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Abstract 

G4C2 hexanucleotide repeat expansions in a non-coding region of the C9orf72 gene are the most common cause 
of familial amyotrophic lateral sclerosis (ALS) and frontotemporal dementia (FTD). G4C2 insertion length is vari‑
able, and patients can carry up to several thousand repeats. Dipeptide repeat proteins (DPRs) translated from G4C2 
transcripts are thought to be a main driver of toxicity. Experiments in model organisms with relatively short DPRs 
have shown that arginine-rich DPRs are most toxic, while polyGlycine–Alanine (GA) DPRs cause only mild toxic‑
ity. However, GA is the most abundant DPR in patient brains, and experimental work in animals has generally relied 
on the use of low numbers of repeats, with DPRs often tagged for in vivo tracking. Whether repeat length or tagging 
affect the toxicity of GA has not been systematically assessed. Therefore, we generated Drosophila fly lines express‑
ing GA100, GA200 or GA400 specifically in adult neurons. Consistent with previous studies, expression of GA100 
and GA200 caused only mild toxicity. In contrast, neuronal expression of GA400 drastically reduced climbing ability 
and survival of flies, indicating that long GA DPRs can be highly toxic in vivo. This toxicity could be abolished by tag‑
ging GA400. Proteomics analysis of fly brains showed a repeat-length-dependent modulation of the brain proteome, 
with GA400 causing earlier and stronger changes than shorter GA proteins. PolyGA expression up-regulated proteins 
involved in ER to Golgi trafficking, and down-regulated proteins involved in insulin signalling. Experimental down-reg‑
ulation of Tango1, a highly conserved regulator of ER-to Golgi transport, partially rescued GA400 toxicity, suggesting 
that misregulation of this process contributes to polyGA toxicity. Experimentally increasing insulin signaling also res‑
cued GA toxicity. In summary, our data show that long polyGA proteins can be highly toxic in vivo, and that they may 
therefore contribute to ALS/FTD pathogenesis in patients.
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Introduction
Amyotrophic lateral sclerosis (ALS) is a fatal, adult-onset, 
neurodegenerative disease characterized by motor neu-
ron loss [1], while frontotemporal dementia (FTD) is 
clinically characterized by changes in personality, behav-
iour and language as a result of neurological damage in 
the frontal and temporal lobes [2]. These two syndromes 
overlap at the pathological and genetic level, and can co-
occur in patients and families [1]. Intronic G4C2 hexa-
nucleotide repeat expansions (HREs) in chromosome 
9 open reading frame 72 (C9orf72) are the most com-
mon cause of familial ALS and FTD [3, 4]. The number 
of G4C2 repeats in C9orf72 mutation carriers ranges 
from a few tens to several hundreds or thousands [5, 6], 
and varies significantly across individuals [7] and in dif-
ferent tissues [8–10] and ages [11] of the same individ-
ual. Despite great endeavors to improve sizing of HREs 
[12, 13], correlating repeat length and disease onset or 
severity have come to conflicting conclusions [8, 11, 
14]. The HREs are transcribed in both sense and anti-
sense directions [3, 15, 16] and give rise to 5 different 
dipeptide repeat proteins (DPRs) via repeat-associated 
non-AUG (RAN) translation [17, 18]: poly(glycine–
alanine) (polyGA), poly(Glycine–proline) (polyGP), 
poly(Glycine–arginine) (polyGR), poly(Proline–alanine) 
(polyPA), and poly(proline-arginine) (polyPR). The exact 
mechanism whereby HREs cause ALS/FTD in humans 
is still unclear. While several factors may be causal for 
pathogenesis, including loss of function of the C9ORF72 
protein and accumulation of G4C2 transcripts, expression 
of DPRs is thought to be a key driver of toxicity. Several 
therapies devised for C9-ALS/FTD patients are cur-
rently being tested in clinical trials, but there are still no 
disease-modifying therapies available [19]. Hence mecha-
nisms underlying DPR toxicity are extensively investi-
gated in preclinical models to develop novel therapeutic 
strategies.

Research in model organisms has shown that polyGP 
and polyPA do not cause toxicity. In contrast, the argi-
nine-containing DPRs, namely polyGR and polyPR, are 
extremely toxic upon neuronal expression and are con-
sidered as the most toxic DPR species [20–25]. PolyGR 
and polyPR can be detected as cytoplasmic and nuclear 
inclusions [26–28], and interact with ribosomal and 
RNA-binding proteins [29, 30]. Several mechanisms 
have been suggested for how arginine-containing DPRs 
induce toxicity, including inhibition of protein translation 
[31, 32], dysfunction of stress granule dynamics [31, 33], 
nuclear dysfunction [34, 35] and disruption of nucleocy-
toplasmatic transport [22, 23, 36, 37].

Although at a standard repeat length it is less toxic 
than the arginine-containing DPRs, GA is the most abun-
dant DPR in patient tissue [38, 39] and treatment with 

GA-specific antibodies strongly ameliorated behavioural 
deficits of mice expressing the human C9orf72 allele with 
450 G4C2 repeats [40]. Despite some controversy [21, 41], 
expression of polyGA has also been shown to induce tox-
icity in organisms ranging from flies to mammals [20, 26, 
27, 42–46]. Only a few studies have addressed the effects 
of longer DPRs. In Drosophila, neuronal expression of a 
GFP-tagged GA1000 did not affect fly lifespan [41]. How-
ever, as no untagged GA1000 construct was included in 
this study, a confounding effect of the GFP-tag cannot 
be excluded. How polyGA causes toxicity is still not fully 
understood. PolyGA interacts with the proteasome [47], 
and autophagy-relevant proteins, such as p62 [29, 38, 45, 
48] and valosin-containing protein (VCP) [29]. In addi-
tion, GA expression can cause DNA damage [49], impair 
nucleocytoplasmatic transport [50] and reduce synaptic 
activity [51]. Interestingly, GA is particularly prone to 
spread from cell to cell in mammalian cell culture [52–
56] and in Drosophila neurons [57].

Repeat length can affect DPR behaviour and toxic-
ity. There is a positive correlation between G4C2 repeat 
length, DPR accumulation levels and toxicity in bacterial 
artificial chromosome (BAC)-C9 mice [58]. The spread-
ing potential of GA is dependent on repeat length, with 
GA200 being more propagation-prone than GA100 in 
the fly brain [57], although whether GA spread con-
tributes to its toxicity is unclear. While the real length 
of human DPRs remains unknown, RAN translation 
is favoured by longer repeats [59, 60]. Furthermore, 
experimental evidence has shown that specific intronic 
sequences upstream of the G4C2 HRE modulate the initi-
ation of DPR translation [60–64], and human DPRs con-
tain a C-terminal region [65], suggesting that G4C2 RAN 
translation may progress normally once initiated, and 
that human DPRs may therefore reflect the length of the 
HRE that generated them [66].

Here we investigated the influence of repeat length on 
toxicity of polyGA using Drosophila as a model. We gen-
erated fly lines that expressed GA100, GA200 and GA400 
in adult fly neurons. Aggregation propensity and subcel-
lular localization of polyGA were strongly affected by 
repeat length. Expression of GA100 and GA200 had no 
detrimental effect on development, but slightly reduced 
climbing ability and survival of adult flies. In contrast, 
expression of GA400 strongly reduced larval viability, 
climbing ability and survival of adult flies, indicating high 
in  vivo toxicity. Noteworthy, GA400 tagged with green 
fluorescent protein (GFP) or mCherry did not induce tox-
icity, which may explain why previous studies have failed 
to detect toxicity upon expression of long polyGA DPRs. 
Unexpectedly, flies expressing GA100 were shorter-lived 
than GA200-expressing flies. The increased spread-
ing propensity of GA200 may therefore contribute to its 
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lower toxicity, through a neuronal clearance mechanism. 
By proteomic analysis of fly brains after short-, mid- and 
long-term expression of GA100, GA200 and GA400, 
we identified a core set of proteins regulated by polyGA 
independent of repeat length, as well as protein changes 
specific to each repeat length. Consistent with its higher 
toxicity, GA400 induced earlier and stronger changes in 
the proteome. Finally, both activation of insulin signalling 
and reduced ER-Golgi transfer through down-regulation 
of Transport and Golgi Organization 1 (Tango1) partially 
rescued GA400 toxicity, suggesting that these two path-
ways should be further explored in mammalian models of 
long polyGA.

Materials and methods
Husbandry of Drosophila stocks
Drosophila stocks were fed a sugar/yeast/agar (SYA) 
diet [67] and maintained at 65% humidity on a 12:12  h 
light:dark cycle. Female Gal4 driver flies were crossed 
with UAS or wild-type (WT) male flies. For experi-
ments using the inducible pan-neuronal elav-GeneS-
witch (elav-GS) driver, flies were maintained at 25  °C, 
reared at controlled larval densities and allowed to mate 
for 48  h. Experimental flies were sorted to SYA food 
with 200 μM RU486 (Mifepristone) dissolved in ethanol 
(EtOH). In experiments where construct expression was 
induced for 8 h, flies were sorted to EtOH-only food for 
24  h, after which they were transferred to RU486 food 
for 8 h. Flies used to address transcellular spread of GA 
expressed the temperature-sensitive (ts) Gal4 inhibitor 
Gal80ts to minimize expression of the UAS transgenes 
during development. This inhibitor is active at 18  °C 
and can be inhibited to activate Gal4 activity by shifting 
flies to 29  °C [90]. Therefore, flies used to address tran-
scellular spread developed and were allowed to mate for 
two days at 18  °C, after which female flies were sorted 
into SYA food and maintained at 29  °C for the indi-
cated times. Female flies were used for experiments 
unless indicated otherwise, and were maintained in 
plastic vials at a density of 15 flies per vial for phenotyp-
ing, proteomic analysis and brain staining experiments 
or at 20 flies per vial for mRNA or protein isolation. All 
transgenic fly lines were backcrossed for at least 6 gen-
erations into the outbred WT white Dahomey strain 
[68], except UAS-Hsp22 RNAi and UAS-Hsp83 RNAi, 
which were not backcrossed. The following transgenic 
fly lines were obtained from the Bloomington Drosoph-
ila Stock Center: dilp3-Gal4 (BDSC_52660), GMR-Gal4 
(BDSC_9146), UAS-Hsp22 RNAi (BDSC_51397), UAS-
Hsp83 RNAi (BDSC_33947), UAS-insulin receptor (InR) 
constitutively active (InRActive) (BDSC_8263), orco-Gal4 
(BDSC_23292), PKR-like ER Kinase (PERK)e01744 mutant 
allele (BDSC_85557), UAS-p62 RNAi #1 (BDSC_33978), 

UAS-p62 RNAi #2 (BDSC_36111), UAS-Sec22 RNAi 
(BDSC_34893), UAS-shibire temperature-sensitive dom-
inant negative (shitsDN) (BDSC_44222), UAS-Tango1 
RNAi (BDSC_67886), tubulin-Gal80ts (BDSC_7019) and 
UAS-hUNC-119-HA expression (BDSC_82223). The 
UAS-UNC-119 RNAi line (#19653) was obtained from 
the Vienna Drosophila Resource Center. UAS-ATG5-
RNAi and UAS-ATG1 over-expression (OE) (GS10797) 
lines were obtained from the Kyoto Drosophila Genetic 
Resource Center [69, 70]. The elav-GS driver line was 
obtained as a generous gift from Dr. Hervé Tricoire 
(CNRS, France) [71]. The UAS-p62 OE line was obtained 
as a generous gift from Dr. Samantha Loh (MRC Toxicol-
ogy Unit, United Kingdom) [72]. The UAS-RPN6 OE line 
was previously reported [73]. The UAS-GR100 and UAS-
PR100 [20] lines at the attP40 site, as well as the UAS-
GA100 and UAS-GA200 lines at the attP2 site [57], were 
also previously reported.

Generation of transgenic fly lines
To generate a pUAST attB-GA400-stop plasmid, a pMK-
RQ plasmid containing a DNA sequence coding for 200 
GA repeats, flanked 5’ by a SmaI restriction site (RS) and 
3′ by a XbaI RS (S-GA200-X), was synthesized by Euro-
fins Genomics (Germany). Both the S-GA200-X plasmid 
and our previously described EcoRI-ATG-GA100-SmaI-
XbaI-GA100-Stop-NotI pBlueScript SK( +) plasmid [57] 
were digested with SmaI and XbaI restriction enzymes 
(New England Biolabs). Ligation reactions were trans-
formed to NEB Stable Competent E. coli (New England 
Biolabs) according to the manufacturer’s instructions. 
The sequence was further verified by sequencing (Euro-
fins Genomics). The GA400 sequence was subcloned 
into EcoRI and NotI restriction sites of the pUAST attB 
expression vector, transformed to NEB Stable Competent 
E. coli, amplified and sequenced.

To generate pUAST attB-GA400-mCherry and pUAST 
attB-GA400-GFP plasmids, the S-GA200-X plasmid 
and our previously described EcoRI-ATG-GA100-SmaI-
XbaI-GA100-NotI pBlueScript SK(+) plasmid [57] were 
digested, ligated, amplified and sub-cloned into the 
pUAST attB expression vector, thus forming a pUAST 
attB-GA400-Not plasmid with no stop codons. This plas-
mid and the pUAST-mCherry-C vector [57] were digested 
with EcoRI and NotI, thus forming a pUAST attB-GA400-
mCherry vector. For the pUAST attB-GA400-GFP plas-
mid, we PCR-amplified GFP using primers JOL124 and 
JOL125, and the Phusion polymerase (NEB). Primer 
sequences are included in Table  1. This resulted in the 
addition of a NotI RS and the linker GGT​AGT​GGA​AGT​
GGT​AGT​ at the N-terminus of GFP, as well as a C-ter-
minal KpnI RS after the stop codon. The linker encoded 
3xGlycine–serine (Gly-Ser) and was used for both pUAST 
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attB-GA400-mCherry and pUAST attB-GA400-GFP plas-
mids [57]. Following digestion of the GFP amplicon, it was 
ligated into the pUAST attB vector to form the pUAST-
GFP-C plasmid. The same strategy was used to generate 
the pUAST attB-GA400-GFP vector.

To generate a transgenic fly stock for conditional expres-
sion of Drosophila RPN11, the RPN11 ORF was PCR 
amplified with primers SOL565 and SOL566, and cDNA 
RE07468 as template (Drosophila Genomics Resource 
Center), and subsequently cloned into the pUAST attB 
vector using NotI and XbaI restriction sites included in the 
primers. To achieve high expression levels, all constructs 
contained a CACC Kozak sequence before the ATG 
start codon. The sequence of all plasmids was verified by 
Sanger sequencing (Eurofins Genomics). Constructs were 
inserted into the fly genome using phiC31-mediated attP/
attB site-directed integration [74]. pUAST attB-GA100-
stop, pUAST attB-GA200-stop and pUAST attB-GA400-
stop were inserted into the attP40 (chromosome II) 
and attP2 (chromosome III) sites. pUAST attB-GA400-
mCherry and pUAST attB-GA400-GFP were injected into 
the attP2 site by the BestGene Drosophila Embryo Injec-
tion Service. Schematics of the constructs are shown in 
Additional file 1: Fig. S1A and Additional file 7: Fig. S7A. 
For full length sequence of the constructs see Additional 
file 14. The pUAST attB-RPN11 plasmid was inserted into 
the attP40 site (chromosome II).

Fly genotyping
For genotyping, genomic DNA was extracted from 3 
adult female flies using the DNeasy Blood & Tissue Kit 
(Qiagen). 10  ng of DNA per sample were then used to 
PCR amplify the UAS transgenes using primers JOL36 

and JOL37, and TaKaRa LA Taq polymerase. Half of the 
amplified reactions was subsequently digested with XbaI 
(untagged GA400) or with XbaI and NotI (tagged GA400) 
in Cut Smart 10X digestion buffer (NEB) for 30  min at 
37 °C, while the other half was only mixed with the diges-
tion buffer in the same conditions without restriction 
enzymes. PCR products were separated using 2% agarose 
gels.

Egg‑to‑adult viability assay
Five virgin GMR-Gal4 females were mated with five UAS 
or WT males for two days, then transferred to experi-
mental vials and allowed to lay eggs for 5 h. Eggs and the 
number of eclosed flies were counted. Egg-to-adult via-
bility was calculated by dividing the number of adult flies 
by the number of eggs. 7–10 replicates per genotype were 
used.

Assessment of eye phenotypes and genetic mini‑screen
Five virgin GMR-Gal4, GMR-Gal4; UAS-GA100 or 
GMR-Gal4; UAS-GA400 females were mated with five 
UAS or WT males for two days, then transferred to 
experimental vials and allowed to lay eggs for 24 h. The 
progeny developed and eclosed at 25  °C. Eyes of female 
or male flies were imaged 2  days after emergence using 
a Leica M165 FC stereomicroscope equipped with a 
motorized stage and a multifocus tool (Leica application 
suite software). All eye images were obtained under the 
same magnification. Eye area was calculated using ImageJ 
from 10 to 13 flies, unless fewer than 10 flies eclosed. In 
our genetic mini-screen, differences in eye size between 
GMR-Gal4 control, flies expressing GA400 alone or 

Table 1  List of primers

Method Primer name Primer sequence Purpose

Fly genotyping JOL36 AGC​AAC​CAA​GTA​AAT​CAA​CTGCA​ Verification of untagged and tagged polyGA lines

JOL37 TGT​CCA​ATT​ATG​TCA​CAC​CACAG​

Cloning JOL124 ATA​TGC​GGC​CGC​CGG​TAG​TGG​AAG​TGG​TAG​TAT​GGT​GAG​CAA​
GGG​CGA​GGA​GCT​GTT​CAC​

Generation of the pUAS T-GFP-C plasmid

JOL125 AAA​AGG​TAC​CTC​ACT​TGT​ACA​GCT​CGT​CCA​TGC​GGA​GAG​TGA​T Generation of pUAS T-GFP-C plasmid

SOL565 ATG​CGG​CCG​CTT​GCC​CCC​GAT​CAC​AGA​GTG​ Generation of the pUAS RPN11 plasmid

SOL566 ACT​CTA​GAA​GGG​AAA​TTG​GTT​TGA​GGA​GAG​C Generation of the pUAS RPN11 plasmid

Q-RT-PCR JOL171 ACC​AGC​AAC​CAA​GTA​AAT​CAAC​ Q-RT-PCR for UAS transgenes [41]

JOL172 ATT​CCC​AAT​TCC​CTA​TTC​AGAG​ Q-RT-PCR for UAS transgenes [41]

SOL268 ATA​TGC​TAA​GCT​GTC​GCA​CAA​ATG​G Q-RT-PCR for Rpl32 [75]

SOL269 GAT​CCG​TAA​CCG​ATG​TTG​GGCA​ Q-RT-PCR for Rpl32 [75]

JOL251 ACC​ATG​ATA​GCC​AGG​GTC​AT Q-RT-PCR for Sec22

JOL252 GCA​TCT​TAG​CCT​GGT​TTT​GG Q-RT-PCR for Sec22

JOL255 ACT​CTC​TCC​GAC​AAG​CGA​CT Q-RT-PCR for Tango1

JOL256 AAG​GAT​ATC​AGC​CCC​TCA​CC Q-RT-PCR for Tango1
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GA400 in combination with a modulator were statisti-
cally tested using One-Way ANOVA + Dunnet’s multiple 
corrections test.

Lifespan assay
Female flies were sorted into experimental vials at a 
density of 15 flies per vial containing SYA medium with 
with 200 µM RU486 to induce UAS transgene expression 
under the pan-neuronal elav-GS driver. If not indicated 
otherwise, 10 independent biological replicates per con-
dition were tested (i.e., n = 150 female flies per genotype). 
Flies were tipped to fresh vials every 2–3 days and, at the 
same time, deaths were scored. Data are shown as cumu-
lative survival curves.

Climbing assay
Negative geotaxis assays were performed as previously 
described [75]. Briefly, female flies were tipped into plas-
tic tubes for acclimation for 30  min, after which flies 
were transferred into chamber 1 of the six-compartment 
countercurrent apparatus [76]. Flies were then tapped 
down to the bottom of the vial and allowed to climb for 
20 s. After this time, flies were shifted into a new cham-
ber, after which flies were again tapped down. This was 
repeated four times. Climbing-competent flies had to 
climb a distance of at least 15 cm. The climbing index was 
calculated based on the number of flies in each of the six 
vials. For each condition, 15 flies per tube and 3 biologi-
cal replicates were scored.

RNA extraction, cDNA synthesis and quantitative real‑time 
PCR (Q‑RT‑PCR)
Total RNA was extracted from heads of female flies 
using Trizol (Invitrogen) according to the manufacturer’s 
instructions. RNA was treated with DNase I (ThermoFis-
cher) and RNA concentration was measured using the 
Qubit BR RNA assay (ThermoFisher). cDNA was gen-
erated from 600 ng total RNA using the SuperScript III 
first‐strand synthesis kit (Invitrogen) and oligodT prim-
ers, according to the manufacturer’s instructions. Q-RT-
PCR was conducted on a QuantStudio7 (ThermoFisher) 
using the PowerUp SYBR Green Master Mix (Ther-
moFisher). Relative gene expression (fold induction) was 
calculated using the ∆ΔCT method and Rpl32 as a nor-
malization control.

Western blotting
20 female, adult fly heads were homogenized in 100  µl 
of ice-cold RIPA supplemented with Complete mini 
without EDTA protease inhibitor (Roche) and PhosStop 
phosphatase inhibitors (Roche), and incubated on ice 
for 30 min with occasional vortexing. Samples were then 
centrifuged at 13,000 g for 15 min at 4 °C, after which the 

supernatant was retrieved. 15  µl per sample were sepa-
rated on any-kD stain-free Criterion gels (Biored), and 
subsequently transferred to 0.45 µm nitrocellulose mem-
branes (GE Healthcare). Protein loading was imaged by 
exposing membranes to UV light. Membranes were sub-
sequently blocked with 5% non-fat dry milk for 1  h at 
room temperature (RT) and incubated overnight at 4 °C 
with a mouse anti-GA (clone 5E9) (1:1000; Merck Milli-
pore, AB_2728663) and rabbit anti-Ref(2)P/p62 (1:1000; 
Abcam, catalog #178440). Following three washes in 
TBST, membranes were probed with HRP-conjugated 
anti-mouse (1:10,000, ThermoFischer, AB_2536527) 
or anti-rabbit (1:10,000, ThermoFischer, AB_2536530) 
secondary antibodies for 1  h at RT and detection was 
performed using an ECL chemiluminescence kit (GE 
Healthcare). ImageJ was subsequently used for band 
intensity quantifications.

Histology of adult fly brains
Brains of adult female flies were dissected in PBS and 
immediately fixed in 4% paraformaldehyde at 4 °C for 2 h. 
Brains were washed in PBS with 0.5% Triton X-100 (PBT) 
at RT and blocked in PBT with 5% fetal bovine serum and 
0.01% sodium azide for 1  h at RT, then incubated with 
mouse monoclonal anti-GA (1:3000; Merck Millipore, 
AB_2728663) or rabbit polyclonal anti-cleaved caspase 
3 (CC3) (1:500; Cell Signaling, AB_2341188) antibody 
overnight at 4 °C. Following washes in PBT at RT, brains 
were incubated overnight at 4 °C at 1:1000 dilution with 
Alexa633 goat anti-mouse (ThermoFischer, AB_2535718) 
or Alexa488 goat anti-rabbit (ThermoFischer, catalog 
#A11008). Finally, brains were washed in PBT, incu-
bated in glycerol-PBS and mounted in VectaShield anti-
fade mounting medium with DAPI (Vectorlabs, catalog 
#H-1200).

Imaging of adult Drosophila brains and quantification
Series of 2-μm z-stacks across the whole fly brain were 
taken using Leica SP8-DLS or SP8X confocal micro-
scopes. The same confocal settings were used across all 
genotypes of a given experiment. Brains were imaged 
using 20X or 60X objectives. GA levels were quantified 
in the central region of the adult fly brain using maxi-
mum intensity projections from z-stacks in ImageJ. For 
experiments where GA spread was measured, whole-
brain confocal images were taken using a 20X objective, 
which were processed using ImageJ before subjecting 
them to quantification analysis. First, maximum z-stack 
projections were obtained to identify the lamina sur-
rounding the optic lobes, as well as distinct artifacts, 
which were cropped from the stacks. In addition, areas 
of initial expression induction were also removed, as 
previously explained [57]. GA puncta in the remaining 
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brain areas were quantified from the cropped z-stacks 
in 3D using the image analysis software Imaris 9.2.0 
(Oxford Instruments). After background correction, the 
built-in spot detection algorithm was used to identify 
spots with a minimum size of 1500  nm. Detection set-
tings were adjusted based on the maximum intensity of 
the spots, which proved the most accurate filter to dis-
tinguish between strongly labelled spots (considered as 
real GA puncta) and weak/low quality spots from trachea 
or background. The same parameters were used for all of 
the conditions compared in the same experiment.

To assess changes in CC3-positive cells, whole stacks 
were taken and quantified in 3D using the image analy-
sis software Imaris 9.2.0. After background correction, 
the built-in spot detection algorithm was used to iden-
tify spots with a minimum size of 3000 nm, with settings 
adjustment based on the maximum intensity of the spots. 
The same parameters were used for all of the conditions 
compared in the same experiment.

Peptide preparation for liquid chromatography tandem 
mass spectrometry (LC–MS/MS)
Four biological replicates of 25 dissected adult brains 
from young (day 5), middle-aged (day 15) and old (day 
40) female flies were processed as detailed elsewhere [77]. 
Briefly, brain samples were denatured for 10 min at 95 °C 
in lysis buffer containing 6  M guanidinium chloride, 
2.5  mM TCEP, 10  mM chloroacetamide and 100  mM 
Tris–HCl. 25 adult brains were pooled per replicate and 
four replicates were used per genotype and age. Lysate 
samples were further sonicated by using a Bioruptor plus 
(Diagenode) with 30  s sonication and 30  s break for 10 
cycles. Following 20,000 g centrifugation for 20 min, pro-
tein supernatants were transferred to new tubes, diluted 
tenfold with 20  mM Tris and trypsin (Trypsin Gold, 
Promega, #V5280, 1:200 w/w) and digested overnight at 
37 °C. Formic acid (FA) to a final concentration of 1% was 
then added to stop the reaction. Peptides were cleaned 
by using custom-made C18-SD (Empore) StageTips. 
These were wetted with methanol and 40% acetonitrile 
(ACN)/0.1% FA and finally equilibrated with 0.1% FA. 
StageTips were washed twice with 0.1% FA and peptides 
were eluted with 40% ACN/0.1% FA and then dried in 
a Speed-Vac (Eppendorf ) at 45  °C for 45  min. Samples 
from day 5 and day 15 were processed together, while day 
40 samples were processed separately.

Tandem mass tag (TMT) labelling and fractionation
4  µg of eluted peptides were resuspended in 0.1  M tri-
ethylammonium bicarbonate (TEAB). TMTpro 16plex 
(ThermoFisher, #A44522) labelling was performed 
according to the manufacturer’s instructions with 
the following changes: 0.5  mg of TMT reagent was 

re-suspended with 33 µL of anhydrous ACN. 7 µL of 
TMT reagent in ACN was added to 9 µL of clean pep-
tide in 0.1  M TEAB. The final ACN concentration was 
43.75% and the ratio of peptides to TMTpro reagent was 
1:20. All 16 samples from day 5, 15 and 40 were TMT-
labelled in one batch per time point. Following incuba-
tion for 60 min, the reaction was quenched with 2 µL of 
5% hydroxylamine. Labelled peptides were pooled, dried, 
re-suspended in 0.1% FA, split into two equal parts, 
and desalted using home-made STAGE tips. Samples 
were fractionated on a 1  mm × 150  mm, 130 Å, 1.7  µm 
ACQUITY UPLC Peptide CSH C18 Column (Waters, 
#186006935), using an Ultimate 3000 UHPLC (Ther-
moFisher). Peptides were separated at a flow of 30 µL/
min with a 88  min segmented gradient from 1 to 50% 
buffer B for 85 min and from 50 to 95% buffer B for 3 min; 
buffer A was 5% ACN, 10  mM ammonium bicarbonate 
(ABC), buffer B was 80% ACN, 10  mM ABC. Fractions 
were collected every three minutes, and fractions were 
pooled in two passes (1 + 17, 2 + 18, etc.) and dried in a 
Speed-Vac (Eppendorf ).

LC–MS/MS analysis and protein identification
Dried fractions were re-suspended in 0.1% FA and sep-
arated on a 50  cm, 0.075  mm Acclaim PepMap 100 
C18 HPLC column (ThermoFisher, #164942) and ana-
lysed on a Orbitrap Lumos Tribrid mass spectrometer 
(ThermoFisher) equipped with a FAIMS device (Ther-
moFisher) that was operated in two compensation volt-
ages, − 50 V and − 70 V. Synchronous precursor selection 
based MS3 was used for TMT reporter ion signal meas-
urements. Peptides were separated by EASYnLC1200 
using a 90  min linear gradient from 6 to 31% buffer; 
buffer A was 0.1%

FA, buffer B was 0.1% FA, 80% ACN. The analyti-
cal column was operated at 50  °C. Fly brain proteomics 
data were analysed using Proteome Discoverer (version 
2.4.1.15). Isotope purity correction factors, provided by 
the manufacturer, were included in the analysis.

Bioinformatics analysis of proteomic data
Contaminants were removed by keeping proteins that 
were identified by more than one unique peptide. Raw 
peptide intensity values were log2- and z-transformed. 
The results were rescaled by multiplying the z-intensity 
of each individual peptide with the global standard devia-
tion of the log2-transformed data, and adding back the 
global mean of the log2- transformed data. Only pro-
teins that were detected in at least three out of the four 
replicates for each treatment were considered for down-
stream analyses. These were imputed by using the mean 
of the other replicates. Differential expression analysis 
was performed using the limma package (version 3.46) 
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in R. Batch effects from different dissection timepoints 
were removed from the normalized data using the limma 
package. PCA analysis was done using R package facto-
extra (1.0.7). The probability of detecting the indicated 
overlaps between two protein data sets was tested using 
Fisher’s exact test.

Gene ontology (GO) enrichment
GO information was retrieved from the org.Dm.eg.db 
package (version 3.13.0) in R. GO enrichment was done 
with R package Clusterprofiler (3.18.1) using biological 
process ontologies. All proteins expressed in the data-
set were used as background. GO term redundancy was 
reduced using R package rrvgo (1.2.0) and a threshold of 
“0.7”. The statistical significance of enrichment analysis 
was tested using a hypergeometric test and P values were 
corrected with Bonferroni’s multiple corrections test.

Statistics
Statistical analysis was performed using GraphPad Prism 
or RStudio version 4.0.4. Individual statistical tests are 
indicated in the figure legends. For multiple compari-
son testing of parameters other than lifespan, One-way 
and Two-way ANOVA were used. Bonferroni post-hoc 
test was used when two groups were compared. Tukey–
Kramer test was used when more than two groups were 
compared. Lifespan comparisons across genotypes of 
the same treatment were performed using RStudio ver-
sion 4.0.4. Pairwise comparisons were assessed using 
log-rank with Bonferroni’s multiple-testing correction. 
P values < 0.05 were considered significant: *P < 0.05, 
**P < 0.01, ***P < 0.001 and ****P < 0.0001.

Results
Repeat length of GA affects GA aggregation dynamics 
and p62 accumulation in vivo
To address whether repeat length affects the toxicity of 
GA in vivo in Drosophila, we used fly lines that expressed 
GA with 100 [20], 200 [57] or 400 repeats (termed here-
after GA100, GA200 or GA400). While the sequence of 
the GA100 construct was uninterrupted, the GA200 and 
GA400 constructs were interrupted by SmaI and XbaI 
restriction sites due to the cloning strategy (Additional 
file  1: Fig. S1A). All constructs were integrated into the 
same genomic locus at the attP2 landing site [74]. Full 
length integration of polyGA constructs was verified by 
PCR and restriction  enzyme  analysis (Additional file  1: 
Fig. S1B). To verify equal transgene expression across 
genotypes, expression of polyGA was induced using the 
elav-GS driver [78], which, upon addition of the drug 
RU486, drives expression pan-neuronally. Q-RT-PCR 
and immunohistochemistry on fly brains using an anti-
GA antibody verified similar transcript and protein 

levels, respectively, across the polyGA transgenes (Addi-
tional file  2: Fig. S2A–C), indicating that potential dis-
similarities in toxicity did not originate from differences 
in transgene expression.

Poly-GA is aggregation-prone in cells [26–28, 54] and 
model organisms [43, 44], including Drosophila [41]. To 
address whether aggregation propensity of polyGA was 
affected by repeat length, we conducted western blot 
analysis with protein extracts isolated from heads of 
female flies expressing GA100, GA200 or GA400 pan-
neuronally (Fig.  1). Using an anti-GA antibody and fol-
lowing 8-h transgene induction, a single low molecular 
weight (LMW) band was observed for GA100 (Fig. 1A). 
For GA200 two soluble bands were observed, a higher 
band at the expected size and a lower band with a size 
similar to GA100 (Fig.  1A), suggesting partial cleavage 
of the full-length GA200 protein. In contrast, for GA400 
only an insoluble, high molecular weight (HMW) smear 
was detected after short-term induction (Fig.  1A), indi-
cating early-onset aggregation propensity of the GA400 
protein. After 5 days of induction, GA100 still displayed a 
discrete band at the expected size, while for GA200 only 
a HMW band was detected, suggesting that the protein 
was fully aggregated by this time point (Fig.  1B). After 
15 days of induction, a HMW band was also observed for 
GA100, suggesting that it was fully aggregated (Fig. 1B). 
In summary, these results indicate that the in vivo aggre-
gation propensity of polyGA proteins increased at longer 
repeat lengths, and long polyGA proteins aggregated 
faster than shorter ones.

PolyGA brain inclusions can have a wide range of mor-
phologies in C9orf72 mutation carriers [79]. In order to 
test whether repeat length affected the morphology of 
GA inclusions in fly neurons, polyGA expression was 
induced for 5 days in neurons and inclusions were visu-
alized in the brain by immunohistochemistry using an 
anti- GA antibody [80] (Fig.  1C). GA100 and GA200 
inclusions were detected as discrete puncta located in 
both neuronal somas and axons (Fig.  1C), as previously 
described [51, 52, 57]. In contrast, GA400 staining was 
absent from axons and was only detected as perinuclear 
inclusions in neuronal somas (Fig.  1C). Thus, morphol-
ogy of polyGA inclusions was affected by repeat length. 
DPRs co-aggregate with the autophagic receptor p62 in 
patient tissue [17, 81] and up-regulation of p62 is a com-
mon response to GA expression in model organisms [27, 
40, 82]. Therefore, we tested whether the fly homolog of 
p62, known as refractory to sigma P (Ref(2)P) [83], also 
co-localized with polyGA in the fly brain and whether 
GA affected p62 protein expression. Both GA100 and 
GA200 co-localized with p62 in neuronal somas, but not 
in axons, after 5  days of transgene expression (Fig.  1C). 
Expression of GA100 or GA200 for 5  days was not 
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sufficient to increase p62 levels, but an increase was obvi-
ous after longer induction for 15 days (Fig. 1D–E). GA400 
also co-localized with p62 in neuronal somas (Fig.  1C) 
and increased p62 levels after 5  days of GA400 induc-
tion (Fig. 1D–E). In summary, repeat length affected GA 
aggregation propensity, inclusion morphology and p62 
induction in the fly brain, with GA400 triggering earlier 
changes than GA100 and GA200.

Toxicity of polyGA increases markedly at long repeat 
lengths
Expression of polyGA with up to 100 repeats usually only 
induces mild toxicity in Drosophila and is less toxic than 
arginine-containing DPRs of similar length [20, 46, 84, 
85]. Thus, given the stronger and earlier molecular effects 

of GA200 and GA400, we next asked whether these 
longer polyGA constructs were more toxic in  vivo. We 
first used the GMR-Gal4 driver line to drive transgene 
expression specifically in the eye of female flies dur-
ing development. The analysis was performed using two 
independent fly lines that carried the polyGA constructs 
at the attP2 locus (Fig.  2A–C and Additional file  3: Fig. 
S3A) and, in addition, a fly line that carried the transgenes 
at the attP40 locus (Additional file  4: Fig. S4A–C), to 
exclude artefacts due to transgene integration. While 
expression of GA100 and GA200 had no effect on eye 
size or egg-to-adult survival (Fig.  2A–C, Additional 
file 3: Fig. S3A and Additional file 4: Fig. S4A-C), expres-
sion of GA400 strongly reduced eye size (Fig. 2A, B and 
Additional file  4: Fig. S4A, B) and severely decreased 

Fig. 1  The effect of repeat length on GA aggregation, subcellular localisation and p62 level. A, B Western blot analysis of fly heads expressing 
GA100, GA200 and GA400 in adult neurons for A 8 h, B 5 and 15 days under the control of the inducible elav-GS driver. An anti-GA antibody 
was used for immunodetection. C Representative images of adult fly brains expressing GA100, GA200 or GA400 for 5 days under the control 
of the elav-GS driver. Brains were stained with anti-GA and anti-p62 antibodies, and with DAPI to stain nuclei. Images from the antennal lobes are 
shown, which allow distinguishing neuronal somas from axons. Scale bar: 10 µm. D Western blot of fly heads expressing GA100, GA200 and GA400 
for 5 and 15 days under the control of the elav-GS driver. Extracts were probed with an anti-p62 antibody. E Quantification of p62 protein levels 
based on the immunoblot in D (Two-way ANOVA + Tukey’s multiple comparisons test; n = 3 sets of 20 fly heads; genotype: ****P < 0.0001; age: 
****P < 0.0001; interaction of age and genotype: P > 0.05)
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egg-to-adult survival (Fig. 2C, Additional file 3: Fig. S3A 
and Additional file 4: Fig. S4C), indicating that GA400 is 
more toxic than its shorter counterparts. No difference 
in egg-to-adult viability was observed between the sexes 
(Additional file 5: Fig. S5A), and, consistent with the find-
ing in females, GA400, but not GA100 or GA200 expres-
sion, also reduced egg-to-adult viability and eye size in 
male flies (Additional file 5: Fig. S5B, C), indicating that 
GA400 is highly toxic in both sexes.

GA400 may cause toxicity by interacting with more of 
the same molecules, due to having more GA epitopes, 
or by interacting with a distinct set of molecules. To 
distinguish between these two mechanisms, we gener-
ated fly lines that expressed twice the amount of GA200 
(2xGA200) (Additional file 2: Fig. S2A–C) or four times 
the amount of GA100 (4xGA100) (Additional file 6: Fig. 
S6A) by increasing the copy number of the associated 
transgenes. Thus, these flies expressed the same number 
of GA epitopes as flies expressing one copy of GA400. 
Expression of 2xGA200 or 4xGA100 did not alter eye 
size or impair development (Fig.  2A–C and Additional 
file 6: Fig. S6B–D), suggesting that developmental toxic-
ity of GA400 is not caused by the higher number of GA 
epitopes but rather the specific structure of GA400 that 
triggers stronger cellular responses.

The strong toxicity induced by GA400 was surprising, 
given that expression of GA1000-GFP did not shorten 
lifespan in Drosophila [41]. Since this study used a GFP-
tagged GA construct, we asked whether the large pro-
tein tag may interfere with GA400 toxicity, as recently 
shown for GA100 [82]. Therefore, we generated and vali-
dated (Additional file 7: Fig. S7A, B) transgenic fly lines 
expressing GA400-GFP or GA400-mCherry. Expression 
of the tagged GA400 constructs did not affect egg-to-
adult viability (Additional file 8: Fig. S8A), eye size (Addi-
tional file  8: Fig. S8B, C) or adult survival (Additional 
file  8: Fig. S8D), demonstrating that the tags interfered 
with GA400 toxicity. To verify that the GA fusion pro-
teins were properly expressed, we performed western 

blot analysis after 5 days of transgene expression (Addi-
tional file 8: Fig. S8E–H). Total levels of GA400-GFP and 
GA400-mCherry were not reduced (Additional file  8: 
Fig. S8F), indicating that the reduced toxicity of tagged 
GA400 is not a consequence of lower GA protein levels. 
Most of the untagged GA400 was present as HMW bands 
(Additional file  8: Fig. S8E, G). In contrast, most of the 
tagged GA protein was detected as LMW bands (Addi-
tional file 8: Fig. S8H), suggesting that the tags interfere 
with the aggregation propensity of the GA400 protein. 
Furthermore, several smaller bands were observed spe-
cifically in heads of GA400-GFP- and GA400-mCherry-
expressing flies. These smaller bands probably indicate 
degradation products. Thus, the tagged proteins may be 
less stable than untagged GA400, which may explain their 
reduced toxicity. In conclusion, toxicity upon expression 
of GA with more than 400 repeats may have been under-
estimated in previous studies due to the presence of pro-
tein tags.

We next addressed repeat length-dependent toxicity of 
GA in the adult fly brain by measuring climbing ability 
and survival (Fig. 2D, E). Induction of GA100 and GA200 
reduced climbing ability of female flies to a similar extent, 
while expression of GA400 led to a stronger reduc-
tion in climbing ability (Fig.  2D). Expression of GA100 
reduced survival of female flies by 23% (Fig.  2E). Sur-
prisingly, expression of GA200 only reduced fly survival 
by 7% (Fig. 2E), suggesting that it may be less toxic than 
GA100. Consistent with the developmental and climbing 
data, induction of GA400 caused the strongest lifespan 
reduction by 57% (Fig. 2E). The effects of GA length on 
fly lifespan were reproduced by independent transgenic 
fly lines expressing polyGA from the same (Additional 
file  3: Fig. S3B) or a different insertion site (Additional 
file  4: Fig. S4D). Noteworthy, expression of two copies 
of GA100 (2xGA100) and 2xGA200 shortened survival 
compared to their single-copy counterparts (23% vs 44% 
GA100 vs 2xGA100 and 7% vs 31% GA200 vs 2xGA200, 
respectively). However, they reduced survival less than 

Fig. 2  GA400 is highly toxic in vivo. A Representative eye images of female flies expressing GA100, GA200, GA400 or two copies of GA200 (2xGA200 
(attP40, attP2)) under the control of the eye-specific GMR-Gal4 driver. GA400 expression caused a strong rough eye phenotype. B Eye size of female 
flies normalized to the mean of the eye size of GMR-Gal4/ + control flies. GA400 expression strongly reduced eye size (One-way ANOVA + Tukey’s 
multiple comparisons test; n = 10 fly eyes per genotype; ****P < 0.0001). C Egg-to-adult viability of flies expressing polyGA proteins under the control 
of the GMR-Gal4 driver. GA400 expression strongly decreased viability (One-way ANOVA + Tukey’s multiple comparisons test; n = 10 independent 
vials and 18–109 counted eggs/vial; ****P < 0.0001). D Climbing ability of adult female flies expressing GA100, GA200 or GA400 for 15 or 25 days 
under the control of the elav-GS driver. Climbing indices are represented as box plots and the mean is indicated by + . Circles indicate individual 
flies. Expression of all polyGA proteins decreased climbing ability, but induction of GA400 caused stronger changes already on day 15 (Two-Way 
ANOVA + Tukey’s multiple corrections test; n = 41–45 flies; age: ****P < 0.0001; genotype: ****P < 0.0001; interaction of age and genotype: P > 0.05). 
E Survival curves of female flies with pan-neuronal expression of GA100, GA200 and GA400 under the control of the elav-GS driver. Flies expressing 
GA100, GA200 and GA400 were shorter-lived than elav-GS driver control flies (****P < 0.0001; log-rank + Bonferroni’s multiple corrections test, 
n = 150 female flies per genotype). Flies expressing GA400 were significantly shorter-lived than flies expressing GA100 and GA200 (****P < 0.0001) 
and GA100 flies were significantly shorter-lived than flies expressing GA200 (****P < 0.0001). F Representative images of adult fly brains stained 
for anti-cleaved caspase-3 (CC3). Transgenes were induced for 30 days under the control of the elav-GS driver. Scale bar: 100 µm. G Quantification 
of the number of CC3-positive cells per fly brain. (One-way ANOVA + Tukey’s multiple comparisons test; n = 8–10 brains; ****P < 0.0001)

(See figure on next page.)
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Fig. 2  (See legend on previous page.)
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induction of one copy of GA400 (Additional file  4: Fig. 
S4D), again suggesting that GA400 induces toxicity via 
distinct mechanisms. In summary, toxicity of polyGA 
DPRs in the adult nervous system is strongly dependent 
on repeat length.

At the same repeat length and expression level, GA is 
less toxic than GR and PR (Mizielinska et al. 2014). How-
ever, GA is more abundant than the arginine-rich DPRs 
in patient tissues [38, 39]. Thus, we next asked whether 
at high expression levels GA400 can cause similar pheno-
types as the extremely toxic GR100 and PR100. Expres-
sion of GA400 shortened lifespan in a dose-dependent 
manner, and a fourfold increase in GA400 levels (Addi-
tional file  9: Fig. S9A) shortened survival to the same 
extent as expression of GR100 and PR100 (Additional 
file  9: Fig. S9B). Interestingly, while GR100- or PR100-
expressing flies did not show a climbing defect after 2 or 
5 days, high levels of GA400 reduced fly climbing ability 
already at these time points (Additional file 9: Fig. S9C), 
suggesting that GA400 induces toxicity via a different 
mechanism from the arginine-rich DPRs. In summary, 
high expression levels of GA400 caused similar lifespan 
shortening as expression of the arginine-rich DPRs, sug-
gesting that it could be a contributing factor for human 
pathology given its high abundance in patient tissue.

PolyGA DPRs may reduce fly survival by inducing neu-
ronal cell death. Consistent with this hypothesis, induc-
tion of polyGA has been shown to increase expression 
of apoptotic proteins, such as cleaved-caspase 3 (CC3) 
in primary neurons [86]. Thus, we used immunohisto-
chemistry on adult fly brains to measure the number of 
CC3-positive cells after 30  days of transgene induction. 
While expression of GA100 and GA200 had no effect on 
the number of CC3-positive cells, expression of GA400 
caused a strong accumulation (Fig.  2F-G), which sug-
gested increased cell death in brains of GA400-expressing 
flies. Thus, these results indicate that prolonged expres-
sion of polyGA can induce cell death in the fly nervous 

system, and this effect may contribute to the strong toxic-
ity upon GA400 expression.

Transcellular spread of GA200 is neuroprotective
PolyGA proteins are secreted and can spread from 
cell to cell [52–54, 87, 88]. Propagation of polyGA has 
been associated with toxicity in vitro [53, 88]. However, 
whether cell-to-cell transmission of polyGA across neu-
ronal circuits in the brain contributes to neurotoxicity 
in vivo is currently unknown. In Drosophila, both GA100 
and GA200 can spread from olfactory receptor neu-
rons (ORNs), and GA200 showed a higher propensity to 
spread than GA100 [57]. Given that GA400 showed the 
highest toxicity, we next tested its spreading propensity 
by expressing it in ORNs using orco-Gal4 [89, 90]. Sur-
prisingly, no spread of GA400 was detected even after 
prolonged expression for 30  days, and GA400 was not 
detected in the terminals of ORNs (Fig. 3A, B). The lack 
of GA400 spreading from ORNs may be due to the inabil-
ity of GA400 to travel along ORN axons, consistent with 
the lack of GA400 staining along axons (Fig. 1C). As the 
somas of ORNs are localized in the antennae and max-
illary palps [91], and can therefore not be visualized by 
immunostainings of the brain, we induced expression 
of GA400 in median neurosecretory cells (MNCs) using 
the dilp3-Gal4 driver [92]. Consistent with the results 
from the ORNs, spread of GA200, but not of GA400, 
was detected upon MNC-specific expression (Fig.  3C, 
D). Thus, although we observed GA400 accumulation in 
MNCs, GA400 did not spread and only intermediate GA 
lengths were propagation-competent in the fly brain.

Since GA200 is less toxic than GA100 (Fig.  2E), and 
GA200 had a higher propensity to spread than GA100 
[57], we hypothesized that trans-cellular spread of 
polyGA may be a clearance mechanism that counter-
acts the accumulation of toxic DPRs. To test this, we co-
expressed GA200 and the highly toxic PR100 [20]. PR100 
co-expression caused a dramatic increase in GA200 
spread (Fig.  3E–F), suggesting activation of a clearance 

(See figure on next page.)
Fig. 3  GA transmission reduces GA200 toxicity. A Representative images of fly brains upon expression of polyGA constructs under the control 
of the orco-Gal4 driver. Brains were stained with an anti-GA antibody. Insets highlight the propagation of GA. B Quantification of GA puncta 
outside of ORNs (One-way ANOVA + Tukey’s multiple comparisons test; n = 5–6 brains; **P < 0.01 and *P < 0.05). C Representative images of fly 
brains upon expression of polyGA proteins under the MNC-specific dilp3-Gal4 driver for 10 days. GA400 did not spread from MNCs. Brains 
were stained with an anti-GA antibody. GA signal in MNCs is outlined in green. Insets highlight propagated GA. D Quantification of GA puncta 
outside of MNCs (unpaired, two-sided t-test; n = 3–4 brains; *P < 0.05). E Representative images of GA spread in fly brains expressing GA200 
in combination with PR100 under the control of orco-Gal4. Insets highlight propagated GA. PR100 increased GA200 spread. F Quantification 
of GA spread outside of ORNs upon co-expression of PR100 (unpaired, two-sided t-test; n = 7–8 brains; ****P < 0.0001). G Representative images 
of GA spread in fly brains expressing GA200 in combination with dominant negative shibire (shitsDN) under the control of orco-Gal4. Brains were 
stained with an anti-GA antibody. Insets highlight GA propagation. ShitsDN co-expression reduced GA200 spread. H Quantification of GA spread 
outside of ORNs upon co-expression of shitsDN (unpaired, two-sided t-test; n = 6–9 brains; *P < 0.05). I Survival curves of flies that co-express GA200 
and shitsDN under the control of the pan-neuronal elav-GS driver. GA200 and shitsDN co-expression shortened fly lifespan compared to GA200 
or shitsDN alone (GA200 vs GA200 + shitsDN, shitsDN vs GA200 + shitsDN; log-rank + Bonferroni’s multiple corrections test; n = 150 female flies 
per genotype; ****P < 0.0001). (A, E, G): Transgenes were induced for 30 days. ORN axons and synaptic terminals are outlined in green. Scale bars 
in images: 100 µm and insets: 20 µm
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Fig. 3  (See legend on previous page.)
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mechanism elicited by toxic DPRs. If GA200 transcel-
lular transmission is a protective response, reducing 
GA200 spread should increase GA200 toxicity. In order 
to reduce spreading of GA200, we co-expressed shitsDN, 
which has been previously shown to block the spread of 
mutant huntingtin from ORNs [93]. Similar to mutant 
huntingtin, shitsDN co-expression reduced GA spread 
from ORNs (Fig. 3G, H). Interestingly, pan-neuronal co-
expression of GA200 and shitsDN shortened fly lifespan 
compared to each transgene alone (Fig.  3I), suggesting 
that pan-neuronal spread of polyGA proteins is neu-
roprotective. Thus, the higher propensity of GA200 to 
spread may contribute to its lower toxicity compared to 
GA100.

PolyGA remodels the fly brain proteome in a repeat 
length‑dependent manner
In order to gain insights into the molecular changes 
induced by neuronal polyGA expression in the brain and 
to identify processes that may explain the strong toxic-
ity upon GA400 expression, we performed a proteom-
ics analysis using TMT-based MS. In total, we detected 
5444–5966 proteins in the brain per treatment (Addi-
tional file  10: Fig. S10A), corresponding to 39–46% of 
the 13,907 protein coding genes in Drosophila [94]. 
To identify changes in the brain proteome over time, 
expression of GA100, GA200 or GA400 was induced 
for 5 and 15 days. Short-term expression of GA100 and 
GA200 for 5  days induced only minor changes in the 
brain proteome, with only 1 (1 up/0 down) and 36 (17 
up/19 down) significantly differentially expressed pro-
teins for GA100 and GA200, respectively (Fig.  4A). In 
contrast, short-term expression of GA400 had a much 
stronger impact on the brain proteome and induced dif-
ferential expression of 486 proteins (274 up/212 down) 
(Fig.  4A), consistent with its earlier molecular effects 
(Fig.  1) and higher toxicity (Fig.  2). Interestingly, unc-
119 was the only protein that was up-regulated upon 
induction of all three polyGA constructs after 5 days of 
induction (Fig.  4A and Additional file  10: Fig. S10B-E). 
Unc-119 is up-regulated in the brains of C9orf72 patients 
[27, 28]. Prolonged expression of GA100 and GA200 for 
15 days induced differential expression of 103 (79 up/24 
down) and 531 (247 up/284 down) proteins, respectively 
(Fig.  4B), while GA400 induced the strongest change in 
the proteome with 1214 differentially expressed proteins 
(608 up/606 down) (Fig. 4B). Thus, polyGA modifies the 
fly brain proteome in a repeat length-dependent manner, 
with longer DPRs causing faster and stronger changes. 
We next tested whether further increasing the induction 
period for GA100 and GA200, would result in a similarly 
strong response as observed upon short-term expression 
of GA400. Therefore, we analysed the brain proteome 

of GA100- and GA200-expressing flies after 40  days of 
induction, just before these flies started dying, a time 
point corresponding in biological age roughly to the 
15 days of GA400-expressing flies. Long-term induction 
of GA100 and GA200 caused differential expression of 
1126 (443 up/683 down) and 1946 ( 869 up/1077 down) 
proteins, respectively (Fig. 4C). 256 (124 up/ 132 down) 
of these proteins were commonly regulated by GA100 
and GA200 at day 40 and GA400 at day 15 (Fig. 4D), thus 
representing the repeat length-independent response of 
the fly brain proteome to polyGA expression. The find-
ing that only 59 (49 up/10 down) proteins were shared 
between GA100-, GA200- and GA400-expressing brains 
at day 15 (Fig. 4B) further suggests that GA400 induces 
these shared changes faster than the shorter polyGA 
variants. Importantly, 144 (69 up /75 down), 857 (449 
up/408 down) and 767 (374 up/393 down) proteins were 
exclusively regulated by induction of GA100, GA200 or 
GA400, respectively (Fig.  4D), indicating that polyGA 
proteins induce specific molecular responses in the fly 
brain depending on their repeat length.

Next, we performed a GO term enrichment analysis 
(Fig.  4E–F), to identify processes that may contribute 
to polyGA toxicity. While there were no shared, signifi-
cantly enriched GO terms for down-regulated proteins 
(Fig.  4F), proteins involved in protein folding and the 
cellular response to unfolded proteins were enriched 
among the up-regulated proteins that were shared 
between GA100, GA200 and GA400 brains (Fig.  4E). 
Interestingly, up-regulation of proteins involved in Golgi 
vesicle transport (Fig. 4E), as well as down-regulation of 
nucleosome assembly and DNA-templated transcrip-
tion initiation (Fig.  4F) were significantly enriched only 
in brains expressing the more toxic GA100 and GA400 
proteins, suggesting that misregulation of these processes 
may contribute to the higher toxicity of these DPRs. GO 
terms associated with tRNA aminoacylation for protein 
translation and cellular macromolecule catabolic process 
were specifically up-regulated upon induction of GA400 
(Fig.  4E). In addition, cellular response to hormone 
stimulus and signal release, which includes proteins 
associated with insulin signalling, were enriched among 
GA400-specific down-regulated proteins (Fig. 4F). Inter-
estingly, we observed up-regulation of proteins involved 
in neuron projection morphogenesis, actin cytoskeleton 
organization and cell adhesion exclusively in the brains of 
GA200 flies (Fig. 4E), suggesting that activation of these 
processes may contribute to the lower toxicity of GA200.

In summary, our proteomics analysis showed that 
polyGA affects the brain proteome in a repeat length-
dependent manner, and we identified downstream pro-
cesses affected by GA in a repeat length-dependent 
manner.
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Modifying the unfolded protein response, autophagy 
or the proteasome does not rescue GA400 toxicity in adult 
flies
In order to test whether the processes identified in the 
proteomics analysis play a causal role in polyGA toxic-
ity, we performed a mini-screen using eye size and lifes-
pan as read-outs to test whether modification of key 

proteins in these pathways could rescue GA400 toxicity. 
Proteins involved in the cellular response to unfolded 
proteins were up-regulated upon polyGA induction 
(Fig.  4E). Thus, we expressed GA400 in flies heterozy-
gous for a loss-of-function allele of PERKe01744, a key 
regulator of the unfolded protein response (UPR) [95]. 
Reduced eye size upon GA400 expression was slightly 

Fig. 4  PolyGA expression affects the fly brain proteome in a repeat length-dependent manner. A–F Mass spectrometry-based proteomics analysis 
of female fly brains expressing GA100, GA200 and GA400 under the control of the elav-GS driver. A–C VENN diagrams of the overlap of differentially 
expressed proteins in fly brains that express GA100, GA200 and GA400 pan-neuronally for 5 (A), 15 (B) or 40 (C) days. D VENN diagrams show 
the overlap of proteins that is differentially expressed between elav-GS/ + and GA400 flies at 15 days compared to those between GA100 
and elav-GS/ + or GA200 and elav-GS/ + at 40 days of induction. A–D Up-regulated proteins (upper panel) and down-regulated proteins (lower 
panel). E–F Gene ontology (GO term) enrichment of (E) up-regulated and (F) down-regulated proteins in GA100, GA200 and GA400 brains after 5, 
15 and 40 days of transgene induction. Only the most significant GO terms (p.adjust < 0.05 after Bonferroni correction) are displayed
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but not significantly rescued by the introduction of the 
PERKe01744 allele (Additional file  11: Fig. S11A-B). In 
agreement, there was no benefical effect on lifespan 
(Additional file 12: Fig. S12A), suggesting that activation 
of the UPR may not be a major driver of GA400 toxic-
ity, but we cannot exclude whether further increasing 
the activity of the UPR may play a protective role against 
GA400 toxicity. We next tested whether modification 
of the chaperones Hsp22 [96, 97] and Hsp83 [98, 99], 
which were up-regulated upon GA400 expression (Addi-
tional file 11: Fig. S11C, D), could rescue GA400 toxicity. 
However, down-regulation of these chaperones by RNAi 
reduced eye size (Additional file  11: Fig. S11A, B) and 
did not affect lifespan (Additional file 12: Fig. S12B), sug-
gesting up-regulation of these heat shock proteins may 
not play a major role in GA400-dependent adult toxic-
ity, although further increasing their protein expression 
may affect GA400 toxicity. The autophagy-associated p62 
protein co-localized with polyGA aggregates (Fig.  1C) 
and p62 expression was up-regulated by polyGA induc-
tion (Fig. 1D, E). Therefore, we tested whether modifying 
autophagy could rescue GA400 toxicity. Both p62 RNAi 
and p62 OE reduced and increased eye size, respectively 
(Additional file  11: Fig. S11A, B), suggesting that p62 
may play a major role in determining the developmental 
toxicity of GA400. However, while p62 RNAi shortened 
lifespan, over-expression of p62 did not affect it (Addi-
tional file 12: Fig. S12C). ATG1 OE, a key upstream regu-
lator of autophagy [100], reduced eye toxicity (Additional 
file 11: Fig. S11A, B), but shortened lifespan (Additional 
file  12: Fig. S12D). Blocking autophagy by RNAi-medi-
ated down-regulation of ATG5 [100] did not affect eye 
size (Additional file  11: Fig. S11A, B) or lifespan (Addi-
tional file  12: Fig. S12D). Thus, modifying autophagy 

had no beneficial effect on GA400 toxicity in adult flies. 
Similarly, over-expression of the proteasomal subunit 
RPN11 [101, 102] and RPN6 [73] mildly, but not signifi-
cantly, affected eye size (Additional file 11: Fig. S11A, B), 
and neither rescued survival of adult flies upon GA400 
expression (Additional file  12: Fig. S12E). Finally, given 
that unc-119 was the only protein that was regulated early 
on by all three polyGA constructs (Fig. 4A and Additional 
file 10: Fig. S10B–E) and is also regulated in the brain of 
C9orf72 mutation carriers [27], we tested whether UNC-
119 expression affected GA400 toxicity. Co-expression of 
GA400 with UNC-119 RNAi did not alter eye morphol-
ogy (Additional file 11: Fig. S11A, B) and a human UNC-
119 protein increased developmental toxicity (Additional 
file  11: Fig. S11A, B), but co-expression of both human 
UNC-119 and UNC-119 RNAi slightly shortened lifespan 
(Additional file 12: Fig. S12F). In summary, modifying the 
UPR, heat shock proteins, autophagy and the proteasome 
did not rescue GA400-associated lifespan reduction, sug-
gesting that these processes do not play a central role in 
GA400 toxicity in adult flies.

Activation of insulin signalling ameliorates GA400 toxicity
Proteins involved in the cellular respose to hormone 
stimulus were already down-regulated after 5  days of 
GA400 induction (Fig.  4E). This included down-regula-
tion of key upstream signalling components of the evo-
lutionarily conserved insulin pathway, such as Drosophila 
insulin-like peptides (dILPs) dILP3, dILP5 and insulin 
receptor (InR) (Fig.  5A–C), suggesting reduced insulin 
signalling in GA400-expressing flies. Activation of insulin 
signalling has recently been shown to ameliorate toxic-
ity in flies expressing expanded G4C2 repeats or the toxic 
polyGR [92]. Thus, we asked whether increasing insulin 

(See figure on next page.)
Fig. 5  Increased insulin signalling rescued GA400 toxicity. A–C Protein levels of insulin-like peptides (dILP) and the insulin receptor (InR) measured 
by mass spectrometry-based proteomics in the brain of female flies expressing GA100, GA200 or GA400 for 5, 15 or 40 days under the control 
of the elav-GS driver. Shown are z-score normalized protein levels of A dILP3, B dILP5 and C InR. GA400 expression caused a significant decrease 
of dILP3, dILP5 and InR levels, suggesting decreased activity of brain insulin signalling upon GA400 induction (One-Way ANOVA + Tukey’s multiple 
corrections test; n = 3–4 replicates of 25 fly brains; *P < 0.5, **P < 0.01, ***P < 0.001, ****P < 0.0001). D Representative eye images of female flies 
expressing GA100 or GA400 (upper panel) or GA100 or GA400 in combination with constitutively active insulin receptor (InRCA) (lower panel) 
under the control of the GMR-Gal4 driver. E Eye size of flies normalized to the mean of the eye size of GMR-Gal4/ + control flies. InRCA expression 
significantly increased the eye size of control, GA100 and GA400 flies (Two-way ANOVA + Bonferroni’s Tukey’s multiple comparisons test; 
n = 10–13 imaged fly eyes per genotype; presence of GA: ****P < 0.0001; presence of InRCA: ****P < 0.0001; interaction between GA and InRCA: 
****P < 0.0001). While no interaction was found between control and GA100 flies upon InRCA expression (Two-way ANOVA; n = 10–13 imaged 
fly eyes per genotype; interaction of GA and InRCA: P > 0.05), a significant interaction was observed between control and GA400 flies upon InRCA 
expression (Two-way ANOVA; n = 10–12 imaged fly eyes per genotype; interaction of GA and InRCA: P > 0.05), indicating that the magnitude 
of the InRCA effect was larger in GA400 flies. F, G Climbing performance and survival of GA400 flies co-expressing InRCA. Climbing indices are 
represented as box plots and the mean is indicated by + . Circles indicate individual flies. InRCA co-expression significantly improved climbing 
of control and GA400 expressing flies (elav-GS/ + vs InRCA and GA400 vs GA400 + InRCA; Two-Way ANOVA + Tukey’s multiple corrections test; 
n = 35–44 flies; age: ****P < 0.0001; genotype: ****P < 0.0001; interaction of age and genotype: ****P < 0.0001). Same elav-GS/ + and GA400 flies were 
used between F and Additional file 13: Fig. S13C. G Co-expression the InRCA significantly extended lifespan of GA400-expressing female flies (GA400 
vs GA400 + InRCA; log-rank test; n = 150 female flies per genotype; ****P < 0.0001). The same survival curve of GA400-expressing flies is shown in G 
and Additional file 12: Fig. S12D. H Representative western blot of head protein extracts from female flies co-expressing GA400 and InRCA probed 
with anti-GA and anti-p62 antibodies. I, J Quantification of the western blots. I HMW GA and J p62 protein levels. Co-expression of InRCA significantly 
reduced GA400 and p62 protein levels (One-way ANOVA + Tukey’s multiple comparisons test; n = 4 replicates of 20 fly heads; ****P < 0.0001)
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signalling via expression of a constitutive active insu-
lin receptor (InRCA) can also ameliorate GA400 toxicity. 
While expression of InRCA increased eye size in control 
and GA100-expressing flies, the magnitude of this effect 
was significantly larger when InRCA was co-expressed 

with GA400 (P < 0.0001, two-way ANOVA, Fig.  5D, E), 
indicating a specific interaction of insulin signalling 
with GA400-induced toxicity. Noteworthy, in contrast 
to eye size, eye morphology of GA400 flies was not fully 
restored by co-expression of InRCA (Fig.  5D), indicating 

Fig. 5  (See legend on previous page.)
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an only partial rescue. Consistently, pan-neuronal expres-
sion of InRCA also partially rescued climbing (Fig. 5F) and 
extended the lifespan (Fig. 5G) of female flies expressing 
GA400, demonstrating that increasing insulin signal-
ling ameliorates GA400-induced toxicity also in adult 
flies. Activation of insulin signalling reduced the levels 
of GR in flies [92]. Thus, we next tested whether InRCA 
co-expression would also lower GA400 levels. Indeed, 
compared to flies only expressing GA400, GA400 levels 
were significantly reduced upon InRCA co-expression 
(Fig. 5H, I). Furthermore, InRCA co-expression also atten-
uated the increase in p62 levels upon GA400 induction 
(Fig. 5J), suggesting that increased insulin signalling res-
cues GA400 induced pathology by lowering GA400 level. 
In summary, these data suggest that induction of GA400 
down-regulatess neuronal insulin signalling and this 
reduced activity contributes to GA400 toxicity.

Down‑regulation of Tango1, a key regulator of ER to Golgi 
transport, reduces GA400 toxicity
Golgi vesicle organization was exclusively up-regulated 
by the more toxic polyGA proteins GA100 and GA400 
(Fig. 4E), suggesting it may play a role in polyGA toxic-
ity. ER-Golgi transport plays a pivotal role in the secre-
tion of many proteins, such as collagens and laminins, 
important for brain integrity in mammals [103, 104] and 
Drosophila [105, 106]. Therefore, we next tested whether 
Golgi vesicle organization was a contributing factor to 
GA400 toxicity. The proteomic analysis showed that 
essentially all core coat protein complex type II (COP-II) 
carriers were up-regulated by GA400 induction (Fig. 6A–
J). This included Sec16, which plays a pivotal role in the 
organization and regulation of vesicle formation [107–
109] (Fig.  6A–C), and Sec23 and Sec24 (Fig.  6A, D–F), 
which form an inner heterodimer that sorts membrane 
cargo [110, 111], as well as Sec13 and Sec31 (Fig.  6A, 
G, H), which function as an outer heterotetramer com-
plex that further regulates cargo sorting and vesicle fis-
sion [111, 112]. Furthermore, Sec22 (Fig.  6A, I), which 
plays a role during anterograde and retrograde trans-
port [113, 114], and Tango1, a highly conserved pro-
tein that is required for the secretion of all cargo and 
the recruitment of ER-Golgi intermediate compartment 
(ERGIC) and ER-exit site (ERES) membranes to nascent 

vesicles [115, 116], were also up-regulated in the brains 
of GA400 flies (Fig. 6A, J). Thus, the protein expression 
data suggest an up-regulation of ER-to-Golgi transport in 
GA400-expressing flies. We next tested whether down-
regulation of ER-to-Golgi transport may rescue GA400 
toxicity. Therefore, we down-regulated Tango1 as a key 
transporter that is required for the initiation and subse-
quent secretion of all cargos [115] via RNAi (Additional 
file  13: Fig. S13A). Eye-specific knock-down of Tango1 
was lethal during development but, interestingly, adult-
onset co-expression of Tango1 led to a significant rescue 
of the climbing ability and survival of GA400-expressing 
flies (Fig. 7A, B). Noteworthy, down-regulation of Sec22 
(Additional file  13: Fig. S13B), a more specific COP-
II carrier [113], did not rescue GA400 toxicity (Fig.  7B 
AND Additional file 13: Fig. S13C), suggesting that only 
an overall down-regulation of ER-Golgi transport is ben-
eficial in the presence of GA400. Knock-down of Tango1 
(Additional file 13: Fig. S13D), but not Sec22 (Additional 
file  13: Fig. S13D), also significantly extended the sur-
vival of flies in a wild-type background, indicating that 
reduced Tango1 expression was beneficial for ageing 
neurons. Finally, we tested whether Tango1 RNAi co-
expression would lower GA400 levels. Unlike increased 
insulin signalling (Fig. 5H, I), GA400 and p62 levels were 
not affected by Tango1 knock down (Fig. 7C–E), suggest-
ing that Tango1 and insulin signalling affect GA400 toxic-
ity through different mechanisms. In summary, we show 
that long GA proteins can be highly toxic in  vivo, and 
this toxicity can be at least partially rescued by increased 
insulin signalling and down-regulation of Tango1.

Discussion
GA inclusions constitute the most abundant DPR pathol-
ogy in patient tissues [38, 65, 79], and expression of 
this DPR suffices to cause neurotoxicity in  vitro and 
in vivo [20, 26, 27, 48, 117]. However, whether the repeat 
length of GA affects its toxicity has not been systemati-
cally addressed in  vivo. In the current study, we found 
that GA solubility, inclusion morphology, neurotoxicity 
and molecular responses are affected by repeat lengths 
in flies. Our data show that longer GA proteins cause 
toxic effects that cannot be recapitulated by increased 
expression of the shorter repeats, suggesting repeat 

Fig. 6  GA400 expression up-regulates ER-Golgi markers in the fly brain. A Schematic overview of ER-Golgi proteins identified by the proteomics 
analysis. B-J ER-Golgi protein levels measured by mass spectrometry-based proteomics in the brain of female flies expressing GA100, GA200 
or GA400 for 5, 15 or 40 days under the control of the elav-GS driver. Shown are z-score-normalized protein levels for B-C Sec16 (B: Isoform X2JEY9, 
C: Isoform A8JUU3), D Sec23, E–F Sec24 (E: Isoform AB, F: Isoform CD), G Sec13, H Sec31, I Sec22, and J Tango1. While induction of GA400 for 5 days 
was sufficient to significantly increase the levels of all shown ER-Golgi proteins, significant effects for GA100 and GA200 were only observed 
after prolonged expression (One-Way ANOVA + Tukey’s multiple corrections test; n = 3–4 replicates of 25 fly brains; *P < 0.05, **P < 0.01, ***P < 0.001, 
****P < 0.0001). Cartoon in A was generated using biorender

(See figure on next page.)
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Fig. 6  (See legend on previous page.)
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length-specific toxicity mechanisms. Finally, we show 
that toxicity of long polyGA constructs can be amelio-
rated by activation of insulin signalling and down-regula-
tion of the ER-Golgi trafficking regulator Tango1, which 
constitute two novel therapeutic strategies against GA 
toxicity that should be further investigated in mammals.

The role of G4C2 repeat length at the DNA level in 
modulating age of disease onset and overall disease 
severity has not been definitely established, presum-
ably due to variability in the ages and types of tissues, 
as well as differences in HRE-sizing methods, across 

Fig. 7  Down-regulation of Tango1 reduces GA400 toxicity. A Climbing ability of female flies that co-express GA400 and Tango1 RNAi 
under the control of the elav-GS driver. Climbing indices are represented as box plots and the mean is indicated by +. Circles indicate individual 
flies. Down-regulation of Tango1 significantly improved climbing ability of GA400-expressing flies (Two-Way ANOVA + Bonferroni’s multiple 
corrections test; n = 34–44 flies; ****P < 0.0001). B Survival curves of female flies that co-express GA400 and Tango1 RNAi or Sec22 RNAi 
under the control of the elav-GS driver. Down-regulation of Tango1, but not of Sec22, significantly extended lifespan of GA400-expressing flies 
(log-rank test + Bonferroni’s multiple corrections test; n = 150 female flies for elav-GS/UAS-GA400 and elav-GS/UAS-GA400, UAS-Sec22-RNAi, n = 90 
for elav-GS/UAS-GA400, Tango1-RNAi; P < 0.0001). The same GA400 control survival curves are shown in B and Additional file 12: Fig. S12D-F. 
C Western blot analysis of GA and p62 protein expression in fly heads expressing GA400 in combination with Tango1-RNAi under the control 
of elav-GS for 5 days. Quantification of D HMW GA and E p62 protein levels from the western blot analysis in C. There was no significant difference 
in GA400 or p62 levels when Tango1 RNAi was co-expressed with GA400 (One-way ANOVA + Tukey’s multiple comparisons test; n = 4 replicates 
of 20 female fly heads; **P < 0.01, ***P < 0.001, ****P < 0.0001)
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studies [7, 8, 11, 14]. Furthermore, the exact size of 
DPRs in the brain of C9orf72 ALS/FTD patients is cur-
rently unknown. However, a recent study showed that 
the size of polyGP dipeptides in the human brain can 
reach large sizes similar to that of their DNA repeat 
progenitors [66]. Given that ALS/FTD patients often 
carry very long G2C4 repeats and that polyGA is the 
most efficiently translated DPR from the G2C4 sense 
strand [64], it seems likely that long polyGA will also be 
present in neurons of C9orf72 ALS/FTD patients.

Here we show that in Drosophila the longest polyGA 
variant, GA400, was much more toxic than shorter GA 
proteins. This finding is in line with a study in C9-BAC 
mice where 800 G4C2 repeats (C9-800) disrupted loco-
motion, elicited anxiety-like phenotypes and propor-
tionally shorted lifespan compared to C9-500 and C9-50 
[58]. In agreement, the injection of an adeno-associated 
viral (AAV) construct encoding GFP-GR200 [118], but 
not GFP-GR100 [119], resulted in TAR DNA-binding 
protein 43 (TDP-43) inclusions. While histological toxic-
ity markers between GFP-GR200 and GFP-GR100 were 
not simultaneously compared in the former studies, the 
increased ability of longer GR constructs to trigger TDP-
43 inclusions is in line with increased toxicity, as TDP-43 
pathology correlates with neurodegenerations in humans 
[79]. In addition, GR400-GFP is more toxic than GR50-
GFP in primary neurons [21], and GR100 is more toxic 
than GR36 in Drosophila [20, 85], suggesting a con-
served, positive correlation between toxicity and repeat 
length for GR DPRs. Interestingly, treatment of C9-500 
mice with α-GA1 antibodies, which have detection pref-
erence for longer GA repeats, was more protective than 
α-GA2 antibodies, whose binding and detection are inde-
pendent of GA length [40], suggesting that longer GA 
DPRs may also be more toxic in mammals. In contrast, 
while the role of GA repeat length in modulating toxic-
ity has not been investigated in mammals, pan-neuronal 
constitutive expression of GA1000-GFP did not shorten 
fly lifespan [41], which is in line with our findings that 
pan-neuronal inducible GA400-GFP or GA400-mCherry 
are not toxic. Moreover, expression of 25–400 repeats of 
GFP-tagged GA in primary neurons did not cause early 
survival abnormalities [21], but prolonged GA50-GFP 
expression reduced survival more strongly than GA100-
GFP in primary neurons [51]. Therefore, it would be 
important to test the neurotoxic role of GA repeat length 
using untagged constructs in mammals.

Surprisingly, GA200 was less toxic than GA100 for 
adult survival. This may in part be due to the observed 
cleavage of the GA200 protein, which, in contrast to 
GA100, is not pure but interrupted by a few amino acids 
due to the introduced restriction sites used for cloning. 
However, we also provide evidence that the increased 

spreading propensity of GA200 contributes to its reduced 
toxicity. GA200 is more propagation-prone than GA100 
[57], and co-expressing PR100 and GA200 increased GA 
spread, while abrogating GA200 spread increased its tox-
icity. The smaller GA100-sized fragment derived from 
GA200 cleavage is unlikely to foster its spread, given that 
the spread propensity of GA100 by itself is very low [57]. 
GA400, the most toxic DPR in our study, did not spread, 
which may be due to the structure or subcellular loca-
tion of this longer DPR to prevent its export from the 
cell. Instead, GA200 spread may activate a protective, 
protein mobility response upon its chronic expression in 
all neurons. However, GA50-GFP was shown to be more 
mobile and toxic than GA100-GFP in primary neurons 
[51], suggesting an opposite correlation between GA 
repeat length and toxicity to our findings. Indeed, many 
laboratories have reported transcellular GA spread in cel-
lular cultures [52–56], and associated this phenomenon 
with cellular abnormalities. For instance, GA80-FLAG 
spread enhanced RAN translation from G4C2 tran-
scripts in immortalized cells and primary neurons [88], 
and the transmission of GA175-GFP in primary neurons 
impaired TDP-43 clearance by inhibiting the protea-
some, thereby elicing TDP-43 aggregation [53]. However, 
it is not clear whether GA spread also plays a toxic role 
in mammalian brains in vivo. In fact, while there is vast 
evidence that the microtubule-associated protein tau can 
spread in cultured cells and whole brains [120], the toxic-
ity of mutant tau spread is dependent on the presence of 
naïve, non-mutated tau molecules [121], suggesting that 
it is the specific misfolding of wild-type tau that drives 
toxicity. We found that shitsDN reduced GA200 spread 
and increased its toxicity, but we cannot exclude the pos-
sibility that shitsDN also affected GA200 folding, thus 
making propagated GA200 more toxic. Spread may only 
be toxic if expressed in a suitable milieu, e.g., upon co-
transmission with other proteins or inhibition of specific 
degradation pathways. We therefore hypothesize that 
chronic, pan-neuronal expression of GA200 may lead 
to a major change in proteostasis that enables GA200 to 
spread out of neuronal subsets that are critical for lifes-
pan, this mechanism being less efficient or absent in the 
more toxic GA100 and GA400. However, GA200 may 
also activate additional mechanisms that help brain cells 
to cope better with the aberrant cellular changes elicited 
by GA200. For instance, GA200 brains showed up-reg-
ulation of proteins implicated in axon development and 
cell adhesion, which may contribute to its lower toxic-
ity. Neurogenesis in Drosophila is up-regulated upon 
brain damage [122], which may occur upon chronic 
pan-neuronal GA200 expression, thus reducing toxicity. 
Therefore, it would be important to test whether region-
specific GA expression of variable repeat length affects 
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its spread potential and neuronal toxicity in mamma-
lian brains. We speculate that interventions that reduce 
spread from neurons expressing propagation-competent 
GA may be beneficial, for instance, by promoting the 
early culling of neurons expressing highly propagating 
GA, as a similar approach has been shown to be neuro-
protective against amyloid beta 42 (Aβ42) [123].

Several proteins have been reported to be sequestered 
into polyGA neuronal cytoplasmic inclusions in the brain 
of ALS/FTD patients, including Hr23B, TBK1, unc119, 
and Drosha [44, 48, 124–126]. Hr23B is not present in 
Drosophila and TBK1 was not detected in our proteomics 
analysis, probably due to its low expression level in adult 
fly neurons. Interestingly, however, unc119 was strongly 
regulated by polyGA expression and it was the only pro-
tein that was commonly induced by GA100, GA200 and 
GA400 on day 5. Modulation of UNC119 expression 
level by RNAi or expression of a human UNC119 isoform 
did not rescue GA400 toxicity, suggesting that, at least 
in Drosophila, Unc119 does not contribute to GA400-
dependent toxicity. Consistent with this hypothesis, the 
shorter less toxic polyGA proteins GA100 and GA200 
caused a stronger up-regulation of Unc119 than the more 
toxic GA400. In contrast to Unc119, protein levels of the 
RNAase III enzyme Drosha, which plays a role in matura-
tion of microRNAs (miRNAs) [127], was not regulated by 
expression of polyGA proteins in the fly brain. This may 
indicate differences between the response to toxic GA 
proteins between the fly and human brain, but since we 
only measured total brain protein levels and not the pro-
tein composition of GA inclusions, it is also possible that 
Drosha is sequestered into GA inclusions in the fly brain, 
which should be explored in future studies.

DILPs were down-regulated in GR100- [92] and 
GA400-expressing flies, in agreement with the lower 
blood and cerebrospinal fluid insulin levels in ALS 
patients [128]. Genetically increasing insulin signalling 
pathway activity lowered GA400 levels, and improved 
locomotion and lifespan of GA400 flies, showing that this 
therapeutic strategy has beneficial effects beyond GR [92] 
in the C9orf72 mutation context. Moreover, prompted by 
our proteomics results showing that ER-Golgi proteins 
are up-regulated upon GA400 expression, we found that 
down-regulation of Tango1 strongly extended fly lifespan 
under WT conditions, and reduced GA400 climbing and 
lifespan toxicity. The beneficial  effects of Tango1 down-
regulation on lifespan are interesting. While complete 
abrogation of TANGO1 expression is developmentally 
lethal in mice [129], partial Tango1 depletion prevents 
collagen-I secretion and subsequent liver cirrhosis [130], 
suggesting beneficial effects of Tango1 reduction also in 

mammals. Interestingly, Tango1 RNAi co-expression did 
not lower GA400 protein levels, which points to a protec-
tive mechanism different from increased turnover. Note-
worthy, a recent preprint showed that protein retention 
of the aggregation-prone Aβ42 in the ER rescued lifespan 
and climbing toxicity ([131]; bioRxiv). Since Tango1 reg-
ulates secretion of numerous proteins [115], down-regu-
lation of Tango1 may alter the mobility of GA400, thus 
preventing it from interacting with the proteins/orga-
nelles that drive GA400 toxicity. This novel therapeutic 
approach should therefore be further investigated, per-
haps in combination with anti-GA antibodies or C9orf72 
antisense oligonucleotides which, despite the latter 
strongly ameliorating toxicity and lowering DPR levels in 
cells and mice [15, 132–136], has only had moderate suc-
cess in humans so far [137].

While major technological improvements in single-
molecule proteomics [138] suggest that the actual length 
and protein purity of DPRs in C9orf72 mutation car-
riers [65, 139] may soon be measured, it remains cur-
rently unclear whether the G4C2 repeat length at the 
DNA level faithfully translates into DPRs of proportional 
length. If mammalian models also showed repeat length-
dependent changes in DPR toxicity, therapies could be 
dictated by the major DPR length that is being synthe-
sized. Importantly, previous studies have described vari-
able DPR morphologies in human patients [28], including 
GA deposits [79], and we found repeat length-dependent 
changes in the appearance of GA inclusions in the fly 
brain. Thus, the variability in the morphology of human 
DPRs may at least in part be due to changes in their 
repeat lengths.

Taken together, the role of long DPR repeats has only 
started to be explored and our study in Drosophila sup-
ports a major contribution to toxicity by the modula-
tion of various cellular pathways, which warrants further 
investigation in mammalian models.

Conclusions
In conclusion, we provide in  vivo evidence for length-
dependent neurotoxicity of GA DPRs using the adult 
fly brain as a complex model. The fly brain proteome is 
largely disrupted by early expression of untagged GA400 
compared to its shorter counterparts. Increasing insulin 
signaling and downregulating Tango1 mitigate GA400 
toxicity, suggesting that these novel therapeutic strategies 
against GA DPRs warrant further investigation in mam-
malian systems.
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Additional file 1. Figure S1: Validation of fly lines carrying untagged 
GA100, GA200 and GA400. A Schematic overview of UAS-GA100, 
UAS-GA200 and UAS-GA400 constructs. While the GA100 sequence is 
uninterrupted, the sequence of GA200 and GA400 are interrupted by SmaI 
and XbaI restriction sites used to clone these constructs. Brown arrows 
indicate the location of primers used for the PCR-based genotyping in 
B. U: indicates the size of the uncut DNA amplicon and D: indicates the 
size of the DNA amplicon after XbaI restriction. B PCR-based genotyping 

of two independently generated transgenic fly lines (I and II) carrying an 
insertion of UAS-GA100, -GA200 or -GA400 in the attP2 landing site con‑
firmed the full length integration of the polyGA transgenes. Flies only car‑
rying the elav-GS driver construct were used as a negative control. Unless 
indicated otherwise, transgenic fly line I was used for all experiments.

Additional file 2. Figure S2: GA100, GA200 and GA400 show similar 
expression at the mRNA and protein level. A Q-RT-PCR quantification of 
UAS transcript levels in heads of flies expressing GA100, GA200, GA400, 
two copies of GA100 (2xGA100) and two copies of GA200 (2xGA200) 
under the control of the elav-GS driver. Expression was induced for 8h. 
There was no significant difference in transcript expression between 
GA100, GA200 and GA400 flies, while 2xGA100 and 2xGA200 showed 
significantly higher transcript levels than their single-copy counterparts 
(One-way ANOVA + Tukey’s multiple comparisons test; n = 4 sets of 20 fly 
heads; P < 0.001). B Representative images of fly brains upon expression 
of polyGA constructs under the control of the elav-GS driver. Brains were 
stained with an anti-GA antibody. Scale bar: 100 µm. C Quantification 
of GA protein levels based on GA antibody stainings suggested similar 
expression levels of GA100, GA200 and GA400. 2xGA100 and 2xGA200 
showed a roughly 2-fold increase in GA levels compared to their single-
copy counterparts (One-way ANOVA + Tukey’s multiple comparisons test; 
n = 6-8 brains; ****P < 0.0001, ***P < 0.001, **P < 0.01 and *P < 0.05).

Additional file 3. Figure S3: Egg-to-adult viability and adult survival 
upon polyGA expression using independently generated fly lines carrying 
an insertion at the attP2 locus. The results presented in Fig. 2C, E were 
verified by using independently generated transgenic fly lines for GA100, 
GA200 and GA400 inserted at the attP2 locus (lines II). A Egg-to-adult 
viability of flies expressing GA400, but not GA100 or GA200, under the 
control of the GMR-Gal4 driver was significantly decreased (One-way 
ANOVA + Tukey’s multiple comparisons test; n = 10 independent vials 
and 12-113 counted eggs/vial; ****P < 0.0001). B Survival curves of female 
flies with pan-neuronal expression of GA100, GA200 and GA400 under 
the control of the elav-GS driver. Flies expressing GA100 (n=150), GA200 
(n=150) and GA400 (n=150) flies were significantly shorter-lived than 
elav-GS driver control flies (n=150) (****P < 0.0001). Flies expressing 
GA400 were significantly shorter-lived than flies expressing GA100 or 
GA200 (****P < 0.0001), and GA100 flies were significantly shorter-lived 
than flies expressing GA200 (****P < 0.0001; log-rank + Bonferroni’s multi‑
ple corrections test). The survival curves for the elav-GS/+ control flies are 
the same in Fig. 2E and Additional file 3: Figure S3B.

Additional file 4. Figure S4: Expression of polyGA from the attP40 inser‑
tion site caused comparable phenotypes to expression from the attP2 site. 
A-C Expression of polyGA transgenes from the attP40 insertion site under 
the control of the eye-specific GMR-Gal4 driver. A Representative eyes of 
female flies. GA400 expression, but not that of GA100 or GA200, caused 
a strong rough eye phenotype. B Eye size of female flies normalized to 
the mean of the eye size of GMR-Gal4/+ control flies. GA400 expression 
significantly reduced eye size (One-way ANOVA + Tukey’s multiple com‑
parisons test; n = 7-12 fly eyes per genotype; ****P < 0.0001). C Egg-to-
adult viability of flies expressing polyGA proteins under the control of the 
GMR-Gal4 driver. GA400 expression strongly decreased viability (One-way 
ANOVA + Tukey’s multiple comparisons test; n = 7-10 independent vials 
and 5-95 counted eggs/vial; ****P < 0.0001). D Survival curves of flies 
expressing single-copy transgenes of GA100, GA200 and GA400, and 
two copies of GA100 (2xGA100) and GA200 (2xGA200) under the control 
of the elav-GS driver. There was no difference in survival between flies 
expressing the polyGA transgenes from the attP2 or attP40 sites (P > 0.05; 
log-rank + Bonferroni’s multiple corrections test; n = 150 female flies per 
genotype). Expression of 2xGA100 or 2xGA200 reduced survival more 
than those of the corresponding single-copy transgenes (****P < 0.0001, 
log-rank + Bonferroni’s multiple corrections test; n = 150 female flies per 
genotype, except n = 120 for 2xGA200 flies). Expression of a single copy 
of GA400 reduced survival more than expression of two copies of GA100 
or GA200 (****P < 0.0001, log-rank + Bonferroni’s multiple corrections 
test). Transgene insertion sites are indicated in brackets.

Additional file 5. Figure S5: Expression of GA400 is also toxic in male 
flies. A Egg-to-adult viability of male and female flies expressing GA100, 
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GA200 and GA400 under the control of the GMR-Gal4 driver. Expression 
of GA400 strongly decreased egg-to-adult viability in both male and 
female flies and there was no difference between the sexes (Two-way 
ANOVA + Bonferroni’s multiple comparisons test; n = 7-10 vials; gender: 
P > 0.05; genotype: ****P < 0.0001; interaction of sex and genotype: P > 
0.05). B Representative eye images of male flies expressing GA100, GA200 
or GA400 under the control of the GMR-Gal4 driver. GA400 expression 
caused a strong rough eye phenotype. C Eye size of male flies normalized 
to the mean of the eye size of GMR-Gal4/+ control flies. GA400 expression 
strongly reduced eye size (One-way ANOVA + Tukey’s multiple compari‑
sons test; n = 6-13 fly eyes per genotype; ****P < 0.0001).

Additional file 6. Figure S6: A four-fold increase in GA100 expression 
is not as toxic as expression of GA400 during development. A Q-RT-PCR 
quantification of GA transcript levels in heads of 2-day-old flies express‑
ing one copy of GA100 (attP2), two copies of GA100 (2xGA100; attP40, 
attP2), three copies of GA100 (3xGA100; attP40, attP2/attP2) under control 
of the GMR-Gal4 driver; or two copies of both the GMR-Gal4 and the 
GA100 transgene (2xGMR-Gal4; 2xGA100 (attP2)). GA transcript levels 
were increased 2-fold between GA100 and 2xGA100, and 4-fold between 
GA100 and 3xGA100 or 2xGMR-Gal4; 2xGA100 (One-way ANOVA + 
Tukey’s multiple comparisons test; n = 4 replicates of 20 fly heads; **P < 
0.01, ***P < 0.001, ****P < 0.0001). B Representative eye images of flies 
expressing GA100, 2xGA100, 3xGA100 or GA400 under the control of 
GMR-Gal4 and 2xGMR-Gal4, 2xGA100 and the corresponding control with 
two copies of the GMR-Gal4 (2xGMR-Gal4) driver. C Quantification of eye 
size area from B. Data were normalized to the eye size of GMR-Gal4/+ 
control flies. In contrast to GA400, which significantly reduced eye size, a 
4-fold increase in GA100 levels in 3xGA100 or 2xGMR-Gal4; 2xGA100 flies 
did not affect eye size (One-way ANOVA + Tukey’s multiple comparisons 
test; n = 12 fly eyes per genotype; ****P < 0.0001). Note, 2xGMR-Gal4 
flies showed a rough eye phenotype, which was not changed by co-
expression of 2xGA100. D Egg-to-adult viability of flies expressing polyGA 
proteins under the control of the GMR-Gal4 driver. While GA400 expres‑
sion significantly reduced egg-to-adult viability, expression of GA100 
even at higher expression levels had no effect (One-way ANOVA + Tukey’s 
multiple comparisons test; n = 8-10 independent vials and 10-109 eggs/
vial; ****P < 0.0001).

Additional file 7. Figure S7: Validation of fly lines carrying GA400-GFP 
and GA400-mCherry constructs. A Schematic overview of UAS-GA400-
GFP and UAS-GA400-mCherry constructs. Brown arrows indicate the 
location of primers used for the PCR-based genotyping in B. U: indicates 
the size of the uncut DNA amplicon and D: indicates the size of the DNA 
amplicon after XbaI/NotI restriction. B PCR-based genotyping of three 
independently generated transgenic fly lines (#1-3) carrying an insertion 
of UAS-GA400-GFP and UAS-GA400-mCherry in the attP2 landing site 
confirmed full-length integration of the tagged polyGA transgenes. 
Flies only carrying the elav-GS driver construct were used as a negative 
control. Unless indicated otherwise, transgenic fly line #1 was used for all 
experiments.

Additional file 8. Figure S8: C-terminal GFP and mCherry protein tags 
abrogate GA400 toxicity. A Egg-to-adult viability, B representative eye 
images and C eye size area quantification of female flies expressing 
untagged GA400, GA400-GFP or GA400-mCherry under the control of 
the GMR-Gal4 driver. A Expression of GA400, but not that of GA400-GFP 
or GA400-mCherry, significantly reduced egg-to-adult viability (One-
way ANOVA + Tukey’s multiple comparisons test; n = 10 independent 
vials and 4-127 eggs/vial; ****P < 0.0001). #1-3 indicate independently 
generated transgenic fly lines for GA400-GFP and GA400-mCherry. B-C 
GA400 expression caused a severe reduction in eye size compared to 
GMR-Gal4/+ flies (One-way ANOVA + Tukey’s multiple comparisons 
test; n = 10 fly eyes; ****P < 0.0001), while expression of GA400-GFP or 
GA400-mCherry did not affect eye size. Eye size area is shown relative 
to GMR-Gal4/+ control flies. D Survival curves of flies expressing GA400, 
GA400-GFP, GA400-mCherry under control of the elav-GS driver. GA400, 
but not GA400-GFP or GA400-mCherry expression, significantly shortened 
survival compared to elav-GS control flies (GA400 vs elav-GS; log-rank + 
Bonferroni’s multiple corrections test; n = 150 female flies per genotype; 
****P < 0.0001). E Western blot analysis of fly heads expressing GA400, 
GA400-GFP or GA400-mCherry under the control of elav-GS for 5 days. 

Blots were probed with an anti-GA antibody. F-H Quantification of the 
western blot from E. F Total GA levels were similar between GA400 
and GA400-mCherry, and increased in GA400-GFP-expressing flies. G 
HMW GA levels were increased and H LMW GA levels were decreased 
in GA400 heads compared to those in GA400-GFP or GA400-mCherry 
extracts. Statistics in A, C, F-I: **P < 0.01, ***P < 0.001, ****P < 0.0001; 
One-way ANOVA + Tukey’s multiple comparisons test; F-I: n = 4 repli‑
cates of 20 fly heads.

Additional file 9. Figure S9: GA400 is highly toxic when expressed at 
high levels. A Q-RT-PCR quantification of GA transcript levels in heads 
of flies expressing GA400, GR100 and PR100 from a single transgene 
(attP40), GA400 from two transgenes (2xGA400; attP40, attP2) under 
the control of the elav-GS driver, or from two GA400 transgenes 
and two copies of the elav-GS transgene (2xGA400 (attP40, attP2), 
2xelav-GS). Expression was measured after short-term (8h) transgene 
induction. There was no significant difference in transcript expres‑
sion between GR100, PR100 or GA400. Transcript levels of GA400 
were significantly increased in flies carrying 2xGA400 transgene, and 
increased by about 4-fold in heads from 2xGA400; 2xelav-GS flies 
(One-way ANOVA + Tukey’s multiple comparisons test, n = 4 replicates 
of 20 fly heads; **P < 0.01, ****P > 0.0001). B Survival curves of female 
flies expressing GA400 at increasing doses, as well as the arginine rich 
DPRs GR100 and PR100, under the control of the elav-GS driver. GA400 
shortened survival in a dose dependent manner. 4-fold expression of 
GA400 shortened survival as much as expression of GR100 and PR100 
(GA400 vs 2xGA400: P < 0.0001; GR100 vs 2xGA400, 2xelav-GS: P > 0.05, 
PR100 vs 2xGA400, 2xelav-GS P > 0.05, log-rank + Bonferroni’s multiple 
corrections test; n = 150 female flies per genotype). C Climbing ability 
of female flies expressing GR100, PR100, GA400 and 2xGA400 under 
the control of the elav-GS driver, as well as 2xGA400; 2xelav-GS and 
2xelav-GS-alone controls, for 2 or 5 days. Climbing indices are repre‑
sented as box plots and the mean is indicated by +. Circles indicate 
individual flies. Expression of GR100 and PR100 did not significantly 
affect climbing ability (Two-Way ANOVA + Tukey’s multiple corrections 
test; n = 42-44 flies; age: ***P < 0.001; genotype: P > 0.05; interaction 
of age and genotype: P > 0.05). In contrast, GA400 expression reduced 
climbing ability and this effect started earlier in 2xGA400; 2xelav-GS 
flies (Two-Way ANOVA + Tukey’s multiple corrections test; n = 40-44 
flies; age: ****P < 0.0001; genotype: ****P < 0.0001; interaction of age 
and genotype: P < 0.01).

Additional file 10. Figure S10: Unc-119 is acutely up-regulated in 
the female fly brain upon polyGA expression. A Number of proteins 
detected in the proteomics analysis. Similar number of proteins was 
detected per genotype at each given time point. B-D Volcano plots of 
proteins that were detected by mass spectrometry-based proteomics 
as significantly regulated upon pan-neuronal expression of B GA100, C 
GA200 or D GA400 induction for 5 days using the elav-GS driver. Unc-
119 was the only protein that was significantly modulated by GA100, 
GA200 and GA400 expression on day 5. E-F Proteomic quantification 
after z-score normalization of E unc-119 and F Drosha upon expres‑
sion of GA100, GA200 and GA400 (One-Way ANOVA + Tukey’s multiple 
corrections test; n = 4 replicates of 25 fly brains; *P < 0.05, ***P < 0.001, 
****P < 0.0001).

Additional file 11. Figure S11: Genetic interventions that target 
autophagy, the proteasome, the unfolded protein response and chap‑
erones partially rescue GA400-induced toxicity during development. A 
Representative eye images of female flies co-expressing GA400 and the 
indicated constructs using GMR-Gal4. B Eye size of flies normalized to 
the mean of the eye size of GMR-Gal4/+ control flies. Co-expression of 
ATG1and p62 partially rescued the reduced eye size of GA400 express‑
ing flies. Knock down of Hsp22, Hsp83 and p62 via RNAi and expression 
of hUNC119 reduced the eye size of GA400 flies (One-Way ANOVA + 
Dunnett’s multiple corrections test; n = 3-10 fly eyes; ***P < 0.001, ***P 
< 0.001, ****P < 0.0001). C-D Protein levels of C Hsp22 and D Hsp83 
measured by mass spectrometry-based proteomics in female flies that 
expressed GA100, GA200 or GA400. Data are shown after z-score nor‑
malization. Hsp22 and Hsp83 were up-regulated by short-term expres‑
sion of GA400 and after prolonged expression of GA100 and GA200 
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(One-Way ANOVA + Tukey’s multiple corrections test; n = 3-4 replicates of 
25 fly brains; **P < 0.01, ***P < 0.001, ****P < 0.0001).

Additional file 12. Figure S12: Genetic interventions that target 
autophagy, the proteasome, the unfolded protein response and chap‑
erones do not rescue GA400 adult toxicity. A-F Survival curves of female 
flies co-expressing GA400 with the indicated constructs under the control 
of the elav-GS driver. N= 150 female flies/genotype. A Partial loss of PERK 
function and B knock-down of Hsp22 or Hsp83 did not affect survival 
upon GA400 expression. C While p62 over-expression (OE) had no effect, 
down-regulation of p62 decreased survival of GA400 expressing flies (P < 
0.0001). D Activation of autophagy, via ATG1 OE, slightly but significantly 
shortened survival (P < 0.0001), while reduced autophagy via ATG5 RNAi 
had no effect on survival of GA400-expressing flies. E Co-expression of 
GA400 and RPN6 shortened survival (P < 0.0001), while co-expression of 
GA400 and RPN11 did not affect survival compared to flies expressing 
GA400. F Co-expression of hUNC-119-HA and UNC-119 RNAi reduced 
GA400 lifespan (P < 0.0001). Statistics in A-F: log-rank test + Bonferroni’s 
multiple corrections test. The same GA400 survival curves were used 
between Additional file 12: Figure S12C, F, and between Additional file 12: 
Figure S12D and Fig. 5G, and between Additional file 12: Figure S12A, B, E, 
respectively.

Additional file 13. Figure S13: Down-regulation of Tango1 extends lifes‑
pan. A-B Verification of the efficiency of A the Tango1 RNAi and B Sec22 
RNAi lines via Q-RT-PCR in heads of female flies. RNAi constructs were 
induced for 5 days using the elav-GS driver. Transcript levels of Tango1 
and Sec22 were significantly reduced upon Tango1 RNAi and Sec22 RNAi, 
respectively (unpaired, two-sided t-test; n = 4 sets of 20 fly heads; P < 
0.01). C Climbing performance of indicated genotypes measured 5, 15 
or 25 days after transgene induction of female flies. Climbing indices are 
represented by box plots and the mean is indicated by +. Circles indicate 
individual flies. Sec22 RNAi co-expression did not rescue the climb‑
ing ability of GA400 expressing flies (Three-Way ANOVA + Bonferroni’s 
multiple corrections test; n = 35-44 flies; age: ****P < 0.0001; presence of 
GA400: ****P < 0.0001; presence of Sec22 RNAi: ***P < 0.001; interaction 
between presence of GA400 and Sec22 RNAi, and age: P > 0.05). The 
same elav-GS/+ control and GA400 climbing data are shown in Additional 
file 13: Figure S13C and Fig. 5F. D Survival curves of female flies expressing 
Sec22 RNAi and Tango1 RNAi under the control of the elav-GS driver in a 
wild-type background. Down-regulation of Sec22 did not affect lifespan. 
In contrast, down-regulation of Tango1 significantly extended survival in 
otherwise wild-type flies (log-rank + Bonferroni’s multiple corrections test; 
n = 150 flies, except n = 120 Tango1 RNAi female flies; ****P < 0.0001).

Additional file 14.. Supplemental Methods: DNA sequences of the 
open reading frames of GA100, GA200, GA400, GFP, GA400-GFP, mCherry 
and GA400-mCherry transgenic constructs.

Acknowledgements
This work was funded by the Max Planck Society and the Wellcome Trust 
(WT098565/Z/12/Z). Imaging analyses were performed in the FACS & Imaging 
Core Facility at the Max Planck Institute for Biology of Ageing. We acknowl‑
edge Xinping Li, Thomas Colby and Ilian Atanassov from the Proteomics Core 
Facility at the Max Planck Institute for Biology of Ageing for generating the 
proteomics data. Stocks obtained from the Bloomington Drosophila Stock 
Center (NIH P40OD018537) and the Vienna Drosophila Resource Center 
(VDRC) were used in this study. Javier Morón-Oset received support by the 
Cologne Graduate School of Ageing Research, which is funded by the Max 
Planck Society and the Deutsche Forschungsgemeinschaft (DFG). Schematic 
diagrams were created with BioRender.com.

Author contributions
JMO, SG and LP designed the study; JMO, TS and SG performed cloning; JMO, 
LKSF and SG backcrossed transgenetic flies and performed crossings; JMO, 
LKSF, PZ, AJJ and SG maintained fly lifespan assays; JMO and AJJ performed 
climbing assays; JMO performed protein isolations for immunoblotting, west‑
ern blots, quantification of eye sizes, and dissected fly brains for proteomics; 
JMO, PZ and LKSF performed developmental assays; JMO and LKSF performed 
Q-RT-PCRs, PCR-restriction-enzyme-pattern analysis, brain stainings, imaging 
and image analysis; JMO and AP imaged fly eyes; LKSF bioinformatically 

analyzed the lifespan curves; JMO and NJ prepared figures; NJ performed the 
bioinformatic analysis; PZ extracted peptides for proteomic analyses; JMO, 
AMI, SG and LP wrote the manuscript. All authors read and approved the final 
manuscript.

Funding
Open Access funding enabled and organized by Projekt DEAL. This 
work was funded by the Max Planck Society and the Wellcome Trust 
(WT098565/Z/12/Z).

Availability of data and materials
All data generated or analysed during this study are included in this published 
article (and its supplementary information files). The mass spectrometry 
proteomics data were deposited to the ProteomeXchange Consortium via 
the PRIDE [140] partner repository with the dataset identifier PXD038900; 
Username:reviewer_pxd038900@ebi.ac.uk, Password: mjOuL5bP.

Declarations

Competing interests
The authors declare that they have no competing interests.

Author details
1 Max Planck Institute for Biology of Ageing, Joseph‑Stelzmann‑Strasse 9B, 
50931 Cologne, Germany. 2 Department of Neurodegenerative Disease, UCL 
Institute of Neurology, Queen Square, London WC1N 3BG, UK. 3 UK Demen‑
tia Research Institute at UCL, UCL Queen Square Institute of Neurology, 
London WC1N 3BG, UK. 4 Department of Genetics, Evolution and Environment, 
Institute of Healthy Ageing, University College London, Darwin Building, 
Gower Street, London WC1E 6BT, UK. 

Received: 4 August 2023   Accepted: 5 August 2023

References
	 1.	 Taylor JP, Brown RH, Cleveland DW (2016) Decoding ALS: From genes 

to mechanism. Nature 10(539):197–206. https://​doi.​org/​10.​1038/​natur​
e20413

	 2.	 Graff-Radford NR, Woodruff BK (2007) Frontotemporal dementia. Semin 
Neurol 27:48–57. https://​doi.​org/​10.​1055/s-​2006-​956755

	 3.	 DeJesus-Hernandez M, Mackenzie IR, Boeve BF, Boxer AL, Baker M, 
Rutherford NJ et al (2011) Expanded GGG​GCC​ hexanucleotide repeat 
in non-coding region of C9ORF72 causes chromosome 9p-linked 
frontotemporal dementia and amyotrophic lateral sclerosis. Neuron 
72:245–256. https://​doi.​org/​10.​1016/j.​neuron.​2011.​09.​011

	 4.	 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. https://​doi.​
org/​10.​1016/j.​neuron.​2011.​09.​010

	 5.	 Van Mossevelde S, van der Zee J, Cruts M, Van Broeckhoven C (2017) 
Relationship between C9orf72 repeat size and clinical phenotype. Curr 
Opin Genet Dev 44:117–124. https://​doi.​org/​10.​1016/j.​gde.​2017.​02.​008

	 6.	 Cooper-Knock J, Walsh MJ, Higginbottom A, Highley JR, Dickman 
MJ, Edbauer D et al (2014) Sequestration of multiple RNA recogni‑
tion motif-containing proteins by C9orf72 repeat expansions. Brain 
137:2040–2051. https://​doi.​org/​10.​1093/​brain/​awu120

	 7.	 Dols-Icardo O, García-Redondo A, Rojas-García R, Sánchez-Valle R, 
Noguera A, Gómez-Tortosa E et al (2014) Characterization of the repeat 
expansion size in C9orf72 in amyotrophic lateral sclerosis and fronto‑
temporal dementia. Hum Mol Genet 23:749–754. https://​doi.​org/​10.​
1093/​hmg/​ddt460

	 8.	 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 characteristics in carriers of C9ORF72 
repeat expansions (Xpansize-72): a cross-sectional cohort study. Lancet 
Neurol 12:978–988. https://​doi.​org/​10.​1016/​S1474-​4422(13)​70210-2

	 9.	 Beck J, Poulter M, Hensman D, Rohrer JD, Mahoney CJ, Adamson G 
et al (2013) Large C9orf72 hexanucleotide repeat expansions are seen 

https://doi.org/10.1038/nature20413
https://doi.org/10.1038/nature20413
https://doi.org/10.1055/s-2006-956755
https://doi.org/10.1016/j.neuron.2011.09.011
https://doi.org/10.1016/j.neuron.2011.09.010
https://doi.org/10.1016/j.neuron.2011.09.010
https://doi.org/10.1016/j.gde.2017.02.008
https://doi.org/10.1093/brain/awu120
https://doi.org/10.1093/hmg/ddt460
https://doi.org/10.1093/hmg/ddt460
https://doi.org/10.1016/S1474-4422(13)70210-2


Page 25 of 28Morón‑Oset et al. Acta Neuropathologica Communications          (2023) 11:140 	

in multiple neurodegenerative syndromes and are more frequent 
than expected in the UK population. Am J Hum Genet 92(3):345–353. 
https://​doi.​org/​10.​1016/j.​ajhg.​2013.​01.​011

	 10.	 Fratta P, Polke JM, Newcombe J, Mizielinska S, Lashley T, Poulter M et al 
(2015) Screening a UK amyotrophic lateral sclerosis cohort provides 
evidence of multiple origins of the C9orf72 expansion. Neurobiol Aging 
36:546.e1-546.e7. https://​doi.​org/​10.​1016/j.​neuro​biola​ging.​2014.​07.​037

	 11.	 Fournier C, Barbier M, Camuzat A, Anquetil V, Lattante S, Clot F et al 
(2019) Relations between C9orf72 expansion size in blood, age at 
onset, age at collection and transmission across generations in patients 
and presymptomatic carriers. Neurobiol Aging 74:234.e1-234.e8. 
https://​doi.​org/​10.​1016/j.​neuro​biola​ging.​2018.​09.​010

	 12.	 Nordin A, Akimoto C, Wuolikainen A, Alstermark H, Forsberg K, Bau‑
mann P et al (2017) Sequence variations in C9orf72 downstream of 
the hexanucleotide repeat region and its effect on repeat-primed PCR 
interpretation: a large multinational screening study. Amyotroph Lateral 
Scler Front Degener 18:256–264. https://​doi.​org/​10.​1080/​21678​421.​
2016.​12624​23

	 13.	 Akimoto C, Volk AE, van Blitterswijk M, Van den Broeck M, Leblond CS, 
Lumbroso S et al (2014) A blinded international study on the reliability 
of genetic testing for GGG​GCC​-repeat expansions in C9orf72 reveals 
marked differences in results among 14 laboratories. J Med Genet 
51(6):419–424. https://​doi.​org/​10.​1136/​jmedg​enet-​2014-​102360

	 14.	 Gijselinck I, Van Mossevelde S, Van Der Zee J, Sieben A, Engelborghs S, 
De Bleecker J et al (2016) The C9orf72 repeat size correlates with onset 
age of disease, DNA methylation and transcriptional downregulation 
of the promoter. Mol Psychiatry 21:1112–1124. https://​doi.​org/​10.​1038/​
mp.​2015.​159

	 15.	 Lagier-Tourenne C, Baughn M, Rigo F, Sun S, Liu P, Li HR 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(47):E4530–E4539. https://​doi.​org/​10.​1073/​pnas.​13188​35110

	 16.	 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(6):845–857. https://​doi.​org/​10.​1007/​s00401-​013-​1200-z

	 17.	 Mori K, Weng S, Arzberger T, May S, Rentzsch K, Van BC et al (2013) 
The C9orf72 GGG​GCC​ repeat is translated into aggregating dipeptide-
repeat proteins in FTLD/ALS. Science 339:1335–1339. https://​doi.​org/​
10.​1126/​scien​ce.​12329​27

	 18.	 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(51):E4968–
E4977. https://​doi.​org/​10.​1073/​pnas.​13154​38110

	 19.	 Hautbergue GM, Cleary JD, Guo S, Ranum LPW (2021) Therapeutic 
strategies for C9orf72 amyotrophic lateral sclerosis and frontotemporal 
dementia. Curr Opin Neurol 34(5):748–755. https://​doi.​org/​10.​1097/​
WCO.​00000​00000​000984

	 20.	 Mizielinska S, Grönke S, Niccoli T, Ridler CE, Clayton EL, Devoy A et al 
(2014) C9orf72 repeat expansions cause neurodegeneration in Dros‑
ophila through arginine-rich proteins. Science 345:1192–1194. https://​
doi.​org/​10.​1126/​scien​ce.​12568​00

	 21.	 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 invitro 
and invivo neuronal death. Neuron 84:1213–1225. https://​doi.​org/​10.​
1016/j.​neuron.​2014.​12.​010

	 22.	 Jovičič A, Mertens J, Boeynaems S, Bogaert E, Chai N, Yamada SB et al 
(2015) Modifiers of C9orf72 dipeptide repeat toxicity connect nucleo‑
cytoplasmic transport defects to FTD/ALS. Nat Neurosci 18:1226–1229. 
https://​doi.​org/​10.​1038/​nn.​4085

	 23.	 Freibaum BD, Lu Y, Lopez-Gonzalez R, Kim NC, Almeida S, Lee KH et al 
(2015) GGG​GCC​ repeat expansion in C9orf72 compromises nucleocy‑
toplasmic transport. Nature 525:129–133. https://​doi.​org/​10.​1038/​natur​
e14974

	 24.	 Zhang YJ, Guo L, Gonzales PK, Gendron TF, Wu Y, Jansen-West K et al 
(2019) Heterochromatin anomalies and double-stranded RNA accumu‑
lation underlie C9orf72 poly(PR) toxicity. Science 363(6428):eaav2606. 
https://​doi.​org/​10.​1126/​scien​ce.​aav26​06

	 25.	 Zhang YJ, Gendron TF, Ebbert MTW, O’Raw AD, Yue M, Jansen-West 
K et al (2018) Poly(GR) impairs protein translation and stress granule 

dynamics in C9orf72-associated frontotemporal dementia and amyo‑
trophic lateral sclerosis. Nat Med 24(8):1136–1142. https://​doi.​org/​10.​
1038/​s41591-​018-​0071-1

	 26.	 Zhang YJ, Jansen-West K, Xu YF, Gendron TF, Bieniek KF, Lin WL et al 
(2014) Aggregation-prone c9FTD/ALS poly(GA) RAN-translated 
proteins cause neurotoxicity by inducing ER stress. Acta Neuropathol 
128:505–524. https://​doi.​org/​10.​1007/​s00401-​014-​1336-5

	 27.	 May S, Hornburg D, Schludi MH, Arzberger T, Rentzsch K, Schwenk BM 
et al (2014) C9orf72 FTLD/ALS-associated Gly-Ala dipeptide repeat 
proteins cause neuronal toxicity and Unc119 sequestration. Acta Neu‑
ropathol 128:485–503. https://​doi.​org/​10.​1007/​s00401-​014-​1329-4

	 28.	 Schludi MH, May S, Grässer FA, Rentzsch K, Kremmer E, Küpper C et al 
(2015) Distribution of dipeptide repeat proteins in cellular models 
and C9orf72 mutation cases suggests link to transcriptional silenc‑
ing. Acta Neuropathol 130(4):537–555. https://​doi.​org/​10.​1007/​
s00401-​015-​1450-z

	 29.	 Bozič J, Motaln H, Janez AP, Markič L, Tripathi P, Yamoah A et al (2022) 
Interactome screening of C9orf72 dipeptide repeats reveals VCP 
sequestration and functional impairment by polyGA. Brain 145:684–
699. https://​doi.​org/​10.​1093/​brain/​awab3​00

	 30.	 Loveland AB, Svidritskiy E, Susorov D, Lee S, Park A, Zvornicanin S et al 
(2022) Ribosome inhibition by C9ORF72-ALS/FTD-associated poly-PR 
and poly-GR proteins revealed by cryo-EM. Nat Commun 13(1):2776. 
https://​doi.​org/​10.​1038/​s41467-​022-​30418-0

	 31.	 Zhang YJ, Gendron TF, Ebbert MTW, O’Raw AD, Yue M, Jansen-West 
K et al (2018) Poly(GR) impairs protein translation and stress granule 
dynamics in C9orf72-associated frontotemporal dementia and amyo‑
trophic lateral sclerosis. Nat Med 24:1136–1142. https://​doi.​org/​10.​
1038/​s41591-​018-​0071-1

	 32.	 Moens TG, Niccoli T, Wilson KM, Atilano ML, Birsa N, Gittings LM et al 
(2019) C9orf72 arginine-rich dipeptide proteins interact with ribosomal 
proteins in vivo to induce a toxic translational arrest that is rescued 
by eIF1A. Acta Neuropathol 137:487–500. https://​doi.​org/​10.​1007/​
s00401-​018-​1946-4

	 33.	 Tao Z, Wang H, Xia Q, Li K, Li K, Jiang X et al (2015) Nucleolar stress and 
impaired stress granule formation contribute to C9orf72 RAN transla‑
tion-induced cytotoxicity. Hum Mol Genet 24:2426–2441. https://​doi.​
org/​10.​1093/​hmg/​ddv005

	 34.	 Cooper-Knock J, Shaw PJ, Kirby J (2014) The widening spectrum of 
C9ORF72-related disease; Genotype/phenotype correlations and 
potential modifiers of clinical phenotype. Acta Neuropathol 127(3):333–
345. https://​doi.​org/​10.​1007/​s00401-​014-​1251-9

	 35.	 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 splicing in ALS brains. Elife 5:e17820. 
https://​doi.​org/​10.​7554/​eLife.​17820

	 36.	 Lopez-Gonzalez R, Lu Y, Gendron TF, Karydas A, Tran H, Yang D et al 
(2016) Poly(GR) in C9ORF72-Related ALS/FTD compromises mito‑
chondrial function and increases oxidative stress and DNA damage in 
iPSC-derived motor neurons. Neuron 92(2):383–391. https://​doi.​org/​10.​
1016/j.​neuron.​2016.​09.​015

	 37.	 Lopez-Gonzalez R, Yang D, Pribadi M, Kim TS, Krishnan G, Choi SY et al 
(2019) Partial inhibition of the overactivated Ku80-dependent DNA 
repair pathway rescues neurodegeneration in C9ORF72-ALS/FTD. Proc 
Natl Acad Sci USA 116:9628–9633. https://​doi.​org/​10.​1073/​pnas.​19013​
13116

	 38.	 Saberi S, Stauffer JE, Jiang J, Garcia SD, Taylor AE, Schulte D et al 
(2018) Sense-encoded poly-GR dipeptide repeat proteins correlate to 
neurodegeneration and uniquely co-localize with TDP-43 in dendrites 
of repeat-expanded C9orf72 amyotrophic lateral sclerosis. Acta Neuro‑
pathol 135:459–474. https://​doi.​org/​10.​1007/​s00401-​017-​1793-8

	 39.	 Mackenzie IRA, Frick P, Grässer FA, Gendron TF, Petrucelli L, Cashman NR 
et al (2015) Quantitative analysis and clinico-pathological correlations 
of different dipeptide repeat protein pathologies in C9ORF72 mutation 
carriers. Acta Neuropathol 130(6):845–861. https://​doi.​org/​10.​1007/​
s00401-​015-​1476-2

	 40.	 Nguyen L, Montrasio F, Pattamatta A, Tusi SK, Bardhi O, Meyer KD et al 
(2020) Antibody therapy targeting RAN proteins rescues C9 ALS/FTD 
phenotypes in C9orf72 mouse model. Neuron 105(4):645-662.e11. 
https://​doi.​org/​10.​1016/j.​neuron.​2019.​11.​007

https://doi.org/10.1016/j.ajhg.2013.01.011
https://doi.org/10.1016/j.neurobiolaging.2014.07.037
https://doi.org/10.1016/j.neurobiolaging.2018.09.010
https://doi.org/10.1080/21678421.2016.1262423
https://doi.org/10.1080/21678421.2016.1262423
https://doi.org/10.1136/jmedgenet-2014-102360
https://doi.org/10.1038/mp.2015.159
https://doi.org/10.1038/mp.2015.159
https://doi.org/10.1073/pnas.1318835110
https://doi.org/10.1007/s00401-013-1200-z
https://doi.org/10.1126/science.1232927
https://doi.org/10.1126/science.1232927
https://doi.org/10.1073/pnas.1315438110
https://doi.org/10.1097/WCO.0000000000000984
https://doi.org/10.1097/WCO.0000000000000984
https://doi.org/10.1126/science.1256800
https://doi.org/10.1126/science.1256800
https://doi.org/10.1016/j.neuron.2014.12.010
https://doi.org/10.1016/j.neuron.2014.12.010
https://doi.org/10.1038/nn.4085
https://doi.org/10.1038/nature14974
https://doi.org/10.1038/nature14974
https://doi.org/10.1126/science.aav2606
https://doi.org/10.1038/s41591-018-0071-1
https://doi.org/10.1038/s41591-018-0071-1
https://doi.org/10.1007/s00401-014-1336-5
https://doi.org/10.1007/s00401-014-1329-4
https://doi.org/10.1007/s00401-015-1450-z
https://doi.org/10.1007/s00401-015-1450-z
https://doi.org/10.1093/brain/awab300
https://doi.org/10.1038/s41467-022-30418-0
https://doi.org/10.1038/s41591-018-0071-1
https://doi.org/10.1038/s41591-018-0071-1
https://doi.org/10.1007/s00401-018-1946-4
https://doi.org/10.1007/s00401-018-1946-4
https://doi.org/10.1093/hmg/ddv005
https://doi.org/10.1093/hmg/ddv005
https://doi.org/10.1007/s00401-014-1251-9
https://doi.org/10.7554/eLife.17820
https://doi.org/10.1016/j.neuron.2016.09.015
https://doi.org/10.1016/j.neuron.2016.09.015
https://doi.org/10.1073/pnas.1901313116
https://doi.org/10.1073/pnas.1901313116
https://doi.org/10.1007/s00401-017-1793-8
https://doi.org/10.1007/s00401-015-1476-2
https://doi.org/10.1007/s00401-015-1476-2
https://doi.org/10.1016/j.neuron.2019.11.007


Page 26 of 28Morón‑Oset et al. Acta Neuropathologica Communications          (2023) 11:140 

	 41.	 West RJH, Sharpe JL, Voelzmann A, Munro AL, Hahn I, Baines RA et al 
(2020) Co-expression of C9orf72 related dipeptide-repeats over 1000 
repeat units reveals age-A nd combination-specific phenotypic profiles 
in Drosophila. Acta Neuropathol Commun 8(1):158. https://​doi.​org/​10.​
1186/​s40478-​020-​01028-y

	 42.	 LaClair KD, Zhou Q, Michaelsen M, Wefers B, Brill MS, Janjic A et al 
(2020) Congenic expression of poly-GA but not poly-PR in mice trig‑
gers selective neuron loss and interferon responses found in C9orf72 
ALS. Acta Neuropathol 140(2):121–142. https://​doi.​org/​10.​1007/​
s00401-​020-​02176-0

	 43.	 Schludi MH, Becker L, Garrett L, Gendron TF, Zhou Q, Schreiber F et al 
(2017) Spinal poly-GA inclusions in a C9orf72 mouse model trigger 
motor deficits and inflammation without neuron loss. Acta Neuro‑
pathol 134(2):241–254. https://​doi.​org/​10.​1007/​s00401-​017-​1711-0

	 44.	 Zhang YJ, Gendron TF, Grima JC, Sasaguri H, Jansen-West K, Xu YF 
et al (2016) C9ORF72 poly(GA) aggregates sequester and impair HR23 
and nucleocytoplasmic transport proteins. Nat Neurosci 19:668–677. 
https://​doi.​org/​10.​1038/​nn.​4272

	 45.	 Pu M, Tai Y, Yuan L, Zhang Y, Guo H, Hao Z et al (2022) The contribu‑
tion of proteasomal impairment to autophagy activation by C9orf72 
poly-GA aggregates. Cell Mol Life Sci 79(9):501. https://​doi.​org/​10.​1007/​
s00018-​022-​04518-5

	 46.	 Boeynaems S, Bogaert E, Michiels E, Gijselinck I, Sieben A, Jovičić A et al 
(2016) Drosophila screen connects nuclear transport genes to DPR 
pathology in c9ALS/FTD. Sci Rep 6:20877. https://​doi.​org/​10.​1038/​srep2​
0877

	 47.	 Guo Q, Lehmer C, Martínez-Sánchez A, Rudack T, Beck F, Hartmann H 
et al (2018) In situ structure of neuronal C9orf72 Poly-GA aggregates 
reveals proteasome recruitment. Cell 172:696-705.e12. https://​doi.​org/​
10.​1016/j.​cell.​2017.​12.​030

	 48.	 Zhang YJ, Gendron TF, Grima JC, Sasaguri H, Jansen-West K, Xu YF et al 
(2016) C9ORF72 poly(GA) aggregates sequester and impair HR23 and 
nucleocytoplasmic transport proteins. Nat Neurosci 19(5):668–677. 
https://​doi.​org/​10.​1038/​nn.​4272

	 49.	 Nihei Y, Mori K, Werner G, Arzberger T, Zhou Q, Khosravi B et al (2020) 
Poly-glycine–alanine exacerbates C9orf72 repeat expansion-mediated 
DNA damage via sequestration of phosphorylated ATM and loss of 
nuclear hnRNPA3. Acta Neuropathol 139(1):99–118. https://​doi.​org/​10.​
1007/​s00401-​019-​02082-0

	 50.	 Khosravi B, Hartmann H, May S, Möhl C, Ederle H, Michaelsen M et al 
(2017) Cytoplasmic poly-GA aggregates impair nuclear import of TDP-
43 in C9orf72 ALS/FTLD. Hum Mol Genet 26:790–800. https://​doi.​org/​
10.​1093/​hmg/​ddw432

	 51.	 Jensen BK, Schuldi MH, McAvoy K, Russell KA, Boehringer A, Curran BM 
et al (2020) Synaptic dysfunction induced by glycine-alanine dipeptides 
in C9orf72- ALS/FTD is rescued by SV 2 replenishment. EMBO Mol Med 
12(5):e10722. https://​doi.​org/​10.​15252/​emmm.​20191​0722

	 52.	 Westergard T, Jensen BK, Wen X, Cai J, Kropf E, Iacovitti L et al (2016) 
Cell-to-cell transmission of dipeptide repeat proteins linked to C9orf72-
ALS/FTD. Cell Rep 17:645–652. https://​doi.​org/​10.​1016/j.​celrep.​2016.​09.​
032

	 53.	 Khosravi B, LaClair KD, Riemenschneider H, Zhou Q, Frottin F, Mareljic N 
et al (2020) Cell-to-cell transmission of C9orf72 poly-(Gly-Ala) triggers 
key features of ALS/FTD. EMBO J 39(8):e102811. https://​doi.​org/​10.​
15252/​embj.​20191​02811

	 54.	 Chang YJ, Jeng US, Chiang YL, Hwang IS, Chen YR (2016) The glycine-
alanine dipeptide repeat from C9 or f72 hexanucleotide expansions 
forms toxic amyloids possessing cell-to-cell transmission properties. J 
Biol Chem 291:4903–4911. https://​doi.​org/​10.​1074/​jbc.​M115.​694273

	 55.	 Zhou Q, Lehmer C, Michaelsen M, Mori K, Alterauge D, Baumjohann D 
et al (2017) Antibodies inhibit transmission and aggregation of C9orf72 
poly- GA dipeptide repeat proteins. EMBO Mol Med 9(5):687–702. 
https://​doi.​org/​10.​15252/​emmm.​20160​7054

	 56.	 Marchi PM, Marrone L, Brasseur L, Coens A, Webster CP, Bousset L 
et al (2022) C9ORF72-derived poly-GA DPRs undergo endocytic 
uptake in iAstrocytes and spread to motor neurons. Life Sci Alliance 
5(9):e202101276. https://​doi.​org/​10.​26508/​lsa.​20210​1276

	 57.	 Morón-Oset J, Supèr T, Esser J, Isaacs AM, Grönke S, Partridge L (2019) 
Glycine-Alanine dipeptide repeats spread rapidly in a repeat length-
and age-dependent manner in the fly brain. Acta Neuropathol Com‑
mun 7(1):209. https://​doi.​org/​10.​1186/​s40478-​019-​0860-x

	 58.	 Pattamatta A, Nguyen L, Olafson H, Scotti M, Lauren A, Richardson J 
et al (2020) Repeat length increases disease penetrance and severity in. 
Hum Mol Genet 29(24):3900–3918. https://​doi.​org/​10.​1093/​hmg/​ddaa2​
79

	 59.	 Nguyen L, Cleary JD, Ranum LPW (2019) Repeat-associated non-ATG 
translation: molecular mechanisms and contribution to neurological 
disease. Annu Rev Neurosci 42:227–247. https://​doi.​org/​10.​1146/​annur​
ev-​neuro-​070918-​050405

	 60.	 Tabet R, Schaeffer L, Freyermuth F, Jambeau M, Workman M, Lee CZ 
et al (2018) CUG initiation and frameshifting enable production of 
dipeptide repeat proteins from ALS/FTD C9ORF72 transcripts. Nat Com‑
mun 9(1):152. https://​doi.​org/​10.​1038/​s41467-​017-​02643-5

	 61.	 Cheng W, Wang S, Mestre AA, Fu C, Makarem A, Xian F et al (2018) 
C9ORF72 GGG​GCC​ repeat-associated non-AUG translation is upregu‑
lated by stress through eIF2α phosphorylation. Nat Commun 9(1):51. 
https://​doi.​org/​10.​1038/​s41467-​017-​02495-z

	 62.	 Green KM, Glineburg MR, Kearse MG, Flores BN, Linsalata AE, Fedak SJ 
et al (2017) RAN translation at C9orf72-associated repeat expansions is 
selectively enhanced by the integrated stress response. Nat Commun 
8(1):2005. https://​doi.​org/​10.​1038/​s41467-​017-​02200-0

	 63.	 Sonobe Y, Ghadge G, Masaki K, Sendoel A, Fuchs E, Roos RP (2018) 
Translation of dipeptide repeat proteins from the C9ORF72 expanded 
repeat is associated with cellular stress. Neurobiol Dis 116:155–165. 
https://​doi.​org/​10.​1016/j.​nbd.​2018.​05.​009

	 64.	 Boivin M, Pfister V, Gaucherot A, Ruffenach F, Negroni L, Sellier C et al 
(2020) Reduced autophagy upon C9ORF72 loss synergizes with dipep‑
tide repeat protein toxicity in G4C2 repeat expansion disorders. EMBO J 
39(4):e100574. https://​doi.​org/​10.​15252/​embj.​20181​00574

	 65.	 Mori K, Arzberger T, Grässer FA, Gijselinck I, May S, Rentzsch K et al 
(2013) Bidirectional transcripts of the expanded C9orf72 hexanu‑
cleotide repeat are translated into aggregating dipeptide repeat 
proteins. Acta Neuropathol 126:881–893. https://​doi.​org/​10.​1007/​
s00401-​013-​1189-3

	 66.	 Cammack AJ, Atassi N, Hyman T, Van Den Berg LH, Harms M, Baloh RH 
et al (2019) Prospective natural history study of C9orf72 ALS clinical 
characteristics and biomarkers. Neurology 93:E1605–E1617. https://​doi.​
org/​10.​1212/​WNL.​00000​00000​008359

	 67.	 Bass TM, Grandison RC, Wong R, Martinez P, Partridge L, Piper MDW 
(2007) Optimization of dietary restriction protocols in Drosophila. J 
Gerontol A Biol Sci Med Sci 62(10):1071–1081. https://​doi.​org/​10.​1093/​
gerona/​62.​10.​1071

	 68.	 Grönke S, Clarke DF, Broughton S, Andrews TD, Partridge L (2010) 
Molecular evolution and functional characterization of Drosophila 
insulin-like peptides. PLoS Genet 6(2):e1000857. https://​doi.​org/​10.​
1371/​journ​al.​pgen.​10008​57

	 69.	 Ren C, Finkel SE, Tower J (2009) Conditional inhibition of autophagy 
genes in adult Drosophila impairs immunity without compromising 
longevity. Exp Gerontol 44:228–235. https://​doi.​org/​10.​1016/j.​exger.​
2008.​10.​002

	 70.	 Scott RC, Schuldiner O, Neufeld TP (2004) Role and regulation of 
starvation-induced autophagy in the Drosophila fat body. Dev Cell 
7:167–178. https://​doi.​org/​10.​1016/j.​devcel.​2004.​07.​009

	 71.	 Osterwalder T, Yoon KS, White BH, Keshishian H (2001) A conditional 
tissue-specific transgene expression system using inducible GAL4. Proc 
Natl Acad Sci USA 98:12596–12601. https://​doi.​org/​10.​1073/​pnas.​22130​
3298

	 72.	 De Castro IP, Costa AC, Celardo I, Tufi R, Dinsdale D, Loh SHY et al (2013) 
Drosophila ref(2)P is required for the parkin-mediated suppression of 
mitochondrial dysfunction in pink1 mutants. Cell Death Dis 4(10):e873. 
https://​doi.​org/​10.​1038/​cddis.​2013.​394

	 73.	 Tain LS, Sehlke R, Jain C, Chokkalingam M, Nagaraj N, Essers P et al 
(2017) A proteomic atlas of insulin signalling reveals tissue-specific 
mechanisms of longevity assurance. Mol Syst Biol 13(9):939. https://​doi.​
org/​10.​15252/​msb.​20177​663

	 74.	 Bischof J, Maeda RK, Hediger M, Karch F, Basler K (2007) An optimized 
transgenesis system for Drosophila using germ-line-specific φC31 
integrases. Proc Natl Acad Sci U S A 104:3312–3317. https://​doi.​org/​10.​
1073/​pnas.​06115​11104

	 75.	 Weigelt CM, Sehgal R, Tain LS, Cheng J, Eßer J, Pahl A et al (2020) An 
Insulin-sensitive circular RNA that regulates lifespan in drosophila. Mol 
Cell 79(2):268-279.e5. https://​doi.​org/​10.​1016/j.​molcel.​2020.​06.​011

https://doi.org/10.1186/s40478-020-01028-y
https://doi.org/10.1186/s40478-020-01028-y
https://doi.org/10.1007/s00401-020-02176-0
https://doi.org/10.1007/s00401-020-02176-0
https://doi.org/10.1007/s00401-017-1711-0
https://doi.org/10.1038/nn.4272
https://doi.org/10.1007/s00018-022-04518-5
https://doi.org/10.1007/s00018-022-04518-5
https://doi.org/10.1038/srep20877
https://doi.org/10.1038/srep20877
https://doi.org/10.1016/j.cell.2017.12.030
https://doi.org/10.1016/j.cell.2017.12.030
https://doi.org/10.1038/nn.4272
https://doi.org/10.1007/s00401-019-02082-0
https://doi.org/10.1007/s00401-019-02082-0
https://doi.org/10.1093/hmg/ddw432
https://doi.org/10.1093/hmg/ddw432
https://doi.org/10.15252/emmm.201910722
https://doi.org/10.1016/j.celrep.2016.09.032
https://doi.org/10.1016/j.celrep.2016.09.032
https://doi.org/10.15252/embj.2019102811
https://doi.org/10.15252/embj.2019102811
https://doi.org/10.1074/jbc.M115.694273
https://doi.org/10.15252/emmm.201607054
https://doi.org/10.26508/lsa.202101276
https://doi.org/10.1186/s40478-019-0860-x
https://doi.org/10.1093/hmg/ddaa279
https://doi.org/10.1093/hmg/ddaa279
https://doi.org/10.1146/annurev-neuro-070918-050405
https://doi.org/10.1146/annurev-neuro-070918-050405
https://doi.org/10.1038/s41467-017-02643-5
https://doi.org/10.1038/s41467-017-02495-z
https://doi.org/10.1038/s41467-017-02200-0
https://doi.org/10.1016/j.nbd.2018.05.009
https://doi.org/10.15252/embj.2018100574
https://doi.org/10.1007/s00401-013-1189-3
https://doi.org/10.1007/s00401-013-1189-3
https://doi.org/10.1212/WNL.0000000000008359
https://doi.org/10.1212/WNL.0000000000008359
https://doi.org/10.1093/gerona/62.10.1071
https://doi.org/10.1093/gerona/62.10.1071
https://doi.org/10.1371/journal.pgen.1000857
https://doi.org/10.1371/journal.pgen.1000857
https://doi.org/10.1016/j.exger.2008.10.002
https://doi.org/10.1016/j.exger.2008.10.002
https://doi.org/10.1016/j.devcel.2004.07.009
https://doi.org/10.1073/pnas.221303298
https://doi.org/10.1073/pnas.221303298
https://doi.org/10.1038/cddis.2013.394
https://doi.org/10.15252/msb.20177663
https://doi.org/10.15252/msb.20177663
https://doi.org/10.1073/pnas.0611511104
https://doi.org/10.1073/pnas.0611511104
https://doi.org/10.1016/j.molcel.2020.06.011


Page 27 of 28Morón‑Oset et al. Acta Neuropathologica Communications          (2023) 11:140 	

	 76.	 Greene JC, Whitworth AJ, Kuo I, Andrews LA, Feany MB, Pallanck LJ 
(2003) Mitochondrial pathology and apoptotic muscle degeneration in 
Drosophila parkin mutants. Proc Natl Acad Sci USA 100(7):4078–4083. 
https://​doi.​org/​10.​1073/​pnas.​07375​56100

	 77.	 Li X, Franz T, Ilian A, Colby T. (2021) Step-by-step sample preparation 
of proteins for mass spectrometric analysis. In: Proteomic profiling 
methods.

	 78.	 Rogers I, Kerr F, Martinez P, Hardy J, Lovestone S, Partridge L (2012) 
Ageing increases vulnerability to Aβ42 toxicity in Drosophila. PLoS ONE 
7(7):e40569. https://​doi.​org/​10.​1371/​journ​al.​pone.​00405​69

	 79.	 Mackenzie IRA, Frick P, Grässer FA, Gendron TF, Petrucelli L, Cashman NR 
et al (2015) Quantitative analysis and clinico-pathological correlations 
of different dipeptide repeat protein pathologies in C9ORF72 muta‑
tion carriers. Acta Neuropathol 130:845–861. https://​doi.​org/​10.​1007/​
s00401-​015-​1476-2

	 80.	 Solomon DA, Stepto A, Au WH, Adachi Y, Diaper DC, Hall R et al (2018) 
A feedback loop between dipeptide-repeat protein, TDP-43 and 
karyopherin-α mediates C9orf72-related neurodegeneration. Brain 
141:2908–2924. https://​doi.​org/​10.​1093/​brain/​awy241

	 81.	 Al-Sarraj S, King A, Troakes C, Smith B, Maekawa S, Bodi I et al (2011) 
P62 positive, TDP-43 negative, neuronal cytoplasmic and intranuclear 
inclusions in the cerebellum and hippocampus define the pathology 
of C9orf72-linked FTLD and MND/ALS. Acta Neuropathol 122:691–702. 
https://​doi.​org/​10.​1007/​s00401-​011-​0911-2

	 82.	 Morón-Oset J, Fischer LKS, Carcolé M, Giblin A, Zhang P, Isaacs AM, 
Grönke S, Partridge L (2023) Toxicity of C9orf72 -associated dipeptide 
repeat peptides is modified by commonly used protein tags. Life Sci 
Alliance 6(9):e202201739. https://​doi.​org/​10.​26508/​lsa.​20220​1739

	 83.	 Nezis IP, Simonsen A, Sagona AP, Finley K, Gaumer S, Contamine D et al 
(2008) Ref(2)P, the Drosophila melanogaster homologue of mammalian 
p62, is required for the formation of protein aggregates in adult brain. J 
Cell Biol 180:1065–1071. https://​doi.​org/​10.​1083/​jcb.​20071​1108

	 84.	 Solomon DA, Stepto A, Au WH, Adachi Y, Diaper DC, Hall R et al (2018) 
A feedback loop between dipeptide-repeat protein, TDP-43 and 
karyopherin-α mediates C9orf72-related neurodegeneration. Brain 
141(10):2908–2924. https://​doi.​org/​10.​1093/​brain/​awy241

	 85.	 Xu W, Xu J (2018) C9orf72 dipeptide repeats cause selective neu‑
rodegeneration and cell-autonomous excitotoxicity in Drosophila 
glutamatergic neurons. J Neurosci 38(35):7741–7752. https://​doi.​org/​
10.​1523/​JNEUR​OSCI.​0908-​18.​2018

	 86.	 Zhang K, Wang A, Zhong K, Qi S, Wei C, Shu X et al (2021) UBQLN2-
HSP70 axis reduces poly-Gly-Ala aggregates and alleviates behavioral 
defects in the C9ORF72 animal model. Neuron 109(12):1949-1962.e6. 
https://​doi.​org/​10.​1016/j.​neuron.​2021.​04.​023

	 87.	 Flores BN, Dulchavsky ME, Krans A, Sawaya MR, Paulson HL, Todd PK 
et al (2016) Distinct c9orf72-associated dipeptide repeat structures 
correlate with neuronal toxicity. PLoS ONE 11(10):e0165084. https://​doi.​
org/​10.​1371/​journ​al.​pone.​01650​84

	 88.	 Zhou Q, Lehmer C, Michaelsen M, Mori K, Alterauge D, Baumjohann D 
et al (2017) (2017) Antibodies inhibit transmission and aggregation of 
C9orf72 poly- GA dipeptide repeat proteins. EMBO Mol Med 9:687–702. 
https://​doi.​org/​10.​15252/​emmm.​20160​7054

	 89.	 Kreher SA, Kwon JY, Carlson JR (2005) The molecular basis of odor 
coding in the Drosophila larva. Neuron 46:445–456. https://​doi.​org/​10.​
1016/j.​neuron.​2005.​04.​007

	 90.	 McGuire SE, Le PT, Osborn AJ, Matsumoto K, Davis RL (2003) Spa‑
tiotemporal rescue of memory dysfunction in drosophila. Science 
302(5651):1765–1768. https://​doi.​org/​10.​1126/​scien​ce.​10890​35

	 91.	 Wilson RI (2013) Early olfactory processing in drosophila: Mechanisms 
and principles. Annu Rev Neurosci 36:217–241. https://​doi.​org/​10.​1146/​
annur​ev-​neuro-​062111-​150533

	 92.	 Atilano ML, Grönke S, Niccoli T, Kempthorne L, Hahn O, Morón-Oset J 
et al (2021) Enhanced insulin signalling ameliorates c9orf72 hexanucle‑
otide repeat expansion toxicity in drosophila. Elife 10:e58565. https://​
doi.​org/​10.​7554/​eLife.​58565

	 93.	 Babcock DT, Ganetzky B (2015) Transcellular spreading of huntingtin 
aggregates in the Drosophila brain. Proc Natl Acad Sci USA 112:E5427–
E5433. https://​doi.​org/​10.​1073/​pnas.​15162​17112

	 94.	 Kaufman TC (2017) A Short history and description of drosophila mela‑
nogaster classical genetics: chromosome aberrations, forward genetic 

screens, and the nature of mutations. Genetics 206(2):665–689. https://​
doi.​org/​10.​1534/​genet​ics.​117.​199950

	 95.	 Brown B, Roach FD, Vasudevan D, Ryoo HD (2021) The transcription 
factor xrp1 is required for perk-mediated antioxidant gene induction in 
drosophila. Elife 10:e74047. https://​doi.​org/​10.​7554/​eLife.​74047

	 96.	 Morrow G, Battistini S, Zhang P, Tanguay RM (2004) Decreased lifespan 
in the absence of expression of the mitochondrial small heat shock 
protein Hsp22 in Drosophila. J Biol Chem 279:43382–43385. https://​doi.​
org/​10.​1074/​jbc.​C4003​57200

	 97.	 Morrow G, Samson M, Michaud S, Tanguay RM (2004) Overexpression 
of the small mitochondrial Hsp22 extends Drosophila life span and 
increases resistance to oxidative stress. FASEB J 18:598–599. https://​doi.​
org/​10.​1096/​fj.​03-​0860f​je

	 98.	 Daniell H (2012) Heat shock proteins and Drosophila aging. Exp Geron‑
tol 46(5):355–362. https://​doi.​org/​10.​1016/j.​exger.​2010.​09.​002

	 99.	 Chen B, Wagner A (2012) Hsp90 is important for fecundity, longevity, 
and buffering of cryptic deleterious variation in wild fly populations. 
BMC Evol Biol 12:25. https://​doi.​org/​10.​1186/​1471-​2148-​12-​25

	100.	 Bjedov I, Cochemé HM, Foley A, Wieser D, Woodling NS, Castillo-Quan JI 
et al (2020) Fine-tuning autophagy maximises lifespan and is associated 
with changes in mitochondrial gene expression in Drosophila. PLoS 
Genet 16(11):e1009083. https://​doi.​org/​10.​1371/​journ​al.​pgen.​10090​83

	101.	 Verma R, Aravind L, Oania R, McDonald WH, Yates JR, Koonin EV et al 
(2002) Role of Rpn11 metalloprotease in deubiquitination and degrada‑
tion by the 26S proteasome. Science 298:611–615. https://​doi.​org/​10.​
1126/​scien​ce.​10758​98

	102.	 Tonoki A, Kuranaga E, Tomioka T, Hamazaki J, Murata S, Tanaka K et al 
(2009) Genetic evidence linking age-dependent attenuation of the 
26S proteasome with the aging process. Mol Cell Biol 29(4):1095–1106. 
https://​doi.​org/​10.​1128/​MCB.​01227-​08

	103.	 Omar MH, Campbell MK, Xiao X, Zhong Q, Brunken WJ, Miner JH et al 
(2017) CNS neurons deposit laminin α5 to stabilize synapses. Cell Rep 
21(5):1281–1292. https://​doi.​org/​10.​1016/j.​celrep.​2017.​10.​028

	104.	 Yamamoto T, Iwasaki Y, Yamamoto H, Konno H, Isemura M (1988) Intra‑
neuronal laminin-like molecule in the central nervous system: demon‑
stration of its unique differential distribution. J Neurol Sci 84(1):1–13. 
https://​doi.​org/​10.​1016/​0022-​510x(88)​90169-4

	105.	 Tsai PI, Wang M, Kao HH, Cheng YJ, Lin YJ, Chen RH et al (2012) 
Activity-dependent retrograde laminin A signaling regulates synapse 
growth at Drosophila neuromuscular junctions. Proc Natl Acad Sci USA 
109(43):17699–17704. https://​doi.​org/​10.​1073/​pnas.​12064​16109

	106.	 Patton BL (2000) Laminins of the neuromuscular system. Microsc Res 
Tech 51(3):247–261

	107.	 Watson P, Townley AK, Koka P, Palmer KJ, Stephens DJ (2006) Sec16 
defines endoplasmic reticulum exit sites and is required for secretory 
cargo export in mammalian cells. Traffic 7(12):1678–1687. https://​doi.​
org/​10.​1111/j.​1600-​0854.​2006.​00493.x

	108.	 Sprangers J, Rabouille C (2015) SEC16 in COPII coat dynamics at ER exit 
sites. Biochem Soc Trans 43(1):97–103. https://​doi.​org/​10.​1042/​BST20​
140283

	109.	 Ivan V, De Voer G, Xanthakis D, Spoorendonk KM, Kondylis V, Rabouille C 
(2008) Drosophila Sec16 mediates the biogenesis of tER sites upstream 
of Sar1 through an arginine-rich motif. Mol Biol Cell 19(10):4352–4365. 
https://​doi.​org/​10.​1091/​mbc.​e08-​03-​0246

	110.	 Norum M, Tång E, Chavoshi T, Schwarz H, Linke D, Uv A et al (2010) Traf‑
ficking through COPII stabilises cell polarity and drives secretion during 
drosophila epidermal differentiation. PLoS ONE 5(5):e10802. https://​doi.​
org/​10.​1371/​journ​al.​pone.​00108​02

	111.	 Townley AK, Feng Y, Schmidt K, Carter DA, Porter R, Verkade P et al 
(2008) Efficient coupling of Sec23-Sec24 to Sec13-Sec31 drives COPII-
dependent collagen secretion and is essential for normal craniofacial 
development. J Cell Sci 121(Pt 18):3025–3034. https://​doi.​org/​10.​1242/​
jcs.​031070

	112.	 Stagg SM, Gürkan C, Fowler DM, LaPointe P, Foss TR, Potter CS 
et al (2006) Structure of the Sec13/31 COPII coat cage. Nature 
439(7073):234–238. https://​doi.​org/​10.​1038/​natur​e04339

	113.	 Li X, Wu Y, Shen C, Belenkaya TY, Ray L, Lin X (2015) Drosophila p24 and 
Sec22 regulate Wingless trafficking in the early secretory pathway. Bio‑
chem Biophys Res Commun 463(4):483–489. https://​doi.​org/​10.​1016/j.​
bbrc.​2015.​04.​151

https://doi.org/10.1073/pnas.0737556100
https://doi.org/10.1371/journal.pone.0040569
https://doi.org/10.1007/s00401-015-1476-2
https://doi.org/10.1007/s00401-015-1476-2
https://doi.org/10.1093/brain/awy241
https://doi.org/10.1007/s00401-011-0911-2
https://doi.org/10.26508/lsa.202201739
https://doi.org/10.1083/jcb.200711108
https://doi.org/10.1093/brain/awy241
https://doi.org/10.1523/JNEUROSCI.0908-18.2018
https://doi.org/10.1523/JNEUROSCI.0908-18.2018
https://doi.org/10.1016/j.neuron.2021.04.023
https://doi.org/10.1371/journal.pone.0165084
https://doi.org/10.1371/journal.pone.0165084
https://doi.org/10.15252/emmm.201607054
https://doi.org/10.1016/j.neuron.2005.04.007
https://doi.org/10.1016/j.neuron.2005.04.007
https://doi.org/10.1126/science.1089035
https://doi.org/10.1146/annurev-neuro-062111-150533
https://doi.org/10.1146/annurev-neuro-062111-150533
https://doi.org/10.7554/eLife.58565
https://doi.org/10.7554/eLife.58565
https://doi.org/10.1073/pnas.1516217112
https://doi.org/10.1534/genetics.117.199950
https://doi.org/10.1534/genetics.117.199950
https://doi.org/10.7554/eLife.74047
https://doi.org/10.1074/jbc.C400357200
https://doi.org/10.1074/jbc.C400357200
https://doi.org/10.1096/fj.03-0860fje
https://doi.org/10.1096/fj.03-0860fje
https://doi.org/10.1016/j.exger.2010.09.002
https://doi.org/10.1186/1471-2148-12-25
https://doi.org/10.1371/journal.pgen.1009083
https://doi.org/10.1126/science.1075898
https://doi.org/10.1126/science.1075898
https://doi.org/10.1128/MCB.01227-08
https://doi.org/10.1016/j.celrep.2017.10.028
https://doi.org/10.1016/0022-510x(88)90169-4
https://doi.org/10.1073/pnas.1206416109
https://doi.org/10.1111/j.1600-0854.2006.00493.x
https://doi.org/10.1111/j.1600-0854.2006.00493.x
https://doi.org/10.1042/BST20140283
https://doi.org/10.1042/BST20140283
https://doi.org/10.1091/mbc.e08-03-0246
https://doi.org/10.1371/journal.pone.0010802
https://doi.org/10.1371/journal.pone.0010802
https://doi.org/10.1242/jcs.031070
https://doi.org/10.1242/jcs.031070
https://doi.org/10.1038/nature04339
https://doi.org/10.1016/j.bbrc.2015.04.151
https://doi.org/10.1016/j.bbrc.2015.04.151


Page 28 of 28Morón‑Oset et al. Acta Neuropathologica Communications          (2023) 11:140 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	114.	 Zhao X, Yang H, Liu W, Duan X, Shang W, Xia D et al (2015) Sec22 regu‑
lates endoplasmic reticulum morphology but not autophagy and is 
required for eye development in Drosophila. J Biol Chem 290(12):7943–
7951. https://​doi.​org/​10.​1074/​jbc.​M115.​640920

	115.	 Feng Z, Yang K, Pastor-Pareja JC (2021) Tales of the ER-golgi frontier: 
drosophila-centric considerations on tango1 function. Front Cell Dev 
Biol 8:619022. https://​doi.​org/​10.​3389/​fcell.​2020.​619022

	116.	 Yang K, Liu M, Feng Z, Rojas M, Zhou L, Ke H et al (2021) ER exit sites 
in Drosophila display abundant ER-Golgi vesicles and pearled tubes 
but no megacarriers. Cell Rep 36(11):109707. https://​doi.​org/​10.​1016/j.​
celrep.​2021.​109707

	117.	 Schludi MH, Becker L, Garrett L, Gendron TF, Zhou Q, Schreiber F et al 
(2017) Spinal poly-GA inclusions in a C9orf72 mouse model trigger 
motor deficits and inflammation without neuron loss. Acta Neuro‑
pathol 134:241–254. https://​doi.​org/​10.​1007/​s00401-​017-​1711-0

	118.	 Franzmeier N, Neitzel J, Rubinski A, Smith R, Strandberg O, Ossenkop‑
pele R et al (2020) Functional brain architecture is associated with the 
rate of tau accumulation in Alzheimer’s disease. Nat Commun 11(1):347. 
https://​doi.​org/​10.​1038/​s41467-​019-​14159-1

	119.	 Chou CC, Zhang Y, Umoh ME, Vaughan SW, Lorenzini I, Liu F et al (2018) 
TDP-43 pathology disrupts nuclear pore complexes and nucleocyto‑
plasmic transport in ALS/FTD. Nat Neurosci 21(2):228–239. https://​doi.​
org/​10.​1038/​s41593-​017-​0047-3

	120.	 Peng C, Trojanowski JQ, Lee VMY (2020) Protein transmission in neuro‑
degenerative disease. Nat Rev Neurol 16(4):199–212. https://​doi.​org/​10.​
1038/​s41582-​020-​0333-7

	121.	 Wegmann S, Maury EA, Kirk MJ, Saqran L, Roe A, DeVos SL et al (2015) 
Removing endogenous tau does not prevent tau propagation yet 
reduces its neurotoxicity. EMBO J 34(24):3028–3041. https://​doi.​org/​10.​
15252/​embj.​20159​2748

	122.	 Crocker KL, Marischuk K, Rimkus SA, Zhou H, Yin JCP, Boekhoff-
Falk G (2021) Neurogenesis in the adult drosophila brain. Genetics 
219(2):iyab092. https://​doi.​org/​10.​1093/​genet​ics/​iyab0​92

	123.	 Coelho DS, Schwartz S, Merino MM, Hauert B, Topfel B, Tieche C et al 
(2018) Culling less fit neurons protects against amyloid-β-induced brain 
damage and cognitive and motor decline. Cell Rep 25(13):3661-3673.
e3. https://​doi.​org/​10.​1016/j.​celrep.​2018.​11.​098

	124.	 Shao W, Todd TW, Wu Y, Jones CY, Tong J, Jansen-west K et al (2022) Two 
FTD-ALS genes converge on the endosomal pathway to induce TDP-43 
pathology and degeneration. Science 99:94–99. https://​doi.​org/​10.​
1126/​scien​ce.​abq78​60

	125.	 Riemslagh FW, Lans H, Seelaar H et al (2019) HR23B pathology prefer‑
entially co-localizes with p62, pTDP-43 and poly-GA in C9ORF72-linked 
frontotemporal dementia and amyotrophic lateral sclerosis. Acta Neu‑
ropathol Commun 7:39. https://​doi.​org/​10.​1186/​s40478-​019-​0694-6

	126.	 Sílvia P, Kwong LK, Trojanowski JQ, Lee VMY (2015) Drosha Inclusions 
Are New Components of Dipeptide-Repeat Protein Aggregates in 
FTLD-TDP and ALS C9orf72 Expansion Cases. J Neuropathol Experi‑
mental Neurol 74(4):380–387. https://​doi.​org/​10.​1097/​NEN.​00000​00000​
000182

	127.	 Lee Y (2002) MicroRNA maturation: stepwise processing and subcellular 
localization. EMBO J 21(17):4663–4670. https://​doi.​org/​10.​1093/​emboj/​
cdf476

	128.	 Mariosa D, Kamel F, Bellocco R, Ye W, Fang F (2015) Association between 
diabetes and amyotrophic lateral sclerosis in Sweden. Eur J Neurol 
22(11):1436–1442. https://​doi.​org/​10.​1111/​ene.​12632

	129.	 Wilson DG, Phamluong K, Li L, Sun M, Cao TC, Liu PS et al (2011) Global 
defects in collagen secretion in a Mia3/TANGO1 knockout mouse. J Cell 
Biol 193(5):935–951. https://​doi.​org/​10.​1083/​jcb.​20100​7162

	130.	 Maiers JL, Kostallari E, Mushref M, deAssuncao TM, Li H, Jalan-Sakrikar N 
et al (2017) The unfolded protein response mediates fibrogenesis and 
collagen I secretion through regulating TANGO1 in mice. Hepatology 
65(3):983–998. https://​doi.​org/​10.​1002/​hep.​28921

	131.	 Catterson J.H., Minkley L., Aspe S., Judd-Mole S., Moura S., Dyson 
M.C., et al. Aβ toxicity rescued by protein retention in the ER bioRxiv 
2021.08.18.456775; https://​doi.​org/​10.​1101/​2021.​08.​18.​456775

	132.	 Donnelly CJ, Zhang PW, Pham JT, Heusler AR, Mistry NA, Vidensky S et al 
(2013) RNA toxicity from the ALS/FTD C9ORF72 expansion Is mitigated 
by antisense intervention. Neuron 80(2):415–428. https://​doi.​org/​10.​
1016/j.​neuron.​2013.​10.​015

	133.	 Sareen D, O’Rourke JG, Meera P, Muhammad AKMG, Grant S, Simpkin‑
son M et al (2013) Targeting RNA Foci in iPSC-derived motor neurons 
from ALS patients with a C9ORF72 repeat expansion. Sci Transl Med 
208:208ra149. https://​doi.​org/​10.​1126/​scitr​anslm​ed.​30075​29

	134.	 Jiang J, Zhu Q, Gendron TF, 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 oligonucleotides targeting GGG​
GCC​-containing RNAs. Neuron 90:535–550. https://​doi.​org/​10.​1016/j.​
neuron.​2016.​04.​006

	135.	 Liu F, Morderer D, Wren MC, Vettleson-Trutza SA, Wang Y, Rabichow BE 
et al (2022) Proximity proteomics of C9orf72 dipeptide repeat proteins 
identifies molecular chaperones as modifiers of poly-GA aggrega‑
tion. Acta Neuropathol Commun 10(1):22. https://​doi.​org/​10.​1186/​
s40478-​022-​01322-x

	136.	 Krishnan G, Raitcheva D, Bartlett D, Prudencio M, McKenna-Yasek DM, 
Douthwright C et al (2022) Poly(GR) and poly(GA) in cerebrospinal 
fluid as potential biomarkers for C9ORF72-ALS/FTD. Nat Commun 
13(1):2799. https://​doi.​org/​10.​1038/​s41467-​022-​30387-4

	137.	 Mead RJ, Shan N, Reiser HJ, Marshall F, Shaw PJ (2023) Amyotrophic 
lateral sclerosis: a neurodegenerative disorder poised for successful 
therapeutic translation. Nat Rev Drug Discov 22:185–212. https://​doi.​
org/​10.​1038/​s41573-​022-​00612-2

	138.	 Brinkerhoff H, Kang ASW, Liu J, Aksimentiev A, Dekker C (2021) Multiple 
rereads of single proteins at single-amino acid resolution using nano‑
pores. Science 374:1509–1513. https://​doi.​org/​10.​1126/​scien​ce.​abl43​81

	139.	 McEachin ZT, Gendron TF, Raj N, García-Murias M, Banerjee A, Purcell RH 
et al (2020) Chimeric peptide species contribute to divergent dipeptide 
repeat pathology in c9ALS/FTD and SCA36. Neuron 107(2):292-305.e6. 
https://​doi.​org/​10.​1016/j.​neuron.​2020.​04.​011

	140.	 Perez-Riverol Y, Bai J, Bandla C, García-Seisdedos D, Hewapathirana S, 
Kamatchinathan S et al (2022) The PRIDE database resources in 2022: a 
hub for mass spectrometry-based proteomics evidences. Nucleic Acids 
Res 50(D1):D543–D552. https://​doi.​org/​10.​1093/​nar/​gkab1​038

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1074/jbc.M115.640920
https://doi.org/10.3389/fcell.2020.619022
https://doi.org/10.1016/j.celrep.2021.109707
https://doi.org/10.1016/j.celrep.2021.109707
https://doi.org/10.1007/s00401-017-1711-0
https://doi.org/10.1038/s41467-019-14159-1
https://doi.org/10.1038/s41593-017-0047-3
https://doi.org/10.1038/s41593-017-0047-3
https://doi.org/10.1038/s41582-020-0333-7
https://doi.org/10.1038/s41582-020-0333-7
https://doi.org/10.15252/embj.201592748
https://doi.org/10.15252/embj.201592748
https://doi.org/10.1093/genetics/iyab092
https://doi.org/10.1016/j.celrep.2018.11.098
https://doi.org/10.1126/science.abq7860
https://doi.org/10.1126/science.abq7860
https://doi.org/10.1186/s40478-019-0694-6
https://doi.org/10.1097/NEN.0000000000000182
https://doi.org/10.1097/NEN.0000000000000182
https://doi.org/10.1093/emboj/cdf476
https://doi.org/10.1093/emboj/cdf476
https://doi.org/10.1111/ene.12632
https://doi.org/10.1083/jcb.201007162
https://doi.org/10.1002/hep.28921
https://doi.org/10.1101/2021.08.18.456775
https://doi.org/10.1016/j.neuron.2013.10.015
https://doi.org/10.1016/j.neuron.2013.10.015
https://doi.org/10.1126/scitranslmed.3007529
https://doi.org/10.1016/j.neuron.2016.04.006
https://doi.org/10.1016/j.neuron.2016.04.006
https://doi.org/10.1186/s40478-022-01322-x
https://doi.org/10.1186/s40478-022-01322-x
https://doi.org/10.1038/s41467-022-30387-4
https://doi.org/10.1038/s41573-022-00612-2
https://doi.org/10.1038/s41573-022-00612-2
https://doi.org/10.1126/science.abl4381
https://doi.org/10.1016/j.neuron.2020.04.011
https://doi.org/10.1093/nar/gkab1038

	Repeat length of C9orf72-associated glycine–alanine polypeptides affects their toxicity
	Abstract 
	Introduction
	Materials and methods
	Husbandry of Drosophila stocks
	Generation of transgenic fly lines
	Fly genotyping
	Egg-to-adult viability assay
	Assessment of eye phenotypes and genetic mini-screen
	Lifespan assay
	Climbing assay
	RNA extraction, cDNA synthesis and quantitative real-time PCR (Q-RT-PCR)
	Western blotting
	Histology of adult fly brains
	Imaging of adult Drosophila brains and quantification
	Peptide preparation for liquid chromatography tandem mass spectrometry (LC–MSMS)
	Tandem mass tag (TMT) labelling and fractionation
	LC–MSMS analysis and protein identification
	Bioinformatics analysis of proteomic data
	Gene ontology (GO) enrichment
	Statistics

	Results
	Repeat length of GA affects GA aggregation dynamics and p62 accumulation in vivo
	Toxicity of polyGA increases markedly at long repeat lengths
	Transcellular spread of GA200 is neuroprotective
	PolyGA remodels the fly brain proteome in a repeat length-dependent manner
	Modifying the unfolded protein response, autophagy or the proteasome does not rescue GA400 toxicity in adult flies
	Activation of insulin signalling ameliorates GA400 toxicity
	Down-regulation of Tango1, a key regulator of ER to Golgi transport, reduces GA400 toxicity

	Discussion
	Conclusions
	Anchor 32
	Acknowledgements
	References


