ZCCHCS, the nuclear exosome targeting
component, is mutated in familial
pulmonary fibrosis and is required for
telomerase RNA maturation
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Short telomere syndromes manifest as familial idiopathic pulmonary fibrosis; they are the most common premature
aging disorders. We used genome-wide linkage to identify heterozygous loss of function of ZCCHCS, a zinc-knuckle
containing protein, as a cause of autosomal dominant pulmonary fibrosis. ZCCHCS associated with TR and was
required for telomerase function. In ZCCHCS8 knockout cells and in mutation carriers, genomically extended tel-
omerase RNA (TR) accumulated at the expense of mature TR, consistent with a role for ZCCHCS in mediating TR 3’
end targeting to the nuclear RNA exosome. We generated Zcchc8-null mice and found that heterozygotes, similar to
human mutation carriers, had TR insufficiency but an otherwise preserved transcriptome. In contrast, Zcchc8™/~
mice developed progressive and fatal neurodevelopmental pathology with features of a ciliopathy. The Zcchc8™/~
brain transcriptome was highly dysregulated, showing accumulation and 3’ end misprocessing of other low-abun-
dance RNAs, including those encoding cilia components as well as the intronless replication-dependent histones.
Our data identify a novel cause of human short telomere syndromes-familial pulmonary fibrosis and uncover nuclear
exosome targeting as an essential 3’ end maturation mechanism that vertebrate TR shares with replication-de-
pendent histones.
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Telomerase, the specialized ribonucleoprotein that syn-
thesizes telomere DNA, has two essential components:
the telomerase reverse transcriptase, TERT, and, a spe-
cialized non-coding RNA, TR (also known as TERC),
which provides the template for telomere repeat addition
(Greider and Blackburn 1985, 1987, 1989; Feng et al. 1995;
Lingner et al. 1997). Mutant telomerase genes have their
most common manifestation in the age-related disease id-
iopathic pulmonary fibrosis (IPF) (Armanios et al. 2007;
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Armanios 2012; McNally et al. 2019). Among IPF families
with known mutations, half carry mutations in TERT or
TR (Armanios et al. 2007; Tsakiri et al. 2007). The rest car-
ry mutations in one of five other telomere maintenance
genes, RTEL1, PARN, NAF1, TINF2, and DKC1 (Alder
et al. 2013, 2015; Cogan et al. 2015; Stuart et al.
2015; Stanley et al. 2016). Four of these seven known mu-
tant telomere genes in familial IPF affect TR itself, its
deadenylation, trafficking, or stability as in the case for
PARN, NAF1, and DKCI, respectively (Mitchell et al.
1999b; Moon et al. 2015; Stanley et al. 2016). However,
for 50%-60% of IPF families, the genetic etiology is
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unknown, and within this subset there are individuals
with unexplained TR insufficiency and short telomere
syndrome features (Stanley et al. 2016).

Here, we used an unbiased genome-wide linkage ap-
proach to discover a novel familial IPF disease gene that
is required for TR maturation and telomerase function.
Human TR has its own RNA polymerase II transcriptional
unit (Feng et al. 1995); it shares a 3’ end box H/ACA motif
with a subset of non-coding RNAs, but, relative to them, it
has low abundance (Mitchell et al. 1999a; Chen et al.
2000; Stanley et al. 2016). Telomere maintenance is vul-
nerable to small reductions in TR levels (Greider 2006;
McNally et al. 2019), and TR is haploinsufficient in both
humans and mice (Hathcock et al. 2002; Hao et al. 2005;
Armanios et al. 2009). TR*/~ mice show genetic anticipa-
tion with later generations eventually developing short
telomere phenotypes including bone marrow failure and
immunodeficiency (Hathcock et al. 2002; Hao et al.
2005; Armanios et al. 2009; Wagner et al. 2018). The deter-
minants of vertebrate TR integrity are incompletely un-
derstood in part because the TR sequence is divergent,
and different organisms have adapted distinct posttran-
scriptional processing strategies (Chen et al. 2000; Podlev-
sky and Chen 2016). Tetrahymena thermophila TR, for
example, is transcribed by RNA polymerase III and relies
on runs of T’s for transcriptional termination (Greider and
Blackburn 1989). S. pombe, on the other hand, uses a mod-
ified spliceosome-dependent cleavage mechanism as an
initial 3" end processing step (Box et al. 2008; Coy et al.
2013). Vertebrate TR is transcribed as a longer RNA
(Feng et al. 1995; Goldfarb and Cech 2013), and a subset
of these extended forms, the short extended oligoadeny-
lated ones, were recently found to be precursors for the
mature functional TR (Roake et al. 2019). While TR’s deg-
radation has been linked to the RNA exosome in some
cell-based systems (Nguyen et al. 2015; Tseng et al.
2015), the mechanisms by which a longer extended TR
matures into a shorter, functional RNA are not known.
We report here mutant ZCCHCS8, the zinc finger
CCHC-type domain containing 8 protein, and a compo-
nent of the nuclear exosome targeting complex (NEXT)
(Lubas et al. 2011), is a cause of familial IPF. We show
that ZCCHCS is required for TR maturation and uncover
two distinct RNA dysregulation disease phenotypes
caused by partial and complete loss of nuclear RNA exo-
some targeting.

Results

Genome-wide linkage analysis identifies mutant
ZCCHCS in a family with pulmonary fibrosis

We studied an adult with IPF who showed classic short
telomere syndrome features including bone marrow fail-
ure (Fig. 1A). His family history was consistent with auto-
somal dominant pulmonary fibrosis (Fig. 1A), and he had
genetically unexplained low TR levels [lymphoblastoid
cell lines (LCLs), Fig. 1B]. To identify the genetic basis,
we recruited and assessed 13 of his family members, but
found there were no living affected individuals (Fig. 1A).
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This led us to determine preclinical status by measuring
TR levels in LCLs and we found the proband’s two chil-
dren also had 50% of control TR levels, while the remain-
ing relatives had TR levels similar to healthy controls
(Fig. 1B). Telomere length measurement confirmed both
of these “low TR” asymptomatic individuals were at
risk for disease since they had abnormally short telomere
length, below the first age-adjusted percentile, and shorter
than the proband (Fig. 1C). These data supported assigning
affected status to the two presymptomatic individuals,
and the other family members as unaffected (Fig. 1D).
We used these designations to perform a SNP array-based
genome-wide linkage analysis and identified a single
17.3-Mb linkage peak on chromosome 12 (1,073,260-
1,246,120) with a maximum log of the odds ratio (LOD)
score of 2.99 (Fig. 1E). Whole-genome sequencing identi-
fied three rare coding variants within this interval in the
proband (Supplemental Table S1), but only one of them
fell in an RNA-related gene, ZCCHCS8. The variant,
c.C557T predicted a p.P186L missense, had not been re-
ported in >140,000 individuals in the databases (Supple-
mental Table S1) and segregated with both the IPF and
low TR phenotypes (Fig. 1D). In a multi-species align-
ment, p.P186 fell in an unstructured, highly conserved
domain of ZCCHCS (Fig. 1F; Supplemental Fig. S1). We
screened 42 other genetically uncharacterized families
with pulmonary fibrosis and other short telomere syn-
drome phenotypes but did not identify additional
ZCCHCS variants, suggesting these mutations are rare
(1 of 43, 2%), and consistent with a locus heterogeneity
for short telomere syndromes.

ZCCHCS8"18L js g loss-of-function mutation

We first tested the functional effects of ZCCHCS"8L and
found that all three mutation carriers had 50% lower
ZCCHCS protein levels compared with controls, includ-
ing noncarrier relatives (LCLs; P = 0.038, Mann-Whitney
U-test) (Fig. 2A; antibody validation in Supplemental
Fig. S2A). Low protein levels were also seen in the pro-
band’s primary skin fibroblasts and were specific to
ZCCHCS as the levels of the other two NEXT complex
proteins, RBM7 and SKIV2L2, were normal (Fig. 2B;
antibody validation in Supplemental Fig. S2B,C). We
transfected Myc-tagged wild-type and mutant ZCCHCS8
and found ZCCHCS8T'®L levels were decreased (P <
0.01, three independent transfections, Student’s t-test)
(Fig. 2C). Total ZCCHC8 mRNA levels were also intact
in mutation carriers and the mutation was detected in
the mRNA (Fig. 2D,E), additionally confirming p.P186L
compromised protein stability. Short hairpin (shRNA)
knockdown of endogenous ZCCHCS decreased total TR
levels in HeLa cells as quantified by both qRT-PCR and
northern (Fig. 2F-H; northern specificity in Supplemental
Fig. S2D). In contrast, shRNA knockdown of RBM7 and
SKIV2L2 increased TR levels (Supplemental Fig. S2E,F),
as had been seen previously (Tseng et al. 2015). In this ex-
periment, the depletion of one component of NEXT by
shRNA affected the stability of others, in contrast to pa-
tient-derived primary cells where low ZCCHCS levels
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Figure 1. Linkage analysis and whole-genome sequencing identify novel disease gene ZCCHCS8 in familial pulmonary fibrosis with low
telomerase RNA (TR). (A) Pedigree with pulmonary fibrosis proband (arrow) with affected relatives are indicated by the shaded symbols
(key). The clinical history below each of the four shaded pedigree symbols refers to the age of onset of lung disease including idiopathic
pulmonary fibrosis (IPF). (2) Asymptomatic individuals who had unknown affected status at the time of clinical assessment; (gray shading)
unknown cause of death; (*) individuals with DNA who were included in the linkage analysis. (B) TR levels measured by quantitative real
time PCR (qQRT-PCR) in lymphoblastoid cell lines (LCLs). Arrow refers to proband (red) and pedigree identifiers refer to A. TR level from a
DKC1 mutation carrier is a positive control. The data represent a mean of three experiments, each from independent RNA isolations. (C)
Telogram shows age-adjusted lymphocyte telomere length by flow cytometry and fluorescence in situ hybridization (flowFISH) in the pro-
band (arrow) and family (pedigree designations as in A). The validated telogram is based on 192 controls. (D) Phenotype assignments used
in linkage (key) and genotype below each individual refers to ZCCHCS8 SNP. Italicized genotypes refer to obligate carriers. (E) Log of the
odds (LOD) ratio across autosomal chromosomes calculated from SNP data from 14 individuals, with arrow on chromosome 12 pointing to
maximum LOD. (F) p.P186L conservation across eight vertebrate ZCCHCS species with darker shading denoting more conserved resi-
dues. CCHC refers to Zinc-knuckle domain; PSP refers to proline-rich domain.

did not affect RBM7 or SKIV2L2 levels (Fig. 2B). These col- TR 3’ ends using rapid amplification of cDNA ends com-
lective data suggested that ZCCHCS loss-of-function was bined with next-generation sequencing (3'RACE-seq)
sufficient to cause TR depletion. (Fig. 3C). In control cells, nearly all of the nonmature TR

species were oligoadenylated and had genomically encod-
ed short extensions (<15 nt) (Fig. 3D), as had been seen pre-

ZCCHGCS is required for TR maturation and telomerase viously (Goldfarb and Cech 2013). Compared with

function isogenic wild-types, ZCCHC8/~HCT116 cells had a rela-
To test the consequences of ZCCHCS loss on telomerase tive decrease in the mature TR fraction (451 nt; single
function, we disrupted its locus in pseudodiploid clone, three isolations, and sequencing replicates) (Fig.
HCT116 lines using CRISPR/Cas9 editing (Fig. 3A,B). 3D; speciation of sequencing products shown in Supple-
Since the NEXT complex is thought to target a subset of mental Fig. $3). Concurrently, ZCCHC8™/~ cellshad an in-
RNAs for degradation and/or 3’ end processing by the nu- crease in short, extended TR forms which comprised >90%
clear RNA exosome (Lubas et al. 2011), we characterized of all the aberrant forms detected (Fig. 3D). These short
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Figure 2. ZCCHCS loss of function is sufficient to cause low TR levels. (A) Immunoblot of ZCCHCS in lymphoblastoid cell lines (LCLs)
from healthy controls (C1 and C2) and unaffected relatives and mutation carriers labeled with pedigree identifiers from Figure
1A. Quantification from one blot and result replicated twice from independently harvested protein lysates. (B) Immunoblot of ZCCHCS,
SKIV2L2, and RBM7 levels in proband’s primary skin fibroblasts. (C ) Immunoblot of transfected Myc-tagged (293FT cells) and endogenous
ZCCHCS. (D) Mean ZCCHC8 mRNA levels + SEM from LCLs in unaffected family members (n = 4) and ZCCHCS p.P186L mutation
carriers (n = 3). (E) Chromatogram showing that ZCCHCS p.P186L mutation is expressed in LCL mRNA from proband (also verified in
two other mutation carriers). (F) Immunoblot showing efficiency of shRNA knockdown of Luciferase (Luc), ZCCHCS, and NAF1 in
HeLacells. (G) Total TR levels measured by qRT-PCR (mean = SEM from three independent knockdowns and RNA isolations). (H) North-
ern blot of TR after stable knockdown of ZCCHCS8 and NAF1 (replicated twice with independent RNA isolations). (**) P < 0.01; (***) P <

0.001 (Student’s t-test, two-sided).

extended TR molecules have been recently shown to be na-
scent precursors to mature TR (Roake et al. 2019). The re-
maining genomically encoded extensions were longer,
reaching 20, 51, and 784 nt beyond the mature TR 3’ end,
and these also showed a fourfold to 10-fold increase as
quantified by qQRT-PCR (Fig. 3E). We tested whether the ac-
cumulation of extended TR caused by ZCCHCS deletion
may affect TR levels. We measured total TR (as a surrogate
for mature TR) by Northern blot and found ZCCHC8™/~
HCT116 cells had TR insufficiency with mean of 21%
decrease (P = 0.038) (Fig. 3F,G); this effect underestimated
the mature TR amounts since Northern blot lacks the res-
olution for distinguishing mature from the short extended
TR detected by 3 RACE-seq. Since extended TR has recent-
ly been shown to be nonfunctional (Deng et al. 2019), the
Northern quantification may also underestimate the con-
sequences of ZCCHCS8 loss on TR function. To assess this
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directly, we measured telomerase activity using the telo-
mere repeat amplification protocol (TRAP) and found
that, similar to NAF1 mutant cells (Stanley et al. 2016),
ZCCHC8'~ cells showed decreased activity (mean 52%
of isogenic ZCCHC8""* cells, P = 0.001, Student’s ¢-test)
(Fig. 3H,I). These collective data indicated that ZCCHCS8
is required for TR 3’ end maturation and for telomerase
function.

We next examined the clinical relevance of these find-
ings by performing 3'RACE-seq on the proband’s primary
fibroblasts and found a similar TR 3’ end distribution as
ZCCHC8™'~ lines with an accumulation of short 3’ ex-
tended TR fractions (Fig. 3J,K; Supplemental Fig. S4).
However, there was heterogeneity in the stability of these
TR precursors across cell types as we could not amplify
them readily from Epstein-Barr virus-transformed LCLs,
consistent with published data pointing to herpes viruses
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D. (K) qRT-PCR values of extended TR forms in primary skin fibroblasts as in E, mean of three technical replicates). (L) Amplified TR
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qRT-PCR of extended TR (>51 nt extended beyond the 3’ mature TR end) after transfection of tagged ZCCHCS8, DIS3, EXOSC10/
RRP6, and PARN into HCT116 ZCCHC8 ™/~ cells (three to four independent transfections/experiment). Data are expressed as mean +
SEM (*) P < 0.05; (**) P < 0.01 (Student’s t-test, two-sided).
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interfering with RNA turnover in hematopoietic-derived
cells (Glaunsinger and Ganem 2004).

ZCCHCS associates with TR precursors and their
accumulation is rescued by a nuclear RNA exosome
catalytic component

If ZCCHCS is involved in TR targeting, we would expect
an association, we therefore performed RNA immunopre-
cipitation of Myc-tagged ZCCHCS and found TR was en-
riched in the precipitate (Fig. 3L; Supplemental Fig. S5A).
This physical association was independent of an interac-
tion with dyskerin or NAFI1 (Supplemental Fig. S5B). We
characterized these TR species by performing TR-specific
3'RACE-seq of ZCCHCS8-immunoprecipitated RNA and
found 3’ genomically extended TR was enriched (Supple-
mental Figs. S5C, S6). Nearly all of these extensions
were short, consistent with a role of ZCCHCS in nascent
TR processing/targeting. We directly tested whether the
accumulation of extended TR forms may be rescued by
overexpression of DIS3 or EXOSCI10 (also known as
RRP6), both 3’ >5" exoribonucleases of the nuclear RNA
exosome and found a modest reduction of TR extending
>51 nt (Fig. 3M). ZCCHCS8 overexpression in these cells
alsorescued extended TR levels, consistent with an on-tar-
get effect. In contrast, there was no significant change with
forced expression of the PARN deadenylase (Fig. 3M).
These data implicated ZCCHCS8 in the targeting of
genomically encoded extended TR to the nuclear RNA
exosome.

ZCCHCS8 shows a dose-dependent requirement for TR
maturation

To study the role of ZCCHCS in vivo, we generated knock-
out mice. These studies were particularly relevant since
we noted in the literature mention of one consanguineous
family with autosomal recessive intellectual disability
that carried a homozygous ZCCHC8 mutation p.L90X
(Najmabadi et al. 2011). We designed the CRISPR/Cas9 ge-
nome editing strategy to insert a 33-bp insertion in exon 2
of Zcchc8 introducing a premature stop codon at amino
acid 93 (Supplemental Fig. S7A). We interbred heterozy-
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gous mutant mice and detected viable heterozygous and
homozygous null progeny and they had half and no detect-
able ZCCHCS8 protein, respectively (Fig. 4A; antibody
cross-validation in Supplemental Fig. S2A). We first exam-
ined the stability of RBM7 and SKIV2L2 in adult Zcche8*/~
fibroblasts and found their levels were preserved similar to
the patient cells (Figs. 4B,C and 2B, respectively), while
Zcche8™'~ cells had minimally decreased levels (Fig. 4B,
C; Supplemental Fig. S2B,C). The stability of RBM7 and
SKIV2L2 thus does not depend on the presence of
ZCCHCS also in this physiologic model, in contrast to
the results seen with shRNA knockdown in cancer cells
(Fig. 4B,C; Supplemental Fig. S2E,F). We next quantified
total TR levels by Northern blot and found that, similar
to mTR*~, Zcche8*'™ and Zcche8™'~ cells had a dose-de-
pendent decrease (P = 0.02 for both comparisons, n = 3-4
mice/genotype, Student’s t-test) (Fig. 4D,E). To test wheth-
er ZCCHCS8 also plays a role in TR end-processing in mice,
we amplified genomically encoded TR extensions that are
longer than 20 nt beyond the mature 3’ end, and found that
Zcche8™ and Zeche8/~ mice showed a dose-dependent
increase with knockouts having the highest levels (Fig. 4F).

When we interbred Zcche8*/~ mice, we noted a distor-
tion in the Mendelian ratios with Zcche8™/~ progeny rep-
resenting 5% of adult mice (P < 0.001, x> test, total n =
170 weaned pups by 30 d) (Supplemental Fig. S7B). None
of these knockout mice survived beyond 70 d. The
Zcche8™'~ lethality occurred postnatally as the Mendelian
ratios were preserved at E12.5 and at birth (Supplemental
Fig. S7B). Thus, while ZCCHCS is not required for viable
embryogenesis, its complete loss causes a postnatal fatal
phenotype.

Zcche8~/~ mice develop a progressive
neurodevelopmental defect

We characterized the phenotype by first focusing on
Zcche8''™ adults and found that these mice were grossly
and histologically indistinguishable from wild-type
littermates (Fig. 5A). Specifically, there were no abnormal-
ities in the brain, viscera, and hematopoietic system in-
cluding complete blood counts. These observations were
consistent with Zcche8/~ mice primarily having TR

Figure 4. Zcchc8-null mice have TR insuf-
ficiency. (A-C) Immunoblot for ZCCHCS,
SKIV2L2, and RBM7, respectively, on lysates
from mouse ear fibroblasts. (D,E) Northern
blot for mouse TR and quantification. For
E, mean reflects mice Zcche8* (n =4,
IM/2F), Zeche8™'™ (n = 4, 2M/2F), Zeche8™/~
° (n = 3M), mTR*'~ (n = 2, sex unknown) and
mTR™~ (n = 2, sex unknown). (F) TR 3’ ex-
tended levels (>20 bp) relative to Hprt as
measured by qRT-PCR. Mouse numbers
and M/F designations as in E. Data
are expressed as mean = SEM. (*) P < 0.05;
(**) P < 0.01 (Student’s t-test, two-sided).
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Figure 5.  ZCCHCS8 complete loss causes progressive and fatal neurodevelopmental phenotype. (4, top row) Images showing head profile
of Zcchc8 wild-type, heterozygous, and homozygous null mice (41-46 d-old). The labels show the genotype with a male (left) and a female
(right) for each genotype. Zcche8™/~ mice have abnormal head profiles with domed crania, as outlined by the dashed line. (Middle row) CT
head mid-sagittal images show Zcchc8™/~ mice have dome-shaped crania. (Bottom row). Volume-rendered (VR) CT images of mouse cal-
varia show widened cranial sutures in Zcchc8™/~ mice (seen in three of six imaged). None of Zcche8** or Zeche8*™ mice (four mice im-
aged/genotype) had this feature. Each vertical image group is from the same mouse except the last column (two different females). (B)
Representative H&E coronal sections from 8-wk-old heads (all male) show no differences in Zcche8/~ mice (11 examined) compared
with Zcche8* mice (10 examined). In contrast, Zcchc8™/~ mice had severe ventricular dilation (nine of 11 examined). (C) E12.5 brain
sections show Zcche8™/~ have microcephaly but intact brain structures with no ventriculomegaly in utero. (D) Image of E12.5 embryos
from a single dam showing expected Mendelian ratios but Zeche8™/~ embryos have small crania. (E) Cranial area of newborn (P0) pups
measured on VR CT images and corrected to left femur length on the same images (Zcche8* n = 7, 3M/4F; Zcche8*'™ n = 10, 3M/7F,
Zcche8™~ n = 4, 3M/1F). (F) Mean cranial area + SEM relative to age for all three genotypes showing that Zcchc8™/~ mice develop
macrocephy after birth. Newborn mice include those listed in E and older mice (Zcche8**, n = 4, 3M/1F; Zcche8'~, n = 4, 3M/1F;
Zcche8™'~, n = 5, 3M/2F). Dashed lines denote 95% confidence intervals. (**) P < 0.01 (Student’s t-test, two-sided).
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insufficiency that would be predicted to cause telomere
shortening after many successive generations, as has
been documented for mTR*/~ mice (Armanios et al.
2009). In contrast, Zcchc8™/~ mice had obvious cranial de-
formities with domed-shaped heads, a sign of hydrocepha-
lus (Fig. 5A, top panel). Computed tomography (CT)
imaging confirmed the presence of dilated cranial sutures,
another indicator of hydrocephalus (Fig. 5A; Supplemental
Fig. $7C), and nearly all adult Zcchc8™/~ mice had severe
hydrocephalus with ventriculomegaly postmortem
(91%, nine of 11) (Fig. 5B; Supplemental Fig. S7D,E). Hy-
drocephalus is a common feature of ciliopathies; it arises
because of defective motile cilia on ependymal cells that
are required for normal cerebrospinal fluid circulation
(Kousi and Katsanis 2016). We looked for other ciliopathy
features and found a high prevalence of severe otitis media
in Zcche8™/~ mice (80%, eight of 10) (Supplemental Fig.
S7D,E), but there were no laterality defects, such as situs
inversus or heterotaxy (Supplemental Fig. S8A), and there
was no evidence of upper airway disease. To assess the
cause of the cranial defects, we traced brain development
in Zcche8™/~ embryos and found they had small brain vol-
umes during embryogenesis and at birth (Fig. 5C-F), indi-
cating that defective neurogenesis preceded the onset of
hydrocephalus. We saw no gross difference in proliferation
or cell death during embryonic brain development by im-
munohistochemical staining (Supplemental Fig. S9A).
These collective data indicated that central nervous devel-
opment was particularly sensitive to complete loss of
ZCCHCS, and that a progressive neurodevelopmental
defect with features of ciliopathy was the primary cause
of death in Zcche8™/~ mice.

Global analysis shows that Zcche8™/~ developing brains
have defective turnover of low abundance RNA
polymerase II transcripts

To better understand the basis for the neurodevelopment
defect in Zcche8™/~ mice, we performed RNA-seq on
E12.5brains. Weused an adenylated RNA selection library
to focus on protein-coding genes. Comparison of the RNA
profiles in a hierarchical analysis, using no supervision,
showed each of the three Zcchc8 genotypes clustered,
but there was a striking deviation in the Zcchc8™/~ pattern
from wild-type and heterozygous transcriptomes (Fig. 6A).
The volcano plot analyses also showed little difference be-
tween the Zcche8/~ versus Zeche8*/* transcriptomes, but
the Zcche8™/~ brain showed a skewed pattern towards
higher expression of multiple RNAs (Fig. 6B,C). We exam-
ined the identity of these differentially expressed RNAs
(defined as >2SD-fold change, n = 197) and found they
were all transcribed by RNA polymerase II and fell within
the lowest FPKM values of the wild-type adenylated tran-
scriptome distribution (P < 1078, Mann-Whitney test and
Bootstrap analysis) (Fig. 6D). In contrast, the distribution
of the most down-regulated genes was broad (Fig. 6D; Sup-
plemental Table S2B). Among the up-regulated RNAs, TR
had a mean 6.8-fold increase (Zcchc8™/~ vs. Zcche8'*, P =
1.72 x 1078, one-way two-tailed ANOVA), and the in-
crease was due to 3’ genomically encoded extended forms
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(Supplemental Fig. S9B). This pattern was similar to what
we documented in patient-derived and HCT116-edited
cancer cells. We also noted that this pattern was specific,
as no 3’ extensions were seen for RNA polymerase III tran-
scribed genes such as Rmrp (Supplemental Fig. S9B). These
data suggested that ZCCHCS is involved in the turnover
and/or processing of low-abundance RNA polymerase II
transcribed RNAs other than TR.

ZCCHCS is required for posttranscriptional processing of
a subset of replication-dependent histones and some
motile cilia components in addition to TR

We probed the identity of up-regulated RNAs in the
Zcche8™'~ developing brain and found the largest subset
was, like TR, intronless (22%, 42 of 188 with known
gene structure) (Fig. 6E; Supplemental Table S2A). These
intronless pre-mRNAs also generally had similar length
to TR, between 400 and 500 nt (Fig. 6F). Among this class
of RNAs derived from single-exon genes, there was en-
richment of two subsets. The first were histones which
comprised more than half (23 of 42, 55%), and almost all
of these were replication-dependent histones (RDH) (22
of 23,96 %, Fig. 6F). The mouse genome has 65 RDH genes
and the majority, 51 of 65 (78 %), fall in the major histone
cluster on chromosome 13 (Marzluff et al. 2002). Our
RNA-seq analysis enriched for nearly half of these RDH
(P < 0.0001, 22 of 51 vs. 55 of 9788 high-quality tran-
scripts analyzed in the RNA-seq data set, Fisher’s exact
test). The second subset involved RNAs that encode cilia
protein components (Fig. 6E,F; Supplemental Table S2A).
Dysfunction of motile cilia on epithelial cells could ex-
plain the hydrocephalus-otitis phenotype of Zcchc8™/~
mice. Indeed, while the overall expression of ZCCHCS8
in the brain was low, we found that it was highly enriched
in ependymal cells (Supplemental Fig. SOC-E). Among
the 197 most up-regulated genes, 13 (7%) had cilia-related
functions (Supplemental Table S2A). In addition to coiled-
coil domain proteins involved in ciliagenesis (n = 5), there
were transcripts encoding transmembrane proteins
(Tmems) that are involved in the formation of ciliary tran-
sition zones (n = 4), Dnah7b, an essential component of
the dynein axonemal heavy chain of motile cilia (Zhang
etal.2002), and Ttc26, the intraflagellar transporter which
when mutated causes hydrocephalus in mice (Supplemen-
tal Table S2A; Swiderski et al. 2014). These data, along
with the enriched expression of ZCCHCS8 in ependymal
cells, suggest that RNA dysregulation may provoke a sec-
ondary ciliopathy that manifests as hydrocephalus in
Zcche8™'~ mice.

We asked whether the up-regulation of RNAs in the
Zcche8™/~ transcriptome reflected 3 end misprocessing
as we had seen for TR. We manually examined the RDH
RNAs and found that, in addition to their increased abun-
dance, most had 3’ genomically encoded extensions (22 of
28) (Fig. 6F-H). These extensions were most prominent in
the Zcchc8™/~ transcriptome and generally subtle or ab-
sentin heterozygotes (Fig. 6G,H). A similar pattern of 3’ ex-
tensions was seen for the cilia-related transcripts (Fig. 6F,1,
J). The 3’ extended transcripts were specific to the up-
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Figure 6. The Zcchc8™/ transcriptome shows up-regulation and misprocessing of low-abundance intronless RNAs other than TR. (A)
Heat map with dendrogram of gene expression showing unsupervised analysis of 9788 high-quality genes from brain RNA-seq analysis.
Colors denote mean-subtracted FPKM expression values on a log, scale (Zcche8'”, n = 5; Zeche8/™, n = 3; Zeche8™/~, n = 6 embryonic
brains sequenced). Each column is labeled below by WT, HET, and KO followed by the embryo number (1, 2, 3, etc.), referring to respective
Zcchce8 genotypes. The log, expression value was subtracted from the mean log, expression value of the entire cohort. The dendrogram
showing relatedness of the samples is above, and relatedness of the gene transcripts is at the left. The differential change in RNA expres-
sion is shown as positive and negative change on color scale in the key above the top right corner. (B,C) Volcano plots depicting the log,-
fold changes (X-axis) versus —log;o P-values calculated by two-tailed one-way ANOVA (Y-axis| for the Zcche8*'™ and Zcche8™/~ versus
Zcche8** comparisons, respectively. Each dot represents a single transcript. (D) Histogram of number of genes at each expression value
denoted on the x-axis by the mean log,FPKM values obtained from Zcchc8 wild-type embryos (n = 5). RNAs that have more than two SD
higher levels in the Zcche8/* versus Zeche8™/~ comparison are shown in red (n = 197) and fall on the low end of the histogram with TR
and its mean FPKM in wild-type embryos shown. Down-regulated RNAs, defined as less than two SD (n = 43), are shown in blue appear
uniformly distributed on the distribution. (E) Histogram of the most up-regulated (>2SD) transcripts in the Zcche8™/~ versus Zechce8** by
exon number shows the largest subset is intronless RNAs (42 of 188 with known gene structure, 22%). The pie chart divides the intronless
RNAs by functional category. (F) Annotation of 28 up-regulated intronless RNAs (TR, histones and cilia) shows a majority of the histones
represented are replication-dependent histones (RDH) (23 of 24, 96%). The majority have an annotated transcript size in the range of TR
between 400 and 560 (22 of 28). Columns referring to 5’ end and 3’ end refer to visualized additional reads beyond annotated gene bound-
aries with 5" end reads referring to upstream reads that are not necessarily contiguous (manually identified in the Integrative Genome
Viewer [IGV]). (G,H) Genome browser read coverage plots from IGV viewer showing extended 3’ ends as labeled above from two histone
genes in each of Zcchc8**, Zechce8*/~, Zeche8™/~ transcriptomes. (I,]) Coverage plots for two coiled-coil domain containing cilia genes
Ccdc89 and Ccdc182, respectively, by genotype. For Ccdc89, there is also an increase in discontinuous upstream of gene 5'end reads
that resemble so-called promoter upstream transcripts (PROMPTs).
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regulated genes as there was no misprocessing of RNA po-
lymerase II transcripts that had preserved levels in the
Zcche8™/ transcriptome (e.g., Arf1, Arf3). For half of the
RDH and cilia genes we examined (14 of 28), there were ad-
ditionally upstream RNA reads that were discontiguous
with the 5" gene end (Fig. 6G). These resembled promoter
upstream transcripts (PROMPTS), ncRNAs that are
known to be degraded by the nuclear RNA exosome and
that have been reported with depletion of RBM7 as well
as some nuclear RNA exosome components (Andersen
et al. 2013).

Discussion

We report here heterozygous mutations in ZCCHCS as a
novel cause of familial pulmonary fibrosis and the human
short telomere phenotype. This report further establishes
the intimate connection between the susceptibility to
IPF and the short telomere defect. We used molecular phe-
notyping to assign preclinical affected status for an age-de-
pendent, rapidly progressive disease phenotype in order to
strengthen the power of linkage analysis. ZCCHCS is a
vertebrate-specific Zinc-knuckle containing protein; it
was identified as part of the NEXT trimer in mammalian
cells as a cofactor and adaptor of the nuclear RNA exo-
some. It, along with RBM7, are nuclear specific and ex-
cluded from nucleoli presumably to provide substrate
specificity for the RNA exosome’s catalytic activity
(Lubas et al. 2011). An interaction between SKIV2L2 and
the RNA exosome has been proposed to activate exonu-
cleolytic activity involved in the maturation as well as
degradation of a subset of RNA polymerase II transcripts
(Lubas et al. 2011). The human and mouse genetic studies
we report here establish a role for ZCCHCS in the post-
transcriptional maturation of functional TR. TR is tran-
scribed as a longer RNA with a majority of detected
species extending up to 15 beyond its eventual mature
end. Our data, across cell and model organisms, show
ZCCHCS loss causes an accumulation of these short ex-
tended TR forms at the expense of mature TR and support
a role for ZCCHCS8-directed targeting for exosome-depen-
dent exonucleolytic activity. Our model is consistent with
the known functions of NEXT in 3’ end maturation of oth-
er RNAs (Lubas et al. 2015) and the data showing short ex-
tended TR represents a nascent precursor (Roake et al.
2019). Notably, in contrast to the consequences of
ZCCHCS loss, the knockdown of RBM7 and SKIV2L2 in-
creased TR levels. The interpretation of these data requires
further follow up given the fact that mutant ZCCHCS8 hu-
man and mouse cells, including those derived from affect-
ed patients, had intact levels of other NEXT components,
in contrast to ShRNA knockdown. Overall, our findings
highlight the complexities regulating TR biogenesis and
the exquisite susceptibility for genetic disturbances in
this pathway to manifest in the human IPF phenotype.
The PARN deadenylase, which is also mutated in human
short telomere disease, is required to prevent exosome-de-
pendent degradation of TR (Moon et al. 2015; Shukla et al.
2016). Our data showing accumulation of genomically en-
coded extended TR in ZCCHC8 mutant cells and animals
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suggest that ZCCHCS8-dependent exosome targeting is an
early process likely preceding PARN deadenylation. They
point to the RNA exosome differentially playing a role in
TR maturation as well as degradation during different stag-
es of TR biogenesis.

We uncovered two distinct RNA dysregulation disease
phenotypes with partial and complete loss of ZCCHCS.
Heterozygous null humans and mice developed TR insuf-
ficiency and this manifested as a classic short telomere
syndrome that is indistinguishable from TR or TERT mu-
tation carriers. On the other hand, complete ZCCHCS loss
caused a severe and ultimately fatal neurodevelopmental
defect in mice. This neurodevelopmental phenotype
showed features of impaired neurogenesis as well as a post-
natal ciliopathy. The murine phenotype we report is nota-
ble given a prior report of a single family with autosomal
recessive intellectual disability that carried a homozygous
null ZCCHC8 mutation (Najmabadi et al. 2011). Although
we found ZCCHCS8 was ubiquitously expressed in visceral
organs, its levels on the brain were overall low but showed
a particular enrichment in ependymal cells. We also de-
tected a large number of misprocessed cilia-encoding
RNAs in the Zcche8™/~ developing brain, suggesting a
link to cilia dysfunction and hydrocephalus. The central
nervous system predilection of disease in ZCCHCS8-null
mice, as well as human mutation carriers with intellectual
disability, is consistent with the exquisite sensitivity of
neurodevelopment to RNA dysregulation as has been
seen for exosomopathies (Miiller et al. 2015; Giunta et al.
2016). Importantly, our data identify RNA misprocessing
as a potential cause for secondary ciliopathies.

We show that there is an in vivo requirement for
ZCCHCS in the 3’ end processing of low abundance poly-
merase Il RN As beyond TR, including RDH and some cil-
ia components. This RNA subset is enriched for short,
intronless RNAs that are of similar length as TR. The
mechanisms by which ZCCHCS selectively targets this
subset of RNAs to the nuclear RNA exosome remains un-
clear, but a similar signal for low abundance RNAs was
also seen recently when RRP40, a noncatalytic nuclear
RNA exosome component, was depleted in mouse embry-
onic stem cells (Lloret-Llinares et al. 2018). RDH mRNAs
have been shown to have a unique posttranscriptional pro-
cessing pathway that did not involve adenylation (Mar-
zluff et al. 2008). Recently, however, RDHs were found
to be adenylated in terminally differentiated tissues (Ly-
ons et al. 2016). Our RN A-seq data, in the relevant setting
of embryonic brain development, indicate that RDH post-
transcriptional processing may include 3’ adenylation and
an end-processing step that, as for TR, may rely on nuclear
exosome targeting. Our data therefore identify a role for
ZCCHCS8-dependent targeting to the nuclear RNA exo-
some in the maturation of TR as well as the processing
of other low abundance RNA polymerase II genes.

Materials and methods
Subjects and study approval

Patients were recruited from 2007 to 2017 as part of the Johns
Hopkins Telomere Syndrome Registry as described previously



(Jonassaint et al. 2013; Alder et al. 2018). The study was approved
by the Johns Hopkins Medicine Institutional Review Board and
all the subjects gave written informed consent. The proband
was identified in a screen for individuals who had low TR levels
in lymphoblastoid cell lines (LCLs) by qRT-PCR as described pre-
viously (Stanley et al. 2016). LCLs were generated by Epstein-Barr
virus transduction (Penno et al. 1993), and primary skin fibro-
blasts from the index case were derived from a skin punch biopsy
using standard methods. Control skin fibroblasts were purchased
from American Type Culture Collection (ATCC; BJ, CRL-2522).
The screen of 42 patients for mutant ZCCHCS included geneti-
cally uncharacterized familial pulmonary fibrosis-emphysema
probands (n = 31) and patients with a classic short telomere syn-
drome phenotype and short telomere length as previously defined
(n = 11) (Stanley et al. 2016).

Telomere length measurement and DNA extraction

Telomere length was measured on peripheral blood-derived cells
by flow cytometry and fluorescence in situ hybridization (flow-
FISH) at the Johns Hopkins Pathology Laboratories (Baerlocher
et al. 2006; Alder et al. 2018). Genomic DNA was extracted
from fresh blood or PBMCs using the Gentra Puregene Kit B (Qia-
gen) and from formalin-fixed paraffin-embedded (FFPE) using the
FFPE tissue DNA isolation kit (MO BIO Laboratories).

Quantitative real-time-PCR (qRT-PCR) for TR

RNA levels were measured using the SYBR Green qRT-PCR
method as described previously (Stanley et al. 2016). Briefly,
RNA was isolated (RNeasy, Qiagen) and reverse transcribed using
random hexamer primers and Superscript III (Invitrogen). Within
any given experiment, RNA isolation and ¢cDNA reverse tran-
scription were performed side-by-side for all the samples. TR lev-
els were normalized to ARF3 (human) and Hprt (mouse).
Supplemental Table S3 includes primer sequences for hTR and
mTR qRT-PCR both total and extended forms. Primers for quan-
tifying hTR extended forms were from obtained from Nguyen
et al. (2015) and Tseng et al. (2015).

Whole-genome sequencing

Whole-genome sequencing was performed on blood-derived
DNA (Macrogen) using a HiSeq X platform ([llumina). Variants
were called and aligned to GRCh37 reference genome using the
Isaac variant caller (v.2.0.13) and aligner (v.01.15.02.08). The
mean depth of coverage was 48X with 98 % of the genome covered
at 20X and 93% at 30X. Annotation and filtering was performed
using PhenoDB (Hamosh et al. 2013). Nonsynonymous exonic
and splice junctions were defined as rare if they were absent in
dbSNP builds 129, 131, and 135, and also had minor allele fre-
quency (MAF) <0.0001 in 1000 genomes and the NHLBI GO
Exome Sequencing Project (accessed June 19, 2017 and updated
January 6, 2019).

Genome-wide linkage analysis

To identify the disease locus, we genotyped a total of 14 individ-
uals using a SNP array (548K, Infinium HumanCoreExome-24v1-
0, Johns Hopkins Genetic Center Resource Facility). SNPs were
ranked in 400-kb bins by quality metrics based on call rates, posi-
tion, and tightness of the genotype cluster. The 6710 high-quality
autosomal SNPs were then used in a singlepoint linkage analysis
using MERLIN software (Abecasis et al. 2002). Subjects were as-
signed “affected” status if they had a short telomere syndrome
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phenotype such as IPF, were obligate carriers, or had low TR lev-
els and abnormally short telomere length. We used an autosomal
dominant model with prevalence of 0.0001 and penetrance of 1.0
and 0.0001 in carriers and noncarriers, respectively.

ZCCHCS8 multiple species alignment

Human ZCCHC8 (NP_060082) was aligned to the following
vertebrate ZCCHCS8 protein sequences (Canus familiaris:
XP_005636220; Mus musculus: NP_081770; Bos taurus:
NP_001192619; Gallus gallus: NP_001192619, Xenopus tropica-
lis: NP_001135573; Oryzias latipes: XP_004072626; and Danio
rerio: NP_001077287) within Jalview (version 2.10.2b2) using
Clustal Omega (Waterhouse et al. 2009).

Targeted sequencing of ZCCHCS8

Genotyping for ZCCHCS8 P186L was done using Sanger sequenc-
ing of the 102 bp magnetic bead purified PCR product (AMPure
XP, Beckman Coulter Life Sciences) using primers listed (Supple-
mental Table S3). To screen for ZCCHC8 mutations in short telo-
mere syndrome patients, we sequenced gDNA for the coding
sequence and exon-intron junctions on a customized targeted
nextgen sequencing panel (Truseq, [llumina) as shown previously
(n =21 cases) (Stanley et al. 2015). The mean depth of coverage
was 50X. For remaining cases (n = 21), we Sanger sequenced the
ZCCHCS8 cDNA derived from LCLs bidirectionally (primers
available upon request).

Western blots

Total protein was isolated from cells in RIPA buffer (Cell Signal-
ing Technology) with cOmplete Mini protease inhibitor (Sigma-
Aldrich) and lysates were quantified using Pierce BCA protein as-
say kit (Thermo Fisher Scientific). Using the NuPAGE SDS-poly-
acrylamide gel system, protein (10-20 pg) was run on 10% Bis-
Tris gels with MOPS-SDS running buffer at 150 V and transferred
to a PVDF membrane by wet transfer using XCell SureLock mini-
cell elecrophoresis system or by the iBlot 2 dry blotting system at
30 V (Thermo Fisher Scientific). Immunoblotting was performed
using the LI-COR system as previously (Stanley et al. 2016).
Membranes were blocked for 1 h to overnight prior to antibody
staining. The following antibodies were used with clone identifi-
ers listed for the two monoclonal antibodies (Actin and Myc): Ac-
tin (mouse, 1:2000; Abcam, ab8226, mAbcam8226), DIS3 (rabbit,
GR:195524-7, 1:500; Abcam, ab179933), Myc (mouse, clone 4A6,
1:1000; Millipore, 4A6), NAFI (rabbit, 1:1000; Abcam, ab157106),
RBM?7 (rabbit, HPA013993, 1:250; Sigma), SKIV2L2 (rabbit, 1:500;
Abcam, ab187884), Tubulin (rabbit, 1:5000; Abcam, ab6046),
ZCCHCS8 (mouse, 1:500; Abcam, ab68739). Membranes were
stained with anti-mouse or anti-rabbit IRDye secondary antibod-
ies (IR680 or IR800, donkey, 1:10,000 for both) before visualiza-
tion on an Odyssey scanner (LI-COR). Quantification of protein
levels was performed using an internal loading control (e.g., actin
or tubulin) and then normalized relative to control sample. Band
intensities were measured using Image]J (Schneider et al. 2012).

Northern quantification of TR

We optimized a protocol for quantifying TR levels using a modi-
fied Northern method to maximize visualization of TR, a low-
abundance RNA. Total RNA (0.75-6 pg) was mixed with RNA
loading buffer (Sigma R4268-1VI) and heated to 95°C for 3 min,
then cooled on ice for 3 min. Samples were then immediately
loaded onto a prerun Novex 6% TBE-UREA gel and run at 180
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V in heated TBE buffer (65°C) for 55 min on an Isotemp hot plate
set to 70°C (Thermo Fisher Scientific). Gels were transferred at 20
V onto an Amerhsam Hybond-XL membrane for 90 min (GE
Healthcare Life Sciences). The cross-linking, hybridization, and
probe preparation were performed as previously described for
hTR, mTR, and 5.8S (Stanley et al. 2016).

Cloning and site-directed mutagenesis

hZCCHCS8 (NM_017612), hRBM7 (NM_001286045), hSKIV2L2
(NM_015360], hDIS3 (NM_014953.4), and mRBM7 (NM_
144948), mSkiv212 (NM_028151), hPARN (NM_002582), hEX-
OSC10/RRP6 (NM_001001998) and were cloned from total
cDNA with addition of a tag into a CMV promoter-driven
pcDNAS5/FRT/TO expression vector using restriction digestion
and Gibson cloning (New England Biolabs). hZCCHCS,
mZCCHC8, mRBM7, and mSKIV2L2 were all N terminus-tagged
(Myc-Flag-Gly-) except that mZCCHCS included Myc-Gly,-Ser-
sequence. Myc-tagged mouse ZCCHC8 c¢cDNA (NM_ 028151)
was purchased in a pCMV3 expression vector (MG51487-NM,
Sino Biological). RBM7, SKIV2L2, RRP6/EXOSC10, and PARN
were C-terminal tagged (—Gly;,-Myc-Flag). PrimerX was used
to design primers for site-directed mutagenesis (http://www
.bioinformatics.org/primerx). Plasmids were transfected using
Lipofectamine 2000 or 3000 (Invitrogen) and protein lysates
were harvested after 24-48 h.

Transduction, lentivirus production, and shRNA knockdown

Virus production in HEK-293FT cells, as well as the stable lenti-
viral shRNA knockdown in HeLa cells, were performed as previ-
ously described (Stanley et al. 2016). shRNAs were in PLKO.1
cloning vectors: Luciferase (SHC007, Sigma), NAF1 (TRCNOO
0135721, Open Biosystems), ZCCHC8 (TRCNO0000075158,
Open Biosystems), RBM7 (TRCN0000074528, Open Biosystems),
SKIV2L2 (TRCNO0000051976, Open Biosystems).

Generation of ZCCHCS8-null human cells

We used CRISPR/Cas9 editing to generate ZCCHCS8 knockout
HCT116 cells since they are pseudodiploid. The sgRNA (5'-
CCCATCCTTCGGAAAGCTGA-3/, 20 bp) was cloned into the
pX458 vector (gift from Feng Zhang, Addgene #62988) (Ran
et al. 2013) and transfected into HCT116 cells. GFP-positive cells
were flow-sorted in bulk and replated using single-cell dilutions.
Mutants were screened by PCR and Sanger sequencing (F: 5'-
ACACATCAAAGTCTGGCTCCTT-3, R: 5-CGGAAAGCT-
GAGGGTTTTC-3).

Cell line authentication

HCT116 cells (gift from Dr. Ben Ho Park, Johns Hopkins Univer-
sity) were authenticated by short tandem-repeat profiling accord-
ing to ATCC guidelines using the PowerPlex 16HS short tandem-
repeat profiling kit (Promega) and matched ATCC CCL-247
HCT116 human colon carcinoma lines according to the ANSI/
ATCC ASN-0002-2011 standard (ANSI eStandard) (Johns Hop-
kins Genetic Resources Core Facility).

3 rapid amplification of cDNA ends sequencing (3 RACE-seq)

3'RACE for TR was performed as previously described (Goldfarb
and Cech 2013; Moon et al. 2015) with modifications. Briefly,
DNase I-treated (Qiagen) total RNA was ligated to 5 nM pre-
adenylated linker (Universal miRNA Cloning Linker, New En-
gland Bio Labs) with 280 U of T4 RNA ligase 2, truncated KO
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(New England BioLabs) in a 20-uL reaction at 25°C for 16 h with
RNaseOUT and 25% PEG8000 (New England BioLabs). The liga-
tion reaction was then cleaned using RNA Clean and Concentra-
tor (Zymo Research) and cDNA was synthesized with a universal
RT primer (5-CTACGTAACGATTGATGGTGCCTACAG)
using the SuperScript III reverse transcriptase (Thermo Fisher
Scientific). TR PCR was carried out using hTR_RACE_F and
hTR_RACELinker_R (final 0.4 uM) (primer sequences in Supple-
mental Table S3), ANTPs (final 200 pM) and Q5 high-fidelity DNA
Polymerase (at 0.02 U/uL) (New England Biolabs) with these pa-
rameters: 1 min at 98°C, 22 cycles of 10 sec at 98°C and 30 sec
at 67°C, and a final extension for 2 min at 72°C. The product
was then purified (QIAquick, Qiagen) and visualized on agarose
gels for quality control prior to library preparation. Libraries
were prepared using the TruSeq Nano DNA LT library preparation
kit (Illumina) following the manufacturer’s instructions but start-
ing with adenylation of 3’ ends. Samples were quantified by Bioa-
nalyzer diluted to 2 nM each, then pooled. The combined libraries,
containing 15%-20% phiX control ([llumina), were then run on an
Mlumina MiSeq with 250 paired-end reads (Johns Hopkins Genetic
Resources Core Facilities).

3 RACE-seq analysis

Reads were demultiplexed and the read 1 and read 2 fastq files for
each sample were generated. Reads were trimmed using a custom
script. To quantify the length and sequence of short extensions
(defined as up to 15 bases beyond the 451st nucleotide of the ma-
ture hTR end with or without an oligoA tail), reads were mapped
to the reference genomic TR locus (NR_001566) appended with
the linker sequence using Bowtie2 (Langmead and Salzberg
2012) and extensions were determined as insertion blocks in
the alignments. The mean number of reads mapped per sample
was 200,745 (range, 79,000-301,000) and the median alignment
rate was 80% (range, 42-89). Because of the limited amount of
RNA, the 3RACE-seq from the ZCCHC8 RNA IP had a lower
alignment (17%), corresponding to 132,550 reads. Using a cus-
tomized script, reads were then filtered to contain both at least
11 bases of the 3’ end of mature TR and at least nine of the 17 bas-
es of the linker sequence. The relative abundance of different 3’
termini for TR was determined by normalizing to the percentage
of total trimmed and filtered reads.

Long genomic extensions (i.e., >15 bases beyond the mature TR
end) were quantified separately using Bowtie and Sim4db (Walenz
and Florea 2011) to ensure mapping to the entire TR locus includ-
ing +5-kb sequences flanking the mature TR. SAMtools were sub-
sequently used to extract reads corresponding to the extended
region >15 bases beyond the end of mature TR. The mean number
of reads mapped was 181,460 (range, 70,000-282,000) and the me-
dian alignment rate was 71% (range, 31-85). Percent alignment
for RNA immunoprecipitate (IP) was 16% with 124,020 reads
aligning to the target TR sequence. Customized scripts for TR
3'RACEp-seq analysis are available upon request.

Telomerase repeat amplification protocol (TRAP)

TRAP was performed as described previously (Kim et al. 1994).
HCT116 cells were treated with CHAPS lysis buffer (10* cells/
pL) and isolated protein was quantified using a BCA assay.

Protein and RNA IP

293FT cells were grown to 75%-90% confluence and transient-
ly transfected with pcDNA5/FRT/TO/ZCCHC8-Myc-DDK plas-
mid using lipofectamine 2000 reagent (Thermo Fisher). After 48
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h, cells were washed with PBS supplemented with protease inhib-
itors (Roche) and lysed cells in buffer (20 mM Tris-HCl at pH 7.5,
150 mM NaCl, 0.1% NP40, 2 mM MgCl2, 1x EDTA-free Halt pro-
tease, phosphatase inhibitor cocktail [ThermoFisher], RNAsin
[Promega]). The lysate was rotated end to end for 15 min at 4°C
and clarified by spinning at 12.3 rpm for 10 min at 4°C. The super-
natant lysate was incubated with anti-c-Myc magnetic beads
(Pierce) for 2 h at room temperature, rotating end to end. After
washing in 1x TBS-T (25 mM Tris, 0.15 M NaCl, 0.05% Tween-
20) and lysis buffer, one-third of the sample was processed for pro-
tein IP and the rest for RNA IP. For protein IP, the bound protein
was eluted with NuPAGE LDS sample buffer (4x) and then dilut-
ed to 2x with lysis buffer. For RNA IP, the beads were resuspended
in TriZol, incubated overnight at —80°C, and RNA was extracted
as a coprecipitate based on the manufacturer’s protocol (Life
Technologies). The isolated RNA was treated with DNase
(Ambion, AM1906) and used as a template for cDNA synthesis
using SuperScript III reverse transcriptase (Invitrogen) and ran-
dom hexamer primer mix (Thermo Fisher Scientific). TR was
then amplified by RT-PCR using the same primer set used for to-
tal TR quantification described elsewhere here. Alternatively to-
tal RNA was used for TR 3’'RACE-seq.

Mouse study approval, maintenance, and genotyping

The mouse studies were reviewed and approved by the Johns Hop-
kins Institutional Animal Care and Use Committee and the pro-
cedures conformed with the Guide for the Care and Use of
Laboratory Animals (National Research Council 2011). Mice
were housed in the Johns Hopkins University School of Medicine
East Baltimore campus. All the mice studied were on a pure
C57BL/6] background. mTR-null mice were derived and main-
tained as previously described (Blasco et al. 1997). The derivation
of Zcche8-null mice is described below, and these mice were gen-
otyped using primers listed in Supplemental Table S3 (mZcchc8_
Genotyping_F and mZcchc8_ Genotyping_R) which amplified
363- and 396-bp products for the wild-type and mutant allele, re-
spectively. Sperm from mice carrying the null Zcchc8 allele was
deposited in the Jackson Laboratories Biorepository (stock ID
404814).

Generation of Zcchce8-null mice

We designed a CRISPR/Cas9 strategy to disrupt the Zcchc8 allele
by zygote injection of a sgRNA targeting exon 2 (5-TGAAC
ATTCTGACAAGACCC-3/, 20 bp), and a DNA oligo for homolo-
gy directed repair (HDR) and Cas9 protein. The HDR oligo (5'-AA
GAACTTAAAAGAAAGTTGAACATTCTGACAAGAGGATC
CGATTACAAGGACGACGATGACAAGTAGCCCAGGTATG
ACATCTTGAAATTACACACGAGCTG-3/, 103 bp) targeted a
33-bp insertion using 35-bp flanking homology arms which intro-
duced a premature stop codon at amino acid 93 (P83delin-
sGSDYKDDDDK?*) as well as a BamHI site and Flag tag
sequence (Supplemental Fig. S8A). To facilitate a genetic screen
for the edited alleles, we used DDK sequence-specific primers
that fell within the Flag tag sequence (Supplemental Fig. S8A). In-
jections into C57BL/6] zygotes were performed at the Johns Hop-
kins Transgenic Mouse Core Facility. Founder mice were
backcrossed to wild-type C57BL/6] twice prior to interbreeding
of Zcche8*™ mice.

Mouse phenotyping and pathology

Mouse ear fibroblasts (Merfs) were derived and maintained as de-
scribed previously (Stanley et al. 2016). For histopathology stud-
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ies, mice were individually euthanized by exposure to gradually
increasing concentrations of CO,, then perfusion with heparin-
ized saline followed by 10% NBF via left cardiac ventricle. Per-
fused tissues were fixed in 10% NBF for at least 24 h prior to
trimming. The head and hindlimb were separately decalcified
with Formical 4 (StatLab Medical Products). Gross examination
and tissue collection was performed as described in Brayton
et al. (2014). Sections (~5 pm) were stained with hematoxylin
and eosin and reviewed by two veterinary pathologists (B. Kang
and C. Brayton). Image capture was performed on a Nikon 55i mi-
croscope and slides were scanned at 20x on an Aperio AT2 instru-
ment (Leica Biosystems). Immunohistochemistry was performed
using standard methods on formalin-fixed paraffin-embedded tis-
sues using these antibodies: Ki67 (SP6, Abcam, ab16667), Cleaved
caspase 3 (Aspl75, 5A1E, rabbit mAb #9664, Cell Signaling
Technology), and ZCCHC8 (R34469, polyclonal rabbit, Sigma-
Aldrich).

Computed tomography (CT) imaging and image analysis

Mice were anesthetized using isoflurane prior to and during imag-
ing. Gross images of the mice’s heads were taken using a phone
camera. CT imaging was performed using the nano PET/CT
Small Animal Imager (Mediso) (Johns Hopkins Center for
Infection and Inflammation Imaging Research). CT images were
visualized on RadiAnt DICOM Viewer (v.4.6.5.18450, 64-bit,
Medixant). Using the CT Bone setting, mid-sagittal CT images
were analyzed using the 3D Multiplanar Reconstruction viewer
to align the axes to the middle of the nasal cavity and incisors
in the coronal and axial settings, respectively. Virtual reconstruc-
tion CT images were generated using the 3D Volume Rendering
function and saved in the Bones and Skin 3 setting. Cranial area
was measured as a surrogate for brain volume using the polygon
selection tool of Image]J. Using the 3D maximum intensity projec-
tion setting, the left femur length of each pup was measured. To
ensure there are no sex-specific phenotypes, for newborn pup im-
aging studies we assessed male/female status by tail DNA PCR
amplification as described in McFarlane et al. (2013).

RNA isolation for RNA-seq, library preparation, and sequencing

E12.5 brains were isolated and the tissue was placed into RNA-
later (Qiagen) then homogenized in a Bullet Blender using zirconi-
um oxide-coated beads (Next Advance). RNA was prepared using
RNAeasy kit (Qiagen). Libraries were prepared for RNA-seq using
the standard protocol for Truseq Stranded mRNA Library prepara-
tion (llumina). The sequencing was completed using NovaSeq S1
flowcell paired-end 150 bp. This generated 253 million 150-bp-
long paired-end reads per sample (range 195-321 million), of
which 95.8% on average (range 90.9%-96.6%) mapped to the
mouse genome following the procedure described below.

RNA-seq bioinformatics

Transcriptomic data collected by RNA-seq were analyzed to
determine the genes that are present in each sample, their ex-
pression levels, and the differences between expression levels
among different genotypes. For alignment and annotation, fol-
lowing quality checking with the software FastQC (v. 0.10.0;
https://wwwbioinformaticsbabrahamacuk/projects/fastqc), reads
were end-trimmed to 100 bp and mapped to the mouse genome
version mm10 with the alignment tool Tophat2 v.2.1.0 (Kim
et al. 2013). Between 91% and 97% of reads per sample mapped
to the mouse genome, of which a very small fraction (1.5%-—
1.9%) had multiple matches, and the concordant read fraction
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was 87.8%-94.4%. The aligned reads were assembled with
CLASS2 v.2.1.7 (Song et al. 2016) to create partial gene and tran-
script models (transfrags). Transfrags from all samples were fur-
ther merged with Cuffmerge (v. 2.2.1) (Trapnell et al. 2010) and
mapped to the GENCODE v.M17 (https://www.genecodegenes
.org) gene models, to create a unified set of gene annotations for
differential analyses. Gene and transcript expression levels (in
FPKM) were then computed with the tool Cuffdiff2 v.2.2.1 (Trap-
nell et al. 2013) and differentially expressed genes (transcripts)
were determined by statistical analysis. The alignment and anno-
tation were performed in August 2018.

Gene expression analysis

Differential gene expression analyses were performed using the
FPKM files comprising 67,811 transcripts, each generated as de-
scribed above for each embryonic sample. The transcript identifi-
ers were derived from these FPKM files’ “gene” column and
updated to current nomenclature. The raw FPKM values of 0.0
were treated as nulls and actual values were transformed into
log2 annotation and quantile normalized across the 14 samples.
The three biological classes’ (KO, HET, and WT) normalized sig-
nals underwent differential expression analysis with a two-tailed
one-way t-test ANOVA using the Partek GS 6.16.0812 platform.
A standard deviation analysis was performed for each class—class
comparison using those transcripts that had high-quality data: an
NCBI Entrez gene ID, a mean FPKM linear value >2.0 in at least
one cell class, and a nonzero FPKM signal value from all the 14
samples. On the order of 9500] transcripts met these three criteria
for each cell-class comparison and were used for subsequent
downstream functional analyses. The raw data were deposited
in the National Center for Biotechnology Information Gene Ex-
pression Omnibus database GEO (GSE126108).

RNA-seq 3'-end analysis

To elucidate the presence of 3’ extensions for mTR and mRmzrp,
and for relative abundance comparisons among Zcchc8*,
Zcche8/~, and Zeche8™/'~ mice (14 samples), we extracted RNA-
seq read pairs partially aligning to the gene from the mouse
RNA-seq Fastq files generated as part of the RNA-seq bioinfor-
matic analysis. Reads were then processed using the protocol de-
scribed for 3 RACE-seq data with some modifications, described
herein. Briefly, reads (and fragments) mapping to the target gene
were determined with Bowtie2 (Langmead and Salzberg 2012)
with the option “-local”. Reads were then trimmed of Illumina
adapters using the tool “cutadapt” (Martin 2011), and an artificial
“tag” consisting of the 28-bp linker sequence ACTGTAGGCAC-
CATCAATCGTTACGTAG was added to the 3’ ends of forward
mapping reads, whereas the reverse complement linker sequence
was prepended to the 5" end of the reverse mapping reads. Similar-
ly, the linker sequence was appended to the 3’ end of the gene(s) to
generate reference sequences. Unlike with 3’RACE-seq reads,
where the start of the linker marked the precise position of the
gene’s end, here the linker merely indicates that the end of the
gene is at or downstream from the mapping location of the read.
Hence, reads spanning the gene-linker junction collectively en-
compass 3’ RNA extensions, both adenylated and genomic, as
well as potential genomic and other types of contamination.
The relative abundance of these reads was then compared across
the genotypes.

Statistical analyses

Single-point parametric linkage was performed using logarithm
of the odds scores. QqRT-PCR analyses were reported as standard
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error of the mean (SEM), and P-values were calculated using
GraphPad Prism software. For each PCR run, samples were
done in triplicate. All P-values shown are two-sided. The number
of replicates and statistical tests used are indicated in the text and
legends with the respective data.
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