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The Spinal Muscular Atrophy disease protein Survival Motor Neuron (SMN)
operates as part of a multiprotein complex whose components also include
Gemins 2-8 and Unrip. The fruit fly Drosophila melanogaster is thought to
have a slightly smaller SMN complex comprised of SMN, Gemin2/3/5 and,
possibly, Unrip. Based upon in vivo interaction methods, we have identified
novel interacting partners of the Drosophila SMN complex with homologies
to Gemin4/6/7/8. The Gemind4 and Gemin8 orthologues are required for neu-
romuscular function and survival. The Gemin6/7/Unrip module can be
recruited via the SMN-associated Gemin8, hence mirroring the human SMN
complex architecture. Our findings lead us to propose that an elaborate
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SMN complex that is typical in metazoans is also present in Drosophila.
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The Survival Motor Neuron (SMN) protein was iden-
tified more than two decades ago as the causative fac-
tor of the predominantly early-onset neuromuscular
disorder, spinal muscular atrophy (SMA) [1]. Patients
with SMA have insufficient levels of SMN, a situation
triggering lower motor neuron degeneration and pro-
found muscle weakness that restricts mobility and, in
severe cases, results in respiratory failure and death
[2]. SMN is indispensable for chaperoning the assem-
bly of small nuclear ribonucleoproteins (snRNPs)
which form the core components of the spliceosome.
Essentially, this involves the uploading of a preorgan-
ised heptameric Sm protein ring onto a conserved uri-
dine-rich site within small nuclear RNAs in an ordered
process restricted to the cell cytoplasm [3,4]. Besides a
‘housekeeping’ function, SMN has also been impli-
cated in tissue-specific roles including, chief amongst
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others, the assembly and axonal trafficking of messen-
ger ribonucleoproteins (mRNPs) in motor neurons [5].
Although it remains unclear which biological process
is perturbed in SMA, it is well known that SMN oper-
ates as part of a large multiprotein complex whose
components also include a set of diverse proteins,
namely, Gemins 2-8 and Unrip [6].

The human SMN complex has a modular composi-
tion, thus, at its centre, the SMN-Gemin8-Gemin7
module recruits the Gemin2-Gemin5 and the Gemin6-
Unrip subunits via SMN and Gemin7, respectively.
The remaining Gemin3-Gemin4 block clips on to the
complex via both SMN and Gemin8 [7]. Additional
interactions and oligomerisation of select components
[7-10] generate a heavily interconnected structure that
can potentially stabilise the complex in addition to
facilitating its function. Despite its presence in almost

Dcr-2, Dicer-2; GFP, green fluorescent protein; Gem2, Gemin2; Gem3, Gemin3; Gem4, Gemin4; Gemb, Geminb; Gem6, Gemin6;, Gem?7,
Gemin7; Gem8, Gemin8; Glos, Gaulos; Hez, Hezron; mRNPs, messenger ribonucleoproteins; OE, overexpression; RNAi, RNA interference;
RFP, red fluorescent protein; Sbat, Sabbat; SMA, spinal muscular atrophy; SMN, Survival Motor Neuron; snRNPs, small nuclear ribonucleo-

proteins; UAS, upstream activation sequence; Vlet, Valette.
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all eukaryotes, it is thought that the SMN complex
has experienced a growth in membership throughout
evolution. Hence, in contrast to the elaborate nine-
membered version in vertebrates, including humans, in
its simplest form found in the fission yeast Schizosac-
charomyces pombe and the parasitic protozoan
Trypanosoma brucei, the SMN complex is composed
of only SMN and Gemin2 [11-13]. A slightly larger
SMN complex comprising SMN, Gemin2, Gemin3,
Gemin5, and, possibly, Unrip amongst its constituents
is present in the fruit fly Drosophila melanogaster
[14-16]. Interestingly, orthologues of most of the
remaining Gemins appear to be absent in Drosophila
although they are present in closely related species
including the honey bee Apis mellifera and the para-
sitic wasp Nasonia vitripennis [11].

Drosophila remains an attractive model system to
investigate the in vivo function of human orthologues
[17]. Making use of this model, we and others have
previously shown that loss of SMN, Gemin2, Gem-
in3, Gemin5, and Unrip leads to neuromuscular dys-
function [16,18-24]. Importantly, components of the
Drosophila SMN complex were shown to interact
genetically in addition to physically [15]. Attempting
at furthering our understanding of the mechanics of
the Drosophila SMN complex, here we report on the
identification and initial characterisation of novel
interacting partners. Through associations with
known SMN complex components, we identified
Gaulos and Valette, which though moderately diver-
gent, are most probably the Gemin4 and Gemin8
Drosophila orthologues. Our prediction is strength-
ened by secondary structure conservation in addition
to their role in neuromuscular survival and function.
We also show that the recently characterised Droso-
phila Unrip orthologue, wmd [16], can be recruited to
the SMN complex via Sabbat, a possible orthologue
of Gemin7. The identification of Hezron, the most
likely orthologue of Gemin6, which latches to the
SMN complex via Sabbat/Gemin7 completes the
search for the discovery of the Gemin orthologues in
Drosophila. Our findings allow us to propose that the
Drosophila SMN complex is fully conserved, hence,
bringing this organism on a par with its metazoan
counterparts.

Materials and methods

Fly stocks

Flies were cultured on standard molasses/maizemeal and
agar medium in plastic vials at an incubation temperature of
25°C unless otherwise stated. Expression of inducible
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transgenes was performed via the GAL4/upstream activation
sequence (UAS) system [25]. The chromosomal deletion (Df
[1]EDG6716) covering Gaulos, and the fluorescent protein
transgenes (UAS.EGFP and UAS.dsRed) were obtained
from the Bloomington Drosophila Stock Center (NIH
P400DO018537) at Indiana University, USA. The RNAi
transgenic constructs, UAS.Glos-IRPEX (Glos RNAi, 52356)
and UAS.Viet-IR®'T (Viet RNAi, 15482), were obtained
from the Vienna Drosophila Resource Center, Austria [26].
The UAS.Gem3%4RT UAS.Gem3™™, UAS.SMN™* (SMN
OE), UAS.SMN-IR®> (SMN RNAi), UAS.Gem2™ (Gem2
OE), UAS.Gem5™ (Gem3 OE), and UAS.Gem5-IR"™ "%
(Gem5 RNAI) transgenes were described and characterised
previously [15,18,19,21]. The temporal and spatial expression
patterns of the GAL4 driver utilised in this study are out-
lined in Table S1, whereas their provenance was detailed pre-
viously [18,19]. Combination of the various genetic tools
including alleles, transgenes, and GAL4 lines was carried out
according to standard genetic crossing schemes.

Assessment of organismal viability, adult
survival and puparial axial ratios

Organismal viability in Drosophila was calculated as the
percentage of the number of adult flies with the appropriate
genotype divided by the expected number for the cross. For
adult survival analysis, adult flies were maintained in vials
at a density of 15-20 flies per vial. The percentage number
of flies alive at each time point measured was determined
by dividing the number of flies still alive by the initial num-
ber of flies in the vial and multiplying the value by 100.
Puparial axial ratios were calculated by dividing the length
by the width of the puparia, both of which were measured
from still images.

Assessment of flight performance

In preparation for flight quantification, flies were first sub-
jected to a ‘warm-up’ by inducing negative geotaxis in a
new empty vial for six times. Organisms were then intro-
duced into the top of the Droso-Drome, which consisted of
a 1 L glass bottle coated with an alcohol-based sticky fluid,
and divided into four sectors, of 5 cm each, spanning a
total height of 20 cm. The number of flies in each sector
was counted, divided by the total number of flies assessed
and multiplied by 100 to generate the percentage number
of flies per sector. Flight ability is determined by the height
or sector in which flies are distributed.

Assessment of fly mobility

Larval mobility was determined by measuring the forward
body wall contractions in 30 s exhibited by third instar lar-
vae placed on a 0.7% agar plate. To determine climbing
ability in adult flies, two empty polystyrene vials were
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vertically joined by tape facing each other. A group of 10—
15 adult flies were then transferred into the lower vial and
allowed to acclimatise. Flies were then gently tapped down
to the bottom of the vial and the time for the first fly
within a group to cross an 8§ cm threshold was measured.
Three trials were performed for each group and a minimum
of three groups were assayed for each genotype.

Co-immunoprecipitation in S2 cells

SMN, Gaulos/|Gemin4, Hezron/Gemin6, Sabbat/Gemin7 and
Valette/Gemin8 ¢cDNA sequences were PCR-amplified and
introduced into either pAGW or pAHW vectors to generate
N-terminal GFP- or HA-tagged fusion proteins, respec-
tively. Cloning was performed following Drosophila Gate-
way Vectors protocols (https://emb.carnegiescience.edu/
drosophila-gateway-vector-collection).  Constructs  were
transfected into Drosophila S2 cells that were cultured in
Schneider’s medium supplemented with 10% Foetal Bovine
Serum and 5 mL-L~! Penicillin-Streptomycin antibiotics.
Protein extracts were prepared by re-suspending the cell
pellet in lysis buffer (10 mm Tris/Cl pH 7.5; 150 mm NaCl;
0.5 mm EDTA; 0.25% NP-40; 1 mm PMSF; 1x Roche
protease inhibitors cocktail) followed by bead beating and
centrifugation. Co-immunoprecipitation was performed by
incubating the extracts with GFP-Trap beads (Chromotek,
Planegg-Martinsried, Germany) for 1.5 h at 4°C. The beads
were then washed three times in wash buffer (10 mm Tris/
Cl pH 7.5; 150 mm NaCl; 0.5 mm EDTA) prior to boiling
and analyses by SDS/PAGE and western blot using puri-
fied rabbit anti-GFP (dilution 1/5000; TP401, AMS
Biotechnology, Abingdon, UK) and rat anti-HA (dilution
1/5000; clone 3F10; Roche, Paris, France) antibodies.

Yeast two-hybrid analyses

Two-hybrid assays were performed with the CG1945 and
Y187 strains [27]. Baits and preys were obtained by PCR
amplification of cDNA and ligation into the p4ASAA and
pACT2st vectors, respectively [28]. Primer sequences and
PCR regimes are available upon request. cDNA clones for
Gemin3 (LD05563), Gemin5 (SD03652), Valette/Gemin8
(IP03353) and wmd/Unrip (HLO1517) were obtained from
the Drosophila Genomics Resource Centre (Indiana Univer-
sity, USA). cDNAs for Hezron/Gemin6, Sabbat/Gemin7,
SmB and SmD2 were obtained from extracted RNA. The
CG1945 strain was transformed with the bait pASAA con-
struct containing the protein sequence fused in frame with
the GAL4 DNA-binding domain (GAL4-BD) and selected
on —Trp plates. The Y187 strain was transformed with the
prey pACT2st construct containing the protein sequence
fused in frame with the GAL4 activation domain (GAL4-
AD) and selected on —Leu plates. Bait and prey strains
were mated overnight on rich YPD plates and diploids
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containing bait/prey combinations were selected on —Trp —
Leu plates. Diploid yeast cells carrying bait/prey combina-
tions were cultured in —Trp —Leu media and protein—pro-
tein interactions were screened by spotting serial dilutions
on —Trp —Leu—His plates. Incubations were performed at
28°C for 3-5 days.

Statistical analysis

Values are presented as means = SEM unless otherwise
indicated. The unpaired #-test was used to compare mea-
sures between two groups whereas one-way ANOVA with
Dunnett’s post hoc test was used for multiple comparisons
with the control (GrRAPHPAD PRISM Vv7.0a, GraphPad Soft-
ware, Inc., La Jolla, CA, USA). For flight assays, compara-
tive analysis was restricted to sector 1 of the Droso-Drome
in view that this is the sector that mostly determines differ-
ences between fliers and nonfliers. Differences were deemed
statistically significant if P < 0.05, and when this is the
case, the exact P-value is presented.

Results

Gaulos is a novel genetic interactor of Gemin3

We have recently reported that alterations in the levels
of known SMN complex components in Drosophila
precipitate the motor and viability phenotypes of adult
flies expressing Gem3®'%”, a hypomorphic Gemin3
mutant [15]. To identify novel genetic loci whose
partial loss of function may strongly modify the
Gem3BRT _induced viability and motor phenotype, we
are performing a large-scale genetic screen for which
results will be presented elsewhere. The deficiency line
Df(1)ED6716 on the first chromosome had no delete-
rious effect by itself but led to a marked age-depen-
dent enhancement of motor and viability phenotypes
in flies with muscle-restricted Gem3®4R” expression
(Fig. 1). We performed a systematic evaluation of the
candidate genes in the genomic interval (3F2-4B3)
uncovered by the deficiency. This allowed us to iden-
tify the gene CG2941 and in view of its boat-like
expression pattern in wild-type Drosophila embryos
stage 7-10 when viewed laterally (http://www.flyexpre
ss.net), we renamed the gene Gaulos, a Phoenician
word for a merchant boat. Whereas pan-muscular
RNAi-induced knockdown of Gaulos — abbreviated as
Glos — alone has no effect on motor behaviour
(Fig. 1), when combined with Gem3®*R” it induced
adult lethality. This is a much more drastic phenotype
than that exposed by the Df(1)EDG6716 chromosome
deficiency in view of the fact that the latter only
induces a 50% reduction in gene copy number.


https://emb.carnegiescience.edu/drosophila-gateway-vector-collection
https://emb.carnegiescience.edu/drosophila-gateway-vector-collection
http://www.flyexpress.net
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We wished to determine whether motor defects
could be detected at an earlier developmental stage in
flies with both Gaulos and Gemin3 muscle-specific loss
of function. To this end, we assessed mobility in third
instar larvae. An RNAi-induced reduction in Gaulos
levels leads to a marked decrease in mobility in a
Gem3®4RT background but not in a wild-type back-
ground (Fig. 2A). We reveal a similar phenotype when
known components of the Drosophila SMN complex
including SMN, Gemin2 or Gemin5 levels are altered
in Gem3®4RT_expressing flies (Fig. 2A). No effect is
observed in a wild-type genetic background. Further-
more, normal locomotor behaviour was observed in
control flies in which, Gem3%4R" is combined with the
inert green fluorescent protein (GFP) (Fig. 2A). Con-
sequent to a decline in muscle power, all genotypes
assessed, with the exception of the controls, failed to
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contract adequately during pupariation. Hence, Gaulos
knockdown or disruption of any SMN complex mem-
ber in a Gem3®1®7" background induced a significantly
elevated puparial axial ratio when compared to the
control genotypes (Fig. 2B).

Considering that the nervous system is also a rele-
vant tissue in SMA pathophysiology [29], we asked
whether a genetic interaction between Gemin3 and
SMN, Gemin2, Gemin5 or Gaulos can be exposed in
the brain in addition to muscle. For this purpose, we
made use of the stronger Gem3*V allele, which we
expressed in a pan-neuronal pattern starting from early
development and disrupted each protein in this genetic
background via either RNAi or overexpression.
Whereas expression of the inert red fluorescent protein
(RFP) had minimal effect on adult viability, a signifi-
cant reduction was induced on Gaulos knockdown
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Fig. 1. Reduction in gene copy number or knockdown identify Gaulos as a strong modifier of viability and motoric ability in Gem324A'-
expressing flies. (A) Genetic crosses performed as part of the screening strategy aimed at identifying genetic enhancers of the Gem3®Af’-
induced viability and motor phenotype. In the first stage of the screen (green), individual first chromosome deficiencies are introduced in
flies with muscle-restricted Gem3®*fT expression. Deficiencies that reduced viability and motor behaviour were defined as genomic
enhancers. In the second stage (blue), candidate genes uncovered by the genomic enhancers were individually knocked down via RNAI to
identify genetic enhancers. (B) Percentage number of flies, which are still alive, assessed at different time points during adulthood. Although
it has minimal impact on its own, chromosome deficiency Df(1)ED6716, which reduces CG29417 or Gaulos by a half, causes a statistically
significant progressive decline in survival in adult flies with muscle-restricted expression of the Gem3®*fT hypomorphic mutant. (C)
Chromosome deficiency Df(1)ED6716 also impairs flight performance in flies with muscle-specific Gem3247T expression. Therefore, a
significant percentage of organisms were nonfliers and fall straight to sector 1, the lowest sector of the Droso-Drome apparatus (Right). The
motor phenotype is apparent on day 5 posteclosion and intensifies with age. Gaulos, a gene covered by the deficiency, is identified as a
genetic enhancer since expression of a Gaulos-specific RNAI transgene (Glos RNAJ) in the same genetic background leads to adult lethality.
The deficiency or the RNAI transgene by itself has no effect on motor behaviour. In (A, B) data presented are the mean + SEM of at least
three independent experiments and n > 60 per genotype for each time point measured. Sex of the genotype assessed is indicated by
symbols: & = males, @ = females, and 95 = males + females. Significance as tested by the unpaired ttest is indicated by the exact
P-value.
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Fig. 2. Glos knockdown in Gem324"T-expressing flies phenocopies an alteration in the levels of individual SMN complex members. (A) Left,
Rate of body wall muscle contractions is significantly reduced in Gem3®*fT third instar larvae that have muscle-specific Gaulos knockdown
(Glos RNA) compared to control flies that instead overexpress GFP (GFP OE). A similar decline in larval mobility is achieved in organisms
with muscle-specific Gem3%4f" expression when SMN complex members are either overexpressed (OE) or reduced (RNAI). Right, In the
absence of Gem3P4fT  transgenic constructs inducing OE or RNAi do not influence larval mobility. (B) Left, Sluggish larval behaviour
translates into puparia with significantly higher axial ratios compared to the control genotype. Right, In a wild-type background, on average,
the transgenic constructs alone never induced puparial axial ratios greater than 3.5. (C) Left, Brain-specific disruption of SMN complex
members or Gaulos levels via overexpression and/or knockdown leads to lethality or reduced viability in flies that co-express the antimorphic
Gem3*V allele. Right, The transgenic constructs by themselves have negligible effects on adult viability. In (A-C) data presented are the
mean + SEM of at least three independent experiments, and n> 15 (A, B) or n >80 (C) per genotype. Sex of the genotype assessed is
indicated by symbols: ?¢ = males + females. In (C) culture was performed at 29°C instead of the standard 25°C since the former
is associated with the maximal transgenic expression. Significance was tested by one-way ANOVA with Dunnett's post hoc test and is
indicated by the exact P-value.

(Fig. 2C). A similar result was observed on disruption viability was not influenced by transgenic alteration of
of SMN, Gemin2 or Gemin5 in flies with neuronal protein levels in a wild-type genetic background
expression of Gem3*V (Fig. 2C). As a control, adult (Fig. 2C). Overall, these findings reveal that similar to

FEBS Letters (2017) © 2017 Federation of European Biochemical Societies 5



The complete Drosophila SMN Complex

well-known members of the Drosophila SMN complex,
Gaulos is a genetic interactor of Gemin3.

Gaulos is the putative Drosophila orthologue of
Gemin4

The findings above spurred us to investigate if Gaulos
is an orthologue of the remaining unidentified Gemins
in Drosophila. Based on amino acid length, Gaulos can
potentially be the orthologue of vertebrate Gemin4.
Though moderately divergent in the amino acid
sequence, we found homologies between vertebrate
Gemin4 and Gaulos across the whole protein (Figs 3A
and S1). Considering human Gemin4 for comparison
purposes, Gaulos has 13% amino acid identity, how-
ever, amino acid similarity reaches 44%. Remarkably,
structure prediction reveals a high degree of overlap
between Gaulos and metazoan Gemin4 sequences
throughout the entire length of the protein (Figs 3A
and S2). Encouraged by these results, we asked
whether Gaulos can be co-immunoprecipitated with
SMN as would be expected from a bona fide Gemin4
orthologue. To this end, we co-transfected Drosophila
Schneider2 (S2) cells with plasmids containing HA-
tagged SMN and GFP-tagged Gaulos or GFP alone
as a control. We observed reproducible and higher
than background co-purification of SMN with Gaulos
(Fig. 4A). The instability or auto-activation of SMN
yeast two-hybrid prey and bait constructs precluded us
from testing clearly whether the physical interaction
between Gaulos and SMN is direct. However, based
on earlier work showing that Gaulos co-purifies with
both Gemin2 and Gemin3 [30], we predict that the
association between Gaulos and SMN is likely to be
indirect. Overall, based on secondary structure conser-
vation and in vivo association with SMN, Gaulos is
most probably the putative Drosophila orthologue of
Gemin4.

Gaulos/Gemin4 is required for neuromuscular
survival and function

We wished to strengthen our case favouring Gaulos as
the bona fide orthologue of Gemin4 and, hence, a core
member of the Drosophila SMIN complex. Therefore, we
investigated whether Gaulos has tissue-specific require-
ments that are similar to those described for SMN and
the known Gemins in Drosophila [18,20,21,24]. To this
end, we utilised the Glos RNAi transgene, which targets
the coding sequence of the Gaulos gene to induce a dras-
tic reduction in the expression level of Gaulos mRNA
transcripts compared to controls (Fig. S3A). First, we
note that adult lethality is the endpoint of ubiquitous
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knockdown of Gaulos through da-GAL4- or tubP-
GAL4-driven RNAI transgenic expression (Fig. 5). This
result indicates that in line with that reported for the
known SMN complex members [31], Gaulos is an essen-
tial gene. To determine whether a requirement for adult
viability is due to a function within the neuromuscular
system, we decreased Gaulos mRNA levels in either
muscle or neurons starting from the earliest stages of
development. Notably, we find that lethality or reduced
adult viability is the consequence if Gaulos levels are
depleted in muscle tissues via strong pan-muscular
GAL4 drivers or when enhanced RNAi-based knock-
down is restricted to the central nervous system (CNS)
(Fig. 5).

We next asked whether motor dysfunction is
apparent in flies with either muscle- or brain-specific
Gaulos knockdown that escaped lethality through the
use of less restrictive conditions. To this end, flies
were subjected to a climbing assay at different stages
of their adult life. Compared to the control geno-
types, when knockdown was restricted to muscles,
flies took significantly longer to reach a target height
at late stages of adulthood (Fig. 6A). This motor
defect was however obvious on all days measured in
flies having reduced Gaulos levels specifically in the
CNS (Fig. 6B). Nonetheless, compared to prior time
points, flies with this genotype were profoundly defec-
tive on day 35 posteclosion. Furthermore, we show
that flies exhibit an age-dependent progressive decline
in flight performance when Gaulos expression is
reduced in either the muscle or neuronal compart-
ment of the neuromuscular system (Fig. 6D). With
regards to the latter, survival of the organisms
throughout adulthood was also negatively impacted
(Fig. 6C). Taken together, these findings reveal that
similar to SMN and the known Gemin components
of the Drosophila SMN complex [18,21,24], Gaulos is
required for viability and optimal motor behaviour in
the neuromuscular system. In this regard, we are very
confident that Gaulos is the Drosophila orthologue of
Gemin4.

Valette is the putative Drosophila orthologue of
vertebrate Gemin8

Considering our serendipitous discovery of the Dro-
sophila Gemin4 orthologue, we wondered whether
the composition of the Drosophila SMN complex is
the same as that of vertebrates after all. In this
regard, we attempted to identify the remaining elu-
sive Drosophila Gemins. Based on amino acid and
secondary structure homology to vertebrate Gemins,
we singled out CG2371. In view of the gene’s role in
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overlap in alpha-helixes reach 65%. (B) Peaks denoting amino acid identity for Valette/Gemin8 are mostly skewed towards the C-terminus.
The degree of conservation is, on average, higher than 50%. Areas of overlap in alpha-helixes reach 58%. (C, D) For both Hezron/Gemin6
and Sabbat/Gemin7, amino acid identity mostly peaks at the C-terminus. The degree of conservation is, on average, higher than 50% for
both proteins. Areas of overlap in alpha-helixes and beta-strands reach 61% and 33% for Hezron/Gemin6 and Sabbat/Gemin7, respectively.

motor behaviour (described below), we renamed the
gene Valette (abbreviated as Vlet), after Grand Mas-
ter of the Order of Malta and distinguished warrior,
Jean Parisot de Valette. Alignment of Valette with
multiple metazoan Gemin8 proteins reveals that
despite a low amino acid identity, Valette has a high
amino acid similarity (Figs 3B and S4). Hence, when
one compares Valette with human Gemin8, amino
acid identity is 11% but similarity rises to 44%. The
C-terminus appears to be more conserved than the
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N-terminus. Importantly, we show that Valette’s pre-
dicted secondary structure overlaps greatly with that
of metazoan Gemin8 proteins including the human
version (Figs 3B and S5). Co-immunoprecipitation
analyses revealed that similar to Gaulos, Valette
(GFP-Vlet), but not (GFP), forms complexes with
HA-SMN in vivo (Fig. 4A). In addition to bioinfor-
matics analyses, this result makes us confident that
Valette is the putative Gemin8 orthologue in Droso-
phila.
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Fig. 4. Co-immunoprecipitation assay with the novel Drosophila Gemin4/6/7/8 orthologues. Drosophila S2 cells were co-transfected with the
respective differentially tagged proteins indicated in the top panel. Empty GFP was used as control. Extracts were mixed with GFP-Trap
beads and proteins detected by western blot using the indicated antibodies. Immunoprecipitated bait proteins are marked by asterisks. (A)
HA-SMN co-immmunoprecipitates with GFP-Gaulos/Gemin4 (lane 1), GFP-Valette/Gemin8 (lane 2) and GFP-Sabbat/Gemin7 (lane 4). As a
control, negligible amounts of HA-SMN co-immunoprecipitate with GFP (lanes 3 and 5). (B) HA-Hezron/Gemin6 co-immunoprecipitates
strongly with GFP-Sabbat/Gemin7 (lane 1) while only background levels are observed with the GFP control (lane 2). Five percent input is
shown in both (A) and (B). At least three independent experiments were performed, and the result of one representative is shown. Note
that additional GFP bands found in /anes 7 and 2 in (A) and /ane 7 in (B) correspond to degradation products of GFP-tagged Gemins.

Depletion of Valette/Gemin8 in muscle has
deleterious effects on adult viability and motor
behaviour

We next asked whether loss of Valette induces pheno-
types that are similar to those described for Gaulos/
Gemin4 (above) or the Gemin components of the
SMN complex [18]. To this end, we employed an
RNAI transgene (Vlet RNAiQ) targeting most of the
coding sequence, hence causing a severe reduction in
the expression level of Valette mRNA transcripts com-
pared to controls (Fig. S3). A global reduction of Val-
ette via strong ubiquitously expressing GAL4 drivers
induces adult lethality (Fig. 5). Next, we explored the
tissue-specific requirements of Valette. We find that

lethality attributed to ubiquitous knockdown can be
recapitulated when knockdown is restricted to muscle
tissue via the strong pan-muscular how-GAL4 and
C179-GAL4 drivers especially when cultured at 29°C
and/or in the presence of increased Dicer-2 (Dcr-2)
levels, which are associated with enhanced RNAIi
(Fig. 5). Under these conditions, we also observe a
reduction in adult viability when Valette is specifically
reduced in the nervous system or selectively in motor
neurons (Fig. 5). We then assessed whether motor
defects are obvious in escapees. To this end, we show
muscle-specific Valette knockdown resulted in flies that
had severe mobility defects and, therefore, their climb-
ing ability was severely affected when assessed at

FEBS Letters (2017) © 2017 Federation of European Biochemical Societies
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48 hours posteclosion (Fig. 7A). At this time point,
flight capacity was also profoundly disrupted
(Fig. 7B). Flies never lived beyond day 5 posteclosion.
Finally, we find that although flight capacity was unaf-
fected (data not shown), an age-dependent progressive

% $38 Adult viability

-

(4]

o
N

[41]
o
1

% 238 Adult viability

‘ GAL4 Expression |

FEBS Letters (2017) © 2017 Federation of European Biochemical Societies

The complete Drosophila SMN Complex

Fig. 5. Gaulos/Gemin4 and Valette/Gemin8 are indispensable for
adult viability in either muscle or neurons. Top, bar charts showing
percentage adult fly viability assayed at 25°C and 29°C on tissue-
specific knockdown of Gaulos (Glos) or Valette (Viet) in the
absence or presence of increased Dicer-2 (Dcr-2) levels. Individual
bars represent the mean adult viability (compared to the respective
GAL4 driver control) £SEM of at least four independent
experiments (n> 100 per genotype). For each genotype, both
males and females (?9) were assessed. Bottom, schematic
denoting the tissue expression pattern of the GAL4 drivers utilised
where me = mesoderm, mu = muscle, mn = motor neurons, and
n = all CNS neurons except motor neurons. Transgenic RNAi-based
knockdown of Glos or Vlet in all tissues via the ubiquitous tubP-
GAL4 or da-GAL4 drivers induces adult lethality. The same genetic
manipulation leads to a similar outcome or reduced viability if
expression is specifically directed to either muscle or nervous
tissue. Results are more pronounced at temperatures that permit
maximal GAL4 activity (29°C) and/or in an enhanced Dicer-2
background.

decline in adult survival was apparent in flies with
muscle-specific co-expression of Gem3®*8” and Valette
knockdown (Fig. 7C). Overall, these findings show
that viability and motor function are significantly dis-
rupted on loss of Valette in the muscle compartment
of the neuromuscular system. These phenotypes which
overlap those described for Gaulos/Gemind (above),
the other Gemins [18] or SMN [21,24], reinforce our
case favouring Valette as the bona fide Gemin8 ortho-
logue in Drosophila.

Identification of the Gemin6 and Gemin?7
orthologues in Drosophila

Gemin6 and Gemin7 are small proteins whose length
is below 200 amino acids. To boost the chances of
detecting remote orthologues, instead of BLAST
searches, we turned to HHpred, which is a more sensi-
tive homology search method that compares profile
hidden Markov models [32,33]. A search against the
HHpred Drosophila melanogaster proteome using the
HHpred web server led to a > 99% probability match
between vertebrate, wasp or bee Gemin6 and
CGl14164. We renamed the gene Hezron (abbreviated
as Hez), a 6th generation descendent of patriarch
Abraham. For Gemin7, HHpred identified CG31950
with > 95% probability match to vertebrate, wasp or
bee Gemin7. We renamed the gene Sabbat (abbrevi-
ated as Shar), the 7th day of the week. Multiple
sequence alignments of CGI4164/Hezron and
CG31950/Sabbat confirm the HHpred results, hence,
large swathes of homologies are obvious if one consid-
ers the conservation of amino acids and secondary
structure (Fig. 3C-D and S6-9). Overall percentage
amino acid identity and similarity between Hezron and
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Fig. 6. Loss of Gaulos/Gemin4 function in either muscle or neurons has an age-dependent negative effect on motor behaviour. (A)
Compared to the control genotypes (Mef2-GAL4 > Dcr-2 or Mef2-GAL4 > Glos RNA), the time taken for the first fly to reach a
predetermined threshold is significantly increased on day 35 posteclosion in sample populations having reduced levels of Gaulos (Glos) in
muscles (Mef2-GAL4 > Dcr-2 + Glos RNAJ). (B) Similar motor defects are observed on all the days assessed in adult flies with brain-specific
Glos depletion (elav-GAL4 > Dcr-2 + Glos RNA)) compared to the controls (elav-GAL4 > Dcr-2 or elav-GAL4 > Glos RNAI). The phenotype is
highly pronounced on day 35 of adult life. (C) Glos knockdown in neurons also induces an age-dependent progressive decline in adult
viability. (D) Muscle- or brain-specific loss of Glos function exposes an age-dependent decrease in flight capacity. Hence, midway through
adult life, a significant percentage of organisms were nonfliers and, therefore, higher numbers fell in sector 1 of the Droso-Drome
apparatus. In (A-D), data presented are the mean + SEM of at least four independent experiments, and n > 60 males (5) per genotype for
each time point measured. Significance as tested by the unpaired t-test is indicated by the exact P-value.

human Gemin6 is 14% and 47%, respectively. Simi- Gemin4 and Valette/Gemin8 (above), Hezron/Gemin6
larly, compared to human Gemin7, Sabbat has an and Sabbat/Gemin7 are not essential genes since our
overall percentage amino acid identity of 10% whereas preliminary evidence indicates that flies are viable and
similarity is close to 46%. In contrast to Gaulos/ healthy on global knockdown (data not shown).
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Fig. 7. Knockdown of Valette/Gemin8 selectively in muscles has a negative impact on motor behaviour. (A) When assessed at 48 h
posteclosion, flies with muscle-specific Valette knockdown take significantly longer to reach a predetermined threshold compared to the
control genotypes. (B) Moreover, the majority of organisms had a profound reduction in flight capacity, hence, a significant percentage fall
straight to the lowest sector of the Droso-Drome apparatus in contrast to the control genotypes. (C) Muscle-restricted knockdown of
Valette was also found to reduce survival in adult flies having the Gem324T allele. In (A-C) data presented are the mean + SEM of at least
four independent experiments, and n > 60 per genotype for each time point measured. Sex of the genotype assessed is indicated by
symbols: @ = females (A, B) and & = males (C). Significance as tested by the unpaired t-test is indicated by the exact P-value.

Remarkably, through co-immunoprecipitation analy-
ses, we show that Sabbat/Gemin7 is found in a stable
complex in vivo with SMN (Fig. 4A) and Hezron/
Gemin6 (Fig. 4B). These findings spurred us to ask
whether a Gemin6-Gemin7-Unrip subunit, reported
for the human SMN complex [7], is also present in
Drosophila. Notably, we find that Sabbat/Gemin7
interacts strongly with both Hezron/Gemin6 and wmd/
Unrip in a yeast two-hybrid assay (Fig. 8). Impor-
tantly, Sabbat/Gemin7 can latch to both Valette/Gem-
in8 and Gemin3 with comparable strength (Fig. 8).
We also detect direct associations between Sabbat/
Gemin7 or Hezron/Gemin6 and select Sm proteins,
specifically SmB and SmD2 proteins (Fig. 8). Alto-
gether, these findings constitute strong evidence
favouring the presence of a Gemin6-Gemin7-Unrip
module within the Drosophila SMN complex.

Discussion

The SMN complex is central to cellular metabolism as
demonstrated by its presence in nearly all eukaryotes
[6]. In contrast to the expanded version in metazoans
including humans, Drosophila was reported to have a
minimal SMN complex composed of only SMN, Gem-
in2/3/5, and, possibly, Unrip [11,14-16]. Hence, it has
been suggested that the human SMN complex gained
complexity in evolution through the incorporation of
the remaining Gemins [11]. Our study has identified
novel components of the Drosophila SMN complex
with homologies to the elusive Gemin4/6/7/8. We
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speculate that similar to metazoan counterparts includ-
ing Apis and Nasonia [11], an elaborate SMN complex
is also present in Drosophila.

Previous studies have indicated that Gemin4/6/7/8
are core members of the human SMN complex [7,34—
38]. Gemin4 is thought to be a co-factor for Gemin3’s
enzymatic activities [34]. Our work supports this
hypothesis, hence, we were able to detect a strong
functional relationship between Gemin3 and Gaulos,
the Drosophila Gemin4 orthologue. Gemin8, which
attaches to the human SMN complex primarily via
SMN, is thought to recruit the Gemin6-Gemin7-Unrip
trimer [7]. We show a similar interaction profile in
Drosophila. Notably, we reveal that Gaulos/Gemin4
and Valette/Gemin8 are essential for neuromuscular
survival and function in line with reports describing a
similar requirement for SMN and Gemin2/3/5
[18,20,21,24,39,40]. Besides constituting evidence
favouring these two proteins as the bona fide Droso-
phila orthologues of the respective Gemin counterparts
in vertebrates, these findings also expose a novel
in vivo function in the motor system for Gemin4 and
Gemin8. Interestingly, corroborating our findings, a
missense mutation in Gemin4 was recently found in
three multiplex families with a recessive disorder
encompassing global developmental delay and motor
dysfunction [41]. Although Gemin8 has not been
extensively characterised in vertebrates, based on our
results, we predict that similar to Gemin4, it is
required for developmental progression and motor
function. In this context, Gemin8 might be a potential

1
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Fig. 8. Yeast two-hybrid interaction profile for Sabbat/Gemin7. The reporter strain carrying yeast two-hybrid plasmids expressing the
indicated proteins was spotted in serial dilutions on —Leu-Trp or —Leu-Trp-His plates. Growth on —Leu-Trp-His plates indicates a positive
interaction between Sabbat/Gemin7 and Gemin3, Hezron/Gemin6, wmd/Unrip, Valette/Gemin8 or Sm substrates D2/B. SmB was also found
to associate with Hezron/Gemin6. Negative interactions are characterised by the absence of growth on —Leu-Trp-His plates. An empty
vector or the unrelated Alix protein (both indicated by O) served as a negative control. At least three independent experiments were
performed, and the result of one representative is shown.

target for screening in neurogenic disorders that have Sabbat/Gemin7 might not be vital for organismal sur-
an as yet unidentified cause. We also report that, in vival. In view that the human counterparts have an
contrast to the other Gemins, Hezron/Gemin6 and Sm protein-like structure despite the lack of sequence
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similarity with Sm proteins [42], an Sm-surrogacy role
for both proteins during snRNP assembly could be
redundant in Drosophila.

It remains unclear whether Unrip can be considered
a steady member of the SMN complex in view that it
associates with the complex only within the cytoplas-
mic compartment [43,44]. We have recently shown that
similar to SMN and the Gemins, Drosophila wmd/
Unrip is required in the neuromuscular system for
adult viability and optimal motor performance [16].
Here, we show that wmd/Unrip together with Hezron/
Gemin6 can be recruited to the Drosophila SMN com-
plex via Sabbat/Gemin7. This interaction profile mir-
rors that present in the human SMN complex and
together with earlier findings [16] favours the possibil-
ity that wmd/Unrip is also a core member of the
Drosophila SMN complex.

It is noteworthy that the level of amino acid con-
servation of Drosophila Gemin4/6/7/8 is comparable
to that of Gemin5, which is known to be moderately
low [11]. This indicates that these orthologues are
evolving significantly faster in Drosophila compared
to other metazoans, hence, additional functions
remain a likely possibility. It is with this in mind that
we opted to give a synonymous gene name for the
newly identified Drosophila Gemins. Furthermore, we
do not exclude the possibility that the new Drosophila
Gemins are morphing into different proteins and this
could explain why bioinformatics prediction tools
may identify a different human orthologue, albeit
with modest sequence similarities, for Hezron/Gemin6
(LSM12), Sabbat/Gemin7 (NAA38) and Valette/
Gemin8 (COMMDI0). Nonetheless, taken in toto, the
evidence we present in this study strongly supports
membership of the newly identified proteins within
the Drosophila SMN complex.

Our identification and initial characterisation of
novel SMN complex interactors lead us to conclude
that we have discovered the remaining elusive Gemins
in Drosophila. We propose that Drosophila has an
elaborate SMN complex that is typical of metazoans.
In addition to structure-based mechanistic studies,
future research addressing the contribution of each
member of the SMIN complex to its operations, specifi-
cally within the neuromuscular system, is now possible
in a genetically tractable multicellular model organism.

Acknowledgements

The authors are grateful to Matthew Camilleri for
unwavering technical and administrative support. This
work was supported by the University of Malta
Research Fund to RJC, the Malta Council for Science

FEBS Letters (2017) © 2017 Federation of European Biochemical Societies

The complete Drosophila SMN Complex

& Technology Internationalisation Partnership Award
to RJC and the Centre National de la Recherche Sci-
entifique to RB. ML is supported by an Endeavour
Scholarship (Malta), part-financed by the EU — Euro-
pean Social Fund under Operational Programme
IT — Cohesion Policy 2014-2020, “Investing in human
capital to create more opportunities and promote the
well-being of society”. RMB is supported by a Bjorn
Formosa Scholarship for Advanced Research into
ALS/MND funded by the nonprofit organisation,
ALS Malta Foundation, facilitated by the Research
Trust (RIDT) of the University of Malta.

Author contributions

Conceived and designed the experiments: RB and
RJC. Performed the experiments: ML, RC, RMB, RB
and RJC. Analysed the data: RB and RJC. Contribu-
ted reagents/materials/analysis tools: NV and FIJ.
Wrote the paper: RB and RJC.

References

1 Lefebvre S, Burglen L, Reboullet S, Clermont O, Burlet
P, Viollet L, Benichou B, Cruaud C, Millasseau P,
Zeviani M et al. (1995) Identification and
characterization of a spinal muscular atrophy-
determining gene. Cell 80, 155-165.

2 Burghes AH and Beattie CE (2009) Spinal muscular
atrophy: why do low levels of survival motor neuron
protein make motor neurons sick? Nat Rev Neurosci 10,
597-609.

3 Matera AG and Wang Z (2014) A day in the life of the
spliceosome. Nat Rev Mol Cell Biol 15, 108—121.

4 Lanfranco M, Vassallo N and Cauchi RJ (2017) Spinal
muscular atrophy: from defective chaperoning of
snRNP assembly to neuromuscular dysfunction. Front
Mol Biosci 4, 41.

5 Donlin-Asp PG, Bassell GJ and Rossoll W (2016) A
role for the survival of motor neuron protein in mRNP
assembly and transport. Curr Opin Neurobiol 39, 53-61.

6 Cauchi RJ (2010) SMN and Gemins: ‘we are family’..
or are we? Insights into the partnership between
Gemins and the spinal muscular atrophy disease protein
SMN. BioEssays 32, 1077-1089.

7 Otter S, Grimmler M, Neuenkirchen N, Chari A,
Sickmann A and Fischer U (2007) A comprehensive
interaction map of the human survival of motor neuron
(SMN) complex. J Biol Chem 282, 5825-5833.

8 Ogawa C, Usui K, Aoki M, Ito F, Itoh M, Kai C,
Kanamori-Katayama M, Hayashizaki Y and Suzuki H
(2007) Gemin2 plays an important role in stabilizing the
survival of motor neuron complex. J Biol Chem 282,
11122-11134.

13



The complete Drosophila SMN Complex

9

10

11

12

13

14

15

16

17

18

19

20

21

14

Lorson CL, Strasswimmer J, Yao JM, Baleja JD,
Hahnen E, Wirth B, Le T, Burghes AH and Androphy
EJ (1998) SMN oligomerization defect correlates with
spinal muscular atrophy severity. Nat Genet 19, 63-66.
Young PJ, Man NT, Lorson CL, Le TT, Androphy EJ,
Burghes AH and Morris GE (2000) The exon 2b region
of the spinal muscular atrophy protein, SMN, is
involved in self-association and SIP1 binding. Hum Mol
Genet 9, 2869-2877.

Kroiss M, Schultz J, Wiesner J, Chari A, Sickmann A
and Fischer U (2008) Evolution of an RNP assembly
system: a minimal SMN complex facilitates formation
of UsnRNPs in Drosophila melanogaster. Proc Natl
Acad Sci U S A4 105, 10045-10050.

Hannus S, Buhler D, Romano M, Seraphin B and
Fischer U (2000) The Schizosaccharomyces pombe
protein Yab8p and a novel factor, Yiplp, share
structural and functional similarity with the spinal
muscular atrophy-associated proteins SMN and SIP1.
Hum Mol Genet 9, 663-674.

Palfi Z, Jae N, Preusser C, Kaminska KH, Bujnicki
JM, Lee JH, Gunzl A, Kambach C, Urlaub H and
Bindereif A (2009) SMN-assisted assembly of snRNP-
specific Sm cores in trypanosomes. Genes Dev 23,
1650-1664.

Cauchi RJ, Sanchez-Pulido L and Liu JL (2010)
Drosophila SMN complex proteins Gemin2, Gemin3,
and Gemin5 are components of U bodies. Exp Cell Res
316, 2354-2364.

Borg RM, Bordonne R, Vassallo N and Cauchi RJ
(2015) Genetic interactions between the members of the
SMN-gemins complex in Drosophila. PLoS One 10,
€0130974.

Borg RM, Fenech Salerno B, Vassallo N, Bordonne R
and Cauchi RJ (2016) Disruption of snRNP biogenesis
factors Tgsl and pICln induces phenotypes that mirror
aspects of SMN-Gemins complex perturbation in
Drosophila, providing new insights into spinal muscular
atrophy. Neurobiol Dis 94, 245-258.

Bellen HJ and Yamamoto S (2015) Morgan’s legacy:
fruit flies and the functional annotation of conserved
genes. Cell 163, 12-14.

Borg R and Cauchi RJ (2013) The gemin associates of
survival motor neuron are required for motor function
in Drosophila. PLoS One 8, e83878.

Cauchi RJ, Davies KE and Liu JL (2008) A motor
function for the DEAD-box RNA helicase, Gemin3, in
Drosophila. PLoS Genet 4, ¢1000265.

Chan YB, Miguel-Aliaga I, Franks C, Thomas N,
Trulzsch B, Sattelle DB, Davies KE and van den
Heuvel M (2003) Neuromuscular defects in a
Drosophila survival motor neuron gene mutant. Hum
Mol Genet 12, 1367-1376.

Chang HC, Dimlich DN, Yokokura T, Mukherjee A,
Kankel MW, Sen A, Sridhar V, Fulga TA, Hart AC,

22

23

24

25

26

27

28

29

30

31

32

33

34

35

M. Lanfranco et al.

Van Vactor D et al. (2008) Modeling spinal muscular
atrophy in Drosophila. PLoS One 3, ¢3209.

Shpargel KB, Praveen K, Rajendra TK and Matera
AG (2009) Gemin3 is an essential gene required for
larval motor function and pupation in Drosophila. Mol
Biol Cell 20, 90-101.

Praveen K, Wen Y and Matera AG (2012) A
Drosophila model of spinal muscular atrophy uncouples
snRNP biogenesis functions of survival motor neuron
from locomotion and viability defects. Cell Rep 1,
624-631.

Timmerman C and Sanyal S (2012) Behavioral and
electrophysiological outcomes of tissue-specific Smn
knockdown in Drosophila melanogaster. Brain Res 1489,
66-80.

Cauchi RJ and van den Heuvel M (2006) The fly as a
model for neurodegenerative diseases: is it worth the
jump? Neurodegener Dis 3, 338-356.

Dietzl G, Chen D, Schnorrer F, Su KC, Barinova Y,
Fellner M, Gasser B, Kinsey K, Oppel S and
Scheiblauer S et al. (2007) A genome-wide transgenic
RNA:I library for conditional gene inactivation in
Drosophila. Nature 448, 151-156.

Vojtek AB, Hollenberg SM and Cooper JA (1993)
Mammalian Ras interacts directly with the serine/
threonine kinase Raf. Cell 74, 205-214.
Fromont-Racine M, Rain JC and Legrain P (2002)
Building protein-protein networks by two-hybrid
mating strategy. Methods Enzymol 350, 513-524.
Gavrilina TO, McGovern VL, Workman E, Crawford
TO, Gogliotti RG, DiDonato CJ, Monani UR, Morris
GE and Burghes AH (2008) Neuronal SMN expression
corrects spinal muscular atrophy in severe SMA mice
while muscle-specific SMN expression has no
phenotypic effect. Hum Mol Genet 17, 1063-1075.
Guruharsha KG, Rual JF, Zhai B, Mintseris J, Vaidya
P, Vaidya N, Beekman C, Wong C, Rhee DY, Cenaj O
et al. (2011) A protein complex network of Drosophila
melanogaster. Cell 147, 690-703.

Borg R and Cauchi RJ (2014) GEMINSs: potential
therapeutic targets for spinal muscular atrophy? Front
Neurosci 8, 325.

Soding J, Biegert A and Lupas AN (2005) The HHpred
interactive server for protein homology detection and
structure prediction. Nucleic Acids Res 33,
W244-W248.

Soding J (2005) Protein homology detection by HMM-
HMM comparison. Bioinformatics 21, 951-960.
Charroux B, Pellizzoni L, Perkinson RA, Yong J,
Shevchenko A, Mann M and Dreyfuss G (2000)
Gemin4: a novel component of the SMN complex that
is found in both gems and nucleoli. J Cell Biol 148,
1177-1186.

Carissimi C, Saieva L, Gabanella F and Pellizzoni L
(2006) Geming8 is required for the architecture and

FEBS Letters (2017) © 2017 Federation of European Biochemical Societies



M. Lanfranco et al.

function of the survival motor neuron complex. J Biol
Chem 281, 37009-37016.

36 Carissimi C, Saieva L, Baccon J, Chiarella P, Maiolica
A, Sawyer A, Rappsilber J and Pellizzoni L (2006)
Gemin8 is a novel component of the survival motor
neuron complex and functions in small nuclear
ribonucleoprotein assembly. J Biol Chem 281,
8126-8134.

37 Baccon J, Pellizzoni L, Rappsilber J, Mann M and
Dreyfuss G (2002) Identification and characterization of
Gemin7, a novel component of the survival of motor
neuron complex. J Biol Chem 277, 31957-31962.

38 Pellizzoni L, Baccon J, Rappsilber J, Mann M and
Dreyfuss G (2002) Purification of native survival of
motor neurons complexes and identification of Gemin6
as a novel component. J Biol Chem 277, 7540-7545.

39 Rajendra TK, Gonsalvez GB, Walker MP, Shpargel
KB, Salz HK and Matera AG (2007) A Drosophila
melanogaster model of spinal muscular atrophy reveals
a function for SMN in striated muscle. J Cell Biol 176,
831-841.

40 Grice SJ, Sleigh JN, Liu JL and Sattelle DB (2011)

Invertebrate models of spinal muscular atrophy:

insights into mechanisms and potential therapeutics.

BioEssays 33, 956-965.

Alazami AM, Patel N, Shamseldin HE, Anazi S, Al-

Dosari MS, Alzahrani F, Hijazi H, Alshammari M,

Aldahmesh MA, Salih MA et al. (2015) Accelerating

novel candidate gene discovery in neurogenetic disorders

via whole-exome sequencing of prescreened

multiplex consanguineous families. Cell Rep 10, 148-161.

42 Ma Y, Dostie J, Dreyfuss G and Van Duyne GD
(2005) The Gemin6-Gemin7 heterodimer from the
survival of motor neurons complex has an Sm protein-
like structure. Structure 13, 883-892.

43 Grimmler M, Otter S, Peter C, Muller F, Chari A
and Fischer U (2005) Unrip, a factor implicated in

4

—

FEBS Letters (2017) © 2017 Federation of European Biochemical Societies

The complete Drosophila SMN Complex

cap-independent translation, associates with the
cytosolic SMN complex and influences its
intracellular localization. Hum Mol Genet 14, 3099—
3111.

44 Carissimi C, Baccon J, Straccia M, Chiarella P,
Maiolica A, Sawyer A, Rappsilber J and Pellizzoni L
(2005) Unrip is a component of SMN complexes
active in snRNP assembly. FEBS Lett 579, 2348—
2354.

Supporting information

Additional Supporting Information may be found
online in the supporting information tab for this article:
Fig. S1. Sequence conservation of Gemin4 ortho-
logues.

Fig. S2. Secondary structure conservation of Gemin4
orthologues.

Fig. S3. Specificity of RNAi constructs utilised in the
study.

Fig. S4. Sequence conservation of Gemin8 ortho-
logues.

Fig. S5. Secondary structure conservation of Gemin8
orthologues.

Fig. S6. Sequence conservation of Gemin6 ortho-
logues.

Fig. S7. Secondary structure conservation of Gemin6
orthologues.

Fig. S8. Sequence conservation of Gemin7 ortho-
logues.

Fig. S9. Secondary structure conservation of Gemin7
orthologues.

Doc. S1. Materials and methods.

Table S1. Documented spatial and temporal expression
patterns of GAL4 drivers utilised in the study.

15



	Outline placeholder
	a1
	a2
	a3
	fig1
	fig2
	fig3
	fig4
	fig5
	fig6
	fig7
	fig8
	bib1
	bib2
	bib3
	bib4
	bib5
	bib6
	bib7
	bib8
	bib9
	bib10
	bib11
	bib12
	bib13
	bib14
	bib15
	bib16
	bib17
	bib18
	bib19
	bib20
	bib21
	bib22
	bib23
	bib24
	bib25
	bib26
	bib27
	bib28
	bib29
	bib30
	bib31
	bib32
	bib33
	bib34
	bib35
	bib36
	bib37
	bib38
	bib39
	bib40
	bib41
	bib42
	bib43
	bib44


