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Summary
CSNK2B encodes for casein kinase II subunit beta (CK2b), the regulatory subunit of casein kinase II (CK2), which is known to mediate

diverse cellular pathways. Variants in this gene have been recently identified as a cause of Poirier-Bienvenu neurodevelopmental syn-

drome (POBINDS), but functional evidence is sparse. Here, we report five unrelated individuals: two of them manifesting POBINDS,

while three are identified to segregate a new intellectual disability-craniodigital syndrome (IDCS), distinct from POBINDS. The three

IDCS individuals carried two different de novo missense variants affecting the same codon of CSNK2B. Both variants, NP_001311.3;

p.Asp32His and NP_001311.3; p.Asp32Asn, lead to an upregulation of CSNK2B expression at transcript and protein level, along with

global dysregulation of canonical Wnt signaling. We found impaired interaction of the two key players DVL3 and b-catenin with

mutated CK2b. The variants compromise the kinase activity of CK2 as evident by a marked reduction of phosphorylated b-catenin

and consequent absence of active b-catenin inside nuclei of the patient-derived lymphoblastoid cell lines (LCLs). In line with these find-

ings, whole-transcriptome profiling of patient-derived LCLs harboring the NP_001311.3; p.Asp32His variant confirmed a marked differ-

ence in expression of genes involved in the Wnt signaling pathway. In addition, whole-phosphoproteome analysis of the LCLs of the

same subject showed absence of phosphorylation for 313 putative CK2 substrates, enriched in the regulation of nuclear b-catenin and

transcription of the target genes. Our findings suggest that discrete variants in CSNK2B cause dominant-negative perturbation of the

canonical Wnt signaling pathway, leading to a new craniodigital syndrome distinguishable from POBINDS.
Introduction

Intellectual disability-craniodigital syndrome (IDCS) refers

to cranial anomalies, including microcephaly, facial dys-

morphism, and digital anomalies of upper and/or lower

limbs (syndactyly, brachydactyly, polydactyly, hyperpha-

langism, and clinodactyly). Neurologically, IDCS presents

intellectual disability and epilepsy.1 IDCS is an umbrella

term, lumping together different conditions with overlap-
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ping clinical features. Of these, Filippi syndrome (MIM:

272440), Chitayat syndrome (MIM: 617180), and Jawad

syndrome (MIM: 251255) are conditions with identified

genetic causes, whereas genetic underpinnings of Woods

syndrome (MIM: 615236) are underexplored.2–5

Pathogenic CSNK2B (MIM: 115441) variants have been

reported to co-segregate with global developmental delay

and epilepsy, a condition termed Poirier-Bienvenu neuro-

developmental syndrome (POBINDS; MIM: 618732).6–8
ine and University Hospital Cologne, 50931 Cologne, Germany; 2Center for

y; 3Center forMolecularMedicine Cologne (CMMC), University of Cologne,

ny; 4Bilecik Sxeyh Edebali University, Molecular Biology and Genetics, Gü-
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iation (MDC), Berlin, Germany; 13FDNA Inc., Boston, MA, USA; 14Hospital

and Harvard, Cambridge, MA, USA; 16ZentrumMedizinische Genetik, Med-

University, Safed, Israel; 18Genomic Medicine Institute, Geisinger, Danville,

rmingham, AL, USA; 20Department of Life, Health and Environmental Sci-

a, 00163 Roma, Italy; 22Victorian Clinical Genetics Services, Murdoch Chil-

rics, University of Melbourne, Melbourne, VIC, Australia

man Genetics and Genomics Advances 3, 100111, July 14, 2022 1

ttp://creativecommons.org/licenses/by/4.0/).

mailto:mhussain@uni-koeln.de
https://doi.org/10.1016/j.xhgg.2022.100111
http://crossmark.crossref.org/dialog/?doi=10.1016/j.xhgg.2022.100111&domain=pdf
http://creativecommons.org/licenses/by/4.0/


Experiments on the functional consequences of the

CSNK2B variants were not presented in any of these

reports.

The protein kinase casein kinase II (CK2) is an ubiqui-

tously expressed Ser/Thr kinase with a repertoire of more

than 450 physiological substrates.9 The holoenzyme is a

heterotetramer of two a subunits structured around the

obligate b dimer with three possible combinations: abba,

abba0, or a0bba0.10 The two catalytic subunits, a and a0,
are encoded by the genes CSNK2A1 (MIM: 115440) and

CSNK2A2 (MIM: 115442), respectively, whereas the regula-

tory subunit (CK2 subunit beta [CK2b]) is encoded by

CSNK2B.10 These subunits may also exist in isolation and

are supposed to have holoenzyme-independent roles in

the cell as well.11 One of the reported facilitative roles of

CK2b within the CK2 holoenzyme is substrate docking or

recruitment; CK2b contributes to the recognition of the

target substrate and promotes in this way the phosphory-

lation reaction.12 Generally, the catalytic activity of CK2a

is switched neither on nor off on holoenzyme formation;

nonetheless, phosphorylation of particular substrates can

be deeply altered in this way.13 These substrates are broadly

classified in three categories: class I substrates can be phos-

phorylated either by the holoenzyme or the catalytic sub-

units; class II substrates can be phosphorylated only by the

catalytic subunits, and here CK2b plays an inhibitory role;

and class III substrates can be phosphorylated only by the

holoenzyme, which means that the substrates must be

recognized and docked by the regulatory subunit.13

The role of CK2 is remarkably established in numerous

important cellular activities, such as cell proliferation, dif-

ferentiation, apoptosis, and DNA repair. CK2 positively

regulates theWnt signaling pathway, a key signaling event

for normal embryogenesis. The associated modulation of

gene expression is initiated by binding of Wnt proteins

to the cell surface Frizzled receptors, which results in an in-

hibition of glycogen synthase kinase-3b (GSK-3b), a kinase

that phosphorylates b-catenin.14 On inhibition of GSK-3b,

b-catenin accumulates in the cytoplasm, forms a complex

with DVL3, and translocates into the nucleus, where it

binds to a family of DNA-binding proteins known as

lymphoid enhancer-binding factor and T cell factor (LEF-

1/TCF).15 CK2 phosphorylates Lef-1 at Ser40 and b-catenin

at Thr393 located in the armadillo (arm) repeat domain

necessary to interact with Lef-1.14,16,17 On phosphoryla-

tion of LEF-1 by CK2, its binding affinity for b-catenin is

increased, and the affinity for transducin-like enhancer

protein 1 (TLE1), which is a negative regulator of Wnt

signaling, is decreased.17

CK2b is known to play a crucial role in the development

of the central nervous system and organogenesis. Loss of

Csnk2b in embryonic neural stem cells compromises

proliferation and differentiation of embryonic neural

stem/progenitor cells and oligodendrogenesis in the

mouse telencephalon.18 Knockout of Csnk2b in mice leads

to post-implantation lethality. Embryos showed a reduced

size at embryonic day (E) 6.5 andwere resorbed at E7.5. Ho-
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mozygous Csnk2b knockout morula did not further

develop after the blastocyst phase in vitro. A conditional

knockout study revealed that lack of Csnk2b is deleterious

formouse embryonic stem cells (ESCs) and primary embry-

onic fibroblasts.19

Here, we report five patients carrying suspected de novo

variants of CSNK2B, and we propose a novel IDCS in three

of them based on computer-assisted differential diagnosis.

We have also investigated the consequences of the under-

lying missense variants on structure and function of CK2b

and show that impairedWnt signaling causes the observed

new phenotype.
Material and methods

Subjects
Through international collaborators and GeneMatcher,20 we re-

cruited three affected members (subjects 1–3) manifesting a new

IDCS, and two subjects (4 and 5) were clinically diagnosed with

POBINDS. Notably, subject 5 was recruited through

GenomeConnect, the ClinGen patient registry.21 We obtained

written informed consents from the parents of the affected indi-

viduals. The protocol of this study on human material was

approved by the Institutional Review Boards of the University of

Cologne, Faculty of Medicine and University Hospital Cologne,

Germany and University of L’Aquila (Italian Undiagnosed Rare

Diseases Network), Italy.

GestaltMatcher analysis
We applied GestaltMatcher22 to compare facial phenotypes

among individuals with variants in CSNK2B. The detailed method

of GestaltMatcher is provided in the extended supplemental mate-

rial and methods. Briefly, we performed pairwise comparisons on

the seven photos (subjects 1–7); this includes two subjects, 6

and 7, from the literature as well,8,23,24 together with 3,533 images

from 2,516 diagnosed patients manifesting 816 syndromes

enlisted in the Face2Gene (FDNA, USA) database.

Whole-exome sequencing
To reveal the disease-causing DNA variant(s), we subjected either

trios, subject and both parents, or only affected members for

exome sequencing. The detailed procedure is given in the supple-

mental material and methods section.

Copy number analysis
We subjected the DNA of subject 1 for copy number analyses. The

procedure is given in the supplemental information.

In silico methods
We predicted the pathogenicity of CSNK2B variants through mul-

tiple in silico tools (Table S1). For estimation of evolutionary con-

servation of mutated residues, we aligned the reference sequences

of the orthologs retrieved from UniProtKB and/or NCBI using

Clustal Omega (EMBL-EBI, Wellcome Trust Genome Campus,

Hinxton, Cambridge, UK).

To rationalize the potential impact of variants at CK2b position

32 and to visualize this position within the CK2a2b2-holoenzyme

assembly, we constructed a suitable functional complex by in silico

3D modeling. To this end, we loaded the CK2a2b2-holoenzyme



structure with PDB: 1JWH10 into crystallographic object-oriented

toolkit (COOT).25 Then, using the structural superimposition op-

tion of COOT, the two catalytic subunits were exchanged with a

human CK2a structure in complex with two sulfate ions (PDB:

2PVR).26 These sulfate ions served as fixed points to place the

pþ1 and pþ3 side chains of a substrate peptide (sequence

DDSDDD) that was modeled into the active site as described by

Niefind et al.26 The ATP analogue adenosine-5’-(b,g-imido)

triphosphate (AMPNP) present in PDB: 2PVR was deleted because

it is disordered in the g-phospho group region; instead, AMPPNP

in complex with two magnesium ions was taken over from the

maize CK2a structure with PDB: 1LP4,27 where it is well defined,

after structural overlay of the protein matrices in COOT.25 Finally,

the two critical CK2b variants, either NP_001311.3;Asp32Asn or

NP_001311.3;Asp32His, were introduced with the amino acid ex-

change option of COOT;25 in this context, two preferred side-

chain conformations of histidine and asparagine according to

the COOT-internal rotamer database were selected.
Minigene construction, transfection, and RT-PCR
The detailed procedure is provided in the supplemental material

and methods.
Cell culture
We generated lymphoblastoid cell lines (LCLs) from subjects 1 and

2 from blood samples collected in lithium heparin-coated tubes

(BD Vacutainer PST). Red blood cells were lysed through incuba-

tion in lysis buffer (155 mM ammonium chloride, 10 mM potas-

sium hydrogen carbonate, and 0.1 mM disodium-EDTA) for

10 min. Pelleted lymphocytes were immortalized by transfection

of Epstein-Barr virus, followed by incubation at 37 �C for 1 h.

Finally, cyclosporine was added to selectively kill T lymphocytes

and generate only a cell line of B lymphocytes as detailed previ-

ously.2 In short, LCLs were grown in RPMI 1640 Medium,

GlutaMAX Supplement (61870044; Thermo Fisher Scientific), sup-

plemented, and fortified with 10% fetal bovine serum (FBS; Bio-

chrom), L-glutamine (P04-80050; PAN Biotech), and antibiotics

(penicillin/streptomycin, P06-07050; PAN Biotech). Cells were

cultured at 37 �C in incubators supplied with 5% CO2.
Immunofluorescence and immunoblotting
To localize and visualize proteins in cells, we used immunofluores-

cence (IF). For this purpose, coverslips were coated with poly-L-

lysine hydrobromide 0.1% (P5899-5MG; Sigma-Aldrich) for

10 min prior to seeding the LCLs. After achieving 70% confluency,

cells were fixed either bymethanol or 3% paraformaldehyde (PFA).

After permeabilization with 0.5% Triton X-100, cells were blocked

in 5% FBS for 1 h. Notably, methanol fixed cells were not permea-

bilized, they were directly subjected for blocking after fixation. In

the next step, cells were incubated overnight with primary anti-

bodies, followed by incubation with secondary antibodies and

DAPI for 30 min in the dark. Finally, cells were mounted on a glass

slide with the help of Fluoromount-G Mounting Medium

(00-4958-02; Thermo Fisher Scientific). For imaging, confocal laser

scanning microscope (TCS SP8 gSTED; Leica Microsystems) was

used.

For immunoblotting (IB), cells were collected and lysed using ra-

dioimmunoprecipitation assay (RIPA) buffer (50 mM Tris-HCl [pH

7.5], 0.1% Triton X-100, 150 mM NaCl, 0.5% Na-deoxycholate,

0.1% sodium dodecyl sulfate [SDS]) along with Protease Inhibitor

Cocktail (PIC; P8340; Sigma-Aldrich) and 1 mM each of protease
Hu
inhibitors DTT, benzamidine, and PMSF. The cells were subse-

quently homogenized by passing through the 0.4 3 19 mm sy-

ringe attached with needles (27G 3 3/400, Nr.20, BD Macrolane

TM3) and incubation on ice for 15 min. After centrifugation,

proteins were denatured at 95 �C in 53 SDS sample buffer. Resul-

tant proteins were resolved by 4–12% SDS-PAGE (EC-890; Na-

tional Diagnostics) and transferred to nitrocellulose membrane

(PROTRANR, Germany). After blocking in 5% milk powder, mem-

branes were incubated with primary antibodies overnight at 4 �C
and respective secondary antibodies for 1 h at room temperature.

Finally, proteins were visualized on X-ray films using an enhanced

chemiluminescence (ECL) system. The detailed procedure of IF

and IB was also reported previously.2

The following primary antibodies were used for IF and IB: rabbit

polyclonal CK2b (Ab76025 for IF; Abcam), mouse monoclonal

CK2b (Sc-12739 for IB; Santa Cruz Biotechnologies), mousemono-

clonal b-catenin (05-665, active form dephosphorylated on Ser33,

Ser37, and T41; Millipore),28,29 rabbit monoclonal b-catenin

(ab32572, non-active form phosphorylated on Ser33, Ser37, and

T41; Abcam),28,29 rabbit monoclonal DVL3 (ab76081; Abcam),

mouse monoclonal a-tubulin (T8328; Sigma-Aldrich), rabbit

polyclonal Lamin A/C (H-110, sc-20681; Santa Cruz Biotech-

nology), mouse monoclonal GAPDH peroxidase-conjugated

(G8795 for IB; Sigma), mouse monoclonal anti-GFP (K3-184-2),30

and in-house manufactured mouse monoclonal glutathione

S-transferase (GST).31 Secondary antibodies used for IF were Alexa

Fluor 488 donkey anti-rabbit IgG (A21206; Invitrogen), Alexa Fluor

568goat anti-mouse IgG (A11004; Invitrogen), andAlexa Fluor 568

donkeyanti-rabbit IgG (A11004; Invitrogen). Secondary antibodies

for IBwere anti-mouse IgGperoxidase conjugate (A4416; Sigma-Al-

drich) and anti-rabbit IgG peroxidase conjugate (A6154; Sigma-

Aldrich).
Fractionation assay
The cells were washed with PBS, trypsinized, and pelleted at

1,100 rpm at 4 �C. The cells’ pellet was dissolved in PBS containing

0.1% Nonidet P-40 (NP-40). One-third of the dissolved lysate was

taken out and processed as whole-cell lysate. To separate out the

cytoplasmic fraction, we centrifuged the dissolved cell lysate at

15,000 rpm for 10 s at 4 �C; half of the supernatant was taken

out and boiled with SDS sample buffer. Next, the pellet was

washed with 1 mL of PBS containing 0.1% NP-40 and centrifuged.

The supernatant was discarded again, and the rest of the pellet was

boiled with SDS sample buffer, which was taken as the nuclear

fraction.
Plasmids construction for protein purification and

transient expression
The open reading frames (ORFs) of CSNK2B (GenBank:

NM_001320.7) and CSNK2A1 (GenBank: NM_177559.3) were

cloned in pGEX4T1 (GEHealthcare) and pEGFP-C1. Identified var-

iants of CSNK2B GenBank: NM_001320.7, c.94G>C, c.94G>A,

and c.374G>C, were introduced in these plasmids by site-directed

mutagenesis (Promega). Oligonucleotides sequences used to create

variants of CSNK2B are shown in Table S2. We obtained GFP-

CTNNB1 plasmid as a donation from Prof. Carien Niessen

(Cologne Excellence Cluster on Cellular Stress Responses in

Aging-Associated Diseases [CECAD], University of Cologne).

This plasmid contains the ORF of CTNNB1 (GenBank:

NM_001904.4), which was excised and introduced into pGEX4T1

plasmid.
man Genetics and Genomics Advances 3, 100111, July 14, 2022 3



Protein expression in eukaryotic cells
Eukaryotic expression plasmids (pEGFP-C1) of both wild-type and

mutants CSNK2B and CTNNB1 were transfected in HeLa cells

using 1 mg/mL polyethylenimine (PEI; 23966; Polysciences) or

Lipofectamine 2000 (11668019; Thermo Fisher Scientific). Cells

were subjected to IF, IB, and/or pull-down assay after 24 h of

transfection.

GST fusion protein expression and purification
To obtain the bacterially expressed recombinant Homo sapiens

CK2b, CK2a, andCateninbeta-1proteins, also knownasb-Catenin,

prokaryotic expressionplasmids (pGEX4T1) containingORFsof the

respective genes were cloned and expressed in E. coli Arctic Express

cells. After induction with 0.3–0.5 mM isopropyl beta-D-1-thioga-

lactopyranoside (IPTG), cells were grown at 10 �C overnight. Bacte-

rial cell pellets were resuspended in ice-cold STE buffer (10mMTris-

HCl [pH 8.0], 150 mM NaCl, and 1 mM EDTA) mixed with PIC

(P8340; Sigma-Aldrich), protease inhibitors (1 mM each of DTT,

benzamidine, and PMSF), lysozyme (100 mg/mL), and 1% Sarcosyl.

After sonication and centrifugation, the supernatant was mixed

with2%TritonX-100.Theproteinwaspurifiedby stimulatingbind-

ing to Glutathione Sepharose 4B beads (GE17-0756-01; GE Health-

care) by overnight incubation in STE buffer mixed with PIC and

1 mM each of DTT, benzamidine, and PMSF.

All the GST-tagged recombinant proteins (Figure S1A) were sub-

jected to cleave GST (Figure S1B) with the help of thrombin

(T6634; Sigma-Aldrich).

Pull-down assay and mass spectrometry analysis
To assay the possible impaired interaction between mutant CK2b

and b-Catenin, we incubated Glutathione Sepharose 4B beads car-

rying GST-tagged CK2b (wild type and mutants) with precleared

cell lysates of HeLa cells expressing GFP-tagged b-Catenin. To

study impact of variant on global interaction of CK2b, we added

Glutathione Sepharose 4B beads carrying GST-tagged CK2b (wild

type and mutants) to the precleared HeLa cell lysates.

In all cases, overnight incubated beads were sedimented,

washed five times with PBS containing 13 PIC and 1 mM each

of DTT, benzamidine, and PMSF. The interaction was either

analyzed by IB or samples were subjected to mass spectrometry

(MS). MS data were analyzed on the basis of log2 LFQ (label-free

quantification; signifies the relative amount of proteins in two

or more biological replicates) intensities and number of peptides

pulled down with purified GST-tagged CK2b wild type and

mutant. Proteins obtained for negative control (GST-only) were

excluded from the analyses. Pathway enrichment of resultant pro-

teins were performed by FunRich (functional enrichment analysis

tool, version 3.1.3).

Microscale thermophoresis
To monitor the effect of variant on interaction of mutant CK2b

with CK2a, we performed microscale thermophoresis (MST).

Purified CK2a, containing unnatural amino acid para-Azidophe-

nylalanine (pAzF) at Tyr239, was coupled with a fluorophore

DBCO-Sulfo-Cy5 via strain-promoted azide - alkyne click chemis-

try reaction (SPAAC) click reaction.32 Serial dilution ranging from

0.1526 to 5,000 nM GST cleaved wild-type and mutant CK2b was

mixed with 30 nM modified CK2a in final buffer containing

50 mM Tris-HCl (pH 8), 500 mM NaCl, 500 mM CaCl2, 0.05%

Tween 20, and 0.5% (v/v) DMSO. Thermophoretic movement of

fluorescently labeled CK2a was measured by monitoring the fluo-
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rescence distribution inside a capillary of Monolith NT.115

(NanoTemper, Munich, Germany). Fluorescence (red filter, light

emitting diode [LED] power 50%) and thermophoresis (MST po-

wer 20%) were recorded at 25 �C. The dissociation constant (KD)

values were determined from several independent experiments us-

ing NT Analysis v.2.1.3 software (NanoTemper Technologies,

Germany).
Kinase assays
To investigate the impact of variants on the kinase activity of CK2

holoenzyme, we conducted two different kinds of assay; their de-

tails are given below.

ADP-Glo assay

Phosphorylation of b-catenin by CK2 was analyzed using a lumi-

nescent ADP detection assay (Promega, Madison, WI, USA). Tetra-

meric CK2 holoenzyme was initially reconstituted by mixing

100 nM CK2a with 200 nM CK2b (wild type or one of both mu-

tants, NP_001311.3; p.Asp32His and NP_001311.3; p.Asp32Asn)

in 80 mM NaCl, 280 mM Tris-HCl (pH 8.0), 50 mM CaCl2,

7.5 mM MgCl2, and 1 mM ATP. After adding 6 mM b-catenin to a

total volume of 5 mL, the reaction mixture was incubated for

25 min at 37 �C. Afterward, 5 mL of ADP-Glo reagent was added

to terminate the kinase reaction. After 40 min of incubation at

room temperature, 10 mL of kinase detection reagent was added

to convert the generated ADP into ATP, which was measured in

a luciferase/luciferin reaction. Luminescence was detected after

1-h incubation at room temperature with a Tecan Infinite M200

Pro (Tecan, Männedorf, Switzerland).

Capillary electrophoresis

CK2 activity was analyzed using a previously published capillary

electrophoresis (CE)-based method.33 For kinase reaction, kinase

buffer (50 mM Tris-HCl [pH 7.5], 100 mM NaCl, 10 mM MgCl2)

containing 70 nM CK2a and 140 nM CK2b (wild type and both

mutants NP_001311.3; p.Asp32His and NP_001311.3; p.As-

p32Asn) was pre-incubated for 10 min at 37 �C. After adding

pre-incubated assay buffer (25 mM Tris-HCl [pH 8.5], 150 mM

NaCl, 5 mM MgCl2, 190 mM substrate peptide RRRDDDSDDD34

[GenicBio, Shanghai, China] and 60 mM ATP), the samples were

incubated at 37 �C for 1, 2, 3, 4, and 5 min. The reaction was

stopped by decreasing the temperature to 4�C and addition of

5 mL EDTA (0.5 M). Samples were analyzed by Beckman Coulter

pa800 plus (Krefeld, Germany) CE system, with 2 M acetic acid

(pH 2.0) as background electrolyte and a constant current of

30 mA. Peptides were detected at a wavelength of 195 nm.
RNA extraction, quantitative real-time PCR, and

transcriptome profiling
Total RNA extracted from LCLs using RNeasyMini kit (74104; Qia-

gen) was converted into cDNA using SuperScript II reverse tran-

scriptase (RT) enzyme (18064014; Invitrogen). We performed

quantitative real-time PCR using an already described method.35

Oligos are enlisted in Table S2.

Forwhole-transcriptomeprofiling,we subjected 1 mg of total RNA

for poly(A) selection. After mRNA fragmentation, adaptor ligation,

and cDNA synthesis, libraries were sequenced on Illumina Hi-

Seq4000 (Illumina) with a 2 3 75-bp read length. Obtained data

were processed through the QuickNGS pipeline of CECAD.36 Reads

were mapped to the Homo sapiens reference genome version

GRCh37 using TopHat2 (version 2.0.10)37 and abundance estima-

tion with Cufflinks (version 2.1.1).38 DESeq2 is used for differential

gene expression analysis.39 The results were uploaded into the



QuickNGS database for further analyses. Genes were filtered on the

basis of involved pathways. Heatmaps were generated based on

FPKMs (fragments per kilobase permillion) values, using Heatmap-

per40 to visualize the DEGs (differentially expressed RefSeq genes).

Pathway enrichment was performed using PANTHER (protein anal-

ysis through evolutionary relationships).
Whole-phosphoproteome profiling
A total of 3 mg of protein lysates obtained from CSNK2B mutated

individual (subject 1) LCLs, along with wild-type (three biological

replicates of both) LCLs, was subjected to phosphopeptide enrich-

ment (PPE). The isolation of phosphopeptides was carried out by a

previously described method with some modifications.41 Further,

the lysates were incubated with DTT and iodoacetamide and di-

gested overnight using trypsin (1:50w/w ratio). Then, the peptides

were desalted and passed through a polysulfoethyl column (4.6-

mm inner diameter [ID]320-cm length, 5-mm particle size, 300-Å

pore size; PolyLC, Switzerland) for cation exchange fractionation.

The gradient being used in this experiment was solvent A (compo-

sition given below) (100%) and solvent B (0%) for 2 min, followed

by addition of solvent B (0–20%) for 40 min, increasing the con-

centration of solvent B (20–100%) for 5 min; finally, 100% solvent

B held for 5 min was processed. The composition of solvent A was

5 mMKH2PO4 25% acetonitrile (ACN) (pH 2.7), and solvent B was

5 mM KH2PO4, 25% ACN, 350 mM KCl (pH 2.7). Based on the

number of peptides, the fractions of 5 up to 10 were being

collected.

PPE was performed using FeNTA-IMAC columns (Pierce). Clean-

ing of phosphopeptides was performed using ZipTips followed by

their submission to nano-scale liquid chromatographic tandem

mass spectrometry (nLC-MS/MS) analyses on LTQ Orbitrap ma-

chine. The fractionation of peptides was carried out via nLC on

a 150-mm C18 column (75-mm ID; Dr. Maisch GmbH, Ammer-

buch, Germany) using an EASY nLC-II system (Proxeon/Thermo

Fisher Scientific). The separation of peptides was performed at

300 nL/min flow rate for 90 min (5%–7% ACN in 5 min, 7%–

45% in 60 min, 45%–50% in 5 min, 50%–97% in 5 min; wash

at 100%). Here the composition of buffer A was 0.1% formic

acid dissolved in H2O, and buffer B contained 0.1% formic acid

diluted in acetonitrile. The survey full-scan MS spectra (m/z

300–2,000) of intact peptides was carried out in the Orbitrap at a

resolution of 30,000 using m/z 445.12003 as a lock mass.

The mass spectrometer was used for spectra in data-dependent

automaticmode (automatic switch betweenMS andMS/MS acqui-

sition). Further, dynamic exclusionwas enabled for 1min. The five

most intense ions having a charge state z R 2 were isolated and

fragmented in the linear ion trap; this was carried out by colli-

sion-induced dissociation fragmentation. However, the peptides

having unknown z values were not being fragmented.
Bioinformatics analyses for phosphoproteome profiling
Andromeda, a peptide search engine, was used for searching the

RAW files followed by searching against the UniProtKB database.

The identification criteria of peptides were two miscleavages; min-

imum peptide size of seven amino acids; variable modifications

weremethionineoxidation, serine/threonine/tyrosinephosphory-

lation, andproteinN-terminal acetylation; andfixedmodifications

were alkylation of cysteine. Furthermore, up to three post-transla-

tional variable modifications were selected.

For detecting parent ions, first search mass accuracy was 20

ppm, with the second being 4.5 ppm. Fragment ion match was
Hu
0.5 Da. Phosphorylation sites with a localization probability

>0.75 (class I phosphorylation sites) and a delta score >40 were

preferably selected and used for further analyses. Other analyses

were performed as described elsewhere.42

To generate the position weighted matrices, we used iceLogo.

The normal amino acid distribution of the respective species was

considered as background.43 Furthermore, netphorest 2.0 was

used in order to predict potential kinase substrates.44 NCBI

HomoloGene groups (CPhos program) were used for identifying

the conservation.45,46 Gene Ontology enrichment was carried

out by GORilla using themouse homologous gene symbols, which

were taken from CPhos/HomoloGene.47 The p value threshold

was 10�3, and false discovery rate (FDR)-corrected q-values were re-

ported. Sequences were predicted by using different calculation

methods as described elsewhere;48 predict protein suite, IUPRED,

and FoldIndex were used in this study. The protein region denomi-

nated ‘‘intrinsically disordered’’ in all prediction methods was

chosen. For the correlational analyses of phosphorylation site

abundance, Perseus was used.49
Results

Description of subjects

We report on five patients with pathogenic CSNK2B vari-

ants. Three of them are manifesting a novel IDCS, while

the remaining two affected individuals, subjects 4 and 5,

are sharing phenotypic similarities with POBINDS (MIM:

618732) (Figure 1; Table 1).

To investigate the facial gestalt differences of our IDCS

affected members (subjects 1–3) with those of POBINDS,

we employed GestaltMatcher. Additionally, we included

two previously reported patients; one (subject 6) manifest-

ing POBINDS23 and the other subject 7 (his original ID in

the published article is patient 25) carrying the CK2b:

NP_001311.3; p.Asp32Asn variant.8 The pairwise ranks of

seven photos showed remarkable facial similarities among

subjects 1, 2, 3, and 7, and hence they are grouped together

in one cluster. Notably, subjects manifesting POBINDS

showed considerable differences and were placed far

away from subjects 1–3 and 7 (Figure S2). Interestingly,

subjects 1 and 2 appeared closer to each other as compared

with subjects 3 and 7. Subject 1 was at the first rank of sub-

ject 2, and subject 3 was at the 17th rank of subject 2, indi-

cating a high degree of similarity in the phenotype

(Figure S2). In short, the results suggested a novel pheno-

type seen in subjects 1–3 and 7 that is remarkably different

from patients manifesting POBINDS. Detailed clinical fea-

tures of these affected members are described below.

Subject 1 is a 19-year-old Italian woman born from

healthy and unrelated parents (Figure 1; Table 1). She

had short stature of �3.3 standard deviation (SD) (HP:

0004322); however, microcephaly (HP: 0005484) was not

observed. She exhibited global developmental delay (HP:

0001263), moderate intellectual disability (HP: 0002342),

dysarthria (HP: 0001260), and epileptic seizures (HP:

0001250). Digital findings included hypoplasia of fingers

(HP: 0006265) and toes (HP: 0010173), cutaneous syn-

dactyly of fingers 3–5 bilaterally (HP: 0010554); X-ray
man Genetics and Genomics Advances 3, 100111, July 14, 2022 5



Figure 1. Clinical presentation of patients with CSNK2B variants
Front and side views of subjects 1–3 diagnosed with IDCS show
strikingly similar facial gestalt, whereas subjects 4 and 5 diagnosed
with POBINDS show vivid difference of facial gestalt, and no
obvious digital or limb anomaly was recorded as in IDCS. Digital
anomalies of IDCS patients are shown in two panels on right
side. For subject 1, arrows show brachydactyly 2–5 and syndactyly
2–3 of the digits of the feet. Notably, preoperative radiographs of
the hands and teeth are shown for subject 1.
radiographs demonstrated bilateral osseous syndactyly of

the distal phalanges of the third and fourth fingers (HP:

0010492), clinodactyly (HP: 0001863), bilateral syndactyly

of second and third toes (HP: 0001770), and broad thumb

(HP: 0011304). Notable facial dysmorphic features (HP:

0001999) included deep-set eyes (HP: 0000490), broad

nasal bridge (HP: 0000431), hypoplastic alae nasi (HP:

0000430), thin upper lip (HP: 0000219), prognathism

(HP: 0000303) with pointed chin (HP: 0000307), and small

ears (HP: 0008551) with prominent antitragus (HP:

0008593). Further, ectodermal anomalies were observed

such as hypodontia (HP: 0000668) depicted by dental ra-

diographs (Figure 1) and thin hair (HP: 0008070). Ebstein’s

anomaly (HP: 0010316) and atrial septal defect (HP:

0001631) were also identified in this patient (Table 1).

Subject 2 is a 9-year-old Caucasian girl with develop-

mental delay, intellectual disability (HP: 0001249), and

speech impairment (Figure 1; Table 1). Electroencephalo-

gram (EEG) of this patient demonstrated excessively fast fre-
6 Human Genetics and Genomics Advances 3, 100111, July 14, 2022
quencies and interictal discharges (posterior predominant),

indicative of generalized or mixed epilepsy (HP: 0001250).

Among digital anomalies, syndactyly (HP: 0001159) was

absent, yet other features, includingbilateral tapering of fin-

gers (HP: 0001182) (most prominent on fifth digits), bilat-

eral clinodactyly (HP: 0001863) of third to fifth toes, and

protonation of both feet were apparent. In addition, a 1-

to 2-cm poorly circumscribed firm mass on plantar aspect

of left heel was also notable. She presented facial dys-

morphism (HP: 0001999), including deep-set eyes (HP:

0000490), hypoplastic alae nasi (HP: 0000430), thin upper

lip (HP:0000219), prognathism(HP:0000303)withpointed

chin (HP: 0000307), and asymmetric ears (HP: 0010722)—

the right ear was more prominent than left.

Subject 3 is a 2-year-old Caucasian girl (Figure 1; Table 1).

Initial physical examination at the age of 10 months re-

vealed a large fontanelle (HP: 0000239) (4 cm), epicanthal

folds (HP: 0000286), telecanthus (HP: 0000506), depressed

nasal bridge (HP: 0005280), broad nasal tip (HP: 0000455),

small cupped ears (HP: 0000378), which are low set, arched

upper lip, widely spaced nipples (HP: 0006610), brachy-

dactyly (HP: 0001156), and contracture of fourth and fifth

fingers of left hand. At the age of 2 years, she exhibited

salient facial features similar to subjects 1 and 2, such as

deep-set eyes (HP: 0000490), hypoplastic nasal alae (HP:

0000430), and prognathism (HP: 0000303). She presented

with developmental delay. Growth parameters were within

normal ranges. No seizures were observed. The subject pre-

sented digital abnormalities, such as contractures of the

fourth and fifth fingers, which required surgery (a trigger

finger release). Dental examination showed delayed erup-

tion of teeth (HP: 0000684), i.e., presence of only two

lower teeth with two more emerging on the bottom and

possibly two on the top. A fenestrated atrial septal defect

(HP: 0001631) was present.

Clinical features of subjects 4, 5, and 7 are given in the

supplemental information.

Identification of CSNK2B variants

For identifying the disease-causing variant(s) in family 1,

the following strategywas adopted; due tophenotypicover-

lap of patient 1 with Filippi syndrome, we first excluded

pathogenic variants in CKAP2L by Sanger sequencing.2 In

a next step, we performed trio exome sequencing of subject

1 and both parents. Data revealed de novo variants in

CSNK2B (GenBank: NM_001320.7:c.94G>C (p.Asp32His))

and MTM1 (MIM: 300415, GenBank: NM_000252.2:c.

1186T>G (p.Phe396Val)) (Figure 2A). Because de novo vari-

ants in CSNK2B have been reported to cause intellectual

disability and epilepsy,50–52 while MTM1 has been linked

to X-linked myotubular myopathy,53 we considered

CSNK2B more interesting to investigate its contribution to

the disease. Causative structural variants were excluded

by molecular karyotyping using the CytoScan HD array

from Thermo Fisher Scientific. In addition, subjects 2–5,

carrying variants in CSNK2B, were recruited through

GeneMatcher and GenomeConnect.20,21 In all of them,

http://www.ncbi.nlm.nih.gov/nuccore/NM_001320.5
http://www.ncbi.nlm.nih.gov/nuccore/NM_000252.2


Table 1. Clinical findings of patients with CSNK2B variants

Individuals Subject 1 Subject 2 Subject 3 Subject 4 Subject 5

CSNK2B variant (GenBank:
NM_001320.7)

c.94G>C (p.Asp32His) c.94G>A (p.Asp32Asn) c.94G>A (p.Asp32Asn) c.374C>G (p.Ser125*) c.367þ5delG (p.Leu124Aspfs*26
and p.Leu98Alafs*11)a

Inheritance de novo de novo unknown de novo unknown

Sex female female female male female

Age (years) 19 10 2 7 30 (deceased)

Ancestry Caucasian Caucasian Caucasian Israeli Caucasian

Parenteral consanguinity – – – – –

Measurements (at birth)

Gestational age (weeks) 41 39 39 40 N/A

Height (SD) �1.9 �0.8 �2.8 N/A �1.33

Weight (SD) �1.3 �1.1 �0.8 N/A 0.21

OFC (SD) �0.9 N/A �1.2 N/A N/A

Measurements (at age) 12 years 9 years 2 years 6 years 30 years

Height (SD) �3.3 þ0.11 �0.26 �0.32 �0.8

Weight (SD) �1.9 þ1.53 þ0.21 �0.41 �2.03

OFC (SD) �1.7 þ0.9 �0.24 þ0.36 N/A

Neurological features

Global developmental delay þ þ þ þ þ

Intellectual disability þ (moderate) þ Developmental delay þ þ

Speech impairment þ (moderate) þ þ þ N/A

Epileptic seizures þ (tonic-clonic) EEG abnormalities – þ þ (tonic-clonic, myoclonic,
clonic, absence seizures)

Facial features

Deep-set eyes þ þ þ – eye movement issues, hyperopia,
myopia, lazy eye

Nasal bridge broad depressed broad, depressed prominent prominent

Hypoplastic alae nasi þ þ þ þ þ

Mouth thin lips thin lips arched upper lip – –

Prognathism þ þ þ – þ (class III underbite)

Pointed chin þ þ þ – þ

(Continued on next page)
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Table 1. Continued

Individuals Subject 1 Subject 2 Subject 3 Subject 4 Subject 5

Ears small, prominent antitragus symmetric protruding asymmetric: left cupped, right
overfolded

protruding –

Hands and feet

Fingers brachydactyly
cutaneous syndactyly of fingers
3/4/5 (required surgery) including
osseous syndactyly of distal
phalanges 3/4

tapering of fingers, most
prominent on fifth fingers

brachydactyly
contractures of the left hand first,
fourth, and fifth fingers (required
surgery on first and fourth); initial
reports of mild right-sided first
and second digit involvement

– –

Toes and feet brachydactyly 2–5 syndactyly 2–3 clinodactyly of toes 3/4/5
pronation of feet

small feet
mild inversion and pronotion of
feet

– flat feet

Ectodermal anomalies

Hair thin thin sparse temporal, anterior thin,
posterior coarse

hypopigmentation, partial –

Teeth hypodontia small teeth delayed eruption –

Cardiac defect Ebstein’s anomaly and atrial septal
defect

WPW fenestrated atrial septal defect mild cardiac defect –

Others IgA nephropathy; nocturnal
enuresis

emotional regulation disorder,
low attention span

hypotonia, low tone, memory
impairment, anxiety, depression,
obsessive compulsive disorder,
proprioception issues

þ, present; �, not present/no abnormality; N/A, not available; OFC, occipital-frontal circumference; SD, standard deviation; WPW, Wolff-Parkinson-White.
aVariants at protein levels resulted from minigene splicing assay.
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Figure 2. CSNK2B variants identified in IDCS patients
(A) Upper panel: genomic structure of human CSNK2B. The seven exons of CSNK2B are displayed by boxes, which are drawn to scale (1
kb ¼ 1 cm). The filled boxes depict the open reading frame, and the open boxes show the UTRs. The introns are drawn as connecting
lines of arbitrary length. Vertical lines on filled boxes indicate the positions of the variants. Lower panel: 215-amino-acid-long CK2b pro-
tein composed of five domains along with identified variants are shown. The protein structure is constructed according to the indicated
scale bar. Figure is recreated from Bibby and Litchfield (2005).12

(B) Cross-species alignment showing conservation of Asp32 of CK2b. Note that Asp32 is conserved in all species. Asterisk (*) is used for
the conserved residues, colon (:) for conservative changes, and dot (.) for semiconservative changes.
(C) Structural overview of the CK2a2b2 holoenzyme along with a modeled substrate peptide and the ATP analogue AMPPNP. Dotted
circle shows the wild-type amino acid Asp32 and substrate peptide in its close proximity.
(D) Zoomed picture focuses on the critical neighborhood around Asp32 of CK2b illustrating the IDCS-associated variants Asp32Asn and
Asp32His. Two sulfate ions visible in the humanCK2a structure PDB: 2PVR26 were drawn in ball-and-sticks representation; as outlined in
the Material and methods section, these sulfate ions served as an orientation to model the pþ1 and pþ3 side chains of the substrate
peptide DDSDDD (blue carbon atoms) into the active site.
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Figure 3. Quantification of CSNK2B transcript and encoded pro-
tein product along with cellular localization in LCLs
(A) Quantitative real-time PCR data showing 3-fold increased
expression of CSNK2B mRNA in patient (GenBank: NM_00
1320.7:c.94G>C (p.Asp32His)) as compared with wild type.
CSNK2B mRNA amounts were quantified relative to control sam-
ple. ***p ¼ 0.0001 calculated by Student’s t test. n ¼ 3; error bars
represent standard deviation (SD).
(B) Graph shows 2-fold increased expression of CSNK2B mRNA of
subject (GenBank: NM_001320.7:c.94G>A (p.Asp32Asn)) result-
ing from amplifying a second set of primers as compared with
wild type. ***p ¼ 0.0001 calculated by Student’s t test. n ¼ 3; error
bars represent SD.
(C) Confocal microscopy images showing increased amount of
CK2b (green) in nuclei and in cytoplasm of subject-derived
(NP_001311.3; p.Asp32His and NP_001311.3; p.Asp32Asn) LCLs
as compared with wild type. GM130 (red) serves as marker of Golgi
apparatus, and DAPI (blue) indicates staining of nucleus. Scale bar:
10 mm.
(D) Immunoblotting shows an increased amount of CK2b in
whole-cell lysates obtained from mutant (NP_001311.3; p.As-
p32His and NP_001311.3; p.Asp32Asn) LCLs versus wild type.
a-Tubulin is used as loading controls.
(E) Immunoblots show an increased amount of CK2b in cytosolic
and nuclear fraction in NP_001311.3; p.Asp32His mutant versus
wild type. Loading controls are a-tubulin and lamin A/C, for
cytosol and nucleus, respectively.
exome sequencing revealed variants in CSNK2B, which

were confirmed de novo in all except subjects 3 and 5,

because parental samples were not provided for testing,

the same missense variant (GenBank: NM_001320.

7:c.94G>A (p.Asp32Asn)) in subjects 2 and 3, a non-

sense variant (GenBank: NM_001320.7:c.374C>G (p.Se

r125*)) in subject 4, and a splice variant (GenBank:

NM_001320.7:c.367þ5delG) in subject 5 (Figure 2A;

Table 1).

BothCSNK2Bmissense variants are predicted to be patho-

genic by in silico tools (Table S1). All four newly identified

CSNK2B variants are absent in gnomAD, EVS, Iranome, the

Greater Middle Eastern (GME) Variome, and our Cologne

Center for Genomics (CCG) in-house dataset comprising
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>3,360 exomes. Two of these variants, c.94G>A and

c.367þ5delG, are reported in dbSNP (rs1554169984 and

rs1583610622, respectively) because of entries in ClinVar

(Table S1). To bementionedhere, c.94G>Ahasbeen recently

reported to cause developmental delay and generalized epi-

lepsy;8however, the studywasnotonlydeficientof adetailed

clinical presentation of individuals carrying this variant but

also lacked any functional analysis and interpretation of

the identified variant. Hence we took the opportunity and

explored the functional consequences of the variants identi-

fied in the patients manifesting the novel syndrome.

Multiple sequence alignments of CK2b orthologs

showed that the residue Asp32, which is mutated in sub-

jects 1–3, is highly conserved among the vertebrates

(Figure 2B). Furthermore, from analyses performed on

X-ray structure, we concluded that within the CK2a2b2 ho-

loenzyme structure, Asp32 of CK2b is not directly involved

in the CK2a/CK2b interface (Figure 2C); however, it resides

in the vicinity of the active site region of CK2a (Figure 2D).

CSNK2B: NM_001320.7;c.367þ5delG impairs splicing

To observe the consequences of CSNK2B: NM_0013

20.7;c.367þ5delG on transcript splicing, we constructed

minigene splicing assay. The RT-PCR performed on the

cDNA produced a transcript of 320 bp in both wild type

and mutant. However, two aberrant transcripts of approxi-

mately465and244bpwere seenonly in themutant. Sanger

sequencing of the transcript of 320 bp showed normal

splicing (Figure S3A). Analysis of the abnormally sized tran-

script of 465 bp revealed that the CSNK2B: NM_00

1320.7;c.367þ5delG variant eliminated the actual splice

donor and acceptor sites, resulting in the retentionof intron

5 (Figure S3B, left panel) and thus causing a shift in the

reading frame and introducing an early termination codon

(NP_001311.3; p.(Leu124Aspfs*26)). Analysis of a 244-bp

transcript revealed skipping of 76 bp (CSNK2B: NM_00

1320.7;c.292_367del;p.[Leu98Alafs*11]), which correspo-

nds to complete exon 5 (Figure S3B, right panel). This also

resulted in the frameshift leading to introduction of the pre-

mature stop codon (NP_001311.3; p.Leu98Alafs*11).

Variants impair the localization and amount of CK2b

As a first step to investigate the consequences of the identi-

fied variants, we performed a quantification of the CSNK2B

transcripts in total RNAof subjects 1 and 2, which showed a

significant upregulation of CSNK2B as compared with the

control RNA obtained from LCLs (Figures 3A and 3B). We

further analyzed cellular expression and sub-cellular locali-

zation of CK2b in control cells and patient-derived (subject

1: NP_001311.3; p.Asp32His and subject 2: NP_001311.3;

p.Asp32Asn) LCLs. In wild-type LCLs, CK2b protein was

observed to localize inside the nucleus, as well as at the

Golgi apparatus, whereas bothmutant LCLs showed excess

ofCK2bdispersed in thenucleus, aswell as in the cytoplasm

(Figure3C). Furthermore, investigationof the abundanceof

CK2b by IB also showed an increased amount of CK2b pro-

teins in the whole-cell lysate of LCLs derived from both
2
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Figure 4. Interaction of CK2 subunits and
kinase activity of mutated beta subunits
(A) Graph shows interaction of CK2 sub-
units analyzed by microscale thermophore-
sis (MST). Graph in the left panel shows KD

value (12.9 5 3.9 nM) in wild-type CK2b
bound to CK2a239Cy5. n ¼ 3. Graph in
the right panel shows KD values (15.8 5
5.3 nM) in mutant CK2b (NP_001311.3;
p.Asp32His) bound to CK2a239Cy5. n ¼ 5.
(B) Graph shows the amount of phosphory-
lated substrate peptide in the given time
from capillary electrophoresis assay. Note
that CK2 containing CK2b: NP_001311.3;
p.Asp32His shows decreased amount of
phosphorylated peptide as compared with
wild type, whereas CK2 containing
NP_001311.3; p.Asp32Asn shows no signif-
icant differences. The color and shape key
denoting all the samples given in the figure.
n ¼ 3; error bars represent SD.
(C) Kinase activity of CK2wild type andmu-
tants based on capillary electrophoresis
assay. Bar graph shows kinase activity of
CK2 containing wild-type and mutant beta
subunits (NP_001311.3; p.Asp32His and
NP_001311.3; p.Asp32Asn). Note that the
activity of CK2 containing NP_001311.3;
p.Asp32His is reduced as compared with
wild type, but CK2 containing NP_
001311.3; p.Asp32Asn variant does not
show any significant difference. *p % 0.05,
**p % 0.01, nsp ˃ 0.05 (Student’s t test).
n ¼ 3; error bars represent SD. ns, non-
significant.
subjects as compared with control (Figure 3D). To further

quantify the CK2b in mutant NP_001311.3; p.Asp32His

cellular fractions, we performed a fractionation assay

coupled with IB. Our results showed an increased amount

ofCK2b in both cytosolic andnuclear fraction, as compared

with the wild type (Figure 3E).

Transiently expressed mutant CK2b mimics the results

obtained with LCLs

To gain insights into the behavior of overexpressed wild-

type and mutant CK2b proteins, GFP-tagged CK2b wild

type and three mutants (NP_001311.3; p.Asp32His,

NP_001311.3; p.Asp32Asn, and NP_001311.3; p.Ser125*)

were transiently expressed inHeLa cells. Similarly to endog-

enousCK2b observed in control LCLs, transiently expressed

wild-type CK2b was found in the nucleus, as well as at the

Golgi apparatus (Figure S4A). In contrast, two of themutant

proteins, NP_001311.3; p.Asp32His and NP_001311.3;

p.Asp32Asn, were found in the cytosol and nuclei in the

form of aggregates as tracked by GFP fluorescence

(Figure S4A). Comparedwith thewild type, themutant pro-

teinNP_001311.3; p.Ser125*was absent in cytosol, presum-

ably because of the nonsense-mediated decay of themutant

mRNA. However, a drastically reduced nuclear expression

was observed as compared with the wild type (Figure S4B).

Notably, cells with ectopic expression of CK2b: NP_0

01311.3; p.Ser125* showed a distorted Golgi apparatus

compared with the wild type and the remaining two mu-
Hum
tants. Thesedatawere furthercorroboratedby immunoblots

where increased amounts of only two mutant proteins,

NP_001311.3; p.Asp32His and NP_001311.3; p.Asp32Asn

and a reduced amount of CK2b: NP_001311.3; p.Ser125*

were noted compared with wild type (Figure S4C). Analysis

of the band intensities indicates a 1.4- and 1.7-fold increase

in case of NP_001311.3; p.Asp32His and NP_001311.3;

p.Asp32Asn mutants, respectively, and a 0.2-fold decrease

in case of the CK2b: NP_001311.3; p.Ser125* (Figure S4D).

Interaction with CK2a is not impaired by missense

variant

To investigate the effect of the CK2b variant NP_001311.3;

p.Asp32His on the binding efficiency to CK2a, we per-

formed MST. The results showed hardly any difference in

the binding affinity of CK2a with mutant (NP_001311.3;

p.Asp32His) CK2b. Binding affinity of wild-type CK2b

with CK2awas KD ¼ 12.95 3.9 nM, and that with mutant

(NP_001311.3; p.Asp32His) CK2bwas KD ¼ 15.85 5.3 nM

(Figure 4A). Hence we conclude that the variant (NP_0

01311.3; p.Asp32His) of CK2b does not have any influence

on the interaction potential with CK2a.

CK2 holoenzyme with NP_001311.3; p.Asp32His beta

subunit showed lower kinase activity

Because the interaction between mutant CK2b and CK2a

seemed not to be impaired, we hypothesized that the var-

iants may affect the kinase activity of the holoenzyme.
an Genetics and Genomics Advances 3, 100111, July 14, 2022 11



Figure 5. Impacts of variants on the dy-
namics of b-catenin and DVL3
(A) Pull-down assay from HeLa total protein
extracts indicates reduced interaction of
endogenous b-catenin with mutant
(NP_001311.3; p.Asp32His) GST-tagged
CK2b as compared with wild type. GST
serves as negative control. Bands of approx-
imately 85 kDa of b-catenin were observed
on western blot after probing with rabbit
monoclonal b-catenin antibody. GST-fused
proteins were visualized by probing the
membrane with in-house-generated mouse
monoclonal GST antibody.
(B) Pull-down assay shows reduced interac-
tion of DVL3 with GST-fused CK2b mutant
(NP_001311.3; p.Asp32His) as compared
with wild-type. GST was used as negative
control. Bands of approximately 78 kDa of
DVL3 were observed by rabbit monoclonal
DVL3 antibody.
(C) Immunofluorescence shows decreased
amount of active b-catenin (red) in nuclei
of CK2b: NP_001311.3; p.Asp32His (left
panel) and CK2b: NP_001311.3; p.As-
p32Asn (right panel) LCLs as compared
with the wild type. Localization pattern of
non-active b-catenin (green) remains the
same in wild-type and both mutant LCLs.
DAPI (blue) indicates staining of nucleus.
Scale bar, 5 mm (left panel); 10 mm (right
panel).

(D) Graph showing reduced kinase activity of CK2 carryingmutants (NP_001311.3; p.Asp32His and NP_001311.3; p.Asp32Asn) of CK2b
as compared with wild type measured by ADP-Glo assay. Note that b-catenin was used as substrate. Error bars represent SD; n ¼ 3. **p%
0.01 (Student’s t test).
Furthermore, close proximity of Asp32 to the active site re-

gion of CK2a (Figure 2D) also prompted us to perform ki-

nase assay. For this purpose, we performed a CE-based

assay using the CK2 target peptide RRRDDDSDDD as a sub-

strate.34 We monitored the amount of phosphorylated

substrate at several time points, and data showed sig-

nificant reduction of the kinase activity only for the CK2

holoenzyme containing the NP_001311.3; p.Asp32His

CK2b subunit when compared with the wild-type CK2 ho-

loenzyme (Figure 4B). The slopes of the corresponding

curves were also used to calculate the kinase activities, in

terms of Kat, of the different variants (Figure 4C). As ex-

pected, we observed a significant decrease in the kinase ac-

tivity of the tetrameric CK2 holoenzyme constituted with

mutant (NP_001311.3; p.Asp32His) CK2b as compared

with the holoenzyme containing wild-type subunits

only. Intriguingly, kinase activity of this particular mutant

CK2 holoenzyme was comparable with the activity

observed for CK2a alone, thus showing a drastic influence

on the phosphorylation activity (Figure 4C). Surprisingly,

we did not observe a significant difference in the kinase ac-

tivity of the CK2 holoenzyme containing the othermutant

(NP_001311.3; p.Asp32Asn) CK2b (Figure 4C).

Significant effects of variant NP_001311.3; p.Asp32His

on protein-protein interactome

After analyzing the kinase activity of the mutated CK2, we

extended our analyses to explore the consequences of
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CK2b: NP_001311.3; p.Asp32His on the global interaction

pattern. To accomplish this aim, we performed pull-down

assays; MS analysis of the precipitate obtained after a pull-

down of wild-type GST-CK2b in whole HeLa lysate identi-

fied 194 proteins (Figures S5A–S5C). Among them, 124 are

novel protein partners, whereas 69 were already reported

as CK2 substrates (Table S3).54,55 The mutant NP_00

1311.3; p.Asp32His showed an impaired interaction for

38 proteins (Figure S5C; Table S3). Among these 38 pro-

teins, 25 are already reported partners of CK2 (Table S3).

Pathway enrichment of the 38 proteins showing impaired

interaction with mutant CK2b revealed their involvement

in the degradation of b-catenin, Wnt signaling, apoptosis,

ataxia-telangiectasia mutated (ATM), mammalian target of

rapamycin (mTOR), and IL-3 signaling (Figure S5D).

Notably, degradation of b-catenin (DVL1 and DVL3) was

noted as one of the most significantly enriched pathways

(p > 0.05) (Figure S5D); therefore, we followed it for

comprehensive investigations. Interestingly, DVL1 and

DVL3 have also been reported to be functionally linked

with CK215; therefore, we focused on DVL3 and b-catenin

for further analyses.

Missense variant NP_001311.3; p.Asp32His

compromises the interaction with b-catenin and DVL3

To assay the effects of the variants on the interaction of

CK2b with DVL3 and b-catenin, GST-tagged CK2b wild-

type and NP_001311.3; p.Asp32His mutant (Figure S1A)
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Figure 6. Whole-transcriptome profiling
of patient LCLs (NP_001311.3; p.As-
p32His)
(A) Venn diagram showing total number of
transcripts and those differentially regu-
lated. Note that the fold change (FC) > 1,
p < 1 for 58,038 transcripts and FC > 2,
p < 0.05 for upregulated and downregu-
lated transcripts.
(B) Graph showing pathway enrichment
of differentially expressed genes obtained
from RNA sequencing (RNA-seq) data per-
formed in NP_001311.3; p.Asp32His
mutant LCLs and age- and sex-matched
control. Note that two of the highest peaks
are related to the genes involved in the im-
mune response pathway and Wnt
signaling. x axis shows the number of
genes, and y axis shows cellular pathways.
FC > 5 and p < 0.05.
(C) Heatmaps of differentially expressed
Wnt target genes observed in NP_
001311.3; p.Asp32His mutant LCLs
compared with control. Color key shows
the level of upregulation or downregula-
tion: green shows higher expression as
compared with bright red.
(D) Heatmaps of differentially expressed
transcription regulators observed in
NP_001311.3; p.Asp32His mutant LCLs
compared with control.
were pulled down with HeLa cell lysates. IB showed that

the interaction of b-catenin with mutated GST-tagged

CK2b was reduced as compared with wild type (Figure

5A). We also obtained similar results using another

strategy where GST-tagged CK2b wild type and mutant

were pulled down with HeLa cell lysates expressing GFP-

tagged b-catenin (Figure S5E). Similarly, on analyzing the

interaction of DVL3 with CK2b by pulling down wild-

type and mutant (NP_001311.3; p.Asp32His) GST-tagged

CK2b with protein lysate of HeLa cells, we noted con-

siderably reduced interaction of DVL3 with mutant

(NP_001311.3; p.Asp32His) CK2b compared with wild

type (Figure 5B).

b-Catenin is mislocalized in LCLs derived from subjects

with missense variants

Impaired interaction of mutant CK2b with b-catenin

and DVL3 prompted us to analyze the cellular expression

of these proteins in subject-derived LCLs. IF anal-

ysis combined with confocal microscopy revealed the

presence of an active/nuclear form of b-catenin inside

the nuclei of wild-type LCLs, whereas it was absent in

the nuclei of LCLs derived from both variant carriers

(NP_001311.3; p.Asp32His and NP_001311.3; p.As-

p32Asn); rather, it was found in the cytoplasm or

near the periphery of the nucleus (Figure 5C). How-

ever, none of the mutant cells showed an alteration of

the localization pattern of the cytoplasmic b-catenin

(Figure 5C).
Hum
Both missense variants reduce the phosphorylation

capacity of b-catenin

Our data demonstrated the compromised interaction of

mutant CK2b with b-catenin; therefore, we hypothesized

that the impaired interaction may influence the kinase

activity of the mutated holoenzyme and thus reduce the

phosphorylation capacity of b-catenin. To this end, we

performed the ADP-Glo assay by keeping b-catenin as a

substrate. Data showed that the tetrameric holoenzyme

containing mutant versions of CK2b had a reduced phos-

phorylation capacity of b-catenin by more than a half as

compared with the wild-type tetrameric holoenzyme. Pre-

cisely, the data showed72%and65% reduction in thephos-

phorylation rate of b-catenin by NP_001311.3; p.Asp32His

and NP_001311.3; p.Asp32Asn, respectively (Figure 5D).

Whole-transcriptome profiling of mutant LCLs revealed

drastic effects on differential expression of Wnt target

genes

To investigate the effects of impaired Wnt signaling on

downstream target genes, we performed bulk transcriptome

profiling on mutant (NP_001311.3; p.Asp32His) and age-

matched control LCLs. We obtained >100 M aligned reads

for each wild-type and mutant RNA. Data analysis showed

58,038 DEGs (fold change [FC] > 1, p < 1) in wild-type and

subject LCLs (Table S4, sheet 1).Nonetheless, using stringent

filtering criteria (FC > 1, p < 0.05), we noted 6,500 protein-

coding differentially expressed genes (Table S4, sheet 2).

Furthermore, we observed 1,707 DEGs were downregulated
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Figure 7. Whole-phosphoproteome
profiling of patient LCLs (NP_001311.3;
p.Asp32His)
(A) Venn diagram showing whole phos-
phoproteome of mutant (NP_001311.3;
p.Asp32His) and wild-type LCLs. Note
that among 1,347 (green) proteins, 425
(pink) are non-phosphorylated. These
425 contain 313 putative CK2 substrates
motifs (shown in gray). The FC is >2; q
value is 0.05.
(B) Venn diagram showing whole phos-
phoproteome of NP_001311.3; p.As-
p32His mutant and wild-type LCLs. Note
that among 1,347 proteins shown in
gray, 379 are hyper-phosphorylated
(shown in green). These 379 contain 231
substrates of CK2 (shown in pink). The
FC is >2; q value is 0.05.
(C) Donut graph generated by Funrich
shows the percent of genes involved in a
biological pathway. Note that each
pathway is color coded and the key is
given.
(D) The diagram presents substrate motifs
of different kinases that are hyper-phos-
phorylated (shown in green) and hypo-
phosphorylated (shown in pink). The
respective p values of enriched motifs are
written corresponding to each kinase.
(FC > 2, p < 0.05) and 1,881 were upregulated (FC > 2,

p < 0.05) in patient LCLs (Figure 6A; Table S4, sheets 3 and

4). Pathway enrichment revealed that a maximum number

of DEGs was involved in Wnt signaling and immune

response pathways (Figure 6B). Further inspection of Wnt

signaling genes (FC > 2, p < 0.05) revealed cadherins,

NFAT, and Wnt target genes. Among Wnt target genes, we

found significant downregulation of 24 genes—CDH3

(MIM: 114021), WNT2 (MIM: 147870), EPHX2 (MIM:

132811), SMO (MIM: 601500), WNT2B (MIM: 601968),

KLF4 (MIM: 602253), NR4A2 (MIM: 601828), APC2 (MIM:

612034), AXIN2 (MIM: 604025), RARG (MIM: 180190),

WNT11 (MIM: 603699), WNT2B (MIM: 601968), SDC2

(MIM: 142460), FZD9 (MIM: 601766), TCF7L1 (MIM:

604652), TCF7L2 (MIM: 602228), TCF7 (MIM: 189908),

EPHB4 (MIM: 600011), BMP4 (MIM: 112262), SOX9 (MIM:

608160), SOX13 (MIM: 604748), SALL4 (MIM: 607343),

and TBX6 (MIM: 602427)—including DVL3 (MIM:

601368) (Figure 6C). The majority of these genes, especially

CDH3, TCF7, and TCF7L2, are considered indispensable for

normal brain functions.56,57 Pathogenic variants of BMP4

have been reported to cause brain malformation, digital

anomalies (poly/syndactyly), and retinal dystrophy.58 Simi-

larly, variants of SOX9 also cause campomelic dysplasia char-

acterized by severe short stature.59

Interestingly, we also found significant differences in the

expression pattern of genes (FC> 2, p< 0.05) that code for

transcriptional regulators (Figure 6D). These data also

point toward impaired Wnt signaling because b-catenin

is a transcriptional co-factor, and its dysregulation could

affect transcriptional regulators. The data showed high

downregulation of 14 transcriptional regulators—GATA4
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(MIM: 600576), DMRT1 (MIM: 602424), FOS (MIM:

164810), TENM2 (MIM: 610119), FOSB (MIM: 164772),

TRIM29 (MIM: 610658), EGFR (MIM: 131550), PADI2

(MIM: 607935), HHEX (MIM: 604420), PRKCH (MIM:

605437), ASCL1 (MIM: 100790), EOMES (MIM: 604615),

DTX1 (MIM: 602582), and RIPK4 (MIM: 605706), where

GATA4 was 50 times downregulated and showed the least

expression among listed transcription regulators. In

contrast, increased expression levels of BHLHA15 (MIM:

608606), TBX15 (MIM: 604127), KLF2 (MIM: 602016),

MNX1 (MIM: 142994), CAVIN1 (MIM: 603198), EDNRB

(MIM: 131244), PAX8 (MIM: 167415), IFNG (MIM:

147570), TNFSF11 (MIM: 602642), MYF6 (MIM: 159991),

and HGF (MIM: 142409) were also observed (Figure 6D).

Phosphoproteome analysis of mutant LCLs also hints at

dysregulation of the Wnt signaling pathway

Our data showed that CK2 tetrameric holoenzyme consti-

tuted withmutant (NP_001311.3; p.Asp32His) CK2b is un-

able to phosphorylate a specific target peptide as well as

b-catenin (Figures 4B, 4C, and 5D). To validate these data

and to observe the effects of this variant on the phosphor-

ylation potential of other reported and novel CK2

substrates, we subjected patient-derived (NP_001311.3;

p.Asp32His) LCLs along with age-matched control for

whole-phosphoproteome analysis.

Datasets of wild-type and patient-derived (NP_001311.3;

p.Asp32His) LCLs were validated by principal-component

analysis (PCA) (Figure S6A). We obtained a total of 1,744

motifs of 1,347 proteins (Figure 7A; Table S5). Globally, de-

regulated phosphorylation events were observed; 425 pep-

tides (754 motifs) were non-phosphorylated (Table S6) and
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379 proteins (511 motifs) were hyper-phosphorylated

(Figures 7A, 7B, and S6B; Table S7). Intriguingly, out of

these 425 non-phosphorylated peptides, 313 (411 motifs)

were putative CK2 substrates (Figure 7A; Table S8). Our

finding of 313 proteins/substrates lacking phosphoryla-

tion events in patient cells corroborated the data of an

impaired kinase activity of the CK2 holoenzyme because

of the variant NP_001311.3; p.Asp32His of CK2b.

More importantly, pathway enrichment of these 313

non-phosphorylated proteins found in the mutant cells re-

vealed that 7.2% of these proteins (BRCA1, HNRNPA1,

CCND2, RANBP9, SKP1, adenomatous polyposis coli

[APC], INCENP, and PELP1) play critical roles in the regula-

tion of nuclear b-catenin and transcription of the target

genes (Figure 7C). The remaining proteins play vital roles

in gene expression, as well as mTOR, ATM, and bone

morphogenetic protein (BMP) receptor pathways. When

using PANTHER to highlight the most affected cellular

processes, these 313 non-phosphorylated proteins were

enriched in cellular development and differentiation

(Figure S6C).

Notably, among the 313 non-phosphorylated proteins,

72 are known substrates of CK2 (Table S9) either published

previously54,55,60,61 or found in PhosphoSitePlus v.6.5.9

and Phospho.ELM version 9.0.

Our data also revealed hyper-phosphorylation of 511

motifs of 379 proteins (substrates of b-adrenergic receptor

kinase substrates and CK1); out of these, 231 proteins

were those that are substrates of calmodulin-dependent

and AMP-activated CK2 motifs (Figure 7D).
Discussion

We present clinical and genetic characterization of five sub-

jects presentingdifferent craniodigital syndromes causedby

variants of CSNK2B. Deep phenotyping by GestaltMatcher

categorized two subjects manifesting POBINDS, while the

remaining three subjects were identified presenting a

distinct, novel IDCS phenotype. The subphenotypes of cra-

niodigital syndromes in general have been actively debated

forwhether these representone single conditionor ahetero-

geneous spectrum.62 The clinical characterization of pa-

tients with pathogenic variants in CSNK2B who display

overlapwith clinical Filippi syndromeprovides evidence to-

ward genetic heterogeneity. Relevantly, phenotypic investi-

gationofapreviously reportedpatient,8 carryingour studied

variant (GenBank: NM_001320.7:c.94G>A (p.Asp32Asn)),

performed through GestaltMatcher, showed striking simi-

larity of facial gestalt compared with subjects 1–3, thus fall-

ing into the categoryof IDCS (Figure S2).Clinical analyses of

another reported patient carrying CSNK2B variant, Gen-

Bank: NM_001320.7:c.94G>T (p.Asp32Tyr), also revealed

phenotypic features comparable with subjects 1–3.24 These

data clue toward possible genotype-phenotype correlation.

We also extended our analyses to compare the clinicalman-

ifestations of our studied affected members (subjects 1–3)
Hum
with those reported previously and harboring CK2b:

NP_001311.3; p.Phe34Ser and CK2b: NP_001311.3;

p.Asn35Lys.8 Unfortunately, the published clinical infor-

mation of both patients was too scarce (lacking information

of facial or digital anomalies) to make a differential diag-

nosis. Therefore, we cannot establish any genotype-pheno-

type correlation among patients carrying variants in the

vicinity of Asp32 of CK2b. Nonetheless, the phenotypic

variability observed in the investigated cases could be attrib-

uted to the pleiotropic effects of the underlying variants. All

three cases of IDCS carried missense variants affecting the

same codon of CSNK2B. In silico tools support the patho-

genic nature of themissense variants (Table S1). These infer-

ences are also supported by the fact that CSNK2B is highly

intolerant to missense (Z score¼ 3.13) and loss-of-function

variants (probability of loss of function intolerance [pLI]

score ¼ 0.92). Interestingly, both missense variants are

located in the KEN box-like motif of CK2b (32-DKFN

LTGLN-40), which is known to participate in cell-cycle-

dependentproteindegradation inotherkinases.63Theexact

role of theKENbox forCK2bhasnot been characterized yet,

but considering its close proximity to the destruction box

(attributed for proteasome degradation), it is likely to play

a similar role in CK2 as in other kinases. In addition, the

CK2b residues from position 20 to 33 are already known to

be crucial for its function as an ectokinase.64 Interestingly,

both variants located in this region might also have an

impact on the export of CK2 toward the external cell

membrane.

Concerning the nonsense variant NP_001311.3;

p.Ser125*, mutant mRNA is likely to be degraded due to

nonsense-mediated decay, which could compromise

the catalytic activity of CK2. Moreover, the variant

c.367þ5delG, identified in subject 5, is predicted to impair

the canonical splice donor site (Table S1) and thus likely to

cause aberrant splicing. We also explored the effect of this

variant on splicing by the minigene splicing assay and

observed two different events: the retention and skipping

of intron 5 and exon 5, respectively. These findings were

exactly similar to consequences of the splice variant

c.367þ2T>C previously reported to cause POBINDS.51

Most of the reported variants of CSNK2B in POBINDS pa-

tients are protein truncating,6,8,51,52 with speculated hap-

loinsufficiency as the underlying pathomechanism.6 In

line with these observations, we may propose similar con-

sequences of aberrant splicing for variant c.367þ5delG

and pathogenic haploinsufficiency. In contrast with

POBINDS, a dominant-negative effect of the variants iden-

tified in our novel IDCS patients could be the underlying

mechanism, because the overexpression of CK2b observed

in patient cells at both the transcript and protein

levels could derive from the mutant version and com-

promise the activity of the protein encoded by the wild-

type allele as well. A previous study has shown that

increased expression of CK2 in the fission yeast causes se-

vere growth defects and a multiseptated phenotype.65

However, we emphasize the functional characterization
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Figure 8. CK2 is the crucial member of the canonical Wnt
signaling pathway
Mutant CK2 has reduced the phosphorylation rate of b-catenin,
which thus fails to translocate to the nucleus and consequently af-
fects the regulation of Wnt target genes. This disruption of Wnt
signaling leads to the phenotype seen in the studied patient.
of loss-of-function variants identified in affected members

manifesting POBINDS can provide further insights into

our hypothesis.

CSNK2B encodes a polypeptide known as CK2b, which

organizes as a stable dimer to regulate the other two cata-

lytic chains (CK2a or CK2a0) of the CK2 holoenzyme,

which does not directly bindwith one another.10 The func-

tion of the CK2b dimer within the tetrameric holoenzyme

complex has been studied previously. Notably, the C-ter-

minal segment of CK2b (referred to as ‘‘CK2a-interacting

region’’ in Figure 2A) is necessary for the interaction with

the catalytic CK2 subunits.10 It has been reported that pro-

tein residues from Asn181 to His193 are fundamental for

the regulatory properties of CK2b,66 whereas cysteines

109, 114, 137, and 140 of the zinc-finger regions are neces-

sary for assembling the b dimer.12 We assume that the

missense variants observed in our IDCS patients do not

play any role in the dissociation of b dimers because the

mutated residue is located distant to the region partici-

pating in the formation of the b dimers. Moreover, the

identified missense variants are not located in regions pre-

viously known to mediate interaction with CK2a. There-

fore, we did not observe any effect on the interaction

with CK2a even though we used MST that has superior
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sensitivity than classical techniques such as pull-down

and co-immunoprecipitation assays.

A previous study using MS combined with affinity chro-

matography of mouse brain revealed 144 CK2-indepen-

dent binding partners of CK2b, out of which 32 are

involved in protein formation and degradation.67 Our

study identified 194 independent binding partners of

CK2b, only 47 of which have been previously reported.

Our findings thus add to the number of CK2b partners

and indicated its expanded role into novel pathways.

CK2 is known to be involved in the regulation of diverse

cellular pathways; the list of its substrates is growing, which

makes it challenging to choose any specific pathway to

dissect the pathomechanism of a specific disease associated

with variants inCSNK2B. Interestingly, our protein-protein

interactome data of the variant NP_001311.3; p.Asp32His

hinted its effect inWnt signaling, in particular the degrada-

tionofb-catenin. TheWnt signalingpathway iswell known

to orchestrate a variety of cellular processes, especially dur-

ing development. Any perturbation in Wnt signaling can

lead to phenotypes including microcephaly, limb mal-

formations, dermal hypoplasia, and Williams-Beuren syn-

drome (MIM: 194050).68,69 b-Catenin, a key player of Wnt

signaling, formsmultiple complexes that control cell prolif-

eration. In case of negative regulation (whenWnt signaling

is off), the cytoplasmic b-catenin is associated with the

destruction complex (Axin, APC, kinases GSK-3a/b and

CK1) and undergoes proteasomal degradation.70 However,

when Wnt signaling is on, the destruction complex is dis-

missed, and free b-catenin, after being phosphorylated by

CK2, forms a complex with DVL3; this CK2/Dvl/b-catenin

complex allows b-catenin to be transported into the

nucleus, where it binds to high-mobility group box tran-

scription factors of the TCF/LEF family and initiates tran-

scription of target genes chiefly involved in growth and

development (Figure 8).15 Phosphorylation of b-catenin

by CK2 maintains its stabilization and translocation into

the nucleus to serve as a cofactor for transcription.71 Previ-

ous studies also suggest that if CK2 phosphorylation is in-

hibited, the cytoplasmic/nuclear ratio ofb-catenin is altered

and b-catenin can no longer perform its transcriptional ac-

tivities.15 These observations prompted us to investigate

Wnt signaling in our patients.

To assay possible dysregulation of Wnt signaling, we

investigated the expression of b-catenin in both patient

LCLs harboring NP_001311.3; p.Asp32His and NP_

001311.3; p.Asp32Asn variants. We found that the

active/nuclear b-catenin was drastically reduced in the pa-

tient LCLs. These findings suggest that the CK2-mediated

phosphorylation may be impaired because of a reduced ki-

nase activity of CK2 containing a mutated b subunit. Our

analysis for the kinase activity of CK2 with both variant

beta subunit NP_001311.3; p.Asp32His and NP_

001311.3; p.Asp32Asn for b-catenin as their substrates

indicated a significant reduction of kinase activity. These

data suggest that b-catenin may be a class III substrate or

at least a class I substrate of CK2.
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Interestingly, the X-ray crystallography of CK2 holoen-

zyme also indicated its impaired kinase activity when con-

taining the variant CK2b subunits because the mutated

residue (Asp32) is in the vicinity of the ATP binding loop

of the neighboring CK2a subunit. There, suitable substrate

peptides and proteins are primarily recognized by the

sequence environment around the Ser/Thr side chain for

phosphorylation (position p0 in Figure 2D). To this end,

CK2a exposes a number of positively charged residues: in

particular, Lys198 and Arg80, which coordinate with nega-

tively charged side chains at the pþ1 and the pþ3 posi-

tions, respectively, of CK2 substrates (Figure 2D). Further-

more, Arg80 is also a part of an extended ‘‘basic cluster’’

at the beginning of helix aC of CK2a (Figure 2D): the

four lysine side chains of this positively charged patch

contribute to substrate recognition because acidic residues

beyond the pþ3 position of CK2 substrates support phos-

phorylation as well.72

CK2b stimulates the catalytic activity of CK2a as long as

small peptides and so-called class I proteins (e.g., casein)

serve as substrates. A specific function of Asp32 in this

context was, to our knowledge, never described. However,

the close proximity of Asp32 to the substrate recognition

region of CK2a within the CK2a2b2 holoenzyme suggests

a significant role of Asp32 in recognizing the CK2 sub-

strates (Figure 2D). It is possible that the negative charge

of Asp32 of CK2b supports the release of a likewise nega-

tively charged phosphopeptide. If this is true, which re-

mains to be experimentally shown, an impact of a loss of

the negative charge (variant Asp32Asn) or even its conver-

sion into a positive one (variant Asp32His) appears to be

plausible.

The kinase activity analyzed using a target peptide of

CK2 showed that only the variant NP_001311.3; p.As-

p32His compromised the kinase activity of CK2, but not

the variant NP_001311.3; p.Asp32Asn. We speculate that

the latter may have milder effects on the efficiency of

CK2 and still be able to phosphorylate subsets of sub-

strates. This would also explain the milder phenotype of

the NP_001311.3; p.Asp32Asn patient as compared with

the patient with the variant NP_001311.3; p.Asp32His. It

is also likely that the reduced kinase activity could be

because of the variable impact of both variants on the

structural integrity and thus the interaction of both

mutant beta subunits with its binding partners or substrate

recognition. Furthermore, it was evident from our findings

that DVL3 also showed reduced interaction with mutant

CK2b, thereby suggesting an impairment in the formation

of CK2b/DVL3/b-catenin complex and thus impairing the

whole positive regulation of Wnt signaling.

Because our data revealed a more severe effect of

NP_001311.3; p.Asp32His on the kinase activity of CK2

as compared with NP_001311.3; p.Asp32Asn, we per-

formed whole-phosphoproteome profiling only in LCLs

derived from the patient harboring variant NP_001311.3;

p.Asp32His. Intriguingly, it showed a loss of phosphoryla-

tion for 313 putative substrates of CK2. In silico functional
Hum
enrichment of these proteins clearly showed their role in

the regulation of nuclear b-catenin and expression of target

genes. These results further strengthen and validate our

findings of reduced kinase activity of CK2 containing

variant beta subunits. The effect on nuclear or active b-cat-

enin is critical because it functions as a transcriptional co-

activator and participates in diverse cellular pathways by

positive and negative regulatory mechanisms of Wnt

signaling.70 This regulation is critical for maintaining the

balance of b-catenin, thus eventually controlling the

orchestration of transcriptional activities. Additionally,

we have also seen a loss of phosphorylation for APC and

DVL3 in patient cells, which further corroborates our

finding of an impaired Wnt signaling. With special refer-

ence to calmodulin-dependent CK2 (CaMKII), a drastic

hyperphosphorylation activity was observed that is an ex-

pected consequence because CK2b, in this case, works as

an inhibitor of CK2a to control the normal activity of

calmodulin.73 In addition, it has already been reported

that genetically altered mice overexpressing calmodulin

develop severe cardiac conditions caused by increased

autonomous activity of CaMKII in vivo.74 This observation

is in line with manifestation of heart anomaly observed in

patient 1. The deregulated phosphorylation of protein ki-

nase A, protein kinase C, and b-adrenergic receptor kinases

also suggest abnormalities in the signal transduction in pa-

tient cells causing neurological conditions.75 Conclusively,

phosphoproteome data strongly support the impaired

phosphorylation capacity of CK2 caused by a variant in

CK2b. It also extends the knowledge about deregulation

of other kinases in the patient LCLs.

In the light of these findings, we suggest that CK2b

might specifically mediate the nuclear translocation of

b-catenin. Deregulation in kinase activity of free variant

CK2b or CK2 containing a variant beta subunit may cause

an impairment of b-catenin-dependent Wnt signaling,

which affects the transcription of downstream target

genes. The hypothesis was supported by gene expression

at both transcriptome and proteome profiling of patient

LCLs. In particular, the expression of well-established pro-

teins of the Wnt signaling pathway was similar and in

line with the results at transcriptional level. Surprisingly,

an elevated differential expression of genes involved in

the immune system was also observed in the patient’s

transcriptome, which prompted us to review the phe-

notypic profile of the patient for finding a link between

differential expression of immune response genes and pa-

tient disease conditions. For this purpose, a blood profile

of the patient was obtained, which revealed compara-

tively high levels of IgM (immunoglobulin M): 253 mg/

dL as compared with a normal range of 40–230 mg/dL.

The only infection noticed during clinical investigation

was recurrent otitis, which was supposed to be due to a

stenosis of the duct.

Based on all these findings, we conclude that the identi-

fied pathogenic missense variants in CSNK2B cause patho-

genic accumulation of CK2b that dysregulates the Wnt
an Genetics and Genomics Advances 3, 100111, July 14, 2022 17



signaling pathway. Due to an impaired phosphorylation

activity of variant CK2 and a loss of interaction with

crucial regulators of Wnt signaling, regulation of active

b-catenin is most likely impaired, leading to altered tran-

scription resulting in the observed clinical phenotype.
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Supplemental Data 

Supplemental data include clinical details of POBINDS patients, six figures, nine tables, 

supplemental methods and references. 

 

Clinical synopsis of POBINDS and IDCS Patients 

Patient 4 of our cohort is recruited from GeneMatcher is a 6-year-old male from Israel 

(Figure 1). He presented phenotypes including prominent facial dysmorphic features 

including, long face (HP:0000276), protruding ears (HP:0000411), high forehead 

(HP:0000348), broad nasal bridge (HP:0000431) and hair hypopigmentation 

(HP:0005599) (center of head). In addition, low muscle tone (HP:0001252) and 

ligament laxity (HP:0001388) was also noted. Regarding intellectual abilities , 

intelligence quotient was noted around 70 which denote mild intellectual disability 

(HP:0001249). Additionally, low speech intelligibility, learning disability (HP:0001328), 

emotional regulation disorder, short attention span (HP:0000736) and low verbal 

performance were also recorded (Table 1).  

Electroencephalogram showed centro temporal spike waves signifying epilepsy 

(HP:0001250). Carnitine level in patient’s blood test was higher than normal i.e., 42.3 

micro mol/L suggesting mild cardial defect. On the other hand, the patient did not show 

any symptoms of craniodigital or teeth anomaly. MRI showed normal brain morphology 

(data not shown).  

Patient 5 of our cohort was identified via GeneMatcher. The patient’s data was 

submitted to GeneMatcher on behalf of the family after they chose to participate in 

GenomeConnect, the ClinGen patient registry.1 Patient 5 (Figure 1) was a 30-year-old 

American female who died of epileptic seizures (HP:0001250). The patient was 

reported to have seziures at the age of 1 year. Seizure types included tonic-clonic 

(HP:0002069), myoclonic (HP:0032794), clonic (HP:0020221), absence seizures 

(HP:0002121). Moreover, she was evaluated by the clinician at the age of 15 months 

for possible variant of Maple Syrup Urine disease (MIM#248600) as intermittent 

"sweet" body odor was noticed. Her physical examination showed a weight of 10.2 kg 

(25th %ile), a height of 78 cm (25th %ile), and a head circumference of 47 cm (50th 

%ile). Other phenotypic features include eye movement issues, myopia (HP:0000545), 

hyperopia (HP:0000540), borderline intellectual functioning (IQ (WASI II) = 67, SS 

(WRAT IV) = 82), memory impairment (HP:0002354), anxiety (HP:0000739), 

depression (HP:0000716), obsessive compulsive disorder (HP:0000722), low muscle 

tone (HP:0001252), proprioception issues (HP:0010831), and prognathism 
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(HP:0000303) with pointed chin (HP:0000307). Her general physical examination was 

unremarkable, except for mild generalized hypotonia (HP:0001290) and increased 

range of motion to her major joints corresponding to her motor tone. She presented no 

major dysmorphic features except flat feet.  

Metabolic evaluation noted very mildly elevated plasma branched chain amino acids, 

but no elevation in allolleucine. Subsequent skin fibroblast studies in Dean Danner's 

lab at Emory were normal for the branched-chain ketoacid dehydrogenase complex. 

Also, urine organic acids were normal. 

 

Patient 7 

Individual 7 is a 13-year-old son of healthy unrelated Australian parents, reported 

previously.2 He was born at term with birth parameters of weight 3.15 kg, length 48 cm 

and head circumference 34 cm. He was noted to have a cleft soft palate (HP:0000185) 

and a patent ductus arteriosus (HP:0001643) and unilateral renal hypoplasia 

(HPO:0008678). He proceeded to have hypotonia (HP:0001290) and developmental 

delay and was diagnosed with mild to moderate intellectual disability (HP:0001249) 

with an IQ of 53 and developmental dyspraxia. He developed absence epilepsy 

requiring anticonvulsant treatment. He had structurally normal eyes. He had recurrent 

otitis media and had tympanostomy tube insertion. 

Growth at age 13 years showed weight on the 95th centile and height on the 19th 

centile and head circumference 55th centile. He had anteverted ears (HP:0040080), 

upslanted palpebral fissures (HP:0000582), bulbous nose (HP:0000414), smooth 

philtrum (HP:0000319) and thin upper lip vermilion (HP:0000219). He had a 

supernumerary tooth (HP:0011069) near the midline between his two central incisors. 

He had brachydactyly (HP:0001156), spatulate fingers and down-sloping shoulders 

(HP:0200021). Brain MRI peformed at the age of 5 years was unremarkable. 
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Figure S1. Purification of GST fused CK2β and obtaining the cleaved protein 

product 

(A) Coomassie stained SDS-PAGE gel showing purified GST tagged wild-type CK2β 

and its mutants (p.Asp32His, p.Asp32Asn and p.Ser125*). Note: Image is obtained by 

two different gels.  

(B) SDS-PAGE showing purified cleaved protein of wild-type CK2β and its mutants 

(p.Asp32His, p.Asp32Asn and p.Ser125*) indicated by asterisks. Note: Image is 

obtained by two different gels. 
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Figure S2. Comparisons of IDCS and POBINDS patients by GestaltMatcher  

This figure shows the pairwise rank and hierarchical clustering of seven photos in 

CFPS. Gallery images were the images to be matched in CFPS. Each column is the 

result of testing one subject in the column and listing the rank of the rest six photos in 

each row. For example, by testing Patient 2, Patient 1 was on the 1st rank, and Patient 

3 was on the 17th rank of Patient 2. Notably, to avoid bias due to the age difference, 

we have used the photo of Patient 5 at a younger age instead of the photo shown in 

Figure 1. 
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Figure S3. Minigene splicing assay and Sanger sequencing of the RT-PCR 

products.  

(A) Upper panel, schematic of part of the mammalian expression vector, pCMV-3Tag-

3a and insert. Complete exon 4, 5 and 6, along with intron 4 and 5 of CSNK2B 

(ENST00000375882.7;CSNK2B-203) were cloned. Arrows show the locations of 

forward (located within the vector) and reverse (situated within exon 6) primers used 

to amplify the transcribed product. Middle panel, schematic of wild-type transcript. 

Lower panel, Sanger traces of right side showing the junctions of exon 4 and 5, 

whereas left side indicate the boundary of exon 5 and 6. 

(B) Left panel, schematic (on top) and Sanger traces (in the bottom) of the mutant 

transcript where complete intron 5 was retained. Right panel, schematic (on top) and 

Sanger traces (in the bottom) of the mutant transcript where complete exon 5 is 

skipped.   
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Figure S4. Localization of GFP tagged wild-type and mutants CK2β  

(A) Confocal microscopy images showing mislocalized mutant GFP tagged CK2β as 

compared to wild type in HeLa cells. Scale bar is 10 μm.  

(B) CK2β mutant (p.Ser125*), shown at the right hand side, revealing abnormal 

morphology of Golgi apparatus pointed by white arrows as compared to wild type cell 

shown at the left hand side.  

(C) Immunoblotting shows GFP tagged CK2β on 55 kDa band size in wild type and 

two mutants (p.Asp32His, p.Asp32Asn). Note that loading control is α-tubulin (55 kDa) 

except for p.Asp32His, where GAPDH, 37 kDa, was used for loading control. Asterisk 

(*) shows the expected band of truncated protein (p.Ser125*).  

(D) Graph showing the fold change of GFP tagged CK2β wild type in comparison with 

all three mutants, p.Asp32His, p.Asp32Asn and p.Ser125*. Note: n = 2 and asterisk (*) 

shows p values of 0.05 (Student’s t test). Error bar shows standard deviation.  
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Figure S5. Mass spectrometry data of wild-type and mutant, p.Asp32His, CK2β 

(A) Volcano plot interaction of protein binding partners of CK2β wild type and mutant 

(p.Asp32His).  

(B) Heatmap showing the interaction of binding pratners of CK2β wild type and mutant 

(p.Asp32His). Please notice that there are three replicates of each sample and binding 

affinity is shown by the color scheme given in the figure.  

(C) Graph shows total number of proteins (194) detected in mass spectrometry data. 

156 proteins showed interaction whereas 38 proteins showed no interaction with 

mutant GST tagged CK2β as compared to wild type.  
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(D) Pathway enrichment of proteins showing compromised interaction with mutant 

CK2β. Specific pathway is written below each bar.  

(E) Pull-down assay indicates reduced interaction of over expressed GFP tagged β-

catenin with mutant GST tagged CK2β as compared to wild type in HeLa cells. GFP 

antibody was used to detect GFP-fused proteins. Membrane was stained with 

Ponceau S to observe the equal amount of GST tagged proteins used in this assay. 

GST serves as negative control. Key of lane (red with asterisk) is shown below in the 

figure. 

 

 

Figure S6. Phosphoproteome analysis of wild-type and mutant LCLs 

(p.Asp32His). 

(A) PCA of three replicates of wild-type and mutant samples submitted for 

phosphoproteome.  

(B) Volcano plot of proteins enriched in phosphoproteome.  

(C) Graph generated by GOrilla shows pathway enrichment of those protein peptides 

which showed no phosphorylation in case of p.Asp32His mutant CK2β. Y-axis shows 

the percentage of the protein involved in specific pathway shown on the X-axis 
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Supplemental Tables 1 

 2 

Table S1. Pathogenicity scores of CSNK2B variants predicted by various in silico tools 3 
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Patient ID Gene/ 

Transcript 

ID 

cDNA variant Protein  

variant 

Inheritance/allele 

frequency 

gnomAD 

pLI Z-score CADD 

score 

Patient 1  

CSNK2B/ 

NM_001320.7  

c.94G>C p.Asp32Hi

s 

De novo/0  

pLI = 0.92 

o/e = 0.08  

 

Z = 3.13 

o/e = 0.21  

31 

 

Patient 2 c.94G>A (rs1554169984) p.Asp32As

n 

De novo/0 32 

 

Patient 3 c.94G>A (rs1554169984) p.Asp32As

n 

Unknown/0 32 

 

Patient 4 c.374C>G p.Ser125* De novo/0 39 

 

Patient 5 

c.367+5delG (rs1583610622) p.? Unknown/0 na 

 

Prediction at protein level 

Prediction tool Function Prediction 

p.Asp32His p.Asp32Asn p.Ser125* c.367+5delG 

ACMG interpretation  Likely pathogenic (PM1, PM2, PM5, 

PP3, BP1) 

Uncertain Significance (PM1, 

PM2, PP3, BP1) 

Pathogenic  

(PVS1, PM2, PP3) 

- 

Mutation Taster  Disease causing 

(81) 

Disease causing 

(23) 

Disease causing 

(6.0) 

- 

Polyphen-2  Probably damaging 

(1.0) 

Probably damaging 

(1.0) 

- - 

PROVEAN Protein variation effect analyzer Deleterious Deleterious Deleterious - 

SNAP2 Functional effect classifier on the 

basis of neural networks 

 

Pathogenic 

 

Pathogenic 

- - 

SNAP&GO Variant effect prediction using   - - 
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gene ontology terms Disease causing Disease causing 

PANTHER Protein analysis through 

evolutionary Relationships 

Disease causing 

(0.9) 

Disease causing 

(0.9) 

- - 

PhD-SNP Predictor of human deleterious 

single nucleotide polymorphisms 

Disease causing 

(0.8) 

Disease causing 

(0.8) 

- - 

SIFT Predict effects of nonsynonymous 

/ missense variants 

Disease causing 

(0.03) 

Disease causing 

(0.03) 

- - 

SNAP Prediction of nonsynonymous 

functional effects 

Disease causing 

(0.6) 

Disease causing 

(0.6) 

- - 

Meta-SNP Meta-predictor of disease causing 

variants 

Disease causing 

(0.74) 

Disease causing 

(0.74) 

- - 

MUpro  

 

 

Prediction of Protein Stability 

Changes for Single Site Mutations 

from Sequences 

Decreased 

-1.2239963 

Decreased 

-1.045697 

- - 

I-Mutant Decreased 

(DDG=0.41, °C=25) 

Decreased 

(DDG=-0.53, °C=25) 

- - 

Increased 

(DDG=0.30, °C=60) 

Increased 

(DDG=0.16, °C=25) 

- 

Increased 

(DDG=0.65, °C=80) 

Increased 

(DDG=0.50, °C=25) 

- 

NetGene2 Server - - - - Loss of splice donor site 

ASSP Alternative Splice Site Predictor    Loss of constitutive donor 

site 
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Loss-of-function intolerant (pLI), delta delta G (DDG), combined annotation dependent depletion (CADD) and Alternative Splice Site Predictor (ASSP). Note: Values given in the parentheses indicate 1 

the scores obtained from respective tool.  2 

Table S2. List of oligonucleotides used for co-segregation, site-directed mutagenesis and qPCR 3 

MaxEntScan::score5ss For human 5' splice sites    WT: MAXENT:9.27, MDD: 

13.68, MM: 8.22, WMM: 

7.62 

MUT: MAXENT: 2.11, 

MDD: 2.78, MM: 3.19, 

WMM: 3.71 

Primer ID Forward primer, 5’ to 3’ Reverse primer, 5’ to 3’ 

                                                   Oligonucleotides sequences for co-segregation analysis 

CSNK2B-Ex2-F GGTGAACTAGGGAGAGACACAAG GCATGAATTTGGGGTTAAAGA 

                                                   Oligonucleotides sequences for site-directed mutagenesis 

CSNK2B;c.94G>C GTGGATGAAGACTACATCCAGCACAAATTTAATCTTACTGGAC GTCCAGTAAGATTAAATTTGTGCTGGATGTAGTCTTCATCCAC 

CSNK2B;c.94G>A GTGGATGAAGACTACATCCAGAACAAATTTAATCTTACTGGAC GTCCAGTAAGATTAAATTTGTTCTGGATGTAGTCTTCATCCAC 

CSNK2B;c.374C>G GCTTCCCATTGGCCTTTGAGACATCCCAGG CCTGGGATGTCTCAAAGGCCAATGGGAAGC 

                                                    Oligonucleotides sequences for quantitative real time PCR 

CSNK2B;c.94G>A TCTTCTGTGAAGTGGATGAAGAC CCTTGCTGGTACTTTTCCAAC 

CSNK2B;c.94G>A GTGAAGCCATGGTGAAGCTC GACTGGGCTCTTGAAGTTGC 

GAPDH TGACAACAGCCTCAAGATCATCAGCAA GTTTTTCTAGACGGCAGGTCAGGTCCA 

                                Oligonucleotides sequences for sequencing RT-PCR product obtained from minigene splicing assay 
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 1 

 2 

Vector+CSNK2B TGAACCGTCAGATCCGCTAG GCACTTGGGGCAGTAGAGC 
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Table S3. List of proteins identified in mass spectrometry analysis. 1 

Sr. No Gene names Protein names Status Interaction 

Cell Adhesion Proteins 

1 DSC1 Desmocollin-1 Known No effect 

2 PNN Pinin Known Impaired 

3 DSG1 Desmoglein-1 Known No effect 

Chaperons 

4 TOR4A Torsin-4A Novel No effect 

Chromatin-related 

5 SRCAP Helicase SRCAP  No effect 

6 ACIN1 Apoptotic chromatin condensation inducer in the nucleus Known Impaired 

7 KAT7 Histone acetyltransferase KAT7 Known Impaired 

Cytoskeleton 

8 KANK2 KN motif and ankyrin repeat domain-containing protein 2 Novel No effect 

9 GOLGA6L10 Golgin subfamily A member 6-like protein 10 Novel No effect 

10 ACTB Actin, cytoplasmic 1 Known No effect 

11 SUN2 SUN domain-containing protein 2 Known No effect 

12 TUBA1B Tubulin alpha-1B chain Novel No effect 

13 GOLGA6L10 Golgin subfamily A member 6-like protein 10 Novel No effect 

14 ACTG1 Actin, cytoplasmic 2 Novel No effect 

15 PFN1 Profilin-1 Novel No effect 
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16 TUBB2B Tubulin beta-2B chain Novel No effect 

17 TUBA4A Tubulin alpha-4A chain Novel No effect 

18 TUBB Tubulin beta chain Novel No effect 

19 TUBB4B Tubulin beta-4B chain Novel No effect 

20 MAP7 Ensconsin Known No effect 

21 TUBB4A Tubulin beta-4A chain Novel No effect 

22 TUBA1A Tubulin alpha-1A chain Novel No effect 

23 MTCL1 Microtubule cross-linking factor 1 Novel Impaired 

24 KRT18 Keratin, type I cytoskeletal 18 Novel No effect 

25 TUBB2A Tubulin beta-2A chain Novel No effect 

Extracellular matrix protein 

26 LGALS7 Galectin-7 Novel No effect 

27 HDGFRP2 Hepatoma-derived growth factor-related protein 2 Known No effect 

28  JPH1 Junctophilin 1 Known No effect 

29 BRPF1 Peregrin Known No effect 

Membrane traffic protein 

31 SYBU Syntabulin Novel No effect 

32 LMAN1 Lectin, Mannose Binding 1 Known No effect 

33 LLGL1 Lethal(2) giant larvae protein homolog 1 Novel No effect 

34 EMD Emerin Novel No effect 

35 LEMD2 LEM Domain Nuclear Envelope Protein 2 Known No effect 

36 REEP4 Receptor expression-enhancing protein 4 Known No effect 
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Metabolite interconversion enzyme 

37 LBR Delta(14)-sterol reductase Known No effect 

38 STT3B Dolichyl-diphosphooligosaccharide--protein glycosyltransferase subunit STT3B Known No effect 

39 LPL Lipoprotein lipase Novel No effect 

40 PFKP ATP-dependent 6-phosphofructokinase, platelet type Novel No effect 

41 ACSL3 Long-chain-fatty-acid--CoA ligase 3 Novel No effect 

42 TECR Very-long-chain enoyl-CoA reductase Known No effect 

43 TKT Transketolase Known No effect 

44 RPN1 Dolichyl-diphosphooligosaccharide protein glycosyltransferase subunit 1 Known No effect 

45 CPS1 Carbamoyl-phosphate synthase [ammonia] Novel No effect 

46 PIK3C2A Phosphatidylinositol 4-phosphate 3-kinase C2 domain-containing subunit alpha Novel No effect 

47 DPM1 Dolichol-phosphate mannosyltransferase subunit 1 Known No effect 

Nucleic acid binding protein 

48 POLR2A DNA-directed RNA polymerase;DNA-directed RNA polymerase II subunit RPB1 Known Impaired 

49 MSH6 DNA mismatch repair protein Msh6 Known No effect 

50 REXO1 RNA exonuclease 1 homolog Novel Impaired 

51 CLASRP CLK4-associating serine/arginine rich protein Novel Impaired 

52 TCOF1 Treacle protein Known Impaired 

53 PAPD7 Terminal nucleotidyltransferase 4A Novel No effect 

54 DHX38 Pre-mRNA-splicing factor ATP-dependent RNA helicase PRP16 Novel No effect 

55 LSM14B Protein LSM14 homolog B Novel No effect 

56 DHX16 Pre-mRNA-splicing factor ATP-dependent RNA helicase DHX16 Known No effect 
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57 NOP58 Nucleolar protein 58 Known No effect 

58 FAM133A Protein FAM133A Novel No effect 

59 DROSHA Ribonuclease 3 Known Impaired 

60 SRRM1 Serine/arginine repetitive matrix protein 1 Known No effect 

61 SUB1 Activated RNA polymerase II transcriptional coactivator p15 Known No effect 

62 COIL Coilin Known No effect 

63 RNPS1 RNA-binding protein with serine-rich domain 1 Known No effect 

64 FAM133B Protein FAM133B Novel No effect 

65 GPATCH2 G patch domain-containing protein 2 Known Impaired 

66 MCM7 DNA replication licensing factor MCM7 Known No effect 

67 CCNL1 DNA replication licensing factor MCM2 Known No effect 

68 CTR9 RNA polymerase-associated protein CTR9 homolog Known No effect 

69 ZRANB2 Zinc finger Ran-binding domain-containing protein 2 Known No effect 

70 THRAP3 Thyroid hormone receptor-associated protein 3 Known Impaired 

71 H2AFV Histone H2A.V Novel No effect 

72 BCLAF1 Bcl-2-associated transcription factor 1 Known Impaired 

73 RBM39 RNA-binding protein 39 Novel No effect 

74 PRPF38A Pre-mRNA-splicing factor 38A Novel No effect 

75 IWS1 Protein IWS1 homolog Known Impaired 

76 CWC25 Pre-mRNA-splicing factor CWC25 homolog Novel No effect 

77 RSRC1 Serine/Arginine-related protein 53 Novel No effect 

78 MMS22L Protein MMS22-like Novel No effect 
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79 GPBP1 Vasculin Novel Impaired 

80 HLTF Helicase-like transcription factor Novel No effect 

81 SSRP1 FACT complex subunit SSRP1 Novel No effect 

82 SNAPC4 snRNA-activating protein complex subunit 4 Novel No effect 

83 ERCC5 DNA repair protein complementing XP-G cells Novel No effect 

84 RAD50 DNA repair protein RAD50 Novel No effect 

85 AKAP17A A-kinase anchor protein 17A Novel No effect 

86 SRRM2 Serine/arginine repetitive matrix protein 2 Known Impaired 

87 ATRX Transcriptional regulator ATRX Novel No effect 

88 PAF1 RNA polymerase II-associated factor 1 homolog Novel No effect 

89 POLD3 DNA polymerase delta subunit 3 Novel No effect 

90 PRPF19 Pre-mRNA-processing factor 19 Novel No effect 

91 CBX2 Chromobox 2 Known No effect 

92 RTF1 RNA polymerase-associated protein RTF1 homolog Novel No effect 

93 PCNA           Proliferating cell nuclear antigen Known No effect 

Protein modifying enzymes 

94 CDK11A Cyclin-dependent kinase 11A Known No effect 

95 CDC42BPA Serine/threonine-protein kinase MRCK alpha Novel No effect 

96 TOPORS E3 ubiquitin-protein ligase Topors Novel No effect 

97 RBBP6 E3 ubiquitin-protein ligase RBBP6 Known Impaired 

98 RNF111 E3 ubiquitin-protein ligase Arkadia Novel No effect 

99 TFRC Transferrin receptor protein 1 Novel No effect 
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100 ARL6IP4 ADP-ribosylation factor-like protein 6-interacting protein 4 Novel No effect 

101 PHF8 Histone lysine demethylase PHF8 Novel No effect 

102 FBXL19 F-box/LRR-repeat protein 19 Novel No effect 

103 SCD Acyl-CoA desaturase Novel No effect 

104 SETD2 Histone-lysine N-methyltransferase SETD2 Known Impaired 

105 SGPL1 Sphingosine-1-phosphate lyase 1 Novel No effect 

106 CDK11B Cyclin-dependent kinase 11B Novel No effect 

Protein binding activity modulators 

107 RAN GTP-binding nuclear protein Ran Known No effect 

108 CCNK Cyclin-K Known No effect 

109 CCNL2 Cyclin-L2 Known No effect 

110 ARF3 ADP-ribosylation factor 3 Known No effect 

111 ARF1 ADP-ribosylation factor 1 Known No effect 

112 CCNL1 Cyclin-L1 Novel No effect 

113 ARF4 ADP-ribosylation factor 4 Known No effect 

114 NKAP NF-kappa-B-activating protein Novel No effect 

115 UBB Polyubiquitin-B Novel No effect 

Scaffold adaptor proteins  

116 CHD2 Chromodomain-helicase-DNA-binding protein 2 Known No effect 

117 DVL2 Segment polarity protein dishevelled homolog DVL-2 Known Impaired 

118 PRICKLE3 Prickle planar cell polarity protein 3 Novel Impaired 

119 BRD2 Bromodomain-containing protein 2 Known Impaired 
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120 CACTIN Cactin Novel No effect 

121 DVL1P1 putative segment polarity protein dishevelled homolog DVL1P1 Novel Impaired 

122 DVL1 Segment polarity protein dishevelled homolog DVL-1 Known Impaired 

123 LENG8 Leukocyte receptor cluster member 8 Known Impaired 

124 CEP170 Centrosomal protein of 170 kDa Known No effect 

125 DLG5 Disks large homolog 5 Novel Impaired 

126 DVL3 Segment polarity protein dishevelled homolog DVL-3 Known Impaired 

Transporter proteins 

127 OXA1L Mitochondrial inner membrane protein OXA1L Novel No effect 

128 SLC27A4 Long-chain fatty acid transport protein 4 Novel No effect 

129 POM121 Nuclear envelope pore membrane protein POM 121 Novel No effect 

130 FAM120A Constitutive coactivator of PPAR-gamma-like protein 1 Novel No effect 

131 SLC16A3 Monocarboxylate transporter 4 Novel No effect 

132 SLC1A5 Neutral amino acid transporter B(0) Known No effect 

133 POM121C Nuclear envelope pore membrane protein POM 121C Novel No effect 

134 SLC16A1 Monocarboxylate transporter 1 Novel No effect 

135 SLC25A3 Phosphate carrier protein, mitochondrial Novel No effect 

136 SLC25A5 ADP/ATP translocase 2 Known Impaired 

137 SLC2A1 Solute carrier family 2, facilitated glucose transporter member 1 Novel No effect 

138 SLC7A5 Large neutral amino acids transporter small subunit 1 Novel No effect 

Translational protein 

139 RPL13 60S ribosomal protein L13 Known No effect 



21 
 

140 RPL11 60S ribosomal protein L11 Novel No effect 

141 RPS3 40S ribosomal protein S3 Novel No effect 

142 RPS18 40S ribosomal protein S18 Known No effect 

143 TUFM Elongation factor Tu, mitochondrial Novel No effect 

144 RPS27 40S ribosomal protein S27 Novel No effect 

145 BOP1 Ribosome biogenesis protein BOP1 Known No effect 

146 RPL10L 60S ribosomal protein L10-like Novel No effect 

147 RPS11 40S ribosomal protein S11 Novel No effect 

148 PELO Protein pelota homolog Known No effect 

149 RPS2 40S ribosomal protein S2 Novel No effect 

Dead box proteins 

150 DDX20 Probable ATP-dependent RNA helicase DDX20 Novel No effect 

151 DDX28 Probable ATP-dependent RNA helicase DDX28 Novel No effect 

152 DDX39A ATP-dependent RNA helicase DDX39A Novel No effect 

153 DDX46 Probable ATP-dependent RNA helicase DDX46 Known Impaired 

154 DDX47 Probable ATP-dependent RNA helicase DDX47 Known Impaired 

155 DDX5 Probable ATP-dependent RNA helicase DDX5 Known Impaired 

Ribosomal proteins 

156 RP9 Retinitis pigmentosa 9 protein Novel No effect 

157 RPS16 40S ribosomal protein S16 Novel No effect 

158 RPS27A Ubiquitin-40S ribosomal protein S27a Novel No effect 

159 RPS6KA1 Ribosomal protein S6 kinase alpha-1 Novel No effect 
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160 RPS6KA3 Ribosomal protein S6 kinase alpha-3 Novel No effect 

161 RPS6KA4 Ribosomal protein S6 kinase alpha-4 Novel No effect 

162 WDR12 Ribosome biogenesis protein WDR12 Novel No effect 

163 NOLC1 Nucleolar and coiled-body phosphoprotein  Novel No effect 

Miscellaneous 

164 RICTOR Rapamycin-insensitive companion of mTOR Novel Impaired 

165 PPIG Peptidyl-prolyl cis-trans isomerase G Novel No effect 

166 GPATCH8 G patch domain-containing protein 8 Novel Impaired 

167 EPB41L4A Band 4.1-like protein 4A Novel No effect 

168 BRD3 Bromodomain-containing protein 2/3 Known Impaired 

169 ESYT2 Extended synaptotagmin-2 Novel No effect 

170 DNAJA3 DnaJ homolog subfamily A member 3, mitochondrial Novel No effect 

171 C12ORF43 Protein CUSTOS Novel No effect 

172 SDAD1 Protein SDA1 homolog Novel No effect 

173   FARP1 FERM, ARHGEF and pleckstrin domain-containing protein 1 Novel No effect 

174 CFAP20 Cilia- and flagella-associated protein 20 Novel Impaired 

175 ZNF90 Zinc finger protein 90 Novel No effect 

176 ANKS3 Ankyrin repeat and SAM domain-containing protein 3 Novel No effect 

177 ZC3H18 Zinc finger CCCH domain-containing protein 18 Known Impaired 

178 MCTP2 Multiple C2 and transmembrane domain-containing protein 2 Novel No effect 

179 LUC7L3 Luc7-like protein 3 Novel No effect 

180 GRAMD1A GRAM Domain Containing 1A Novel Impaired 
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181 TONSL Tonsoku-like protein Novel No effect 

182 HSPD1 60 kDa heat shock protein, mitochondrial Novel No effect 

183 KRI1 Protein KRI1 homolog Novel No effect 

184 TTC14 Tetratricopeptide repeat protein 14 Novel No effect 

185 PAF1 Peroxisome biogenesis factor 2 Novel No effect 

186 SREK1IP1 Protein SREK1IP1 Novel No effect 

187 KIAA1522 Uncharacterized protein KIAA1522 Known Impaired 

188 ATAD3A ATPase family AAA domain-containing protein 3A Novel No effect 

189 SMN1/SMN2 Survival motor neuron protein Novel No effect 

190 PHRF1 PHD and RING finger domain-containing protein 1 Novel No effect 

191 NKAPL NKAP-like protein Novel No effect 

192 ANKRD11 Ankyrin repeat domain-containing Novel Impaired 

193 C18ORF25 Uncharacterized protein C18orf25 Novel No effect 

194 CFAP97 Cilia- and flagella-associated protein 97 Novel Impaired 

Note: Bold are the proteins showing impaired interaction, green color is for proteins showing impaired interaction but already known partners of CK2 whereas 1 

yellow colored proteins are novel showing impaired interaction.  2 

 3 
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Table S4. List of differentially expressed genes found in transcriptome data 1 

Table S5. List of phosphoproteome found in wild-type and patient LCLs 2 

Table S6. List of nonphosphorylated motifs observed in patient LCLs 3 

Table S7. List of hyper-phosphorlyted motifs observed in patient LCLs 4 

Table S8. Putative CK2 traget motifs found non-phosphorylated in the patient 5 

LCLs 6 

 7 
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Table S9. List of the reported proteins containing CK2 phosphosites, hypo-phosphorylated in mutant LCLs. 1 
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Serial 

No. 

Unique 

identifier 

Gene name Protein name -Log T-test 

p-value 

Mut_WT 

-Log T-test 

difference 

Mut_WT  

Mean 

log2 Mut 

Mean log2 

Mut 

Position A.A Motif sequence 

1 UID878 MATR3 A0A0R4J2E8 1,84661 -2,90348 0 25,3679 604 S KDKSRKRSYSPDGKESPSDKKSKTDGSQKTE 

2 UID1267 SRRM1 A9Z1X7 2,24326 -3,37243 0 25,9 724 S VRRGASSSPQRRQSPSPSTRPIRRVSRTPEP 

3 UID2107 TCOF1 J3KQ96 3,16556 -3,70411 0 26,4862 349 S KPEEDSESSSEESSDSEEETPAAKALLQAKA 

4 UID2831 HNRNPA1 F8W6I7 1,67231 -1,38036 0 24,3194 298 S FAKPRNQGGYGGSSSSSSYGSGRRF______ 

5 UID3058 CEP170 H0Y2V6 1,85526 -2,24501 0 24,2167 922 S LVTGETERKSTQKRKSFTSLYKDRCSTGSPS 

6 UID3358 PML H3BT57 1,72813 -2,80895 0 25,1201 38 S MPPPETPSEGRQPSPSPSPTERAPASEEEFQ 

7 UID5310 CTPS1 P17812 3,32585 -8,23113 0 30,665 562 S SVGRLSHYLQKGCRLSPRDTYSDRSGSSSPD 

8 UID5428 LMNB1 P20700 2,48576 -0,919029 0 23,3732 278 S ELEQTYHAKLENARLSSEMNTSTVNSAREEL 

9 UID5578 RPL13 P26373 1,36496 -1,8067 0 23,8933 106 S ARTIGISVDPRRRNKSTESLQANVQRLKEYR 

10 UID5814 DEK P35659 1,96599 -1,40587 0 24,0236 231 S KAKRTKCPEILSDESSSDEDEKKNKEESSDD 

11 UID5846 RBMX P38159 1,47344 -1,66209 0 24,2072 221 S YLSPRDDGYSTKDSYSSRDYPSSRDTRDYAP 

12 UID5867 BRCA1 P38398 3,5814 -2,36493 0 24,7581 1642 S AMEESVSREKPELTASTERVNKRMSMVVSGL 

13 UID6696 SPTBN1 Q01082 1,60399 -1,43035 0 23,9776 825 S LPQEHAESPDVRGRLSGIEERYKEVAELTRL 

14 UID6945 SSRP1 Q08945 1,56733 -1,97234 0 24,6804 659 S SRGSSSKSSSRQLSESFKSKEFVSSDESSSG 

15 UID7394 SQSTM1 Q13501 2,01105 -2,56307 0 24,852 266 S LGIEVDIDVEHGGKRSRLTPVSPESSSTEEK 

16 UID7746 GAPVD1 Q14C86 1,74977 -2,42111 0 24,8049 914 S RSRSSDIVSSVRRPMSDPSWNRRPGNEEREL 

17 UID7874 SKIV2L Q15477 1,51594 -1,923 0 24,4506 245 S AVGQPGGPRGDTVSASPCSAPLARASSLEDL 
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18 UID8348 ZC3H13 Q5T200 1,85281 -1,75648 0 24,1883 325 S KRDKPRSTSPAGQHHSPISSRHHSSSSQSGS 

19 UID8683 ARL6IP4 Q66PJ3 3,53654 -2,2089 0 25,173 239 S TSQGRKASTAPGAEASPSPCITERSKQKARR 

20 UID10997 IWS1 Q96ST2 1,9635 -1,80155 0 24,6343 261 S RISDSESEDPPRHQASDSENEELPKPRISDS 

21 UID11340 HIRIP3 Q9BW71 2,11588 -2,53742 0 24,6738 305 S DSEEEQKEAASSGDDSGRDREPPVQRKSEDR 

22 UID11547 KLC2 Q9H0B6 2,47137 -2,56392 0 24,6784 507 S VELLKDGSGRRGDRRSSRDMAGGAGPRSESD 

23 UID12778 SRRM2 Q9UQ35 3,20399 -5,75498 0 28,101 353 S KDKDKKEKSATRPSPSPERSSTGPEPPAPTP 

24 UID13128 THRAP3 Q9Y2W1 2,32333 -2,48784 0 24,7002 560 S RDKLGAKGDFPTGKSSFSITREAQVNVRMDS 

25 UID14242 ANP32A P39687 2,42683 -5,44456 0 28,025 15 T _MEMGRRIHLELRNRTPSDVKELVLDNSRSN 

26 UID14552 IFI16 Q16666 1,964 -1,70463 0 24,2853 779 T RKNKKDILNPDSSMETSPDFFF_________ 

27 UID26065 CHAMP1 Q96JM3 1,9457 -2,00867 0 24,7963 386 S KSSSVSPSSWKSPPASPESWKSGPPELRKTA 

28 UID12196 FAM120A Q9NZB2 2,50489 -1,5054 0 24,4097 1023 S YKNQAAIQGRPPYAASAEEVAKELKSKSGES 

29 UID12507 FAM208A Q9UK61 3,65328 -2,67363 0 25,5076 673 S SRGEAIISGKQRSSHSLDYDKDRVKELINLI 

30 UID11394 FANCD2 Q9BXW9 2,68882 -1,90693 0 24,5454 891 S GSKTSSSDTLSEEKNSECDPTPSHRGQLNKE 

31 UID12086 GPATCH2 Q9NW75 2,09749 -1,82992 0 24,4595 54 S SSEQARGGFAETGDHSRSISCPLKRQARKRR 

32 UID24474 HDGFRP2 Q7Z4V5 2,08159 -2,05645 0 24,5757 369 S RERADRGEAERGSGGSSGDELREDDEPVKKR 

33 UID7122 ILF3 Q12906 4,37204 -2,47526 0 24,8753 810 S GGGGSDYNYESKFNYSGSGGRSGGNSYGSGG 

34 UID25303 KDM2B Q8NHM5 2,00112 -3,10998 0 25,4933 474 S KKPKAPALRFLKRTLSNESEESVKSTTLAVD 

35 UID4291 KIF1C O43896 4,14194 -5,04269 0 27,4672 1092 S RYPPYTTPPRMRRQRSAPDLKESGAAV____ 

36 UID28523 PAXBP1 Q9Y5B6 1,42533 -3,80199 0 26,7574 557 S AREQTGKMADHLEGLSSDDEETSTDITNFNL 
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37 UID24917 PELP1 Q8IZL8 2,17346 -3,27119 0 26,0756 485 S ADALKLRSPRGSPDGSLQTGKPSAPKKLKLD 

38 UID7149 PRDM2 Q13029 1,75865 -1,59707 0 24,4618 739 S SMLPVTSSRFKRRTSSPPSSPQHSPALRDFG 

39 UID9258 RBBP6 Q7Z6E9 3,86433 -2,66185 0 25,311 1699 S QVGISRNQSHSSPSVSPSRSHSPSGSQTRSH 

40 UID6526 RPS3A P61247 2,09668 -2,08137 0 24,5827 236 S PKFELGKLMELHGEGSSSGKATGDETGAKVE 

41 UID18056 SCAF11 F8VXG7 3,02145 -1,931 0 24,9008 688 S RSPKRDTTRESRRSESLSPRRETSRENKRSQ 

42 UID1773 SRRT C9JUL9 2,12054 -1,95044 0 24,6615 11 S _____MAPSDRAMGDSDDEYDRRRRDKFRRE 

43 UID6864 SRSF11 Q05519 4,17754 -9,0552 0 31,9729 449 S SEKEKKEEKKPIETGSPKTKECSVEKGTGDS 

44 UID8408 UBR4 Q5T4S7 3,89185 -3,93232 0 26,2725 1760 S FQSEPRISESLVRHASTSSPADKAKVTISDG 

45 UID1568 USP39 B9A018 2,45224 -2,63278 0 25,3719 43 S VKRERDREREPEAASSRGSPVRVKREFEPAS 

46 UID11959 ANLN Q9NQW6 2,4176 -3,46981 0 26,1905 65 S QQPLSGGEEKSCTKPSPSKKRCSDNTEVEVS 

47 UID17174 CLASP2 E3W994 2,82457 -3,43792 0 25,6775 529 S ARSSRIPRPSVSQGCSREASRESSRDTSPVR 

48 UID27144 CWC22 Q9HCG8 3,27482 -1,9837 0 24,9613 61 S FDYSRSDYEHSRRGRSYDSSMESRNRDREKR 

49 UID8000 DBN1 Q16643 2,52321 -2,23062 0 24,9901 339 S SHRRMAPTPIPTRSPSDSSTASTPVAEQIER 

50 UID4122 FYB O15117 2,69347 -2,25251 0 25,244 209 S PKPAFGQKPPLSTENSHEDESPMKNVSSSKG 

51 UID24622 KTN1 Q86UP2 1,9361 -2,04979 0 24,7763 75 S KKNKKKEIQNGNLHESDSESVPRDFKLSDAL 

52 UID2447 LMO7 E9PMS6 4,33436 -4,71109 0 27,2906 316 S QKWQDDLAKWKDRRKSYTSDLQKKKEEREEI 

53 UID9371 LUZP1 Q86V48 2,76122 -3,51584 0 25,8246 440 S SFTNRRAAKASHMGVSTDSGTQETKKTEDRF 

54 UID7357 MYO9B Q13459 2,86149 -3,56847 0 26,7478 1972 S GDEDREKEILIERIQSIKEEKEDITYRLPEL 

55 UID9136 SETX Q7Z333 2,15569 -1,95276 0 24,2906 642 S MGKTSRKDMHCLEASSPTFSKEPMKVQDSVL 
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Note Mut = Mutant_p.Asp32His, WT = Wild type, A.A = amino acid. 1 

56 UID981 TJP2 A0A1B0GTW1 1,37164 -2,40028 0 25,0543 229 S YSERSRLNSHGGRSRSWEDSPERGRPHERAR 

57 UID6983 AHNAK Q09666 1,75803 -2,2796 0 25,4353 5731 S KFNFSKPKGKGGVTGSPEASISGSKGDLKSS 

58 UID21347 ATRX P46100 2,21981 -2,68854 0 25,3956 675 S KTTPLRRPTETNPVTSNSDEECNETVKEKQK 

59 UID6628 BASP1 P80723 3,10991 -4,6497 0 27,2906 194 S AAPSSKETPAATEAPSSTPKAQGPAASAEEP 

60 UID2679 CCDC82 F5H777 1,53395 -2,06881 0 24,9692 219 S KVGVKRPRRVVEDEGSSVEMEQKTPEKTLAA 

61 UID14383 CENPC Q03188 4,39618 -2,24372 0 25,1936 130 T EVHQKILATDVSSKNTPDSKKISSRNINDHH 

62 UID902 DENND4A A0A0U1RR27 2,22261 -2,58959 0 24,7865 966 S GYNSLSKDEVRRGDTSTEDIQEEKDKKGSDC 

63 UID8794 DHX57 Q6P158 3,56005 -2,8242 0 25,112 74 S DDGDDFCIFSESRRPSRPSNSNISKGESRPK 

64 UID29344 EIF3G O75821 1,43218 -1,71542 0 23,6488 41 T VTSELLKGIPLATGDTSPEPELLPGAPLPPP 

65 UID28941 HMX3 A6NHT5 2,0436 -2,70737 0 25,8685 149 T ASEKALLRDSSPASGTDRDSPEPLLKADPDH 

66 UID13062 INPP5F Q9Y2H2 1,77021 -1,20438 0 24,2196 907 S CGIIASAPRLGSRSQSLSSTDSSVHAPSEIT 

67 UID7325 PPIG Q13427 1,77154 -2,08697 0 25,283 745 S NDHVHEKNKKFDHESSPGTDEDKSG______ 

68 UID501 RRBP1 A0A0A0MRV0 2,5356 -1,67658 0 24,3632 1277 S KSHVEDGDIAGAPASSPEAPPAEQDPVQLKT 

69 UID7670 RRP1B Q14684 1,82784 -2,40115 0 24,3473 513 S SQSGPSGSHPQGPRGSPTGGAQLLKRKRKLG 

70 UID5331 SON P18583 2,0521 -1,5906 0 24,263 2129 S QSKEDDDVIVNKPHVSDEEEEEPPFYHHPFK 

71 UID8638 ZMYM4 Q5VZL5 2,88464 -1,65957 0 24,0498 1256 S SPRSDPLGSTQDHALSQESSEPGCRVRSIKL 

72 UID785 MEF2C A0A0D9SGI5 2,09559 -2,85107 0 25,218 419 S TPSRYPQHTRHEAGRSPVDSLSSCSSSYDGS 
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Supplemental Method 

 

Variants identification  

 

Patient 1 

To reveal the disease-causing DNA variant(s), we subjected trio — patient, both 

parents — of family 1 to whole-exome sequencing using NimbleGen SeqCap EZ 

Human Exome Library v2.0 kit. Samples were run on an Illumina HiSeq 2000 system 

using a paired-end 2 × 100 bp protocol and data was generated as detailed previously.3; 

4 For filtering and prioritizing genetic variants, we used our in-house VARBANK dataset 

and analysis tool kit.5 Method of exome sequencing in remaining individuals is given 

in the supplementary section. 

 

Patient 2 

Trio clinical exome sequencing was performed for the Patient 2 and her parents by 

GeneDx (Gaithersburg, MD) using a proprietary capture system developed by GeneDx 

for next generation sequencing with CNV calling. Sequence was aligned to the UCSC 

build hg19 reference sequence. Mean depth of coverage was 114X with quality 

threshold (>10X reads) of 98.6% of exome. GeneDx’s XomeAnalyzer was used to 

analyzed variant between the probands, parents and reference. 

 

Patient 3 

Genetic evaluation for patient 3 began with simultaneous chromosome analysis and 

chromosomal microarray. Chromosome analysis demonstrated a normal female 

karyotype. Chromosomal microarray via whole-genome array CGH and genotype with 

180,000 oligonucleotide probes on the GRCh37/UCSC hg 19 build did not identify any 

copy number variations. Exome sequencing through a commercial laboratory identified 

a heterozygous pathogenic variant in CSNK2B, specified c.94G>A (p.Asp32Asn) 

(NM_001320.7). Parental samples were not submitted to determine if this CSKN2B 

pathogenic variant was inherited or de novo, though parents have typical intellect and 

no contributory medical history. No other pathogenic variants or variants of uncertain 

significance were reported for the patient on exome sequencing. 

 

Patient 4  

To reveal the pathogenic variant in patient 4, we employed chromosomal microarray 

analysis which showed normal number of chromosomes. In parallel, this patient was 

also found negative for pathogenic mutations in SCN1A and FMR1, later is a causative 

gene of fragile X syndrome.6 Eventually, WES revealed a novel pathogenic de novo 
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variant NM_001320.7:c.374C>G;p.Ser125* in CSNK2B.  

Patient 5 

Initailly, we employed targeted sequencing of genes associated with seizures/epilepsy 

which did not show any pathogenic variant, so the patient underwent singleton exome 

sequencing that identified the CSNK2B variant — NM_001320.7:c.367+5delG. 

Inheritance of the variant is unknown. 

 

Extended information for GestaltMatcher analysis 

GestaltMatcher spanned a 320-dimensional clinical face phenotype space (CFPS) 

defined by the feature vectors derived from DeepGestalt.7 Each image is a point 

located in CFPS, and the cosine distance quantified the similarity between two images 

in the space. In CFPS, we consider the images with close distance to have a high 

overlap of syndromic facial features. Therefore, we ranked the patients by sorting the 

cosine distance. 

We performed pairwise comparisons on the seven photos of patient-1 to patient-7 

along with 3,533 images from 2,516 diagnosed patients with 816 syndromes in the 

Face2Gene database. The following two criteria selected the 2,571 patients from the 

database. A patient's diagnosed syndrome was not included in the model training and 

had less than seven subjects. By these selection criteria, we formed the CFPS with 

syndromes that have not been seen by the model and have very few subjects 

simulating the ultra-rare diseases. 

Copy number analysis  

250 ng of DNA were digested with NspI and amplified with ligation-mediated PCR, 

purified, fragmented with DNase I, labelled with biotin and hybridized on array 

CytoScan HD (Thermo Fisher Scientific). After washing and staining with streptavidin 

on a GeneChip Fluidics Station 450, the arrays were scanned by GeneChip Scanner 

3000. Finally, CEL files were generated with GeneChip Command Console software 

(Thermo Fisher Scientific) and analysed with the programs ChAS 3.0 (Thermo Fisher 

Scientific) and Nexus Copy Number 7.5 (BioDiscovery).  

 

Minigene construction, transfection and RT-PCR 

To reveal the consequences of NM_001320.7:c.367+5delG on CSNK2B transcript 

splicing, we constructed minigene vectors with the help of GenScript Biotech 

(Netherlands) B.V.. For this purpose, genomic fragments of wild-type and mutant 

CSNK2B (ENST00000375882.7;CSNK2B-203) spaning exon 4 to exon 6 were cloned 



32 
 

in mammalian expression vector, pCMV-3Tag-3a, using SacI/XhoI restriction sites. We 

used 1mg/ml polyethylenimine (PEI, Polysciences, 23966) to transfect HeLa cells for 

24 hours. Subsequently, cells were subjected to isolate total RNA with the help of 

RNeasy Mini kit (Qiagen, 74104) which later was converted into cDNA using 

SuperScript III reverse transcriptase (RT) enzyme (ThermoFisher Scintific, 18080093). 

For PCR amplification, we used vector and insert specific forward and reverse primers, 

respectively. Oligonucleotides sequences are listed in Table S2. To detect different 

transcripts and aberrant splicing, amplified PCR product was subjected for Sanger 

sequencing.  
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