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Pathomechanistic studies of neurodegenerative diseases
have documented the toxic effects of mutant protein ex-
pression, misfolding, and aggregation. However, alter-
ations in the expression of the corresponding wild-type
(WT) gene, due to either variations in copy number or
transcriptional regulation, have also been linked to Alz-
heimer’s and Parkinson’s diseases. Another striking ex-
ample of this mutant and WT duality is spinocerebellar
ataxia type 1 (SCA1) caused by an ATXN]1 polyglutamine
protein, although subtle variations in WT AXTNT1 levels
also lead to ataxia. In this issue of Genes & Development,
Nitschke and colleagues (pp. 1147-1160) delve into
posttranscriptional events that fine-tune ATXN1 expres-
sion and uncover a key role for 5 untranslated region
(5 UTR)-miR760 interactions. Thus, this study not only
provides significant insights into the complexities of mod-
ulating the expression of a dosage-sensitive gene but also
highlights the critical importance of identifying noncod-
ing polymorphisms as disease risk factors.

SCA1, a dominantly inherited and progressive ataxia
characterized by severe loss of cerebellar Purkinje cells,
is caused by the expansion of a CAG short tandem repeat
in the ATXN1-coding region (Paulson et al. 2017). This ex-
pansion results in the expression of a mutant ATXN1 pro-
tein containing a polyglutamine (polyQ) tract that triggers
enhanced stability and aberrant interactions with its tran-
scriptional repressor partner, Capicua/CIC (Rousseaux
et al. 2018). In support of this gain-of-function disease
model, antisense oligonucleotide (ASO)-mediated
ATXNI1 depletion reduces motor deficits and increases
survival of the Atxn1'*??Q SCA1 mouse model (Frie-
drich et al. 2018). Perhaps more surprisingly, the RNA-
binding protein PUMILIO1/PUMI, with dual functions
in translational repression and mRNA turnover activa-
tion, binds to the ATXN1 3’ UTR to regulate ATXNI1 pro-
tein levels, and even a modest 30%-50% increase in WT
ATXN1 in Pumi1*/~ heterozygotes results in Purkinje
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cell and motor deficits that are rescued by ATXN1 reduc-
tion in Pum1*/~; Atxn1*/~ mice (Gennarino et al. 2015;
Goldstrohm et al. 2018). These and additional observa-
tions suggest that ATXN1 provides an excellent regulato-
ry system to study posttranscriptional mechanisms that
control the expression levels of dosage-sensitive genes
(Fig. 1A.

In this report, Nitschke et al. (2020) extend earlier obser-
vations from the Zoghbi laboratory (Lee et al. 2008; Gen-
narino et al. 2015) that several microRNAs (miRNAs),
including miR19, miR101, and miR130, together with
PUMI1, coregulate ATXNI1 levels (Fig. 1B). Mammalian
miRNA-guided repression generally involves binding of
the Argonaute (AGO)-miRNA complex (RNA-induced si-
lencing complex [RISC]) to miRNA target sites together
with recruitment of TNRC6 proteins and deadenylase
complexes (CCR4-NOT and PAN2-PAN3) to modulate
mRNA translation and turnover with miRNA target sites
located predominantly in the 3’ UTR (Bartel 2018). How-
ever, the investigators were intrigued by the lengthy
ATXNI1 5 UTR (971 bp) and the recent report of alterna-
tive splicing of exons 2 and 3 in the 5 UTR as well as
the presence of multiple upstream open reading frames
(uWORFs) (Manek et al. 2020).

As an initial test fora 5 UTR role in ATXN1 expression,
the investigators generated 5 UTR luciferase reporters,
which showed that the ATXN1 5 UTR serves a strong
negative regulatory function with decreases of both lucif-
erase activity (~10-fold) and RNA level (approximately
twofold) compared with control. Since miRNAs targeting
5" UTRs have been reported to either enhance protein
translation without affecting mRNA levels or down-regu-
late both the target transcript and corresponding protein
(Zhou and Rigoutsos 2014), this result prompted a survey
of potential miR-binding sites on ATXN1 mRNA com-
bined with miR targets coordinately highly expressed
with ATXNI1. This approach yielded miR760 as their
lead among 10 top candidates since it is coexpressed
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both the 5" and 3’ untranslated regions (UTRs), together with the RNA-binding protein PUMILIOI (PUMI1). Nitschke et al. (2020) report
a conserved miR760-binding site in the ATXN1 5 UTR, and miR760 associated with AGO1-3 down-regulates ATXNI1 by decreasing
mRNA stability and translation (RISC [RNA-induced silencing complex]). Target sites for miR760 (red), miR101 (cyan), miR19 (black),
and miR130 (gray) are marked. Asterisks (*) denote sequences complementary to the miR760 seed but not functional.

with ATXNI1 in 16 brain regions but, as predicted for a
miRNA regulator, with a negative correlation between
miR760 and ATXNI levels in most of these regions, al-
though not in the cerebellar cortex. Treatment of several
cell types (DAQY and HEK293T) with miRNA mimics
or inhibitors indicated that several top candidate miRs, in-
cluding miR548a-3p, negatively regulated ATXN1 expres-
sion, although only the miR760 inhibitor led to increased
ATXNI1 levels. Among the four ATXN1 mRNA sites with
miR760 seed region complementarity, only two of these
are located in the 5’ UTR, and cell transfections of lucifer-
ase reporter constructs and several binding site deletion
mutants identified miR760 site 2 as the functional site.
Of the four mammalian AGO proteins (AGO1-4), AGO2
appears to play the predominant role, with AGO1 and
AGO3 less active, and polysome analysis indicated that
miR760-mediated negative regulation involves both de-
creased mRNA stability and translation. Interestingly,
the active miR760 5 UTR-binding site is positioned just
upstream (42 nt) of the ATXN1 translation initiation co-
don and downstream from the last predicted uORF, sug-
gesting that RISC binding might block ribosome
scanning (Fig. 1B). Of note, in the luciferase reporter as-
says, mutation of miR760 site 2 mildly offset (~1.2-fold)
the repressive function of the ATXN1 5 UTR (~10-fold),
inviting future research for additional gene regulatory
mechanisms involving this unusually long 5 UTR.

To clarify the contribution of miR760 regulation on
ATXNI1 levels in vivo, the investigators next character-
ized the effects of miR760 overexpression in Atxn1!'>*Y/
2Q mice following stereotactic intracerebellar injections
of AAV9 constructs expressing YFP—to monitor localiza-
tion—and either a control or miR760. A 15-fold increase
in miR760 expression led to a 25% decrease of both
ATXNI 2Q and 154Q proteins in YFP-positive cerebellar
regions together with significant improvements at 5 wk
after injection in motor coordination and learning by
pole test and rotarod evaluations. While modulation of
miR760 levels is problematic in humans given its associ-
ation with cancer, an appealing extension provoked by
this study is to expand searches for noncoding variants
linked to ataxias that are not yet assigned to a particular
gene mutation.
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Overall, this impressive work provides enticing new in-
sights into the multitiered posttranscriptional regulatory
schemes required to fine-tune the levels of a dosage-sensi-
tive gene implicated in multiple neurodegenerative dis-
eases. Combined with cotranscriptional events, such as
alternative RNA splicing and polyadenylation in the nu-
cleus, the regulatory repertoire available to cells to rapidly
modulate both RNA and protein levels is both currently
impressive and likely to increase in the future.
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