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Aicardi-Goutieres Syndrome (AGS) is a rare disorder characterized by neurological and
immunological signs. In this study we have described a child with a phenotype consistent
with AGS carrying a novel compound heterozygous mutation in RNASEH2B gene. Next
Generation Sequencing revealed two heterozygous variants in RNASEHZ2B gene. We also
highlighted a reduction of RNase H2B transcript and protein levels in all the family
members. Lower protein levels of RNase H2A have been observed in all the members
of the family as well, whereas a deep depletion of RNase H2C has only been identified in
the affected child. The structural analysis showed that both mutations remove many
intramolecular contacts, possibly introducing conformational rearrangements with a
decrease of the stability of RNase H2B and strongly destabilizing the RNase H2
complex. Taken together, these results highlight the importance of an integrated
diagnostic approach which takes into consideration clinical, genetic, and
molecular analyses.

Keywords: Aicardi-Goutiéres Syndrome, next generation sequencing, RNASEH2B, genetics, novel mutation

INTRODUCTION

Aicardi-Goutiéres Syndrome (AGS) is a rare pediatric disorder characterized by both neurological
and immunological signs such as leukodystrophy, cerebral atrophy, and calcifications,
lymphocytosis and increased levels of interferon-alpha (1). Mutations in nine genes have been
described as causative of AGS (2, 3), and they all lead to the pathological activation of the innate
immune system usually observed in these patients (3, 4). In the worldwide cohort of patients, as well
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as in the Italian one, the most frequently mutated gene is
RNASEH2B (2, 5). RNASEH2B encodes one of the three
subunits of RNase H2, one of the major endonucleases in
humans (6). Loss of function mutations of this gene lead to the
accumulation of undigested endogenous nucleic acids that are
able to trigger the abnormal innate immune response typical of
this disorder (7). Here we describe for the first time the case of a
child affected by AGS with a novel compound heterozygous
mutation in the splice acceptor site within intron 1 and in exon 4
of RNASEH2B gene.

CASE PRESENTATION

He is a boy born from healthy unrelated parents, after uneventful
pregnancy and delivery. He presented at 12 months of age with
irritability, sterile pyrexia, neuromotor regression with loss of
trunk and head control. Neurological examination revealed
marked irritability, startle reaction to even mild sensory
stimuli, acquired microcephaly, and pyramidal and
extrapyramidal signs. Other features of AGS (ie. chilblains,
seizures, hepatic dysfunction) were not present. MRI showed
white matter hyperintensity involving periventricular and deep
regions and slight cerebral atrophy (Figure S1). Lumbar
puncture showed pleocytosis [16 lymphocytes/mm (3)].
Interferon alpha levels were normal in the Cerebrospinal fluid
(CSF); neopterin, biopterin, and folates were not measured. The

possibility of acquired acute encephalitis was initially considered.
Nevertheless, the presence of cerebral atrophy and microcephaly
at onset leads to expanding the differential diagnosis. AGS was
suspected, therefore, the boy underwent a head CT scan, but no
calcifications were observed. Serologies for TORCH complex and
HIV were all negative. Interferon alpha level was not evaluated
but blood interferon signature was positive (6.862; normal range:
0-2.22). AGS diagnostic criteria (8) were partially fulfilled (Table
S1), and finally molecular analysis confirmed the clinical
suspicion. Once the diagnosis was done, JAK inhibitors were
initiated. Patient follow-up and response to treatment were
described in Mura et al. (9)

Next Generation Sequencing (NGS) revealed two
heterozygous variants in RNASEH2B gene (NM_024570.4).
The first one, ¢.65-13G>A, was a maternally inherited intronic
variant, and it has already been described in the literature (2).
The second one was a novel paternally inherited variant that
caused the replacement of the Leucine with a Valine, p.L85V. In
silico prediction software, such as SIFT (http://sift.jcvi.org/),
Polyphen2 (http://genetics.bwh.harvard.edu/pph2/), and
Mutation Taster (http://www.mutationtaster.org/) define this
variant as damaging or disease causing. Gene segregation was
studied by trio Sanger sequencing, and both parents were
confirmed to be heterozygous carriers of each mutation
(Figures 1A, B).

Since the intronic mutation is placed in a critical splicing site,
we decided to study its effect on RNASEH2B transcript. We
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NM_024570.4, ¢.65-13G>A /\ /\/\/\, /\
Exon 4 Novel
NG_009055.1,25936C>G, A4 A Ao o 3 T A e R Ame T g T Ao namae it
Proband NM_024570.4, ¢.253C>G
+ - >
p.L85V +c.65-13G>A NP_078846.2, p.L8SV \X
(o] D E
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FIGURE 1 | An intron variant and a novel missense mutation in RNASEH2B gene are identified. (A) Pedigree of the family. Squares and circles represent male and
female family members, respectively. (B) The two variants ¢.65-13G>A and ¢.253C>G are confirmed in the proband and parents by Sanger sequencing. (C) cDNAs
from the proband and his parents were resolved on a 3% agarose-gel, showing the different splice variants. (D, E) Electropherograms of the two splice variants
identified in the proband. The highest peak presents an intron retention due to the ¢.65-13G>A mutation whereas the lowest one the ¢.253C>G variant.
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amplified a cDNA region spanning from exon 1 to exon 5 to
investigate different splicing variants. The cDNA derived from
patient’s and mother’s RNA, both presenting the c.65-13G>A
variant, showed two different transcripts, whereas the father
presented only one transcript (Figure 1C). To better
investigate differences between these two transcripts, we
studied their sequences by Sanger sequencing. The upper band
in the agarose gel represents a longer transcript that resulted
from the retention of 11 nucleotides belonging to intron 1
(Figure 1D). The lower band, as well as the only band
identified in the father, represents the wild-type transcript, and
both father and proband presented the ¢.253C>G variant in exon
4 (Figure 1E).

Since p.L85V is novel mutation, we decided to perform a
comparative amino acid alignment of RNase H2B protein across
vertebrates using multiple sequence alignment analysis. This
analysis revealed that amino acid L85 is highly conserved
during evolution (Figure 2A).

We continued our analysis by investigating the effects of both
mutations on gene expression and RNase H2 protein levels. We
observed a significant decrease of RNASEH2B expression in all
the members of the family by RT-qPCR (Figure 2B). This result
was also confirmed by Western blot, which highlighted a
reduction of RNase H2B protein levels in the family with a
deeper decrease in the father (Figure 2C), as already observed for
the transcript. Since RNase H2 is a heterotrimeric enzyme, we
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FIGURE 2 | Characterization of the two RNASEH2B mutations. (A) The L85 residue of RNASEHZB is evolutionarily conserved crossing all examined species. The
conserved Leucine residue is shown in the rectangular box. Protein sequences were obtained from the National Center for Biotechnology (NCBI). (B) Expression
levels of RNASEHZ2B transcripts in a healthy control, parents, and proband *P < 0.05, **P < 0.01, **P < 0.001. (C) Western blot analysis of RNase H2B, RNase
H2C, and RNase H2A protein levels in a healthy control, parents, and proband. GAPDH has been used as loading control. (D) The contacts involving amino acid
L85 with V17, L19, W73, and F87 on the native (left panel, black broken lines) and L85V mutant (right panel, red broken lines) of RNASEHZ2B. (E) The crystal
structure of RNASE H2 complex with RNASEH2A, RNASEH2B, RNASEH2C highlighted in blue, red and gray, respectively. On the same figure the first 30 residues
of RNASEHZ2B (of which 1-12 are missing in the crystallographic structure) are highlighted in yellow.
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also investigated the protein levels of the other two subunits.
Lower RNase H2A protein levels have been observed in all the
members of the family, whereas a strong depletion of RNase H2C
was identified only in the affected child (Figure 2C).

The analysis of native and homology modeled mutant
structures showed that replacement of Leucine by the shorter
Valine sidechain eliminates many of the intramolecular contacts
with hydrophobic moieties of V17, L19, W73, and F87, besides
the intermolecular contact with V144 in RNase H2C (Figure
2D). The contact with W73 appeared particularly important
because this residue is conserved in all (non-divergent)
vertebrates’ sequences. It is likely that the mutation may
introduce conformational rearrangements with a decrease of
the stability of RNase H2B and possibly of its complex with
RNase H2C. The finding that the mutant W73L lowers the
stability of RNase H2B (10) supports this conclusion.

At last, the splicing mutation in intron 1 results in the deletion
of the first 30 residues of RNase H2B which appears to strongly
destabilize the complex because this region occurs within a f3-
strand interfacing RNase H2B and RNase H2C (Figure 2E).

DISCUSSION

Here we report the case of a child diagnosed with AGS caused by
one previously described and one novel variant in RNASEH2B
gene in a compound heterozygous state. RNASEH2B has been
defined an AGS-causing gene in 2006 (11), and it is usually the
most frequently mutated gene found in these patients (2, 5).
Patients mutated in RNASEH2B are more likely to retain some
motor and communication abilities, and they usually develop
later-onset forms of AGS with a longer life expectancy (6).

RNase H2 is one of the major sources of ribonuclease activity
in eukaryotes (6), and it is composed of three subunits: the
catalytic subunit RNase H2A and the two auxiliary subunits
RNase H2B and RNase H2C necessary to stabilize and form an
enzymatically active heterotrimer (12). All the subunits are all
equally important for the enzymatic activity (13).

Mutations in RNase H2 enzyme determine an accumulation
of nucleic acids derived from endogenous retroelements or from
inefficient removal of ribonucleotides from genomic DNA and
an increased DNA damage. All these scenarios lead to an
abnormal stimulation of immunological pathways determining
an increased IFN-a. release, which is one of the main features of
AGS (7).

In our patient, the splice site variant in intron 1 has already
been reported in literature as a mutation causative of AGS when
in a compound heterozygous state (2). Indeed, the mother is a
heterozygous carrier of this intronic mutation in RNASEH2B
gene, and she showed no AGS symptoms. Although ¢.253C>G/
p-(Leu85Val) variant has never been described, we inferred its
pathogenicity from the results of in vitro and in silico analyses.
Both mutations lead to a decreased expression of RNase H2B
transcript and to reduced protein levels of all RNase H2 subunits
suggesting an alteration of the enzyme main functions. It has
been described in literature that mutations or deletions of one of

the three subunits have an effect also on the other two unmutated
subunits (14, 15). This overall RNase H2 subunits protein levels
decrease was clearer in the affected patient, who present both
mutations and, therefore, a pathological phenotype. The two
parents, who are heterozygous carriers and, therefore, present no
AGS-related symptoms, showed a lower reduction of RNase
H2A and RNase H2C protein levels that does not affect
enzyme functionality. Taken together, these results suggest that
both mutations are needed to determine a pathological
phenotype. All these results were also confirmed by in silico
analyses on the available crystallographic native and homology
modeled mutant structures. The splice variant in intron 1 results
in the loss of an amino acidic region at the interface between
RNase H2B and RNase H2C, strongly destabilizing the complex.
L85V mutation reduces the number of favourable intramolecular
hydrophobic interactions leading to a likely destabilization of
RNase H2B and possibly, through related interactions, of its
complex with RNase H2C.

In conclusion, our study presented novel compound
heterozygous mutations in RNASEH2B gene in a child with a
phenotype consistent with AGS. These results highlight the
importance of an integrated diagnostic approach which take
into consideration both clinical and genetic analyses.
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