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Abstract
Background: Congenital hydrocephalus (CH) is a highly morbid disease that 
features enlarged brain ventricles and impaired cerebrospinal fluid homeostasis. 
Although early linkage or targeted sequencing studies in large multigenerational 
families have localized several genes for CH, the etiology of most CH cases remains 
unclear. Recent advances in whole exome sequencing (WES) have identified five 
new bona fide CH genes, implicating impaired regulation of neural stem cell fate in 
CH pathogenesis. Nonetheless, in the majority of CH cases, the pathological etiology 
remains unknown, suggesting more genes await discovery.
Methods: WES of family members of a sporadic and familial form of severe L1CAM 
mutation‐negative CH associated with aqueductal stenosis was performed. Rare genetic 
variants were analyzed, prioritized, and validated. De novo copy number variants (CNVs) 
were identified using the XHMM algorithm and validated using qPCR. Xenopus oocyte 
experiments were performed to access mutation impact on protein function and expression.
Results: A novel inherited protein‐damaging mutation (p.Pro605Leu) in SLC12A6, 
encoding the K+‐Cl− cotransporter KCC3, was identified in both affected members of 
multiplex kindred CHYD110. p.Pro605 is conserved in KCC3 orthologs and among 
all human KCC paralogs. The p.Pro605Leu mutation maps to the ion‐transporting 
domain, and significantly reduces KCC3‐dependent K+ transport. A novel de novo 
CNV (deletion) was identified in SLC12A7, encoding the KCC3 paralog and binding 
partner KCC4, in another family (CHYD130) with sporadic CH.
Conclusion: These findings identify two novel, related genes associated with CH, 
and implicate genetically encoded impairments in ion transport for the first time in 
CH pathogenesis.
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1  |   INTRODUCTION

Congenital hydrocephalus (CH), the primary enlargement 
of the cerebrospinal fluid (CSF)‐filled brain ventricles, af-
fects 1/1,000 births and is treated with empiric surgical CSF 
diversion techniques with substantial morbidity (Kahle, 
Kulkarni, Kulkarni, Limbrick, & Warf, 2016; Munch et al., 
2012; Simon et al., 2008). However, significant gaps in our 
understanding of the molecular pathogenesis of CH impede 
the development of preventive, diagnostic, and therapeutic 
measures. Although ~40% of all CH cases are predicted to 
have a genetic etiology, our knowledge of specific CH‐caus-
ing genes and their pathogenic mechanism remains primi-
tive. Notably, although early linkage or targeted sequencing 
studies in large multiplex CH families have found four risk 
genes, including L1CAM (OMIM# 307000) (Rosenthal, 
Jouet, Jouet, & Kenwrick, 1992), CCDC88C (OMIM# 
236600) (Ekici et al., 2010), MPDZ (OMIM# 615219) (Al‐
Dosari et al., 2013), and AP1S2 (OMIM# 300629) (Tarpey 
et al., 2006), these findings in aggregate explain less than 
5% of CH cases, suggesting additional risk genes await 
discovery.

Fundamental obstacles to accelerating CH gene discov-
ery include locus heterogeneity, phenotypic complexity, and 
the sporadic nature of most CH cases, limiting the utility of 
traditional genetic approaches in the past. Recent advances 
in next‐generation sequencing technologies have revolution-
ized approaches for understanding the genetics of complex 
human diseases, enabling detection of novel disease genes in 
large cohorts inexpensively and rapidly (Choi et al., 2009; Ng 
et al., 2010). In CH, whole exome sequencing (WES) study 
in 27 unrelated CH families identified WDR81 (OMIM# 
617967) as a novel disease‐causing gene (Shaheen et al., 
2017). Recently, our group performed a trio‐based WES in 
177 CH probands—the majority being sporadic—and identi-
fied four novel CH risk genes (TRIM71, SMARCC1, PTCH1, 
and SHH) that account for ~10% of studied cases (Furey et 
al., 2018). Surprisingly, all four genes are known to regu-
late neural stem cell (NSC) proliferation and/or differentia-
tion. However, these risk‐associated CH genes, when taken 
together, do not explain the etiology of most CH cases. We 
therefore hypothesized that new CH‐associated risk genes 
could be discovered by screening additional CH families 
using WES.

2  |   MATERIALS AND METHODS

2.1  |  Subjects
Two families containing one familial and one sporadic form 
of CH underwent WES. All study procedures and proto-
cols comply with Yale University's Human Investigation 
Committee and Human Research Protection Program. 

Written informed consent for genetic studies was obtained 
from all participants.

2.2  |  Whole exome sequencing
Samples were sequenced at the Yale Center for Genome 
Analysis following the center's standard protocol. Targeted 
capture was performed using the Nimblegen SeqxCap EZ 
MedExome Target Enrichment Kit (Roche Sequencing), fol-
lowed by 101 base paired‐end sequencing on the Illumina 
HiSeq 2000 instrument as previously described (Furey et 
al., 2018; Jin et al., 2017). Sequence metrics are shown in 
Supplementary Table S1. Sequence reads were mapped to the 
reference genome (GRCh37) with BWA‐MEM (Li & Durbin, 
2010) and further processed using the GATK Best Practices 
workflows (McKenna et al., 2010; Van der Auwera et al., 
2013), which include duplication marking, indel realignment 
and base quality recalibration. Single nucleotide variants and 
small indels were called with GATK HaplotypeCaller and 
annotated using ANNOVAR (Wang, Li, Li, & Hakonarson, 
2010), dbSNP (v138), 1,000 Genomes (May 2013), NHLBI 
exome variant server, ExAC (v3), and gnomAD (v2.1.1) 
(Lek et al., 2016).

2.3  |  Kinship analysis
The relationship between the proband, sibling, and parents 
was estimated using the pairwise identify‐by‐descent calcu-
lation in PLINK (Purcell et al., 2007).

2.4  |  De novo variant calling and filtering
De novo variants were called using the TrioDeNovo pro-
gram (Wei et al., 2015). De novo candidates were filtered 
based on the following hard filters: (a) have a minor allele 
frequency (MAF) ≤ 4 × 10−4 across all samples in ExAC, 
(b) pass GATK variant quality score recalibration, (c) have 
a minimum 10 reads total, five alternate allele reads and a 
20% alternate allele ratio in proband, (d) have a minimum 
depth of 10 reference reads and alternate allele ratio <3% in 
parents, (e) are exonic or canonical splice‐site variants and (f) 
have a DQ ≥ 7 (suggested cutoff by authors of TrioDeNovo). 
Finally, false positives were excluded by in silico visualiza-
tion using Integrative Genomics Viewer (Robinson et al., 
2011) and BLAT search.

2.5  |  Dominant/recessive variant calling
Dominant variants were filtered for rareness (MAF 
≤ 5 × 10−5 across all samples in 1,000 Genomes, exome 
variant server, and ExAC) and high‐quality heterozygotes 
(pass GATK VQSR, have a minimum of eight reads total, 
have a genotype quality score ≥20, and have alternate 
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allele ratio ≥20%). The deleteriousness of missense muta-
tions was predicted by the MetaSVM (Dong et al., 2015). 
We filtered recessive variants for rare (MAF ≤ 10−3 across 
all samples in 1,000 Genomes, exome variant server, and 
ExAC) homozygous and compound heterozygous muta-
tions that exhibited high‐quality sequence reads (pass 
GATK VQSR, have a minimum of eight reads total for 
both proband and parents and have a genotype quality score 
≥20). Only loss‐of‐function mutations (stop gain, stop 
loss, canonical splice‐site and, frameshift indels) and del-
eterious missense variants predicted by the MetaSVM al-
gorithm (D‐Mis) were considered as potentially damaging.

2.6  |  Copy number variant analysis
To identify Copy number variants (CNVs) from WES data, 
the aligned reads were imported into XHMM (eXome‐Hidden 
Markov Model) (Fromer et al., 2012). Potential CNVs were 
inspected visually and prioritized based on genomic length, 
GC content of targets, and low sequence complexity. Finally, 
CNVs were validated by qPCR assays.

2.7  |  cDNA clones
The mouse KCC3a cDNA in the oocyte expression vec-
tor pBF was previously described (Ding, Ponce‐Coria, 
Ponce‐Coria, & Delpire, 2013). A c‐Myc epitope tag 
exists at the extreme NH2 terminus. To create the 
KCC3‐p.Pro605Leu mutant, we first subcloned a 466  bp 
EcoRV‐EcoRI fragment from full‐length mouse KCC3 
cDNA into pBluescript. Using the QuikChange mutagen-
esis kit (Stratagene) and oligonucleotide primers 5′ ATCGC 
CAAGGATAACATCATACTCTTCCTTAGGGTTTT 
TGGTCAC 3′ and reverse, the codon encoding proline, CCT, 
was modified into CTC to encode for leucine. After sequence 
verification, the mutated fragment was reintroduced into the 
KCC3 cDNA to create the mutated cDNA clone.

2.8  |  Xenopus laevis
Oocytes were isolated as previously described (Delpire, 
Gagnon, Gagnon, Ledford, & Wallace, 2011) and in ac-
cordance with an approved Vanderbilt IACUC protocol. 
Small ovarian fragments were treated with collagenase D 
(4 × 90 min in 5 mg collagenase D/ml Ca2+‐free ND‐80 me-
dium, Sigma) to isolate individual oocytes. Oocytes were 
then maintained overnight in modified L15 solution (250 ml 
Leibovitz L15 Ringer [Invitrogen], 200 ml deionized water, 
952  mg HEPES [acid form], and 44  mg/L gentamycin 
[Invitrogen]; pH 7.4; 195 to 200 mOsM) at 16°C. The fol-
lowing day, groups of 25 oocytes were injected with 50 nl 
containing 15 ng KCC3 or mutant cRNA and returned to the 
incubator. Western blot analysis and 86Rb tracer flux studies 

to measure KCC3 cotransporter expression and function, re-
spectively, were performed 3 days postinjection.

2.9  |  86Rb uptake experiments
KCC3‐mediated K+ transport was measured through unidi-
rectional 86Rb uptakes in groups of 20–25 oocytes placed in 
35‐mm dishes. Oocytes were washed once with 3 ml isos-
motic saline (96  mM  N‐methylglucamine‐Cl, 4  mM KCl, 
2  mM CaCl2, 1  mM MgCl2, 5  mM HEPES, pH 7.4, 200 
mOsM) and preincubated for 15  min in 1  ml identical so-
lution or hypotonic solution (140 mOsM) containing 1 mM 
ouabain. The solution was then aspirated and replaced with 
1 ml isosmotic or hyposmotic flux solution containing 5 μCi 
86Rb. Two 5 μl samples of flux solution were taken at the 
beginning of each uptake period, placed in scintillation vials, 
and used as standards. After 1 hr uptake, the radioactive solu-
tion was aspirated and the oocytes were washed four times 
with 3 ml ice‐cold isosmotic or hyperosmotic solution. Single 
oocytes were then transferred into glass vials, lysed for 1 hr 
with 200 μl 0.25 N NaOH, and neutralized with 100 μl gla-
cial acetic acid. 86Rb activity was measured by β‐scintilla-
tion counting. K+ influx was expressed in picomoles K+ per 
oocyte per hour.

For Western blot analysis, groups of eight oocytes were 
homogenized with pipet in 200  μl lysis buffer containing 
150  mM NaCl, 50  mM TRIS pH 8.5, 2  mM EDTA, 0.1% 
SDS, 0.5% Na‐deoxycholate, 1% CHAPS, and incubated on 
ice for 30  min. The samples were then spun at maximum 
speed at 4°C for 20 min and the supernatant was collected. 
Samples (25 μl) were added to 25 μl 4× sample buffer + DTT 
and denatured at 70°C for 15 min. After separation on 7.5% 
SDS‐PAGE gel, the gel was transferred to polyvinylidene 
difluoride (PVDF) membrane that was incubated overnight 
with anti‐c‐Myc antibody (mouse monoclonal, clone 9E10 
from Thermo Fisher).

3  |   RESULTS

In kindred CHYD110, both the female proband (CHYD110‐1) 
and the affected male sibling (CHYD110‐2), born to unaf-
fected parents, were prenatally diagnosed with ventriculo-
megaly, treated with ventriculoperitoneal CSF shunting, and 
exhibited neurodevelopmental delay. Each had similar marked 
obstructive hydrocephalus and aqueductal stenosis, agenesis of 
the corpus callosum, and schizencephaly (Figure 1a,b). Neither 
child had signs of peripheral sensorimotor neuropathy (Kahle, 
Flores, et al., 2016). Furthermore, the mother had an abortion 
due to fetus diagnosed with fetal hydrocephalus. Results from 
comparative genomic hybridization microarrays were negative, 
and no CNVs were detected that segregated with both affected 
probands. In contrast, a single inherited heterozygous D‐Mis 
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mutation (c.C1814T [p.Pro605Leu]) in SLC12A6, encoding 
the KCC3 K+‐Cl− transporter, was identified in both affected 
probands and met the criteria for being a predicted damag-
ing mutation in a mutation‐intolerant gene (mis‐Z = 2.96 in 
gnomAD) (Lek et al., 2016; Figure 1c). KCC3 p.Pro605Leu 
mutation showed incomplete penetrance, as an unaffected 
sibling (CHYD110‐3) also carried this mutation. p.Pro605 is 
conserved among KCC3 orthologs and human KCC paralogs, 
and maps to the critical KCC3 permease domain (Figure 1d,e). 
p.Pro605Leu is extremely rare in all public databases (ExAC 
MAF = 0; gnomAD MAF = 4.0 × 10−6), and deleterious by 
the MetaSVM (Dong et al., 2015) and CADD (score  =  34 
[v1.3]) (Kircher et al., 2014) algorithms. Xenopus oocyte ex-
periments suggest that this mutation reduces KCC3‐dependent 
K+ transport compared to wild type KCC3 (p < .001, n = 24; 
Figure 1f), but has no effect on transporter surface expression 
(Figure 1g). Interregional transcriptome analysis using bulk 
RNA‐sequencing data from the PsychENCODE project (Li et 
al., 2018) showed that KCC3 is highly expressed in early brain 
development across multiple regions (Figure 1h).

In kindred CHYD130, male proband CHYD130‐1 of unaf-
fected parents was diagnosed with obstructive hydrocephalus 
and aqueductal stenosis in the setting of progressive headaches, 
and was treated with endoscopic third ventriculostomy (Figure 
2a,b). The child had no signs or symptoms of kidney or inner ear 
dysfunction (Boettger et al., 2002). WES revealed no protein‐
damaging de novo or rare inherited pathologic single nucleotide 
variants. In contrast, a novel de novo CNV (deletion) was de-
tected in SLC12A7, encoding the KCC3 paralog KCC4. qPCR 
assays validated the presence of this deletion in the proband but 
not in the parents. Strikingly, no SLC12A7 CNVs were detected 
in 60,706 subjects in the ExAC Browser as well as 1,789 con-
trol trios comprising parents and unaffected siblings of autism 
probands from the Simons Simplex Collection previously an-
alyzed. (Jin et al., 2017; Lek et al., 2016). These data suggest 
that insertions or duplications in this gene are under strong pu-
rifying selection in the general population. Further, when we 
searched results for “5:1073722–1076364” in the DECIPHER 
database which contains genomic and clinical data from 29,742 
patients with rare diseases, there were 68 unrelated patients with 

F I G U R E  1   Identification of a novel inherited SLC12A6 (KCC3) mutation in familial CH with aqueductal stenosis. Coronal head computed 
tomography images in (a) proband CHYD110‐1 and (b) affected sibling CHYD110‐2. Note ventriculomegaly, agenesis of the corpus callosum, 
and schizencephaly. (c) Pedigree and DNA chromatograms depicting a heterozygous c.C1814T (p.Pro605Leu) mutation in SLC12A6, encoding the 
K+‐Cl− cotransporter KCC3, in the indicated individuals. Triangle represents a spontaneous abortion that occurred after the birth of the two affected 
children. (d) Evolutionary conservation of KCC3 p.Pro605 across multiple species and (e) among human N(K)CC family transporters (KCC1‐4). 
(f) Decreased function of KCC3 p.Pro605Leu transporter. Left, K+ influx in oocytes injected with WT or p.Pro605Leu mouse KCC3 cRNA. Flux 
was measured in isotonic (gray) or hypotonic (black) activating conditions. Bars represent mean ± SEM, n = 24 oocytes. Difference between black 
bars is highly significant (p < .001, ANOVA). (g) Western blot showing expression of c‐myc‐tagged WT and mutant KCC3 in oocyte membrane 
fractions. Primary antibody was directed against c‐myc epitope. (h) Spatial‐temporal gene expression for SLC12A6 in the brain development 
process across several brain regions using the bulk RNA‐sequencing data from the PsychENCODE project. The x‐axis denotes postconception 
days. The y‐axis denotes normalized expression level (represented by log2 of RPKM). NCX: Neocortex; HIP: Hippocampus; AMY: Amygdala; 
STR: Striatum; MD: Mediodorsal nucleus of the thalamus; CBC: Cerebellar cortex



      |  5 of 7JIN et al.

a CNV covering this region (Supplementary Table S2). Among 
these 68 patients, 54 (79.4%) were CNV losses, of whom 27 
(50%) had a description of clinical phenotypes. Interestingly, 21 
of these 27 patients had neurodevelopment disorders, cognitive 
impairment, or intellectual disability, including six with micro-
cephaly, suggesting genes within these CNVs might contribute 
to brain growth or development. Although most of these CNVs 
were longer than our discovered de novo CNV deletion (2.6kb) 
and contain multiple genes, we could not rule out the possibility 
that SLC12A7 is the culprit for these patients. Interregional tran-
scriptome analysis from the PsychENCODE project (Li et al., 
2018) showed KCC4 is expressed in early brain development 
across multiple regions (Figure 2d).

4  |   DISCUSSION

Our genomic analyses and functional experiments suggest 
that mutations in SLC12A6 and SLC12A7 contribute to the 

CH phenotype. To our knowledge, these are the first ion 
transporter mutations associated with human CH. However, 
the small number of observations, and lack of replication 
studies and robust animal experiments are limitations of this 
study. Further studies are required to establish causality.

Protein‐truncating homozygous KCC3 mutations cause 
Autosomal Recessive Agenesis of the Corpus Callosum 
with Peripheral Neuropathy (Howard et al., 2002) (ACCPN; 
OMIM# 218000). ACCPN patients have been reported with 
increased head circumference (i.e., macrocephaly) and ste-
nosis of the aqueduct of Sylvius (Howard et al., 2002). In 
contrast, de novo gain‐of‐function point mutations in KCC3 
cause early onset, progressive, and severe peripheral neu-
ropathy primarily affecting motor neurons (Kahle, Flores, et 
al., 2016). We noted that our patients with KCC3 mutation 
had no apparent signs of peripheral neuropathy, but did have 
agenesis of the corpus callosum. No pathogenic KCC4 muta-
tions have been reported in humans to date. Our data support 
the known phenotypic heterogeneity, incomplete penetrance, 

F I G U R E  2   Identification of a novel de novo SLC12A7 (KCC4) deletion in sporadic CH with aqueductal stenosis. Coronal (a) and axial 
(b) magnetic resonance images in proband CHYD130‐1 demonstrating marked ventriculomegaly. (c) Pedigree depicting a heterozygous de novo 
deletion in SLC12A7, encoding the KCC3 paralog KCC4, which is present in CHYD130‐1 but absent in his unaffected parents. (d) XHMM plot of 
exome sequencing data demonstrating de novo copy number deletion which expands four targets from chr5:1073722 to chr5:1076364. (e) Spatial‐
temporal gene expression for SLC12A7 in the brain development process across several brain regions using the bulk RNA‐sequencing data from the 
PsychENCODE project. The x‐axis denotes postconception days. The y‐axis denotes normalized expression level (represented by log2 of RPKM). 
NCX: Neocortex; HIP: Hippocampus; AMY: Amygdala; STR: Striatum; MD: Mediodorsal nucleus of the thalamus; CBC: Cerebellar cortex
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and variable expressivity of SLC12A mutations (Howard et 
al., 2002), features which are also seen with mutations in 
L1CAM and other recently discovered bona fide CH genes 
(Furey et al., 2018).

SLC12A family paralogs KCC3 and KCC4 form hetero‐
oligomeric assemblies (Simard et al., 2007); however, the ac-
tual structure of the complex and the interaction mechanism 
remains unknown. Through structural studies of other mem-
bers in KCC family, it is possible that KCC3 and KCC4 het-
ero‐oligomer assembly involves C‐terminal domain of KCC4, 
disulfide bridges or other unknown mechanisms (Agez et al., 
2017). We speculate that heterozygous SLC12A6 p.Pro605Leu 
and SLC12A7 deletion could have hypomorphic effects and/or 
impair the function of multimeric KCC3/4 complexes.

KCC3 and KCC4 localize to the CSF‐producing cho-
roid plexus and NSCs in the developing brain (Simard et al., 
2007). The observed CH phenotypes in the patients described 
might result from impaired Cl−‐dependent K+ homeostasis 
that impacts NSC fate (Cui et al., 2017; Liebau et al., 2007) 
and/or CSF secretion from the choroid plexus. Together, 
these compelling results should spur further functional inves-
tigation into the role of KCC3/4 in brain development and 
CH pathogenesis in vivo.

ACKNOWLEDGMENTS

The James Hudson Brown‐Alexander Brown Coxe 
Postdoctoral Fellowship, the American Heart Association 
postdoctoral fellowship, and the National Heart, Lung, and 
Blood Institute of the National Institutes of Health (NIH) 
under Award Number K99HL143036‐01A1 supported S.C.J. 
NIH 1RO1NS109358‐01, the Hydrocephalus Association, 
and the Rudi Schulte Research Institute supported K.T.K. 
The authors would like to thank the families who participated 
in this study.

CONFLICT OF INTEREST

The authors have no potential conflicts of interest to disclose.

ORCID

Sheng Chih Jin   https://orcid.org/0000-0002-5777-7262 
Jason K. Karimy   https://orcid.org/0000-0003-1526-5135 

REFERENCES

Agez, M., Schultz, P., Medina, I., Baker, D. J., Burnham, M. P., 
Cardarelli, R. A., … Jawhari, A. (2017). Molecular architecture of 
potassium chloride co‐transporter KCC2. Scientific Reports, 7(1), 
16452. https​://doi.org/10.1038/s41598-017-15739-1

Al‐Dosari, M. S., Al‐Owain, M., Tulbah, M., Kurdi, W., Adly, N., Al‐
Hemidan, A., … Alkuraya, F. S. (2013). Mutation in MPDZ causes 

severe congenital hydrocephalus. Journal of Medical Genetics, 
50(1), 54–58. https​://doi.org/10.1136/jmedg​enet-2012-101294

Boettger, T., Hubner, C. A., Maier, H., Rust, M. B., Beck, F. X., & 
Jentsch, T. J. (2002). Deafness and renal tubular acidosis in mice 
lacking the K‐Cl co‐transporter Kcc4. Nature, 416(6883), 874–878. 
https​://doi.org/10.1038/416874a

Choi, M., Scholl, U. I., Ji, W., Liu, T., Tikhonova, I. R., Zumbo, P., 
… Lifton, R. P. (2009). Genetic diagnosis by whole exome cap-
ture and massively parallel DNA sequencing. Proceedings of the 
National Academy of Sciences, 106(45), 19096–19101. https​://doi.
org/10.1073/pnas.09106​72106​

Cui, M., Ge, H., Zhao, H., Zou, Y., Chen, Y., & Feng, H. (2017). 
Electromagnetic fields for the regulation of neural stem 
cells. Stem Cells International, 2017, 9898439. https​://doi.
org/10.1155/2017/9898439

Delpire, E., Gagnon, K. B., Ledford, J. J., & Wallace, J. M. (2011). 
Housing and husbandry of Xenopus laevis affect the quality of oo-
cytes for heterologous expression studies. Journal of the American 
Association for Laboratory Animal Science, 50(1), 46–53.

Ding, J., Ponce‐Coria, J., & Delpire, E. (2013). A trafficking‐deficient 
mutant of KCC3 reveals dominant‐negative effects on K‐Cl cotrans-
port function. PLoS ONE, 8(4), e61112. https​://doi.org/10.1371/
journ​al.pone.0061112

Dong, C., Wei, P., Jian, X., Gibbs, R., Boerwinkle, E., Wang, K., & Liu, 
X. (2015). Comparison and integration of deleteriousness predic-
tion methods for nonsynonymous SNVs in whole exome sequencing 
studies. Human Molecular Genetics, 24(8), 2125–2137. https​://doi.
org/10.1093/hmg/ddu733

Ekici, A. B., Hilfinger, D., Jatzwauk, M., Thiel, C. T., Wenzel, D., 
Lorenz, I., … Rauch, A. (2010). Disturbed wnt signalling due 
to a mutation in CCDC88C causes an autosomal recessive non‐
syndromic hydrocephalus with medial diverticulum. Molecular 
Syndromology, 1(3), 99–112. https​://doi.org/10.1159/00031​
9859

Fromer, M., Moran, J. L., Chambert, K., Banks, E., Bergen, S. E., 
Ruderfer, D. M., … Purcell, S. M. (2012). Discovery and statistical 
genotyping of copy‐number variation from whole‐exome sequenc-
ing depth. American Journal of Human Genetics, 91(4), 597–607. 
https​://doi.org/10.1016/j.ajhg.2012.08.005

Furey, C. G., Choi, J., Jin, S. C., Zeng, X., Timberlake, A. T., Nelson‐
Williams, C., … Kahle, K. T. (2018). De novo mutation in genes 
regulating neural stem cell fate in human congenital hydrocephalus. 
Neuron, 99(2), 302–314.e304.

Howard, H. C., Mount, D. B., Rochefort, D., Byun, N., Dupre, N., Lu, 
J., … Rouleau, G. A. (2002). The K‐Cl cotransporter KCC3 is mu-
tant in a severe peripheral neuropathy associated with agenesis of 
the corpus callosum. Nature Genetics, 32(3), 384–392. https​://doi.
org/10.1038/ng1002

Jin, S. C., Homsy, J., Zaidi, S., Lu, Q., Morton, S., DePalma, S. 
R., … Brueckner, M. (2017). Contribution of rare inherited and 
de novo variants in 2,871 congenital heart disease probands. 
Nature Genetics, 49(11), 1593–1601. https​://doi.org/10.1038/
ng.3970

Kahle, K. T., Flores, B., Bharucha‐Goebel, D., Zhang, J., Donkervoort, 
S., Hegde, M., …Delpire, E. (2016). Peripheral motor neuropathy 
is associated with defective kinase regulation of the KCC3 cotrans-
porter. Science Signaling, 9(439), ra77.

Kahle, K. T., Kulkarni, A. V., Limbrick, D. D. Jr, & Warf, B. C. (2016). 
Hydrocephalus in children. Lancet, 387(10020), 788–799. https​://
doi.org/10.1016/S0140-6736(15)60694-8

https://orcid.org/0000-0002-5777-7262
https://orcid.org/0000-0002-5777-7262
https://orcid.org/0000-0003-1526-5135
https://orcid.org/0000-0003-1526-5135
https://doi.org/10.1038/s41598-017-15739-1
https://doi.org/10.1136/jmedgenet-2012-101294
https://doi.org/10.1038/416874a
https://doi.org/10.1073/pnas.0910672106
https://doi.org/10.1073/pnas.0910672106
https://doi.org/10.1155/2017/9898439
https://doi.org/10.1155/2017/9898439
https://doi.org/10.1371/journal.pone.0061112
https://doi.org/10.1371/journal.pone.0061112
https://doi.org/10.1093/hmg/ddu733
https://doi.org/10.1093/hmg/ddu733
https://doi.org/10.1159/000319859
https://doi.org/10.1159/000319859
https://doi.org/10.1016/j.ajhg.2012.08.005
https://doi.org/10.1038/ng1002
https://doi.org/10.1038/ng1002
https://doi.org/10.1038/ng.3970
https://doi.org/10.1038/ng.3970
https://doi.org/10.1016/S0140-6736(15)60694-8
https://doi.org/10.1016/S0140-6736(15)60694-8


      |  7 of 7JIN et al.

Kircher, M., Witten, D. M., Jain, P., O'Roak, B. J., Cooper, G. M., & 
Shendure, J. (2014). A general framework for estimating the relative 
pathogenicity of human genetic variants. Nature Genetics, 46(3), 
310–315. https​://doi.org/10.1038/ng.2892

Lek, M., Karczewski, K. J., Minikel, E. V., Samocha, K. E., Banks, 
E., Fennell, T., … C. Exome Aggregation (2016). Analysis of pro-
tein‐coding genetic variation in 60,706 humans. Nature, 536(7616), 
285–291. https​://doi.org/10.1038/natur​e19057

Li, H., & Durbin, R. (2010). Fast and accurate long‐read alignment with 
Burrows‐Wheeler transform. Bioinformatics, 26(5), 589–595. https​
://doi.org/10.1093/bioin​forma​tics/btp698

Li, M., Santpere, G., Imamura Kawasawa, Y., Evgrafov, O. V., Gulden, 
F. O., Pochareddy, S., … Sestan, N. (2018). Integrative functional 
genomic analysis of human brain development and neuropsy-
chiatric risks. Science, 362(6420). https​://doi.org/10.1126/scien​
ce.aat7615

Liebau, S., Vaida, B., Proepper, C., Grissmer, S., Storch, A., Boeckers, 
T. M., … Wittekindt, O. H. (2007). Formation of cellular projec-
tions in neural progenitor cells depends on SK3 channel activ-
ity. Journal of Neurochemistry, 101(5), 1338–1350. https​://doi.
org/10.1111/j.1471-4159.2006.04437.x

McKenna, A., Hanna, M., Banks, E., Sivachenko, A., Cibulskis, K., 
Kernytsky, A., … DePristo, M. A. (2010). The Genome Analysis 
Toolkit: A MapReduce framework for analyzing next‐generation 
DNA sequencing data. Genome Research, 20(9), 1297–1303. https​
://doi.org/10.1101/gr.107524.110

Munch, T. N., Rostgaard, K., Rasmussen, M. L., Wohlfahrt, J., Juhler, 
M., & Melbye, M. (2012). Familial aggregation of congenital hy-
drocephalus in a nationwide cohort. Brain, 135(Pt 8), 2409–2415.

Ng, S. B., Bigham, A. W., Buckingham, K. J., Hannibal, M. C., 
McMillin, M. J., Gildersleeve, H. I., … Shendure, J. (2010). 
Exome sequencing identifies MLL2 mutations as a cause of 
Kabuki syndrome. Nature Genetics, 42(9), 790–793. https​://doi.
org/10.1038/ng.646

Purcell, S., Neale, B., Todd‐Brown, K., Thomas, L., Ferreira, M. A., 
Bender, D., … Sham, P. C. (2007). PLINK: A tool set for whole‐
genome association and population‐based linkage analyses. 
American Journal of Human Genetics, 81(3), 559–575. https​://doi.
org/10.1086/519795

Robinson, J. T., Thorvaldsdottir, H., Winckler, W., Guttman, M., 
Lander, E. S., Getz, G., & Mesirov, J. P. (2011). Integrative ge-
nomics viewer. Nature Biotechnology, 29(1), 24–26. https​://doi.
org/10.1038/nbt.1754

Rosenthal, A., Jouet, M., & Kenwrick, S. (1992). Aberrant splicing 
of neural cell adhesion molecule L1 mRNA in a family with X‐
linked hydrocephalus. Nature Genetics, 2(2), 107–112. https​://doi.
org/10.1038/ng1092-107

Shaheen, R., Sebai, M. A., Patel, N., Ewida, N., Kurdi, W., Altweijri, 
I., … Alkuraya, F. S. (2017). The genetic landscape of familial con-
genital hydrocephalus. Annals of Neurology, 81(6), 890–897. https​
://doi.org/10.1002/ana.24964​

Simard, C. F., Bergeron, M. J., Frenette‐Cotton, R., Carpentier, G. A., 
Pelchat, M. E., Caron, L., & Isenring, P. (2007). Homooligomeric 
and heterooligomeric associations between K+‐Cl‐ cotransporter 
isoforms and between K+‐Cl‐ and Na+‐K+‐Cl‐ cotransporters. 
Journal of Biological Chemistry, 282(25), 18083–18093.

Simon, T. D., Riva‐Cambrin, J., Srivastava, R., Bratton, S. L., Dean, 
J. M., Kestle, J. R. W., & N. Hydrocephalus Clinical Research 
(2008). Hospital care for children with hydrocephalus in the United 
States: Utilization, charges, comorbidities, and deaths. Journal of 
Neurosurgery Pediatrics, 1(2), 131–137. https​://doi.org/10.3171/
PED/2008/1/2/131

Tarpey, P. S., Stevens, C., Teague, J., Edkins, S., O'Meara, S., Avis, 
T., … Raymond, F. L. (2006). Mutations in the gene encoding the 
Sigma 2 subunit of the adaptor protein 1 complex, AP1S2, cause 
X‐linked mental retardation. American Journal of Human Genetics, 
79(6), 1119–1124. https​://doi.org/10.1086/510137

Van der Auwera, G. A., Carneiro, M. O., Hartl, C., Poplin, R., Del 
Angel, G., Levy‐Moonshine, A., …DePristo, M. A.. (2013). From 
FastQ data to high confidence variant calls: the Genome Analysis 
Toolkit best practices pipeline. Current Protocols in Bioinformatics, 
43, 11.10.11–11.10.33.

Wang, K., Li, M., & Hakonarson, H. (2010). ANNOVAR: Functional 
annotation of genetic variants from high‐throughput sequencing 
data. Nucleic Acids Research, 38(16), e164.

Wei, Q., Zhan, X., Zhong, X., Liu, Y., Han, Y., Chen, W., & Li, B. 
(2015). A Bayesian framework for de novo mutation calling in par-
ents‐offspring trios. Bioinformatics, 31(9), 1375–1381. https​://doi.
org/10.1093/bioin​forma​tics/btu839

SUPPORTING INFORMATION

Additional supporting information may be found online in 
the Supporting Information section at the end of the article. 

How to cite this article: Jin SC, Furey CG, Zeng X, et 
al. SLC12A ion transporter mutations in sporadic and 
familial human congenital hydrocephalus. Mol Genet 
Genomic Med. 2019;7:e892. https​://doi.org/10.1002/
mgg3.892

https://doi.org/10.1038/ng.2892
https://doi.org/10.1038/nature19057
https://doi.org/10.1093/bioinformatics/btp698
https://doi.org/10.1093/bioinformatics/btp698
https://doi.org/10.1126/science.aat7615
https://doi.org/10.1126/science.aat7615
https://doi.org/10.1111/j.1471-4159.2006.04437.x
https://doi.org/10.1111/j.1471-4159.2006.04437.x
https://doi.org/10.1101/gr.107524.110
https://doi.org/10.1101/gr.107524.110
https://doi.org/10.1038/ng.646
https://doi.org/10.1038/ng.646
https://doi.org/10.1086/519795
https://doi.org/10.1086/519795
https://doi.org/10.1038/nbt.1754
https://doi.org/10.1038/nbt.1754
https://doi.org/10.1038/ng1092-107
https://doi.org/10.1038/ng1092-107
https://doi.org/10.1002/ana.24964
https://doi.org/10.1002/ana.24964
https://doi.org/10.3171/PED/2008/1/2/131
https://doi.org/10.3171/PED/2008/1/2/131
https://doi.org/10.1086/510137
https://doi.org/10.1093/bioinformatics/btu839
https://doi.org/10.1093/bioinformatics/btu839
https://doi.org/10.1002/mgg3.892
https://doi.org/10.1002/mgg3.892

