1038​/ng.101

	37.	 Mizielinska S, Grönke S, Niccoli T, Ridler CE, Clayton EL, Devoy 
A et al (2014) C9orf72 repeat expansions cause neurodegeneration 

https://doi.org/10.1038/nprot.2007.292
https://doi.org/10.1038/nprot.2007.292
https://doi.org/10.1126/scitranslmed.aaf6038
https://doi.org/10.7554/eLife.08881
https://doi.org/10.1016/j.celrep.2016.03.041
https://doi.org/10.1016/j.celrep.2016.03.041
https://doi.org/10.7554/eLife.19032
https://doi.org/10.7554/eLife.19032
https://doi.org/10.7554/eLife.17820
https://doi.org/10.1007/s00401-015-1429-9
https://doi.org/10.1007/s00401-015-1429-9
https://doi.org/10.1093/brain/awu120
https://doi.org/10.1093/brain/awu120
https://doi.org/10.1007/s00401-017-1725-7
https://doi.org/10.1007/s00401-017-1725-7
https://doi.org/10.1016/j.neuron.2011.09.011
https://doi.org/10.1016/j.neuron.2011.09.011
https://doi.org/10.1016/j.neuron.2013.10.015
https://doi.org/10.1016/j.neuron.2013.10.015
https://doi.org/10.1093/hmg/ddr177
https://doi.org/10.1038/nature14974
https://doi.org/10.1038/nature14974
https://doi.org/10.1007/s00401-013-1192-8
https://doi.org/10.1007/s00401-013-1192-8
https://doi.org/10.1038/nrg3813
https://doi.org/10.1038/nrg3813
https://doi.org/10.1038/nature13124
https://doi.org/10.1038/nature13124
https://doi.org/10.1038/nrn.2016.38
https://doi.org/10.1038/nrn.2016.38
https://doi.org/10.1038/ncomms16063
https://doi.org/10.1038/nature22386
https://doi.org/10.1038/nature22386
https://doi.org/10.1016/j.neuron.2016.04.006
https://doi.org/10.1038/nn.4085
https://doi.org/10.1126/science.1139517
https://doi.org/10.1002/ana.24453
https://doi.org/10.1126/science.1254917
https://doi.org/10.1073/pnas.1318835110
https://doi.org/10.1073/pnas.1318835110
https://doi.org/10.1016/j.celrep.2013.10.049
https://doi.org/10.1016/j.celrep.2013.10.049
https://doi.org/10.1016/j.neuron.2013.07.033
https://doi.org/10.1016/j.neuron.2013.07.033
https://doi.org/10.1016/j.neuron.2016.04.005
https://doi.org/10.1016/j.neuron.2016.04.005
https://doi.org/10.1016/S1474-4422(12)70043-1
https://doi.org/10.1038/ng.101


457Acta Neuropathologica (2018) 135:445–457	

1 3

in Drosophila through arginine-rich proteins. Science 16:1131–
1135. http​s://doi.org/10.1126​/scie​nce.1256​800

	38.	 Mizielinska S, Lashley T, Norona FE, Clayton EL, Ridler CE, 
Fratta P et al (2013) C9orf72 frontotemporal lobar degeneration 
is characterised by frequent neuronal sense and antisense RNA 
foci. Acta Neuropathol 126:845–857. http​s://doi.org/10.1007​/s004​
01-013-1200​-z

	39.	 Moens TG, Partridge L, Isaacs AM (2017) Genetic models of 
C9orf72: what is toxic? Curr Opin Genet Dev 44:92–101. http​s://
doi.org/10.1016​/j.gde.2017​.01.006

	40.	 Mori K, Weng S-M, Arzberger T, May S, Rentzsch K, Kremmer 
E et al (2013) The C9orf72 GGG​GCC​ repeat is translated into 
aggregating dipeptide-repeat proteins in FTLD/ALS. Science 
339:1335–1338. http​s://doi.org/10.1126​/scie​nce.1232​927

	41.	 Niccoli T, Cabecinha M, Tillmann A, Kerr F, Wong CT, Cardenes 
D et al (2016) Increased glucose transport into neurons rescues 
Aβ toxicity in Drosophila. Curr Biol 26:2291–2300. http​s://doi.
org/10.1016​/j.cub.2016​.07.017

	42.	 O’Rourke JG, Bogdanik L, Muhammad AKMG, Gendron TF, 
Kim KJ, Austin A et al (2015) C9orf72 BAC transgenic mice 
display typical pathologic features of ALS/FTD. Neuron 88:892–
901. http​s://doi.org/10.1016​/j.neur​on.2015​.10.027

	43.	 Osterwalder T, Yoon KS, White BH, Keshishian H (2001) A 
conditional tissue-specific transgene expression system using 
inducible GAL4. Proc Natl Acad Sci 98:12596–12601. http​s://
doi.org/10.1073​/pnas​.2213​0329​8

	44.	 Peters OM, Cabrera GT, Tran H, Gendron TF, McKeon JE, Met-
terville J et al (2015) Human C9ORF72 hexanucleotide expan-
sion reproduces RNA foci and dipeptide repeat proteins but not 
neurodegeneration in BAC transgenic mice. Neuron 88:902–909. 
http​s://doi.org/10.1016​/j.neur​on.2015​.11.018

	45.	 Renton AE, Majounie E, Waite A, Simón-Sánchez J, Rollinson 
S, Gibbs JR et al (2011) A hexanucleotide repeat expansion in 
C9ORF72 is the cause of chromosome 9p21-linked ALS-FTD. 
Neuron 72:257–268. http​s://doi.org/10.1016​/j.neur​on.2011​.09.010

	46.	 Rohrer JD, Isaacs AM, Mizlienska S, Mead S, Lashley T, Wray S 
et al (2015) C9orf72 expansions in frontotemporal dementia and 
amyotrophic lateral sclerosis. Lancet Neurol 14:291–301. http​s://
doi.org/10.1016​/S147​4-4422​(14)7023​3-9

	47.	 Sareen D, O’Rourke JG, Meera P, Muhammad AKMG, Grant S, 
Simpkinson M et al (2013) Targeting RNA foci in iPSC-derived 
motor neurons from ALS patients with a C9ORF72 repeat expan-
sion. Sci Transl Med 5:208ra149. http​s://doi.org/10.1126​/scit​rans​
lmed​.3007​529

	48.	 Simone R, Balendra R, Moens TG, Preza E, Wilson KM, Hesle-
grave A et al (2017) G-quadruplex-binding small molecules ame-
liorate C9orf72 FTD/ALS pathology in vitro and in vivo. EMBO 
Mol Med. http​s://doi.org/10.1525​2/emmm​.2017​0785​0

	49.	 Sofola O, Kerr F, Rogers I, Killick R, Augustin H, Gandy C et al 
(2010) Inhibition of GSK-3 ameliorates Abeta pathology in an 

adult-onset Drosophila model of Alzheimer’s disease. PLoS Genet 
6:e1001087. http​s://doi.org/10.1371​/jour​nal.pgen​.1001​087

	50.	 Su Z, Zhang Y, Gendron TF, Bauer PO, Chew J, Yang W-Y et al 
(2014) Discovery of a biomarker and lead small molecules to 
target r(GGG​GCC​)-associated defects in c9FTD/ALS. Neuron 
83:1043–1050. http​s://doi.org/10.1016​/j.neur​on.2014​.07.041

	51.	 Sudria-Lopez E, Koppers M, de Wit M, van der Meer C, Wes-
teneng H-J, Zundel CAC et al (2016) Full ablation of C9orf72 
in mice causes immune system-related pathology and neoplastic 
events but no motor neuron defects. Acta Neuropathol 132:145–
147. http​s://doi.org/10.1007​/s004​01-016-1581​-x

	52.	 Sullivan PM, Zhou X, Robins AM, Paushter DH, Kim D, Smolka 
MB et al (2016) The ALS/FTLD associated protein C9orf72 
associates with SMCR8 and WDR41 to regulate the autophagy-
lysosome pathway. Acta Neuropathol Commun 4:51. http​s://doi.
org/10.1186​/s404​78-016-0324​-5

	53.	 Tran H, Almeida S, Moore J, Gendron TF, Chalasani U, Lu Y et al 
(2015) Differential toxicity of nuclear RNA foci versus dipeptide 
repeat proteins in a Drosophila model of C9ORF72 FTD/ALS. 
Neuron 87:1207–1214. http​s://doi.org/10.1016​/j.neur​on.2015​
.09.015

	54.	 Wen X, Tan W, Westergard T, Krishnamurthy K, Markandaiah 
SS, Shi Y et al (2014) Antisense proline-arginine RAN dipeptides 
linked to C9ORF72-ALS/FTD form toxic nuclear aggregates that 
initiate in vitro and in vivo neuronal death. Neuron 84:1213–1225. 
http​s://doi.org/10.1016​/j.neur​on.2014​.12.010

	55.	 Wojciechowska M, Krzyzosiak WJ (2011) Cellular toxicity of 
expanded RNA repeats: focus on RNA foci. Hum Mol Genet 
20:3811–3821. http​s://doi.org/10.1093​/hmg/ddr2​99

	56.	 Xu Z, Poidevin M, Li X, Li Y, Shu L, Nelson DL et al (2013) 
Expanded GGG​GCC​ repeat RNA associated with amyotrophic 
lateral sclerosis and frontotemporal dementia causes neurode-
generation. Proc Natl Acad Sci USA 110:7778–7783. http​s://doi.
org/10.1073​/pnas​.1219​6431​10

	57.	 Zamiri B, Reddy K, Macgregor RB, Pearson CE (2014) TMPyP4 
porphyrin distorts RNA G-quadruplex structures of the disease-
associated r(GGG​GCC​)n repeat of the C9orf72 gene and blocks 
interaction of RNA-binding proteins. J Biol Chem 289:4653–
4659. http​s://doi.org/10.1074​/jbc.C113​.5023​36

	58.	 Zhang K, Donnelly CJ, Haeusler AR, Grima JC, Machamer JB, 
Steinwald P et al (2015) The C9orf72 repeat expansion disrupts 
nucleocytoplasmic transport. Nature 525:56–61. http​s://doi.
org/10.1038​/natu​re14​973

	59.	 Zu T, Liu Y, Bañez-Coronel M, Reid T, Pletnikova O, Lewis J et al 
(2013) RAN proteins and RNA foci from antisense transcripts in 
C9ORF72 ALS and frontotemporal dementia. Proc Natl Acad Sci 
USA 110:E4968–E4977. http​s://doi.org/10.1073​/pnas​.1315​4381​
10

https://doi.org/10.1126/science.1256800
https://doi.org/10.1007/s00401-013-1200-z
https://doi.org/10.1007/s00401-013-1200-z
https://doi.org/10.1016/j.gde.2017.01.006
https://doi.org/10.1016/j.gde.2017.01.006
https://doi.org/10.1126/science.1232927
https://doi.org/10.1016/j.cub.2016.07.017
https://doi.org/10.1016/j.cub.2016.07.017
https://doi.org/10.1016/j.neuron.2015.10.027
https://doi.org/10.1073/pnas.221303298
https://doi.org/10.1073/pnas.221303298
https://doi.org/10.1016/j.neuron.2015.11.018
https://doi.org/10.1016/j.neuron.2011.09.010
https://doi.org/10.1016/S1474-4422(14)70233-9
https://doi.org/10.1016/S1474-4422(14)70233-9
https://doi.org/10.1126/scitranslmed.3007529
https://doi.org/10.1126/scitranslmed.3007529
https://doi.org/10.15252/emmm.201707850
https://doi.org/10.1371/journal.pgen.1001087
https://doi.org/10.1016/j.neuron.2014.07.041
https://doi.org/10.1007/s00401-016-1581-x
https://doi.org/10.1186/s40478-016-0324-5
https://doi.org/10.1186/s40478-016-0324-5
https://doi.org/10.1016/j.neuron.2015.09.015
https://doi.org/10.1016/j.neuron.2015.09.015
https://doi.org/10.1016/j.neuron.2014.12.010
https://doi.org/10.1093/hmg/ddr299
https://doi.org/10.1073/pnas.1219643110
https://doi.org/10.1073/pnas.1219643110
https://doi.org/10.1074/jbc.C113.502336
https://doi.org/10.1038/nature14973
https://doi.org/10.1038/nature14973
https://doi.org/10.1073/pnas.1315438110
https://doi.org/10.1073/pnas.1315438110

	Sense and antisense RNA are not toxic in Drosophila models of C9orf72-associated ALSFTD
	Abstract
	Introduction
	Materials and methods
	Generation of DNA constructs
	Generation of transgenic Drosophila
	Drosophila stocks and maintenance
	Lifespan assays
	Negative geotaxis assays
	Fluorescence in situ hybridization (FISH)
	FISH immunofluorescence
	Dipeptide immunoassays
	Statistics

	Results
	Generation of transgenic Drosophila expressing sense RNA-only repeats either within an intron or as a polyadenylated transcript
	Sense polyA repeat RNA accumulates in the cytoplasm and intronic repeat RNA accumulates in the nucleus
	Sense cytoplasmic RNA and nuclear RNA foci do not cause typical neurodegenerative phenotypes
	Expression of > 1000 sense RNA-only repeats generates many RNA foci
	Expression of > 1000 sense RNA-only repeats does not cause typical neurodegenerative phenotypes
	Antisense polyA RNA repeats accumulate in the cytoplasm and intronic antisense RNA repeats accumulate in the nucleus
	Expression of antisense RNA-only C9orf72 repeats does not cause typical neurodegenerative phenotypes
	RNA-only repeat RNA foci sequester RNA-binding proteins
	Production of dipeptide proteins is suppressed from RNA-only repeats

	Discussion
	Acknowledgements 
	References




